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Infectious bursal disease virus (IBDV) causes a highly contagious and immunosuppressive disease of chicken. Agar
gel immunodiffusion using IBDV antigen extracted from bursa of Fabricius of infected chicken has been used officially
for diagnosis of IBDV in Korea. In this study, in order to replace the IBDV whole virus antigen with non-infectious
antigen, recombinant VP2 protein (rVP2) of IBDV was produced using recombinant baculovirus expression system.
Purified baculovirus-expressed rVP2 was used as an antigen in an agar gel immunodiffusion (AGID). rVP2 antigen
precipitated specifically IBDV antibodies. AGID using rVP2 antigen detected anti-IBDV antibodies from 6 dpi to 28
dpi (termination of the experiment) when specific pathogen free chickens were experimentally infected with IBDV
52/70 strain. This was consistent with result by AGID using IBDV antigen, virus neutralization test (VNT) and a
commercial ELISA kit (except for one serum). The sensitivity of rVP2 was the same with that of IBDV antigen when
field sera (n=324) were tested by AGID. However, AGID using rVP2 antigen detected maternal antibodies from broiler
chickens (n=20) on a broiler farm up to 15 days old, although the detection rate of the AGID was relatively low
compared to a commercial ELISA kit. Our results indicate that IBDV whole virus antigen from IBDV infected chickens
would be replaced with recombinant VP2 protein as an antigen for AGID.
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A (larger ORF)°l| €]3l], IBDV H]F-2e+ 2 P13} VP5E=
segment A (smaller ORF) 2 segment Bol| 2]&] Z+z} 2
ek o5 vp2 Tl mpol s ¢ W )9E
TAHE T8 A= TEHRA SFoA npolz]
SFANESS Fdte T et (3,6,7).
AA7HA] IBDV= serotype 137 serotype 11 7 7} €]
H o] EAsHH, L F serotype 15F0] HollA WIS
28t} (11~13,20,24,27). IBDV serotype I =23} 3

Y4dell wEkA] classical, very virulent, antigenic variant,

intermediate plus, intermediate, mild phenotypes & 2.2
Ht} (28,29). E3], very virulent type =2 ] classical

typeell Mlsl AA3] S7hel Wl WolFR, 1986
ol H 28 ol te] §3 2 obxlol SolA B
1 Z deE dsla 9 Aol (18.27). =] 7

- 19801 AtH classical virulent IBDV (1), 199210 ErollA]
very virulent IBDVS] % ¥Ao] ®id uf 9lom (17),
A 7FA % IBDV, £3] very virulent IBDE= =] k7| o]]
Aol AAA HaEE fdehe Fo adow Agatal
ATt (14~16). o=l A= e] Wolg]olA IBD v]3) «'d-&
flste] FAMS 9 BAoldA Ay F HAHS A
eFe ARESRaL QI (18,26).

A IBDV AE AEsHE HHolE virus neutra-
lization test (VNT), enzyme-linked immunosorbent assay
(ELISA), agar gel immunodiffