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INTRODUCTION

Infectious bursal disease; synonymously called
Gumboro disease, is an acute, highly contagious,
immunosuppressive viral disease - of young chicken.
Clinically the disease is characterized by on acute onset of
depression, anorexia, white and watery diarrhoea and
ruffled feathers. Terminally, the affected birds show
sternal or lateral recumbency with a course of tremors.
Gross lesion includes feverish and dehydrated carcasscs
with ecchymotic haemorrhages in breast and thigh muscle.
The changes in bursa of Fabricius include turgid and
haemorrhagic bursa with increase in size. Petechiac arc
also noticed at the juncture of proventriculus and gizzard.
enteritis and pallor with accumulation of urates in kidncy.
The etiological agent of the disease 18 IBD virus which
belongs to family Birnaviridae and genus Avibirnaviradac
having double stranded, bisegmented RNA genome. The
virus has icosahedral symmetry and non-enveloped with
diameter of 50-60 nm.

Initially, the disease was caused by classical virus,
producing mild clinical or sub-clinical infection which
resulted in impaired growth, poor feed conversion ratio
and acquired immunodeficiency with low mortality. Sound
bio-security and vaccination through mild attenuated and
killed vaccine has been effective control measurc.

At the end of nineties the scenario of the discasc
become more complicated due to production of different
clinical pictures such as heavy morbidity as well as
mortality rising upto 70-100% Despite solid bio-sccurily



and repeated vaccination the disease perpetuated
unabatedly. Later in 1989 the virus was identified as ‘very
virulent strain’ (Box, 1989), being antigenically similar to
classical strain but was able to penetrate the maternal
antibody barrier establishing the disease in susceptiblc
flock. Erstwhile, use of vaccine, using mild or
intermediate strain, was found inadequate. Therefore less
attenuated (invasive/moderate hot) vaccine strain capablc
of evoking immune response, even in presence of maternal
antibody, was introduced Albeit, invasive vaccine strain
could put the disease under control, they causc
immunosuppression and mild bursal lesions (Ezeokoli et
al., 1990).

Hence, to ameliorate the deleterious effect of invasive
intermediate strain various immunomodulating agents havc
been studied scientifically. Among them chemical
compounds such as levamisole (Mohanty ef al., 2060).
ascorbic acid (Amakye, et al., 2000), Vitamins (Franchini.
1995; Shadakshrappa el al., 1998) administered
concomitantly with IBD vaccine gave encouraging results.

Moreover, contaminated feed also attribute as @
possible cause of the disease. In India where there is lack
of stringent system for supply of mycotoxins free feed.
obviously there is every chance of availability ol
contaminated feed Dy mycotoxins such as aflatoxin.
ochratoxin and other unknown factor whose feeding even al
very low concentration leads 1o decrcased production.
reduced growth rate, enhanced mortality, impairment ol
immune system and vaccine failure (Singh e? al., 1996).
IBD in concomitance with mycotoxins have been reported

[38]



by many workers (Chang and Hamilton, 1982; Burn and
Dwivedi, 1986; Mangat et al.,1987; Somvanshi and
Mohanti, 1991). Therefore introduction of vaccines with
minimum immunosuppressive property and contamination
free feed is desired for economic poultry farming.
Additionally, in a scenario where the vaccine itselfl is
harmful and congenially with unknown or known causes
makes in the condition more worse. Hence, utmost
precaution should be taken to prevent these deleterious
effects.

Therefore, present, investigation has been undertaken
with following objectives:

& To study the immunosuppressive effccts ol invasive
intermediate IBD vaccine and local ficld isolate of
IBD virus employing such study like antibodyv
responsc to RD vaccine by HI test, histopathological
changes in the bursa of Fabricius, bursa: body wcighi
ratio, body weight gain and feed conversion ratio

(FCR).

& To study the immune responscs 1O invasive
intermediate strain IBD vaccine in chickens treated
with any of the selected drugs/agents or combination

of agents.

e

%

To study the immunopotentiating effect of sclected
drugs / agents oOr combination of agents in broiles
chicks immunocompromised by the vaccine strain of
IBD virus / field virus by determining HI titer to RD



vaccine, bursa: body weight ratio, body weight gain
and FCR.

To study the effectiveness of vaccinal response in
IBD vaccinated broiler chicks:- which have rccceived
different treatments with selected drugs / agents or
combination of agents by conducting challenge
studies.
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REVIEW OF LITERATURE



REVIEW OF LITERATURE

Cosgrove (1962) was first to document infectious
bursal disease (IBD) at Gumboro district, a place ncar
South Delaware in United States °of America. Hence the
eponym Gumboro disease has been given. The clinical
picture of disease was ruffled feathers, watery diarrhoca.
severe prostration, trembling, oedema and enlargement of
bursa of Fabricius and renal damage. The renal damage
being the most prominent lesion, the condition was
described as “avian nephrosis.”

Since its first report, the disease was found to bc
widely distributed, occurring in essentially all major
poultry producing areas of the world (Okoye, 1984). In
India, the disease was first reported from Uttar Pradesh by
Mohanty et al. (1971) on the basis of histopathological
studies. Since then several workers have reported  the
incidence of this disease in different parl of country
(Ajinkya et al., 1980; Chauhan e¢ al., 1980; Ray an:!
Sarkar, 1984; Sulochana and Lalithakunjamma, 1991:
Maherchandani et al., 1992; Singh et al., 1994; Joshi and
Shakya, 1996).

Cheville (1967) investigated the cytopathologic.!
changes in the bursa, spleen and thymus ol chickens
following experimental infection with IBDV, intraocularly
at 28 days of age. Necrosis of lymphocytes in the medulla
of bursal follicles was the initial lesion. This was followcd
by the destruction of all lymphoid tissues in the. bursa.
phagocytosis of the necrotic lymphoid cells by largc
reticular cells resulted in severe reticular hyperplasia.



[nitial atrophy was followed by proliferation of the
corticomedullary epithelium and the formation of mucous
secreting glands. |

Del Bono et al. (1968) observed lesions in the bursa
as necrosis of the lymphoid cells and corticomedullary
layer with regression of follicles. The epithelial lining of
the plica became hyperplastic and hypertrophic with the
development of goblet type cells in an active sccretlory
state. Pseudocystic structures were See€n frequently within
the follicles.

Hirai et al. (1974) demonstrated that antigens from
IBDV were specific and formed three precipitation lines
due to the differences in the diffusion rates of the viral
particles, PA-1, PA-2 and PA-3. The precipitating
antigens, PA-1, migrated most slowly and PA-3 migrated
most rapidly.

, Cullen and Wyeth (1975) described the quantilication
of IBDV antibodies by AGPT. Antigen was prepared from
the bursa of three to five weeks old chicks. The bursal
homogenate was treated with Arcton 113. The quantitative
agar gel precepitation test (QAGPT) was used to mcasurc
the maternal antibody level in chicks from IBDV infccted
parents (Wyeth and Cullen, 1976). Wood et al., (1979)
standrized the QAGPT for determination of IBDV
antibodies level in chickens. They reported that the
antigen concentration was of no significance within certain
limits, but for clarity, high antigen concentration was

recommended.



Thornton and Pattison (1975) undertook a comparative
study of nine products from seven different sources
intended for use as vaccines against infectious bursal
disease of chickens. No vaccine caused clinical diseasc
after administration to chicks at "seven day of age,
however, one of them caused a significant impairment of
weight gain, and when given to 1 day old chicks causcd
some morbidity and deaths. Most vaccines affected the
bursa of Fabricius and histological examination of this
organ revealed varying degree of tissue damage, which
correlated with the reduction in size of this organ. The
affects with the different products ranged from no damage
to damage almost as rapid and severe as that produccd by a
fully virulent field strain of the agent. Selected producl
which differed in their effect on the bursa were tested for
their immunosuppressive properties by assessing  the
response to live Newcastle disease vaccine administercd
after the IBD vaccine. The effect on the responsc L0 New
Castle disease vaccine was found to be correlated with the
degree of tissue damage . Variation in the ability ol the
vaccines to protect against IBD challenge was also found.
but these did not depend on degree of damaged to the
bursa. These studies enable proposals for standard tests [or
IBD vaccines to be formulated in repect of safety, potency
and lack of immunosuppressive effect. Only 2 of 9
vaccinated satisfied these standards.

Siegel and Mortan (1977) have reported a threce-fold
increase in interferon level following Poly I / Poly C
addition to mouse cell cultures containing ascorbatc. The
interferon inducing capacity of ascorbate has also been
reported. Interferon levels were reported to be increased in



mice provided with ascorbic acid in drinking water and
exposed to a meurine leukemia virus (Anderson, 1981).

Winterfield and Thacker (1978) compared the
usefulness of AGPT and VN test ‘to study the immunc
responses of different strains of IBD applied as vaccines.
They observed that even precipitin negative chickens werc
often protected, whereas AGPT positive chickens always
protected.

Mohanty et al. (1981) rcported maximum antigen
concentration in the bursa collected at 48 hrs. PI. Bursa
collected at 12 hours PI has only faint preciptin lines. Two
distinct preciptation lines were seen with bursa collccted
at 24 hours PI. Where as those of 48 hours Pl had three

lines.

Edwards et al.(1982) investigated the duration ol
immunosuppression and the relationship betwecn bursal
damage and depression of humoral response causcd by an
IBD vaccine strain administered at onec day of age.
Examination of bursal sections from chicks scven days
post IBD wvaccination revealed severe damagce with
destruction of follicular architecture, depletion ol
lymphocytes, increased connective tissue, mucous CysIs
and thickening and corrugation of the epithelium in cight
out of 10 bursa examined. The remaining two bursa showed
over 50 percet of the bursal area depleted of lymphocylts.
Subsequently, bursa were collected continuous
repopulation of lymphocytes and majority of apparently
normal plical cells were observed. Regencration continucd
until the end of the 70 days observation period when the



majority of the bursa were repopulated, but evidence of the
earlier damage remained. The bursa from the vaccinated
birds were always smaller than those of the controls, with
epithelium corrugated and thickened.

McFerran et al.(1982) conducted field studies with an
inactivated vaccine against infectious bursal discase.
Vaccination using an inactivated infectious bursal diseasc
vaccine stimulated long lasting neutralizing antibodies.
Highest titres were produced in the birds which had
previously been infected with a field strain, Dbul
satisfactory titres were achieved after priming with an
attenuated vaccines. Bursal lesions were delaycd by about
2 weeks in the progeny of vaccinated birds. Howcver no
economic advantage could be demonstrated from the usc of
the vaccine. It is concluded that the depressed feed
conversion seen in broiler was not due to IBD virus.

Ley et al. (1983) detected serologic, histopathological
and biochemical changes in 35 days oldspecific pathogen
free chickens inoculated with IBDV. A detectable
precipitin antibody response occurred between 3 and 5
days post inoculation. Histopathological examination ol
lymphoid and non lymphoid tissues from IBDV inlccted
SPF chickens affirmed that the predominant fesion was
lymphoid necrosis in the bursa of Fabricius. Other
lymphoid organs were much less severcly aflfccted and
possessed greater regenerative potential. Nonspecilic and
relatively mild changes were found in the liver and kidncy.

Lukert and Hitchner (1984) reportcd that the
histopathological lesions in the bursa commenced with



degeneration and necrosis of the lymphocytes in the
medullary area of the follicles. The lymphocytes were soon
replaced by heterophils, debris, and reticuloepithelial
cells. All of the follicles were affected by three to four
day PI. As the inflammatory reaction decreased, cystic
cavity and fibroplasia of the interfollicular conncctive
tissue developed.

Giambrone and Clay (1986a) compared the
immunogenicity, stability, pathogenicity, and
immunodepressive potential of four commercial live
infectious bursal disease vaccines. Although all vaccines
were capable of spreading to in contact controls, only twe
intermediate vaccines produced slightly atrophicd bursac
and moderate microscopic bursal lesions. Also, all thc
vaccines were stable because they failed to revert back to
increase in virulence and also did not result in morbility
or mortality associated with virulent IBDV alter
successive passage. None of the four vaccines was found to
be immunodepressive, as all IBD vaccinated hirds
responded to NDV vaccination.

Giambrone and Clay (1986b) compared the efficacy ol
two intermediate infectious bursal disease vaccines (clonc
vac D-78 and S-706) for immunizing specific pathogen free
white leghorn chickens by coarse spray (CS) against sub-
clinical IBD. Both intermediate 1BD vaccines wcre equally
capable of immunizing day old SPF chickens by CS and
were safe as evidenced by the absence of morbidity.
mortality, or severe gross and microscopic bursal

pathology at 28 days of age.

10



Panigrahy et al. (1986) conducted an experiment in which
five weeks old chickens were inoculated with IBDV and
bled five days post inoculation for analysis of
haematological changes and serum biochemical changes.
From this experiment he concluded that in IBD infected
group there were significant decrease in the total
erythrocyte count, packed cell volume, haemoglobin
concentration, albumin, albumin: globulin ratio, uric acid
and glucose. Serum globulin and chotesterol incrcased
significantly. There was no alteration in the lcvels of
sodium, potassium and calcium in IBD affected birds.
Other cellular changes that occur in the acute stage of IBD
are lymphocytopenia and panleucopenia (cheville 1967).
Histological lesions in the bursae of Fabricius of chickens
five day post inoculation were characterized by massive
cystic degeneration of follicle with deplction ol
lymphocytes, reticuloendothelial hypcerplasia.
interfollicular edema and fibrosis and infiltcration by
heterophils and macrophages. No lesions was present in the
bursa of Fabricius of control chicken.

Ezeokoli et al. (1990) evaluated the effect of IBD live
" virus vaccine of the immune response of chickens by the
asséssment of the antibody response following vaccination
as well as persistence to challenge with virulent virus,
Birds were vaccinated at various ages and later challenged
with a heterologus vaccine or wild type IBD virus. The BI
was examined for histopathological changes at rcgular
intervals. Antibody levels to NDV were monitored.
Significantly higher mortality rates were observed in birds
vaccinated with IBD vaccine than unvaccinatcd birds
following challenge. The bursa of Fabricius [rom

11



vaccinated birds showed marked lymphocytic depletion and
cellular infiltration with mononuclear cells. NDV vaccinc
given intraocularly at day old largely prevent the
immunodepressive effect of IBD vaccination. Groups thal
received IBD vaccine on day 14 but no NDV had higher
mortality (41.2%) and showed lower antibody responsc
than those vaccinated on day 1 (0%) or controls which did
not receive IBD virus challenge (11.8%).

Jhala et al. (1990) infected four weeks old broiler
chicks with infectious bursal disease virus isolate. The
birds were sacrificed 48 hours and 5 days after infection.
They did not observe any -clinical symptoms in
experimentally infected birds during the five days
observation period. All the birds showed signilicant
enlargement of bursa of Fabricius at 48 hours Pl and
atrophy at 5 days PI. Other organs collected were grossly
normal at both the occasions. Histopathologically therc
were necrosis and depletion of lymphocytes in bursal
follicles at 48 hours PI. Bursal lesion became scvcere al
five days PI, where bursal follicles were found atrophicd
with regression on size. There was severc depletion of
lymphocyte in the cortex and medulla. The
corticomedullary epithelium showed formation of cys!
severe proliferation of fibrous connective tissuc was
observed in the interfollicullar space. They also obscrved
mild depletion of lymphocyte in the lymphoid follicles of
caecal tonsil at 48 hours and five days PI. Thymus, spleen
and kidney collected at 48 hours and 5 days PI, did nol
reveal any significant histopathological lesion.
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Mazariegos et al. (1990) conducted the study to (est
the pathogenicity and immunosuppressive effects of seven
commercially available infectious bursal disease vaccinc.
The vaccine strains were intermediate in their
pathogenicity in susceptible specific pathogen frec
chickens. One day old and three week old SPF chickens
were vaccinated with these vaccine. Two weeks after I1BD
vaccination they were vaccinated with Newcastle diseasc
virus. The pathogenic and immunosuppressive effects of
the IBD vaccines were evaluated by the antibody responsc
to NDV vaccination, the bursa: body weight index, and
histopathological lesions of the bursa. In chicks vaccinatced
at day old, bursa: body weight index varied from 0.23 to
1.0 whereas in case of chicks vaccinated at 3 weeks ol agc
ratios ranged from 0.24 to 1.0. The HI antibody titre to
NDV ranged from 3.7 to 61.7 and 13.0 to 59.2 respectively
in chicks vaccinated at day old and those vaccinated at 3
weeks of age. It was found that these strains were highly
variable in their virulence and immunosuppressive
properties. Three of the strains tested werc found to bc
highly virulent and immunosuppressive, two othcers were
moderate and two could be classified as mild.

Vanden Berg et al. (1991) isolated a highly virulent
strain of IBDV from the field and propagated in SPI
chickens, causing up to 100 percent mortality. Although
the virus belonged to the standard serotype 1, scerological
typing with monoclonal antibodies showed an antigenic
drift in this pathogenic strain.

Khafagy et al. (1991) reported the isolation.
identification and characterisation of 9 field isolatcs of
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very virulent infectious bursal disease virus prevalent on 9
chickens farms in Egyptial Governates. The diseasc was
characterized by sudden appearance with high morbidity
usually nearly 100 percent with mortality of upto 70
percent. The isolates were identified as normal Gumboro
strain (Faragher) with no variants.

Somvanshi et al. (1991) conducted a study on bursa of
Fabricius inoculated with infectious bursal discase field
virus through light and electron microscope. Studics of
Bursa of Fabricius was conducted in chickens of 24, 48 and
72 hours post inoculation. Histological examination
revealed marked oedema, hyperaemia, necrosis ol lymphoid
cells, formation of vacuoles or cystic spaces in the
medulla of bursal follicles. At 72 hours, complete
depletion of lymphoid cells, atrophy of bursal follicles and
proliferation of collagen fibers were seen. Macrophages
were observed in and around bursal follicles. Immuno-
histochemistry revealed localizational of IBDV antigens in
lymphocyte and more frequently in vacuoles of
macrophages. Antigen was more in the medulla than in
cortical parts of follicles. Higher quality of IBDV antigen
was seen at 48 hours interval than at other periods. Widc
intercellular spaces, edema and marked decgencrative and
necrotic changes were observed in bursal lymphocyltes.
Abnormal shaped or pyknotic nuclei and pronounced darker
heterochromatin were the main changes in the nuclci.

Nakamura et al. (1992) compared the
immunosuppressive effect of highly virulent infectious
bursal disease among 2,3 and 4 weeks old chickens. The
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virus suppressed antibody responses to ND vaccination in
above three groups.

Nunoya et al. (1992) reported the occurrence of acultc
infectious bursal disease virus with high mortality in
Japan. They isolated highly virulent infectious bursal
disease virus from field outbreaks and studied the
pathogenicity of the field isolates in SPF chickens. The
experimentally infected chickens developed severe clinical
disease with a high mortality rate. The histopathological
changes were marked by bursal and thymic necrosis,
aplastic anaemia and acute hepatitis.

Tsukamoto et al. (1992) reported isolation of virulenl
infectious bursal disease virus from field outhrecaks with
high mortality in Japan. In all cases the parcnl f[lock were
inoculated with IBD vaccine but their progeny wcrc not.
The virulence of the isolates from such outbreaks was
investigated in SPF chickens. Infected birds developed
diarrhoea within 24 hour of infection and showcd
depression, trembling, ruffled feathers and were prostatce.
The 5 isolates caused 30-70 percent mortality with
Yamaguchi strains. Those that survived the discasc, losl
weight or showed no weight gain. Atrophy of the bursa ol
Fabricii was seen in all surving birds.

Wyeth et al. (1992) studied the wusclulness  of
‘nactivated infectious bursal disease oil emulsion vaccine
to control very virulent strain of IBD virus in commercial
layer chickens having varying levels of maternal
antibodies. The QAGPT titres of Mab ranged between 2" 10
25 The chicks were vaccinated at 7,10,14 or 28 days old
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with varying doses of vaccines intramuscularly. The birds
were challenged by eye drop with 100 CIDs, of the CS88
strains of IBD in 0.1 ml of inoculum and sacrificed fifty
six hours later and their bursae of Fabricius were examincd
for the presence of viral antigens using the agar gcl
precipitation test. The partial doses given at 7 or 10 days
old gave only partial protection. A full dose given at 10,14
or 28 days old fail to give full protection but a full dosc
administered at 7 days old protected all the chicks after
each challenge with virulent virus.

Mcllroy et al. (1992) attempted to reduce the
economic losses due to sub clinical IBD. Broilers rearcd in
23 houses known to have been infected with IBD virus
were vaccinated with live, attenuated IBD virus vaccine atl
20 days of age. Vaccination of either onc, two or three
consecutive flocks resulted in significant incrcascs in ncl
income and average body weight, and in a decrcasc in
mortality. An improvement in broiler performancc was nol
restricted to vaccinated flocks., but was also apparcnt [oi
at least 1 year following placing of the first vaccinated
flock in subsequent flock reared in the same houscs.

Mcllroy et al. (1993) found improved performance 1n
commercial broiler flocks with sub clinical infectious
bursal disease when fed diets containing increascd
concentration of vitamin E. The economic clfects of
increased vitamin E supplementation in 79 commerical
broiler flock incorporating over 1.5 million birds was
assessed. Approximately half of the flocks were fed on
either a high (178 1U/Kg) or normal (481U/Kg) vitamin L
containing diet. In addition, in approximately half ol the
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flocks sub clinical IBD was present. Analysis of the
performance data showed that flocks with sub clinical IBD
were consistently worse for net income, feed conversion
ratio and average weight per bird than flocks sub clinical
disease. The trial also indicated -that the average ncl
income of flocks with sub clinical IBD and fcd a high
vitamin E containing diet was of better than that from
flocks with sub clinical IBD and fed a normal vitamin E
containing diet. The trial also showed that the differcnce
between the average net income achieved by flocks without
sub clinical IBD and being fed on either a high or a normal
vitamin E containing diet was only 2% and nol
significantly different. It was suggested that the increasced
improved performance from high vitamin E containing dict
recorded in flocks with sub clinical IBD is duc Lo
enhanced immunocompetence and increased resistance 1o
disease. It was also suggested that under ficld conditions
high dietary inputs of vitamin E are most bencficial where
there is a challenge to the defence system of the host and
that significantly improved performance would occur morc
predictably under such conditions.

Singh and Dhawedkar (1993) observed that levamisolc
treatment of IBDV infected chicks was ablce to restore their
immune responses to sheep red blood cells to a level
comparable to that or uninfected control.
Immunomodulatory effect of levamisole was observed only
in birds which had undergone immunosuppression duc o
prior IBDV infection. This drug did not increcasce the
immune response above the normal [evel in
immunologically competent hosts. Thus the trecatment of
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birds with levamisole may prevent the disease arising from
immunosuppression as a result of sub clinical IBD.

Chatterjee et al. (1994a) investigated the
immunomodulatory effect of herbal product IMMU-2I
(research name) in different laboratory animals. He found
that animals treated with IMMU-21(20 mg/kg) significantly
increased the microbicidal activity of neutrophils in the
experimental animals which may be due to its decreasing
effect on circulating level of corticosteroids. Increcasc in
soluble immune complex in the serum of the experimental
animals also indicate immunopotentiating action of IMMU-
21. At a dose of 20 mg/kg it caused a significant increasc
in the antibody titres in both the primary and sccondary
immunity assay while a higher dose (200 mg/kg) of IMMU-
21 did not significantly alter the antibody titre and showed
slight immunosuppressive effect.

Coletti et al. (1994) studied a vaccine strain of
infectious bursal disease virus with residual pathogenicity
in the fowl. Antibody levels were highest in thosc chicks
which had the lowest maternal antibody levels at the time

of vaccination.

El-Zanty (1994) studied the effect of virulent IBDYV
on 1-week old broiler chicks fed diets containing dilfcrent
concentration of ascorbic acid (AA) (group 1. 100 mg
AA/Kg; group 2, 220 mg AA/kg; group 3, 330 mg AA/kg
and group 4, 660 mg AA/kg diet respectively). At 4 weeks
of age broiler chicks in different groups were inlccted
intraocularly with 105.7 EIDsq / 0.1 ml virulent IBD virus.
The severity of the clinical signs, bursal lesions and other
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pathological lesions were reduced in ascorbic acid fed
chicks. When bursal homogenate tested by AGPT, titre
were high in chicks receiving no AA but low in chicks
from group 2 to 4. It was concluded that AA increases the
resistance in broiler chicks to virulent IBD infection.

Kouwenhoven and Vanden Bos (1994) controlled the
very virulent IBD in the Netherlands with morce virulent
vaccine. The maternal immunity of chicks hatched from the
eggs of vaccinated hens could not withstand infection with
a virulent strain of IBD virus which appeared in the
Netherland in 1987, and they developed the diseasc at 14-
28 days of age. Vaccination of broiler at 14-21 days ol agc
solved the problems only partly. Trials of three new morce
virulent live vaccines the Bursa vac (Sterwin Laboratorics,
U.S.A) LZ228E (Mycoform Nederland B.V the
Netherlands) and Bursa plus (Solvay Duphar, B.V. the
Netherlands) were conducted on 29 million birds in 906
replacement layer flocks and 714 broiler flocks betwceen
October, 1990 and November 1991 with satislactory
results. However, they found the Bursa vac in slightly
more virulent than the other two ‘hot’ vaccines. They also
observed that ‘hot’ vaccines were slightly more pathogenic
than the Intermediate vaccines.

Pande and Vijay Kumar (1994) studicd  the
immunomodulatory effect of zeetress in chicken vaccinated
against ND (F strain) virus. Zeetress was administered al
the rate of 5 g/1000 chicks through the drinking water for
first 10 consecutive days and thereafter at the rate of 10
g/1000 birds from 24 to 35 days. On 35 day scrum samples
were collected for HI test. It was found that antibody
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titres, body weight gain and feed efficiecncy were
significantly higher than untreated vaccinated control.

Panda and Rao (1994) observed the effect of a vitamin
E Selenium combination 1in chickens = infected with
infectious bursal disease virus. Ninety male chicks from a
single hatch were divided into 6 groups and infected with
infectious bursal disease virus by intraconjunctival
inoculation at one day old. Two groups of IBD infected
birds and 2 of uninoculated birds were stimulated with a
subcutaneous injection of Brucella abortus antigen at the
end of the second weeks (Primary stimulation) and third
week (Secondary stimulation). A vitamin E sclenium
supplement (E care Se), at the rate of 25 mg/bird orally in
drinking water on alternate days from onc day old
throughout the experiment, was given to 2 groups ol birds
(one IBD infected and B. abortus stimulated and onc non-
IBD infected but B. abortus stimulated). Serum samplcs
were collected weekly from one week after the sccondary
stimulation for 4 weeks and the humoral response mecasurcd
by the tube agglutination test. Birds were killed by the end
of the seventh week. Birds with a bursa: body weight index
lower than 0.85 were considered to have bursal atrophy.
Antibody titres were detected only in responsc to B.
abortrus stimulation. The immunosuppressive effect of the
IBD virus was indicated by the fact that the IBD infccted
untreated (without Vitamin E-selenium) birds had the
lowest geometric mean titres. The vitamin E-sclenium
treatment significantly boosted both the GMT in IBD
infected birds in comparison with untreated, infected
birds. There was no significant difference between the
GMT of untreated uninfected birds and treated, infected
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birds. The supplementation had no effect on bursa: body
ratio in IBD-infected birds and the bursa of these bird;
showed IBD specific lesions in about 50% of the follicles.
The findings strongly suggest the enhancement of immunc

responses due¢ to vitamin E-selenium supplementation in
IBD infection.

Singh et al. (1994b) reported the occurrence of
infectious bursal disease in chickens between February.
1990 to May, 1993 in Bihar. The disecasc occurrcd in both
acute and sub clinical forms. The acute IBD was markced by
high morbidity and high mortality ranging betwecn 35-65
percent. Three virus isolates were recovered from the
affected tissue. Majority of acute IBD outbreaks followed
revaccination with RDF vaccine.

Suresh 2d Vasudevan (1994) administered orally.
Phyllanthus emblica, an excellent source of vitamin C
(ascorbate), has been found to enhance natural killer (NK)
cell activity and antibody dependent cellular eytotoxicity
(ADCC) in syngeneic BALB/C mice bearing Daltton’s
lymphoma ascites (DLA) tumor. P. emblica clicited a 2
fold increase in splenic NK cell activity on day 3 post
tumor imoculation, Enhanced activity was  highly
significant on days 3,5,7 and 9 after tumor inoculation
with respect to the untreated tumor bearing control. A
significant enhancement in ADCC was documented on days
3,7,9,11 and 13 in drug treated mice as comparcd to the
control. A increase in lifespan (ILS) of 35% was rccorded
in tumor bearing mice treated with P. emblica. This
increased survival was completely abrogated when N K cell
and killer (k) cell activites was depleted either by
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clyclophosphamide or anti-asialo-GM, antibody treatment.
These results indicate: (a) an absolute requirement for a
functional NX cell or K cell population in order that P.
emblica can expert its effect on tumor bearing animals, and
(b) the antitumor activity of P. emblica’s mediated
primarily through the ability of the drug to augment
natural cell medicated cytotoxicity.

Kembi et al. (1995) compared the effect of three
different routes of administation viz. oral, intramuscular
and ocular on the immunogenicity of infectious bursal
disease vaccine. They recommended the ocular route as the
most effective for vaccination.

Rao et al. (1995) studied immune responses duc to
zeetress in infectious bursal disease vaccinated chicks. 120
kalinga brown chicks (layer) were divided into 8 cqual
groups which included appropriate controls. When
Newcastle disease vaccine virus was used as indicator
system there was higher level of antibody titres in both
IBD vaccinated and unvaccinated birds administered
zeetress. There was also a marked increase in rosctle
forming T lymphocytes suggesting stimulation of cell
medicated immunity which was further strengthencd by
significantly severe delayed type of hypersensitivity
reaction in the DNCB (2, 4 - dinitrochlorobenzene) skin
sensitivity test. The spleenic macrophage aclivily was
increased as shown by increase in number of formazan
positive cells in nitroblue tetrazolium test as a result of
administration of zeetress. Zeetress was also responsible
for significantly higher body weight in IBD vaccinated
birds. Histological examination of bursa revealed thal

22




majority of the follicles which were damaged as indicated
by atrophied follicles due to destruction of lymphocyte and
intra- and inter follicular oedema as a result of live IBD
vaccine were partially protected/spare due to
administration of zeetress. It was concluded that there is a
significant improvement in immune status of IBD
vaccinated chickens receiving zeetress.

Tsukamoto et al. (1995) reported the occurrence of
highly wvirulent infectious bursal diseasc virus in (he
vaccinated flocks in Japan which produced high mortality.
They studied the efficacy of three vaccines available in
Japan, two mildly attenuated strain and one intermcdiate
strain in SPF chicks and in commercial chicks with
maternal antibody against IBD. Chicks were vaccinated at
20 days old and challenged with highly virulent IBDV 10
days after vaccination. Protection was measured at 7 days
after challenge. All the three live vaccines protected SPF
chicks, however, only Intermediate strain vaccinc
protected (100%) commercial chicks against highly
virulent IBDV.

Franchini et al. (1995) established that vitamin [
added to inactivated and emulsified vaccine cnhanced the
immune response to viral antigens in chickens. Vaccinces
with vitamin E especially when replacing 20 or 30% of
mincral oil, induced a more rapid and highcr antibody
response than control vaccines. An adjuvant cflcct of
vitamin E as present in viral vaccine lacking bacterial

antigens.
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Kouwenhoven and Vanden Bos (1996) conducted
vaccination trial using conventional intermecdiate vaccine
and more invasive hot vaccines on 95 replacement laycer
farms and 26 broiler flocks that did not suffer from the
disease. They did not find significant difference betwecen
the two vaccines on the performance of the vaccinated
broilers in respect of mortality, average growth, fecd
conversion ratio and condemnation percentage.

Kurtoglu et al. (19906) studicd the cffect of vitamin A
or E or both on antibody titres and blood T lymphocyte
percentage value in chickes vaccinated with Gumboro
disease vaccine. Blood immunoglobulin IgG increascd
considerably after vaccination, Vitamin A excess (80, 000
IU/kg diet) suppressed antibody titres and increcasced T-
lymphocyte and IgG values. Vitamin A and [ given
together reduced the level of increase in T-lymphocyte

values.

Mahesh and Muniyappa (1996) studicd the
immunogenicity, pathogenicity and immunosuppressive
potential of one less attenuated, three intermediatc. onc
mild and combination of mild and inactivated IBD vaccines
strain, and also monitored the maternally derived antibody
response in both experimental and field conditions. The
chicks were vaccinated against IBD according (o
manufacturers recommendations and also against Newcastle
disease on day seventh. The evaluation of immune response
and MDA was determined by employing indircct ELISA.
The pathogenic and immunosuppressive cflect of IBD
vaccines were evaluated by bursa: body weight ratio and
antibody response to ND vaccination. MDA level decreasced
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below protective level by 14 days and their halfl lifc was
3.6 and varied among breeds under field contidions. The
less attenuated strain and one of three intermediate strains
induced significantly lower titres followed by othcr two
intermediate strains and significantly lower titres for mild
(Lukert) and combination of mild and inactivated strains.

Rao et al. (1996) concluded from the study that
zeetress had a sparing effect on the damage to lymphoid
follicles of bursa in IBD vaccinated group but ol no
consequence in the challenged/virulent IBD virus infected
birds. It was concluded that zeetress had stimulated the
rosettle forming T lymphocytes and cnhanced the
macrophage activity in the spleen. However it had no
beneficial effects in virulent IBD virus infection and birds
vaccinated with intermediate live vaccine challenged with
virulent IBD virus which was indicated by severce bursal
atrophy associated with low bursa: body weight index and
numerical decrease in number of lymphoid follicles.

Yamaguchi et al. (1996) studied the potency ol a new
vaccine in controlling highly virulent infectious bursal
disease virus (HV-IBDV) infection. They adapted somc
isolates of HV-IBDV through serial passage in
embryonated eggs. The embryonated egg adapted HV-IBDYV
was adapted to grow in chicken embryo fibroblast (CLF).
The embryonated egg and cell culture adapted strains
showed reduced pathogenicity and did not kill any young
chickens after experimental infection. The bursal lesion of
the adapted strain chickens. Cross-virus neutralization
analysis showed antigenic diversity between the cell
culture adapted HV-IBDV strains and classical strain. In
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immunization tests, the adapted strain immunized chickens
showed good protection against the fatal infection of HV-
IBDV. At 3 day after immunization the adapted strains
showed effective immunogenicity against challenge
infection.

Zorman Rojs et al. (1996) observed the immunc
responses of two live IBDV vaccines (mild and
intermediate strain) in broiler chicken with matcrnal
antibody in field condition. Two groups of 7060 broilcr
chickens obtained from a farm in which a possible
infections of IBDV was expected and had low level (ELISA
GMT<500) of maternal antibody were vaccinated with cach
of the vaccine separately at 8 days of age. The level of
specific antibody against IBDV was monitored at weckly
interval by immunodiffusion and ELISA test. Practically
no antibody was found 14 days after vaccinations. No
clinical singns of IBD were seen.

Ziauddin et al. (1996) cvaluated the
immunomodulatory activity of an [Indian Ayurvedic
medicinal preparation, Ashwagandha (Withania sofnifera)
L. Dunal in mice with myelosuppresion induced by onc or

more of the three compounds - cyclophosphamide
azathioprin, or prednisolone. The  assessmcent ol
immunomodulatory activity was carricd oul by

haematological and serological tests. A signilicant
modulation of immune reactivity was observed in all the
three animal models used. Ashwagandha prevented
myelosuppression in mice treated with all threv
immunosuppressive drugs tested. A significant incrcasc in
haemoglobin concentration (P<0.01), red blood cclls couni
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(P<0.01), white blood cells count (P<0.05), platelet count
(P<0.01), and body weight (P<0.05) was observed in
Ashwagandha treated mice as compared with untrecated
(control) mice. A immunostimulatory activity was also
found in treatment accompanied by-significant increase in
hemolytic antibody response toward human erythrocytes.

Ali et al. (1997) observed, that spleenic lymphocylc
of chickens proliferated with high when vaccinated with
NDV following stimulation by all antigens (NDV, IBDV
and FPV). This activity was also seen in IBDV vaccinated
and FPV vaccinated chicks following stimulation by their
respective antigens. The result suggested strong ability ol
NDV antigens to stimulate lymphocyte prolifcration
without interfering with immune system.

Al-Muffarrej and Sevag . (1997) studied the
immunostimulating effects of Royal jelly (secrction of
nurse bee) in chickens when immunized with shecp red
blood cells and re immunized 10 days later of primary
immunization. Royal jelly treated and immunized group
showed increased antibody production as compared with
untreated immunized chickens. It is concluded that royal
jelly is an effective immunostimulant and that antibody
production is more pronounced following subcutancous
administration compared with oral administration and
during secondary immunization compared with primary

immunization.
Bekhit (1997) reported highly virulent form ol

infectious bursal disease from Egypt in outbreak of IBD
during 1989-1993. He observed severe outbreaks of IBD
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with usually high mortalities (56%). He suggested that the
present outbreaks of IBD were attributed to very virulent
IBDV belonging to standard serotype I. He also suggested
that the failure of the different vaccination programmes to
give adequate protection against IBDV field challengce may
be attributed to many factors other than antigenic variance
such as proper timing of wvaccination handling and
administration of vaccines, type of vaccine as well as
vaccine dose.

Christopher et al.(1997) obscrved the inllucnce ol
vvIBD on immunity to Ranikhet disease at the ficld level.
They statistically analysed the seroepidemiological data of
Ranikhet disease and infectious bursal disecase, beflore
(during 1991-92) and after (during 1993-94) the outbreak
of very virulent form of IBD (vvIBD) in Tamilnadu.
During 1993-94 the half life (1/2) of RD matcrnally
derived antibody was 3.2 days and the IBD-MDA was 4.11
days in clean premises. In the infected premises hall lifc
of the RD-MDA was 2.69 days and the T,,; of RD vaccinal
titres of samples collected during 1993-94  arc
significantly lower than the statistically predicted 111
titres for that age. Mathematical conclusions indicate that
vvIBDV could be the cause of this perceived diffcrence in
the RD-HI titre values.

Cos ‘Kun et al. (1997) observed the cffect ol flour
different dietary levels of vitamin E (0,5,35 or 70 [.U./kg
of feed) on laying hens for a year. The mecan cgg
production of the four groups was 79.9, 80.6, 77.2 and
79.2 percent respectively and the feed consumption for |
kg of eggs was 2.23, 2.23, 2.36 and 2.20 kg. Therec was no

¢
C
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differences in blood vitamin E levels, T-lymphocyte
percentage, spleen plasma cell counts and antibody ti'res
to Newcastle disease vaccination. The chicks did not
differed in maternal antibody titres or in the histological
finding in the spleen, bursa of Fabricii, thymus or ilcum.

Haddad et al. (1997) observed the efficacy of a novel
IBD virus vaccine which was prepared by mixing IBDV
strain 2512 with bursal disease antibodies. The resull
suggested that the one day of age administered IBDV-BDA
complex vaccine can induce active immunity and
protection against a standard IBDV challenge in the facce
of variable levels of maternal IBDV immunity.

Panda and Kar (1997) investigated the signilicance ol
Ashwagandha (Withania somnifera) rood extract in the
thyroid function of cockerel and found that its root extraci
(20 mg/day/bird for 30 days) increased scrum (hyroxins
(T4) concentration significantly. The drug also increascd
the serum protein significantly. Interestingly liver and
muscle protein concentration decreased following thc drug
administration. No significant change in body wcight was
observed between the treated and control groups.

Pahar and Rai (1997) observed the immunogenicity ol
IBD virus strain isolated in India. Out of the three isolates
given to 7 days old chicks intramuscularly, only strain 39+
gave 100 percent protection, while IBDV strain 494 and
IBDV strain 194 gave 88 percent and 76 percenl protection
respectively after challenge with 10> CIDs, IBD virus.
They opined that IBDV S394 may serve as a prophylactic
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agent against IBD in poultry without any
immunosuppressive effect and mortality in day old chicks.

Vervelde and Davidsen(1997) characterized leucocylic
changes and determined tropism of infecious bursal discasc
virus following infection of newborn and 3 wcek old
chickens. In the bursae of both age groups rapid depletion
of B lymphocytes and an influx of CD4" TCR - afB}," and
CD8"' TCR - aB,;" cell was detected within 4 days after
inoculation. Leucocytic changes in the spleen, thymus and
harderian glands were similar in both groups. From 8 days
after inoculation and onward all the lymphoid organs
became repopulated with leucocytes and tissuc architecture
was gradually restored. Virus neutralizing antibodics
developed more slowly in newborn birds and 21 days after
inoculation the titres was much lower compared to older
birds. Lack of clinical signs in newborn chickens was
neither due to a failure to respond to the virus nor to &
lack of viral replication. It is concluded that agc related
susceptibility to IBDV in chickens may be duc to
immunological factors, cytokine release, or blood factor.

Zormon-Rojs and Cajavec (1997) reported the clficacy
of different vaccination programmes againsl infcctious
bursal disease. The trial was conducted with 2 live
vaccines (mild and intermediate streain) on 8 commecrical
farms in Slovenia. IBD outbreaks were diagnosced in all N
flocks after vaccination with the mild strain at 8 days ol
age with mortality of 5.03 percent. After vaccination ol 2
flocks with the intermediate strain at 8 days of age, 1BD
was diagnosed in one flock. IBD was diagnosed in 6 or §
flocks after administration of intermediate vaccinc strains

30



on 15 and 22 days of age with mortality of 2.5 percent. 11
was concluded that neither vaccine can fully protected
broiler against very virulent IBD virus strains.

Ghosdal et al. (1998) investigated immunomodulatory
effect of a rodent bone marrow cytokine in improving
antibody reponse in Newcastle disease vaccinated chicks.
One drop of a non-species specific 12.7 KD
immunomodulatory cytokine (concentration 0.3 ng/25 npl)
was applied via nasal or ocular route post R;B vaccination.
Mean antibody titre of the BIM treated chicks was morc as
compared to only vaccinated group.

Jeurissen et al. (1998) observed the working
mechanism of an immune complex vaccine that protects
chicken against infectious bursal diseasc. An immunc
complex vaccine developed by mixing live intermediale
plus infectious bursal disease virus with hyperimmunc
IBDV chicken serum (IBDV-ICX vaccine). It was comparced
to the native IBDV (uncomplexed) vaccince for diffcrences
in target organs, target cells, spread of virus and
replication. Specific pathogen free chicken eggs were
inoculated on day 18 of incubation with cither onc dosce of
virus alone or the IBDV-ICX vaccine. The replication of
IBDV and the frequency of B cells and other lcucocyte
populations were examined in the bursa of Fabricius.
spleen and thymus using immunocytochemistry on day
3,5,7,10,14, and 21 after inoculation with both vaccines.
IBDV was detected in association with B cells.
Macrophage and follicular dendritic cells (FDC) in the
bursa and spleen, although complexing IBDV with specific
antibodies caused a delay in virus detection of about five
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days. There was low level of depletion of bursal and
spleenic B <cells in [IBDV-ICX vaccinated chickens.
Inoculation with the IBDV-ICX vaccine induced morc
germinal centers in the spleen and larger amounts of IBDV
were localized on both spleenic and bursal FDC. It was
suggested that the working mechanism of the IBDV-ICX
vaccine is related to its specific cellular interaction with
FDC in the spleen and bursa.

Kumar et al. (1998) studied the influcnce of
immunostimulation with Mycobacterium phlei (ISMP) and
bone marrow culture spernatent (BMCS) on dccreascd
ilELs cytotoxic activity of day old white leghorn chicks.
and found that when the chickens were primed with ISMP a
week before IBD infection the cytotoxic activity was
approximately restored. However BMCS did not restore
cytotoxic activity. It was concluded that
immunostimulation may potentiate and restore the
functional activity of ilELs in chicken infected with IBD

virus.

Khalieland:é‘lvmqnnkuﬁl998) observed the pathologic.
immunocytochemical and immunologic studies on a ncw
infectious bursal disease vaccine “Intermediate Plus™ in
chickens. One-day old chicks vaccinated against Newcastle
disease virus and challenged with a local virulent strain of
IBD virus were examined for pathological and
immunological effects of 2 types of IBD live vaccince
(Intermediate and Intermediate plus). Grossly, moderate
transient bursal atrophy was scen onc week aflter
immunization with the intermediate plus vaccine.

Microscopically, the severity of bursal lymphoid ccll
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necrosis and the intensity of immunoperoxidase staining
reaction correlated with the degree of bursal atrophy.
Ultrastructurally, the necrotic lymphocytes appeared
shrunken with nuclear fragmentation and chromatin
condensation or margination. Immunologically, the highest
antibody titres were seen in birds immunized with the
intermediate plus vaccine, however, cell mediated responsc
was temporarily reduced. Intermediate plus vaccine showecd
a slight transient immunosuppressive effect against NDV
vaccine. Protection against IBDV challenge was highest
following immunization with Intermediate plus vaccince
particularly when given after the Intermediate vaccince. It
was concluded that, despite the statce ol
immunosuppression and the encountered bursal lesions
following immunization with the Intermediate plus IBD
vaccine, it provided better protection against IBDYV
challenge. Both immunosuppressive and immunological
effects of the vaccine were transient and within safc limit.

Shadaksharappa et al.(1998) evaluated the
immunomodulatory effect of vitamin E, vitamin C and
levamisole hydrochloride on immune response against IBD
vaccination in broilers. He observed that the mcan
antibody titre were comparatively higher but non-
significant in both the vitamin E and vitamin C treated and
levamisole treated and vaccinated groups than vaccinated
control group. The mean antibody titres  showed
appreciable increase when combindly treated with bolh
vitamin E and levamisole hydrochloride as compared to
that of either vitamin E or levamisole hydrochloride alonc.
This observation indicated the synergistic action of these

compounds.
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Sadekar et al. (1998a) reported the usefulness of Ocimum
sanctum (tulsi) dry leaves as immunomodulator in poultry.
naturally infected with IBD virus. He found that HI titrc
against ND vaccination in Ocimum sanctum treated group
was significantly higher in comparison to unvaccinated and
untreated control as well as vaccinated untreated control
groups. Attainment of significantly high titers at the end
of 45 days of Ocimum sanctum administration seemed (0
have overcome the immunosuppressive cffect of IBD on
lymphoid organs and has stimulated antibody production in
these birds.

Sadekar et. al. (1998b) evaluated immunopotentiating
effects of Azadirachta indica (Neem) dry leaves powder in
broilers, naturally infected with IBD wvirus. Commercial
broilers were divided into 3 groups at 6 weeks of age. The
birds had been vaccinated with NDV (LaSota strain) at onc
day of age and had survived a natural outbreak of IBD.
Group, 1 were control group, 2 were given a booster
vaccination (NDV strain R;B) and group, 3 were given
booster vaccination and fed with powdered neem lecaves
(125 mg / bird) daily for 2 weeks. Treatment with ncem
leaves significantly enhanced the antibody titres against
NDV antigen and also potentiated inflammatory reactions
to dinitrochlorobenzene in skin test. It is concluded that
feeding neem leaves to immunosuppressed birds increascs
their humoral and cell mediated immune responscs. It ois
suggested that neem leaves may be useful for trcatment of
immunosuppressive diseases, such as IBD in birds.




Szigeti (1998) evaluated a new type of
immunostimulant to increase antibody production in
response to viral and bacterial vaccines. An experimental
product (IM-326) containing feed acidifiers, garlic and
microbial cell extracts, was added to the drinking water of
poultry at 1ml/litre 2-3 days before vaccination and for
17-/20 days there after. It resulted in a 38-226 pcrcent
increase in GMT after parentral administration of
inactivated vaccines against goose parvovirus, Ncwcastle
discasc and avian infcctious bursitis  and vaccines
containing live egg drop syndrome aviadenovirus and
killed Salmonella enteritidis, Pasteurella multocida and
Leptospira pamona.

Thangavelue(1998) studied the pathogenicity and
immunosuppressive properties of two field isolates of IBD
virus and five commercial IBD live virus vaccinces
marketed in India. The pathogenicity of the wild typc
viruses and vaccines were based on mortality, the bursa:
body weight ratio and microscopic lesions in the bursa in
3.week-old chicks that received thesc viruscs were
evaluated by measuring the antibody responscs 10O sheep
red blood cells, Brucella abortus plain antigen and NDYV
vaccine in one day old chicks. One field isolate (N35/93)
was found to be more pathogenic and immunosuppressive
than the other (N45/92) while none of the commercial mild
lukert type vaccines were found to be pathogenic. Onc of
the vaccine strains marked as mild lukert type washighi
immunosuppressive; one Wwas moderate and onc could be
classified as mild. Both the intermediate vaccinces tested

were highly immunosuppressive.
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Barbour et al. (1998) studied the humoral and cell
mediated immunopotentiation in vaccinated chicken layers
by thymic hormones and zinc. The birds were vaccinated
with trivalent killed vaccine (IBV, IBDV, NDV) and
immunopotentiated by various combinations of thymic
hormones and zinc group wise. First group rcceived
thymopoietin and ZnCl,, sccond group recived thymolulin
and ZnCl,, in the third group each bird received thymulin.
thymopoietin and ZnCl,, while each bird of the fourth
group received only ZnCl,. Among all combinations, the
thymulin — ZnCl,, resulted in birds with the highest
humoral immunopotentiation to IBV, IBDV and NDV
antigens. The highest cell mediated delayed
hypersensitivity reaction was obtained in chickens
immunopotentiated by the thymulin — thymopoictin ZnClI.
combination.

Abdel-Fattah et al. (1999) studied the cffccts of crude
thymus extracts on the immune responsc and protection
against challenge with virulent IBDV in onc-day old
chicks. Oral administration of thymus extract (I ml/kg)
markedly and significantly increased the total protein.
albumin, globulin, tri-iodothyronine (T3), Thyroxine (T4)
and the body weight gain in chickens. In addition, 11
increased the total lymphocytic count over four weeks
after administration. Although vaccination also increascd
total protein, globulin, T4 and the total lymphocytic count
but it significantly decreased the body weight gain of the
chicks and administration of thymus extracts, belore.
during or after vaccination markedly improved the
vaccination effectiveness with significant clevation of the
globulin level and body weight gain of the chicks. It also
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prevented the decrease in the relative weights of bursa,
spleen and thyroid glands which commonly prevailed
during vaccination. Chickens administered thymus cxtracl
and vaccinated with IBD vaccine showed 100% protection
against challenge with IBDV. Meanwhile the vaccinated
pon thymus treated group exhibited 80 percent protection
against [BDV challenge. These results indicate &
potentiating effect of thymus extract on the immunc system
in baby chick. These findings are supported by ELISA
results that showed a marked increase in antibody titres in
thymus treated  groups. Additionally microscopical
examination of the bursa showed lymphoid hyperplasia in
thymus treated group but not in vaccinated group
supported these findings.

Kim ef. al. (1999) studied the long term effect of
IBDV in chickens. Specially, the restoration of virus-
induced bursal lesions and the duration of humoral
immunodeficiency were examined. One-week-old speciflic
pathogen-free chickens were intraocularly inoculated with
an intermediate vaccine strain (IBDV-vac) or a virulent
strain (IM-IBDV). At different intervals posl inoculation
chickens were examined for histopathologic lesions. The
chickens were injected with a mixture of antigens, and
primary antibody responses Wwere examincd at 10 dyas
postimmunization. Initially, the virus causcd cxtensive
neccrosis of bursal B lymphocyltes. This leston  was
accompanied by an infiltration of T lymphocytes with time.
the necrotic lesion in the bursa was resolved, the lollicles
became partly repopulated with B lymphocyltes. The
repopulation occurred faster in the chickens exposed (o
[BDV-vac than in the chickens exposed 10 IM-IBDV. By 7
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week PI, 40 percent and 80 percent of bursal follicles in
IM-IBDV and IBDV-vac inoculated chickens respectively
were repopulated with IgM plus B lymphocytes. Both
IBDV-vac and IM - IBDV caused suppression of the
primary antibody response to antigens. However, the
antibody responses of the chickens exposed to either of the
two IBDV strains used were compromised only during the
first 6 weeks of virus exposure. Subsequently antibody
response returned to near normal level.

Kolte et al. (1999) evaluated the immunomodulatory
effect of dry powder of Ocimum sanctum (Tulsi) and lcal
gall of Ficus racemosa (Gular) leaves in broilers, stunted
and immunosuppressed by IBD virus. Result indicated thal
HI titre against NDV was lower in all groups beforc drug
treatment. The titre was found significantly raised in drug
treated groups. Birds which received a combination ol both
the birds revealed the highest HI antibody titre as
compared to other treatment group. These obscrvations
were clearly indicative of the fact the all the tested plant
preparations have specific immunostimulatory ecffcct on
humoral immune response. Cellular reaction at the DNCRB
skin contact site revealed that reaction was intensc in 0.
sanctum treated and O. sanctum plus leal gall (reated
group. This observation indicated that the said plant
preparations also potentiated the non spccilic ccll
mediated immunity in IBD affected birds.

Saravanabava et al.(1999) conducted an experiment to
asses the effect of Tuftsin ( a tetrapeptide) on immunc
response of birds immunosuppressed to IBD virus. The

result indicated that the seroconversion to NDV vaccine as
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assessed by HI and ELISA were found to be higher in the
birds vaccinated along with Tuftsin as compared to the
birds vaccinated  without tuftsin  both in the
immunosuppressed and immunoconmpetant birds. The
percentage of leucocyte migration inhibition was also
found to be more in the tuftsin administered birds as
compared to the birds without tuftsin administered birds as
compared to the birds without tuftsin. Percentage of
survivability was found to be more in birds vaccinated
along with tuftsin as compared to the birds vaccinated
without tuftsin. All the unvaccinated birds succumbed to
Newcastle disease. Administration of tuftsin alonc
(without vaccine) did not produce any significant reversing
effect in birds. It was concluded that tuftsin produced
significant reversing effect of immunosuppression causecd .
by IBDV infection and significant immune enhancement in
immunocompetent birds irrespective of the schedule of
vaccination and type of vaccine virus used.

Gromov (1999) evaluated the immunogencsis and
immuynostimulating effect of timalin, a thymic product in
chicken that were immunized with inactivated vaccince
against infectious bursal disease. 14 days after vaccination
antibody titres against IBD increased by 1.8 time in
chicken received timalin (1 mg/kg) as comparcd with
vaccinated birds that did not recived timalin .

Kalita and Dutta (1999) studied the
immunomodulatory effect of levamisole upon Newcastle
disease,Pigeon pox(PP) and Marek’s disease (MD)
vaccination in broilers. For the study :day-old chicks werc
vaccinated against ND, PP and MD. Levamisole was given
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daily for 7 days at 1 mg/50 g body weight orally to trcated
group while levamisole untreated group served as control.
Blood samples were assessed for antibodies to the 3
viruses by Passive Haemagglutination (PHA), and
immunoprecipitation (IP) tests, respectively on 14,28,42
and 56 days later. Mab were detected in most of the birds
in the first week of life, but were detected in most of the
birds in the first week of life, but were not detected again
in unvaccinated controls, until 8 weeks of age, in the
vaccinated groups however, antibody levels rose steadily.
Levamisole had an enhancing effect on the HI titres of the
Newcastle disease vaccinated birds. Variable effcct on
PHA tests in the birds given poxvirus vaccine and also no
observable effects on precipitation tests for MD virus
vaccination.

Kwon et al., (1999) investigated the effect of
Newcastle disease virus (NDV) and infectious bursal
disease virus (IBDV) vaccination performance in broilcr
chicks for 5 weeks. Two types of poultry houses and threc
methods of vaccination (NDV/IBDV’, NDV*/IBDV™ and
NDV*'/IBDV*) were factorially assigned of 6 trcatments.
NDV, BI strain and IBDV Bursin - 2 vaccine were orally
administered at 5,14 and 7,18 day respectively. Wcigh!
gain, feed conversion ratio (FCR), mortality and producl
‘ndex were determined at the termination of cxpcriment.
Bursa index and IBDV antibody titre of chicks werd
measured weekly. Weight gain of chicks vaccinated with
NDV*/IBDV® was significantly increased compared with
that of other treatments in both windowed and windowless

poultry houses. Chicks vaccinated with NDV*/IBDV" also

showed significant improvements in the FCR and mortality
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compared with those of other treatments at both poultry
houses. The bursa indices of both poultry houses were high
in one-day-to three-week-old chicks, but were low for the
rest of 2 weeks. IBDV antibody was detected in all chicks
by agar gel preceipitation test (AGPT) at one-day-old, bul
was not detected in NDV/IBDV" and NDV*/IBDV
treatments at 4 weeks of age. However, it was 100% after
NDV*/IBDV™ treatment. Antibody titre using ELISA
showed a similar trend to that of the AGPT. It is concluded
that IBDV and NDV combined vaccinc. Signilicantly
improved the performance of broiler chicks.

Sivaseelan and Balachandran (1999) studied on the
pathology of infectious bursal disease under natural and
experimental conditions by collecting the serum samples
from clinically affected and recovering birds (21 days
after infection) during 15 outbreaks of infectious bursal
disease (IBD) in Tamil Nadu in which the disease causcd 3
~ 15 % mortality. While clinically affected, the birds were
seronegative but the IBD virus titre rose from 64 to 230
during the recovery period. Regeneration of lymphocytes
in the bursa fabriciiwas not observed 15 days after infcction
in birds aged 5-6 weeks when they become infccted and
these birds showed severe lesions; the histopathological
findings are described. A tendency towards higher
pathogenecity of the prevailing serotype 1 IBD virus was

indicated.

Wu et al. (2000) evaluated the effect of ascorbic acid

supplementation on the immune responsc of chickens

vaccinated and challenged with infectious bursal discasc
virus. In the study number of anti-IBDV antibody sccreting
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cells, production of interleukin (IL-2) by splenocyltes,
number of CD,", CDs* and IgM" cells in the spleen and
IgM* cells in bursa of Fabricius were compared between
the control and treatment (ascorbic acid) groups at 7 days
(before vaccination), 21 days (14 days after vaccination
and before challenge) "and 31 days (10 days after
challenge) of age. The number of CD8+ is spleen at 7 days
of age and IgM"® cells in the bursa at 7,21 and 31 days of
age were significantly higher in the ascorbic acid
supplemented group. Production of IL-2 by splcnocytes
was higher as indicated by higher stimulation indices in
the supplemented group. The number of anti-IBDV IgG
antibody secreting cells in the spleen at 21 and 31 days of
age were significantly higher in  ascorbic acid
supplemented group. It is concluded that dictary
supplementation of ascorbic acid may ameliorate thc
immunosuppression caused by IBDV vaccination and
improve humoral and cellular immune responses.

Amakye et al. (2000) assessed the effect of
supplementation of ascorbic acid in protection from IBD
vaccination chicks were fed 1000 ppm of ascorbic acid.
The effects were determined in terms of vaccination and
challenge, serum ascorbic acid concentation, scrum
corticosterone concentration, ELISA antibody titrc to
IBDV, body weight, bursa-to-body weight (B:B) ratio and
bursal histological score (BHS). Non-vaccinated chicken
fed a diet supplemented with ascorbic acid (AA) did nol
exhibit clinical signs or mortality following challenge
whereas AA - unsupplemented counterpart had 100%
cumulative morbidity and 30% cumulative mortality. Serum
AA levels of AA - supplemented and vaccinated chickens
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were significant higher than AA - unsupplemented
counterparts. Ascorbic acid - supplemented chickens,
especially those also vaccinated had higher body weight
gains as compared to the AA - unsupplemented chickens.
Ascorbic acid - supplemented chickens challenged with
IBDV did not show any clinical signs or mortality. The
results suggest that supplementation of AA at 100 ppm in
the diet has beneficial effects on antibody response to IBD
vaccination and body weight gain.

Sofei and Bucur (2000) assessed the serum antibody
immune response in chickens inoculated with
immunomodulators — associated live vaccine against IBD
For the study, SPF chickens (36 days old) were vaccinated
with 3-IBDV strains with or without one of 3-
immunomodulators: CUPROSEL, ZINCOSEL and
SELERETARD. The serum antibodies — expressed immunc
response was investigated by indirect ELISA and by agar
gel immunodiffusion. The bursa of fabricius (BF) reaction
was examined by histopathology. Mean serum antibodies
titres to IBD ranged between 132.2 and 152 in the vaccinc
only groups and from 183.14 to 199 in thc groups
simultaneously given the vaccine and an immunomodulator.
The bursa fabricii showed hyperplasia of lymphoblasts,
macrophages and plasmocytes which was more severe in
the chickens inoculated with vaccincs with

immunomodulators.

Mohanty et al. (2000) studied the immomodulating
effect of levamisole in IBD infected chickens through cell

mediated and humoral immune responses. | days old

chickens were infected with IBD virus in the lorm ol
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bursal suspension (10°°*? / CIDs, per gram of infected
bursa) at 0.05 ml/bird by inoculation through oculo-rasal
route. Levamisole hydrochloride was administered orally is
drinking water at 20 mg at weekly intervals for 3 weeks.
Immunosuppression caused by IBD virus was demonstrated
by low antibody titre against ND virus. Administration of
levamisole before IBD infection boosted humoral immunc
response and significantly increased the bursa: body
weight index indicating immunopotentiating activity of
levamisole. However, immunostimulation by levamisolc
was insufficient to protect against infection as IBD
specific lesions persisted. There was no significant cffecct
of IBD virus on thymus dependent cellular responscs and
levamisole did not appear to play significant role in IBD
infection, though the cortical lymphocytes in the thymus
were stimulated.

Khopde et al.(2001) assessed the antioxidant activity
of amla. For the study aqueous amla extract was examined
for its ability to inhibit y-radiation-induced lipid
peroxidation (LPO) in rat liver microsomes and supcroxidc
dismutase (SOD) damage in rat liver mitochondria. For
LPO experiment, amla extract was added as its aqucous
solution; and irradiation was carried out at dilfcrent
intervals. The extent of LPO was measured in terms of
thiobarbituric acid reactive substances. It was obscrved
that the amla extract acts as a very good antioxidanl
against y-radiation induced LPO. Similarly, it was found to
inhibit the damage to anti-oxidant enzyme SOD. The
antioxidant activity of the amla extract was found to be
both dose and concentration dependent. It was also found
that microsomes containing similar amount of ascorbic
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acid as was present in amla, no inhibition in LPO was
observed. It was found that that reactivity of both amla
and ascorbic acid towards ABTS a stable free radical, werc
similar. Based on these results it is concluded that amla is
a more potent antioxidant than Vitamin C.

Satturwar et al.(2002) studied the immunomodulatory .
effect of a polyherbal formulation, Haridradi ghrita, a
ghee based formulation claimed to be an
immunopotentiator and hepatoprotetive. The ingredient in
the drug contained Cow’s ghee, Embilica officinalis,
Terminalaia Chebula, Terminalaia bellirica, Azadiracta
indica, Sida cordifolia and Glycorrhiza glarbra. The trial
was carried out in wistar rats, where the formulation was
fed orally at a dose of 100 mg/kg and 200 mg/kg daily. The
assessment of the immunomodulatory action was carricd
out by testing the haemagglutinating antibody titre ((HA
titre) for homoral and delayed type hypersensitivity (DTH
response) for cellular immune responses to the antigenic
challenges with sheep RBCs and by Neutrophil adhesion
test. Increase in both, HA titre and DTH response
indicated that the Haridradi ghrita potentiates humoral as
well as cellular immunity. The neutrophil adhesion was
increased as compared to control. It was concluded tha
Haridradi ghrita promises strong utility in clinical

practice.

Mazhar et al.(2002) studied the phytochemical
properties of Ocimum santum and its various aclivce
principle associated with it through aqueous extract. The

study revealed presence of saponin, the only active
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pr1n01p.le after various test was applied for qualitative
determination.

~ Vetrivel and  Verma  (2002)  Studied  the

histopathalogical relation to infectious bursal discasc
virus — immune complex (IBDV - ICX) vaccination in day
old broiler chicks. Three groups were designed in which
two groups were vaccinated with infectious bursal discasc
virus - immune complex (IBDV-1ICX) vaccine
subcutaneously and commercial live intermecdiatec plus
IBDV vaccine. The third group remained as control.
Representative chicks from each group- were challenged
with field strain IBDV at 21° day of immunization . On
third day post challenged infection, bursae were collected
and histopathological study was carried out. Focal
follicular atrophy, cortical and medullary lymphocyte
depletion and epithelial infolding were noticed in control
group. In commercial live IBDV vaccine inoculated group.
Significant B-lymphocyte depletion was observed with
lesser degree of other patho-morphological changes. In
IBDV ICX vaccinated group, the B-cell depletion was
found to be of lesser degree as compared to other group
and no other pathological changes were noticed.

Khopde et al.(2001) assessed the antioxidant activity
of amla. For the study aqueous amla extract was examined
for its ability to inhibit y-radiation-induced lipid
peroxidation (LPO) in rat liver microsomes and supcroxide
dismutase (SOD) damage in rat liver mitochondria. Fot
LPO experiment, amla extract was added as its aqucous
and irradiation Wwas carried out at dilferent

solution; . : ! |
xtent of LPO was measured in terms: ol

intervals. The ¢
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thiobarbituric acid reactive substances.

It was observed
that the amla extract

acts as a very good antioxidant
against y-radiation induced LPO. Similarly, it was found to

inhibit the damage to anti-oxidant enzyme SOD. The
antioxidant activity of the amla extract was found to b
both dose and concentration dependent. It was also found
that microsomes containing similar amount of ascorbic
acid as was present in amla, no inhibition in LPO was
observed. It was found that that reactivity of both amla
and ascorbic acid towards ABTS a stable free radical, were
similar. Based on these results it is concluded that amla is
a more potent antioxidant than Vitamin C.
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- MATERIALS AND METHODS



3.1
3.1.1

3.1.2

3.1.3

3.1.4

3.1.4.1

MATERIALS AND METHODS

MATERIALS
Chicks :

Three to four weeks old, apparently healthy
broiler chicks, without vaccination against IBD
and also free from antibodies to IBD virus, werc
procured from local farm at Patna and routinely
used for virus propagation and antigen
production.

Antigen

Poona strain of IBD virus being maintaincd
in the Department of Veterinary Microbiology.
Bihar Veterinary College, Patna in the form of
50% bursal homogenate was used as a refecrence
antigen throughout this study.

Antiserum

The hyperimmune serum against a vaccine
strain of IBD virus ( Georgia strain, Indovax PvL.
Ltd., Siswala, Haryana, India ) raised in this
laboratory was used throughout the study as
reference antiserum. The serum was inactivated

at 56°¢ for 30 minutes and stored at o'¢.

Vaccines

F- Strain RDV vaccine
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3.1.4.2

3.1.4.3

3.1.5

A commercially available F- strain vaccinec
manufactured by Indovax Pvt. Ltd., Siswala,
Haryana, India was used for vaccination of five —
day-old chickens after proper reconstitution. F-
Strain RD virus was further used as antigen in
HA  and HI tests after propagation in
embryonating eggs by allantoic route.

LaSota Strain RDV Vaccine

A commercially available LaSota strain
vaccine manufactured by Indovax Pvt. Ltd..
Siswala, Haryana, India was used for vaccination
of 25-day-old chickens after proper
reconstitution.

IBD Vaccine

Cell culture adapted live invasive
intermediate IBD virus vaccine (IV 95 strain)
available in freeze dried form and manufactured
by Indovax Pvt. Ltd., Siswala, Haryana, India
was used during the study. The vaccine was
reconstituted in diluent supplied with vial and
used within few hours after reconstitution.

Chicken red blood cells

0.8% suspension of chicken RBC in
phosphate buffer saline (PBS) was uscd for HA

and HI test.
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3.1.6

3.1.6.1

3.1.6.2

Buffers

For agar gel precipitation test (Aziz, 1985)
Solution A:

NazHPO4.2H20 1.4 g
Double distilled water 100 ml
Solution B :

NaH,PO, 1.4 g
Double distilled water 100 ml

Composition of the agar gel :

Solution A 84.1 ml
Solution B 15.9 ml
Sodium chloride 8.0 g
Agarose (Hi-media) 1.0 g
Sodium azide 0.01 g

The mixture was autoclaved at 151b pressure for
15 minutes.

Phosphate Buffer Saline ( Aziz, 1985 )

NaCl 2.0¢g

KClI 0.05 g
Na,HPO, . 2H,0 0.14 g
KH,PO, 0.05 g
Double distilled water 250 ml

PH : 7.2 to 7.4
This solution was autoclaved at 15 Ib pressure

for 15 minutes and stored at refrigerated
temperature till use. This buffer was used for
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3.1.6.3

3.1.7

3.1.7.1

3.1.7.2

rec i : ' )
onstitution and Preparation of red blood cellsg
Ssuspension.

Alsever’s Solution:

Dextrose 5.125 ¢
Sodium citrate 2.0¢g

Sodium chloride 1.05 g
Citric acid 0.137 g
Distilled water 250 ml

This solution was autoclaved in running steam
for one hour and kepet at 4° for 1-2 days.

Drugs / Agents

Lemasol — P

A commercially available preparation of

Levamisole hydrochloride manufactured by
Ranbaxy India Pvt. Ltd., New Delhi was used as
immunopotentiator in the present study.

Polyzyme

A multienzyme feed supplement formulation
of Zeus Biotech Pvt. Ltd., Mysore, India,
produced from the fungus Trichodermua
longibrachiotum Rifai by solid state fermentation
containing Endoxylanase, 2000 U/g; B
gluconase, 600 U/g; Pectinase, 60 U/g; Amylasec.
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3.1.7.3

3.1.7.4

3.1.7.5

3.1.7.6

llaioo U/g; Cellulase, 15 U/g; Protease, 600 U/g:
Ytase, 20 U/g was used during this experiment.

DL a — tocopherol acetate

A synthetic vitamin-E preparation from Hi-
media Laboratories Ltd., 23 Vadhani Industrial
Estate, LBS Marg, Mumbai, containing DL a
tocopherol acetate as its constituent, was
incorporated as one drug / agent for the study.

Bhang ( Cannabis sativa )

The dry leaves of C. sativa was purchased
from a local market and air dried. The air dried
leaves were powdered mechanically and kept in a
air tight container till used.

Amla ( Phyllanthus emblica )
Dried fruits of P. emblica was purchascd
from local market and pulverized using a

mechanical grinder, and kept in air tight
container till used.

Hom%opathic Medicine

Carbo animalis 200 (B&T original) was
given twice a week at the dose rate of 20 ml /100

birds.
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3.1.8

3.1.8.1

3.1.8.2

3.1.8.3

3.2

3.2.1

Mitogen used for Cutaneous Basophilic
hypersensitivity reactions

DNCB (1- chloro — 2,4 ~ Dinitrobenzene)

One percent DNCB solution was prepared in
acetone as 10 mg/ml (w/v).

PHA - P (Phytohaemagglutinin)

PHA- P is a plant lectin and is preparcd
from red kidney bean (Phaseolus vulgaris) and
was procured from Hi-media Laboratories Ltd.,
Mumbai It was used as mitogen for Cutancous
basophilic hypersensitivity reaction. A
concentration of 1mg/ml of PHA- P in PBS
solution was prepared.

PPD (Tuberculin)

A commercial preparation of tuberculin
(Purified Protein Derivative) available in the
diluted form of 10 TU/0.1 ml manufacturcd by
Beacon diagnostics Ltd., 424 Ncw GIDC.
Kabilpore, Navsari was procured.

METHODS

Preparation of Antigen

Poona strain of IBDV in the form of 10%
bursal suspension in PBS solution was inoculated
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3.2.2

into three to four weeks old broiler chicks at the
rate of 0.2 ml of suspension per chick by intra
ocular route. The chicks were sacrificed 48 hours
post—inoculation and Dbursae were collected

asepti : : :
ptically and homogem-zed in a sterile mortar

using glass wool as an abrasive.

The homogenate was diluted in the ratio ol
1:1 (w/v) in PBS (pH 7.4) and treated with
10,000 units of penicillin and 10 mg
Streptomycin per ml of suspension. The
suspension was frozen and thawed thrice and
centrifuged at 4,000 rpm for 15 minutes. The
supernatant was collected and tested for the
presence  of IBDV antigen by agar gel
precipitation test (AGPT). Thereafter it was
distributed in small aliquots and stored at 0¢ as
antigen. The normal (uninfected) bursal
suspension prepared in the same manner served as

negative antigen control.
Production of Hyperimmune Serum

Hyperimmune serum against [BDV ~was
raised in 20 weeks old apparently healthy
chickens. Each bird was given Georgia strain of
IBDV through occulo-nasal route al weekly
intervals. Two weeks after the fourth inoculation
the birds were test bled and the serum was tested
for the presence of IBDV antibody by AGPT.

This serum was stored at 0°¢ for further usc.
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3.2.3

3.2.4

3.2.5

C .
ollection of serum samples from chickens

TWwWo to three ml of blood was taken from the

" Wing vein of each bird with the help of 5 ml

sterilized disposable syringe using 24 gauzc
fleedle. The blood thus drawn was transferred
Immediately into sterilized test tube which
thereafter was kept in slanting position and left
for 4 to 5 hours at room temperaturc. The
separated serum was collected in a clean and
sterilized vials of 2 ml capacity and were

preserved by adding sodium azide (1:10,000) and
stored at 0° until used.

Chicken red blood cell suspension

Two adult chickens were used as donar of
blood. One to 1.5ml of blood was collected from
each bird in Alsever’s solution (1:1). Supernatant
fluid was removed after centrifugation at 500 rpm
for 10 minutes. The packed cells were washed
three times with PBS. Finally, 0.8% RBC
suspension was made in PBS and stored af
refrigerated temperature (4"¢).  This RBC
suspension was used only for four day from the
day of preparation and further fresh RBC

suspension was prepared.

Assessment of immune response following IBD
vaccination in chicken after administration of

different drugs/agents.
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3.2.5.1

3.2.5.1.1

3.2.5.1.2

Humoral immune response
Agar gel precipitation test

The test was done following the method of
Hirai et al.(1972) with some modification. The
glass microscopic slide (75 x 25 mm) were pre-
coated by dipping them in 0.3% agar solution
and dried in open air . Approximately 4 ml ol
molten agar gel was poured on cach glass slidce
with the help of glass pipette and allowed to
solidify. After setting , the slides were kept at
4°¢ for over night to facilitate punching of gcls.
Hexagonal well patterns consisting of a ccentral
well and six peripheral wells of 3.5 mm in
diameter, 8 mm apart were punched with the help
of a template. The central well was charged with
the antigen and one of the peripheral wells with
the reference antiserum. The remaining four
wells were used for test sera . The slides were
incubated in humidified chamber at room
temperature and observed daily for three days.

Quantitative agar gel precipitation test (QAGPT)

The level of precipitating antibody was
determined as per the method of Cullen & Wycth
(1975) with some modifications. A two fold
serial dilutions of the test serum was made in the
same buffer as that was used in the preparation ol
gel. The central well contained reference antigen
and peripheral wells contained two fold dilution
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3.2.5.1.3

of sera. The volume of reagents put in each well
was 0.2 ml . Three replicate of each test were
carried out simultaneously. The reciprocal of the
highest  dilution of serum which gave
precipitating line was taken as the titrec of the
serum. The mean antibody titre of the positive
samples were calculated according to Villegas
and Purchase (1980).

Haemagglutination (HA) test

The HA test was performed in perspex plate
to prepare 4HA units RD virus as described by
Beard (1980). Taking 0.5 ml of virus matcrial
two fold serial dilutions were made in PBS.
except in control well in which only PBS (0.5 ml)
was added. In next step 0.5 ml of 0.8% RBC
suspension was added to all the wells. A known
positive and negative control was also included.
The plate was stirred gently for mixing and
uniform distribution of erythrocytes and left at
room temperature for 40 minutes. The RDYV
produced sheet of agglutinated RBC covering the
bottoms of the wells. Negative well showed
circumscribed compact button at the bottom. The
HA pattern was read with the aid ol rcading
mirror and result of HA titre was recorded as
reciprocal of the highest dilution showing 100%
HA.

3.2.5.1.4 Haemagglutination Inhibition (HI) test
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3.2.5.2

3.2.5.2.1

The HI test was performed in U- shapc
bottomed microtitation plate as per the mecthod
suggested by Beard (1980). Four HA units of
virus antigen and 0.8% chicken RBC suspension
were used in this test. Using 0.25 ml ol scrum
sample two fold serial dilution were made in
PBS. To each serum dilution 0.25 ml (4 HA units)
of virus antigen was added. After a reaction timc
of 20 minutes at room temperature , 0.5 ml ol
0.8% RBC suspension was added to each well
containing serum virus mixture. In cach test, a
known positive and negative serum samples were
also included as controls. The plate was shaken
gently to mix the serum virus RBCs , and
incubated at room temperature for 40 minutes.
The HI antibody titre was taken as the reciprocal
of the highest dilution of serum showing 50
inhibition of agglutination of RBCs.

Cell mediated immune response
DNCB skin sensitivity test

The test was done as per the mecthod
described by Chauhan and Verma (1983) with
minor modifications. Five birds from each group
were randomly selected on 14 days post IBD
vaccination. Featherless area of about 15 cm” was
chosen on left and right lateral abdomen for
DNCB application. These areas were clearcd with
acetone and dried. 0.25 ml of DNCB (10 mg/ml)
in acetone vehicle was applied on right sidc. On
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3.2.5.2.2

left side 0.25 ml of acetone was applied which
served as control. The sensitized birds werc
challenged on 14'" day after sensitization by
applying 0.25 ml of DNCB (1mg/ml) in acetonc
on right side and 0.25 ml -acetone on left side al
the same site of first application. The skin
thickness was measured with the help of
micrometer at 12, 24 and 48 hours post challenge.
The CMI response was calculated by subtracting
the thickness of right side from left side. Skin
biopsies from these birds were collected in 10%
buffered formalin for histopathological
examination at the termination of expcriment.

PHA - P skin sensitivity test

The test was done as per the mecthod
described by Corrier and Deloach (1990) with
minor modifications. Five birds from cach group
were selected on 14'" day of post IBD
vaccination. About 10-15 cm? areas of abdominal
skin were selected and cleaned with acctlonec.
After drying the skin 0.1 ml of PHA-P in 0.1 m|
PBS was injected intradermally on the right side
of abdomen. The left side received 0.1 ml ol
sterile PBS and served as control. After 14 days
post sensitization , a second injection of PHA-P
(0.1 ml) was given on right side and left side was
injected with only PBS. The PHA-P stimulation
index was calculated as the difference in swelling
on PHA-P injected and PBS injected sitc. Picces
of PHA-P and PBS inoculated skin were collected
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3.2.5.2.3

3.2.6

separately in 10% buffered formalin for histo-
pathological examination at the termination of
the study.

Purified Protein Derivative (PPD) skin
sensitivity test

The test was done as per the method
described by Singh (1987). Five chicks werc
selected from each group 14 days post IBD
vaccination. About 10-15 cm2 arcas ol abdomen
were selected and cleaned with acetone and dricd.
0.3 ml of PPD (tuberculin) emulsified in 0.7 ml
of Freundt’s complete adjuvant was injected
intradermally on right side of abdomen and
similar volume of PBS was inoculated on lcli
side. Fourteen days post sensitization 0.1ml of
PPD (tuberculin) was injected on right side of
abdominal skin and left abdominal skin reccived
0.1ml PBS. Measurement of skin thickness was
made by the aid of micrometer 12, 24 and 48hour
post injection. The results were cxpressed as the
difference of swelling on PPD injected site and
PBS injected site at 12, 24 and 48 hour posi
injection
Experimental design

Day-old chicks , numbering 450 were
obtained' from Prakash hatcheries, Varanasi. On

5" day of age the- chicks were given F-strain
RDV vaccine intraocularly at the dose rate of
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0.05ml per bird. The chicks were wingbanded
and divided randomly into nine groups, ecach
consisting of 50 chicks. Identical managcmenl
condition was provided to all birds . The duration
of experiment was of 45 days. All the birds [rom
group I to VII received IBD vaccine (IV95
strain).

Altogether six drugs/agents namely
Levamisole hydrochloride, Polyzyme, Vit-E,
Bhang, Amla and Carbo animalis were studiced for
their role in combating immunosuppressive
effects of IBD vaccine virus. The dose, route and
duration of treatment in respect of cach ol thesc
drugs are shown in table-1.

From each group of chickens prec [IBD
vaccinated blood and serum samples were
collected on nine—day of age and post 1BD
vaccinated blood and serum samples  were
collected on 7, 14, 21, 28 and 35 days posl IBD
vaccination. Serum samples were evaluated for
determination of antibody titres to IBD vaccinc
and RD F-strain vaccine. Five birds from cach
group were sacrificed at 96 hours of post IBD
vaccination and bursa : body weight ratio was
determined. Five birds from each group was taken
for challenge study of IBD field virus on 35" day
of age. Mortality pattern and positivity of bursa
of IBD virus antigen by AGPT was determincd
till one week post challenge. Five birds from the
challenged group was sacrificed after 7 day poslt
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challenge to determine bursa : body weight ratio
and blood was collected to determinc antibody
titres to IBD vaccine, RD F-strain and LaSota
strain vaccine. Five birds from each group werc
used for determination of cell mediated immunity
by employing DNCB, PHA-P and PPD
(tuberculin) skin sensitivity test 14 days posl
vaccination.

Body weight gain and feed convecrsion ratio
(FCR) of birds from each group will bec
determined at the termination of expcriment ( 45
days of age ).

Body weight and feed conversion ratio
(FCR)

The body weight gain of chickens were
recorded as the difference between live weight al
45 day and at day second. FCR per bird at 45 day
of age was determined as follows:

Total feed consumption of chicken (g)

FCR =
Total weight gain of chicken (g)

The bursa — body weight ratio was dctermined to

evaluate the immuno suppressive effect of IBD
vaccine. This was calculated as
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3.2.7

o

3.2.8

Bursa weight (g) x 1000

Body weight ratio =
Body weight (g)

Challenge study

Twelve chickens from each group at the age
of 25 —day post IBD vaccination were sclected
for challenge study. Table — 5 depicts the plan of
experiment. The chickens were housed scparatcely
and maintained under the same nutrition and
management conditions. Each chicken was
innoculated 0.5ml of 50% bursal suspension of
IBDV ( field strain ).

The chickens were observed [for the
development of clinical signs as well as mortality
for 7 days PI. Gross pathological changes were
recorded. The bursa — body weight ratio for each
bird was calculated (Ismail and Saif, 1991). Fivce
birds from each group were sacrificed at 7-day
PI. Aportion of bursa from each bird was fixed in
10% buffered formalin for histopathological
examination. The remaining portion ol bursa was
processed to make 50% suspension for which
AGPT was performed to detect IDBV antigen.
The bursal score was determined ( Wintcrfield
and Thacker, 1978 ). The statistical analysis was
performed ( Snedecor and Cochran, 1967 ).

Histopathology
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3.2.9

3.2.10

The tissue samples for histopathological
examination were processed in acetone benzenc
(Lillie and Fullmer, 1970), and embedded in
paraffin wax (melting point 62" C). Five micron
thick sections were cut and staincd by

haematoxylin and eosin (Drury and Wallington,
1980).

Scoring of bursal lesions.

The scoring system suggested by Winterliceld
and Thacker (1978) was followed with slight
modifications. Bursal lesion score was donc on &
scale of 0 (mnone), 1 (minimal), 2 (mild), 3
(moderate) and 4 (marked) by the following
criteria: Lymphoid necrosis, Lymphoid depletion,
reticuloepithelial hyperplasia, Vacuolar
degeneration, follicular cyst, intcrfollicular
oedema, epithelial changes, interstitial fibrosis
and cellular infiltration.

Statistical analysis

The mean and standard errors of the values
obtained were determined. Analysis of variance
(ANOVA) was performed as per Snedecor and
Cochran (1967).
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TABLE -1
Experimental Design

Group | No.of Treatment; route & Period of Age al vaccination (days) No. of chicks Observation planned
chicks dosage treatment sacrificed at
96 hours
post IBD
IBD RD RDV vaccination
Vaccination vaccination (LaSota strain)
(route) (route) (route)

[ 50 Levamisole 5 ~45 days 10 (i.0.) 5(i.0.) 25 (D.W) 5 1. Collection of preIBD vaccinated blood
(D.W.);7.5 mg / Kg samples on 9" day of age for determination
b.wt. of MDA level of IBD, Ab titre of RDV.

] 50 Polyzyme (in feed) ; 5 - 45 days 10 (i.0.) 5 (i.0.) 25 (D.W.) 5 2. Collection of blood samples of 7, 14, 21,
30mg/ 100 kg feed 28 and 35" days post IBD vaccination for :

i) determination of antibody titre to IBDV by
QAGPT
ii) determination of Ab titre to RDV ( F-

1 50 Vitamine-E (orally); 5 — 45 days 10 (i.0.) 5(i.0.) 25 (D.W.) 5 strain & LaSota strain) by Hl test. )
125 mg/bird 3. Collection of bursae: (i) to determine

v 50 | Bhang 40mg / bird 5 - 45 days 10 (i.0.) 5(i0) 25(DW) 5 B:BW ratio (ii)in 10% buffered formalin for
(in feed) histopathological examination

Y 50 Aml 30 5-45d o, o S (D.W. 3 4.Study of CBH response to DNCB,PHA-P

: Eam.on&:::mmo& ! s 10 G0 5 (o) (D) and PPD (tuberculin)and collection of skin

Vi 50 Carboanimalis Weekly starting 10 (i.0.) 5 (i.0.) 25(D,W.) 5 samples n 10% c:.:.nn.nn formally for histo-
(D.W.); 20 ml /100 | from 7day of age pathological examination.
bird

vii 50 X - i i 3 X 3

1060 3 (o) 2 (DW) 5. Body weight gain and FCR recorded on
VI 30 - . 10 (o) - TG00 3 (DW) 3 termination of experiment.
X 30 - - - 5 (i) 25(D.W)) E

Received field virus instead of vaccine strain

D.W. —represents drinking water.

Lo - represents intra-ocular,




Table - 2
: Plan of Experiment for CBH reaction to DNCB in IBD vaccinated chickens.

Group | Treatment No. of birds | DNCB Sensiti- | Dose / Test injection Dose/Chick | Measurement of skin
zation days chicken Of DNCB days And route Thickness hrs. post
post and route Post sensitization (ml) challenge
vaccination (ml) 1" 2 3¢
| Levamisole - 5 14 0.25;i.d. 14 0.25; i.d. 12 24 48
1 Polyzyme 5 14 0.25;id. 14 0.25; id. 12 24 48
1] Vit-E 5 14 0.25; id. 14 0.25;i.d. 12 24 48
v Bhang ) 14 0.25;i.d. 14 0.25;i.d. 12 24 48
v Amla 5 14 0.25;id. 14 0.25; i.d. 12 24 48
Vi Carbo-animalis 5 14 0.25; id. i4 0.25; i.d. 12 24 48
Vil - 5 14 0.25;id. 14 0.25;i.d. 12 24 48
VL - N 4 0.25:i4d. 4 0.25;id. 12 24 48
IX - N 14 0.25:id. 14 0.25:id 12 24 48
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Table - 3

Plan of Experiment for CBH reaction to PHA-P in IBD vaccinated chickens.

Group ( Treatment No. of PHA-P Dose / Test injection | Dose/ Measurement of skin
birds sensitization; chicken of PHA-P; chicken Thickness hrs. post
days post vaccination | and route days and route | challenge
(ml) post (ml) 1" 2% 3
sensitization

1 Levamisole 5 14 0.10;i.d. 14 0.10:i.d 12 24 48
It Polyzyme 5 14 0.10;id 14 0.10;i.d 12 24 48
1t Vitamin-E 5 14 0.10;id 14 0.10;i.d 12 24 48
v Bhang 5 14 0.10;id 14 0.10;id 12 24 48
v Amla 5 14 0.10:i.d 14 0.10;id , 12 24 48
Vi Carbo-animalis 5 14 0.10;id 14 0.10:i.d 12 24 48
Vil - 5 14 0.10:1.d 14 0.10:i.d 12 24 48

_
Vil - N 14 0.10:i.d 14 0.10:.d ¢ 12 24 48

'
IX - s 14 0.10:i.d 14 0.10:id |12 24 48
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Table

-4

Plan of Experiment for CBH reaction to PPD (tuberculin) in IBD vaccinated chickens.

Group | Treatment No. of PPD Dose / Test injection | Dose/ Measurement of skin
birds Sensitization chicken of PPD days chicken Thickness hrs. post

days and route | post and route | challenge

post (mi) sensitization (ml) ™ 2" K
vaccination

| Levamisole 5 14 1.0;i.d. 14 0.1;id. 12 24 48
(] Polyzyme 5 14 1.0:i.d. 14 0.1;i.d. 12 24 48
1 Vitamin-E S 14 1.05i.d. 14 0.1;id. 12 24 48
v Bhang S 4 1.0i.d. 14 0.1;id. 12 24 48
v Amla 5 14 1.0;i.d. 14 0.1;i.d. 12 24 48
Vi Carbo animalis N 14 1.0:i.d. 14 0.1;i.d. 12 24 48
Vil - 5 14 1.0:i.d. 14 0.1:i.d. 12 24 48
Vil - N 14 1.0:1.d. 14 0.1:id. 12 24 48
IX - S 4 LO:d. 4 0.1:i.d. 12 24 48




Plan of experiment to evaluate the efficacy of drugs/agents on countering the immune

Table - 5S.

suppressive effects of IBDV (Vaccine strain / Field strain)

Group | Treatment No. of chicken Vaccination age ( days ) Dose & route Period of No. of birds Observation
IBD RDV RDV of inoculation | observation sacrificed 7 day planned
(IvVes (F-strain) | (LaSota (days) post inoculation for :-
strain) strain)
| Levamisole 12 10 5 2 0.5ml: 0. 7 5 i)  Clinical symptoms
I Polyzyme 12 10 5 25 0.5ml si0. 7 5 ii) - Mortality
1 Vit. - E 12 10 5 25 0.5ml ;i.0. 7 5 i)~ Gross lesions
; iv) Histopathological
v Bhang 12 10 5 25 0.5ml 5. 7 5 o e
v Amla 12 10 5 25 0.5mi si.o. 7 ? V) AGPT
vi | Carbo-animalis 12 10 5 25 0.5ml 5io. 7 5
Vil - 12 10 5 25 0.5ml ;i.o. 7 5
viil i 12 10* 5 25 0.5ml :i.0. 7 5
X . 12 . s 2 0.5ml: i.o. 7 3

Received ficld virus instead of vaccine strain.

i.0. - represents intra-ocular
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CHAPTER IV

RESULTS



4.1 Effect of selected drugs/agents on immune

responses to IBDV (IV95 Strain) in broiler
chicken.

The mean QAGPT titres- on day bcefore 1BD
vaccination ( IV9S5strain) and of various trcalment
groups are expressed in table-6. The Perusal of tablc
revealed the occurence of seroconversion by 35 day
post IBD vaccination in group of birds that received
IBD vaccine except group II which received polyzymu
as well as control group (group IX) which did not
received any treatment Further the comparison of
QAGPT titres among different groups (I-1X)
demonstrated a higher titre in group which received
drugs agents (I-VI) than titres observed in group VI
which received only IBD vaccine and group VIII
which received field virus but no drug trcatmenl
overall the intervals post IBD vaccination. Again on
comparison of precipitating antibody titres to IBDV
among different drug treated groups (I to VI) revealed
the highest titre in bhang treated group (gr.1V)
followed by amla, carbo animalis, Vit-E, levamisolce

and polyzyme treated groups.

The overall pictures were suggestive ol the lac
that all the six drugs / agents employed in this study
showed immune enhancing effect on responscs to IBD
virus vaccine in chicken when comparcd with the
precipitating antibody titres of control birds (group
VII) and group which received field virus (group
VIII) at all intervals post IBD vaccination . Further
the precipitating antibody titres in the different
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Table - 6.
Effect of drugs / agents on immune responses to a vaccine strain of IBD virus in chicken.

Group Age at IBD Treatment Mean’ + S.E. of QAGPT titre (log:) to IBD vaccine
vaccination(days) Pre-IBD Days post IBD - Vaccination
vaccinated 7 14 21 28 35
1 10 Levamisole - 327+0374 | 40™+0417 | 46720245 | 48 0374 5.2 +0.374
I 10 Polyzyme . 38" +0200 | 44° 0245 | 48720374 | 5.0~%0.447 4.8+ 0.200
m 10 Vit-E . 3.0°£0316 | 42™ 20374 | 48 £0.200 | 5.47+0.245 5.6%+0.400
v 10 Bhang - 3870200 | 40™x0316 | 5.2 £0.374 | 64° £0.245 6.8" +0.316
v 10 Amla - 26" 0245 | 36" +0400 | 4.8 £0374 | 5.6° +0.245 64" £0.245
Vi 10 Carbo- . 28 £0374 | 36" 0245 | 46" £+0.400 | S.8% 0.374 6.2+ 0.200
animalis.
Vil 10 - - 3.2°+0489 | 34 £ 0400 | 3.6 £0.245 | 3.8° +0.400 3.8 +0.374
VIl 10* - . 38" +0200 | 3.6™ £0245 | 3.6 0400 | 4.0° £0.316 3.0° £0.316
X - - - - - - - -

Received field virus instead of vaccine strains.
Means of five observations
Means of atleast one common superscript(a,b,c,d,e,f) do not differ significantly ( P < 0.05 )




4.2

treatment groups demonstrated increasing treand till
the last day of observation (35 dpv). On the contrary .
in untreated control group (Group VII) and polyzymec
treated group (group II) the QAGPT titres showcd
increasing trend only till 28 dpv (table — 6).

The prevaccinated serum samples collected at 9-
day of age were negative for precipitating antibody
titre to IBD virus. The unvaccinated and untreatcd
control bird (group IX) remainded negative for
antibody to IBD virus throughout the period of
experiment.

Effect of selected Agents/Drug on immune responses
to RDV (F & LaSota strain) in IBD vaccinated
broiler chickens

The immune response to RD virus in [IBD
vaccinated chickens are presented in Tablc-7. the
perusal of the table showed that the IBD vaccinc
strain (IV95) virus as well as field virus strain had
immunosuppressive cffect as cevident from lower [l
titres in IBD vaccinated but untreated group (Gr. VII)
and field virus inoculated (group VIII) over all
periods post IBD vaccination when compared with HI
titres for the corresponding intervals in birds which
neither received IBD vaccine nor any drug (lrcatmenl
(Group IX). The immunosuppressive cffect of IBD
vaccine (IV95) were countered to varying cxtent in
the group of birds which had received difllcrent
drugs/agents (group I to VI) as evident from higher HI
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Table 7.
Immune responses of RD vaccine ( F-Strain / LaSota strain ) in IBD vaccinated
broiler chicken after administration of different drugs / agents.

Group Treatment Vaccination age (days ) Mean” = S.E. of HI antibody titre (log:) 1o RD virus vaccine
IBD RDV RDV Pre-IBD Days post IBD Vaccination
(Iv95 (F- (LaSota vaccination 7 14 21 28 35
strain) strain) Strain)
I Levamisole 10 5 25 34° +0400 | 4.2%+0200 | 50%+0447 | 58 +0374 | 6.8%:0200 | 7.0 £0.447
I Poly-zyme 10 5 25 4.4" +0.244 S.6° +0.244 6.2 +0.374 7.2 £0200 | 60" +0447 | 58" 0374
m Vit-E 10 5 25 3.4* £0.245 46" +0245 | 5.29+0374 | 64"™+0400 | 6.6™%£0.245 | 6.8+0.489
v Bhang 10 5 25 3.6™ £0.400 5.0%+0316 6.4' £0.245 6.6+ 0.400 7.0%+0.316 7.6° £0.245
v Amla 10 5 25 42750200 | 48940374 | 5.6%£0245 | 64™£0.245 | 68%£0489 | 7.0°+0447
Carbo- B o hed he hed O.Na -4
\Yi animalis 10 5 25 3.4° +0.245 489+0374 | 54™+0245 | 60™+0.316 | 6.4"'%0.245 0.374
vl - 10 5 25 3.6%+0400 | 40" +0316 | 48" +£0374 | 58 +0.200 | 6.2%0200 | 64™+0.245
vill ] 10* 5 25 32 £0200 | 34 £0244 | 34 +0400 | 36 20245 | >0 0400 | 3840200
IX - ) 5 25 14° +0245 | 4.6™+0274 | 58%+0374 | 68%+0489 | 7.2 £0374 | 74%£0.400
* Received field virus instead of vaccine strain.
# Means of five observation

Means with atleast one common superscript (a,b,c,d,e) do not differ significantly (P<0.05)




4.3

titres in these groups at all intervals The comparison
of HI titres of different treatment groups (group I to
VI) and the values in IBD vaccinated but untreated
group (group VII) revealed relatively higher titres in
all the treatment groups overall periods post IBD
vaccination. The field virus inoculated group (VIII)
showed a marked depression in HI titres in
comparison to all groups. Further the administration
of LaSota strain of RD virus vaccine at 7 day posl
IBD vaccination showed booster response on HI titres
to RD vaccine in all the groups (group I to IX) overall
the periods as evident from titres recorded 7 days post
LaSota vaccination and afterwards. However, the
booster responses due to LaSota vaccine were nol
marked on last day of observation.

Effects of different drugs/agents on histopathology
in IBD vaccinated broiler chicken

The bursal lesion score in chickens sacrificed ai
96 hrs. post IBD vaccination and at termination ol
experiment are shown in table 8 and tablc 11,
respectively. The histopathological changes produccd
by the vaccine strain of IBD virus in the bursa ol
Fabricius were marked by lymphoid nccrosis.
lymphoid depletion, epithelial invagination, ccllular
infiltration as well as interfollicular ocdema.
Additionally, changes such as hyperplasia and
vacuolation in epithelial lining and interstitial
fibrosis were also noticed. By and large the changes
were suggestive of mild to moderate effect of vaccinec
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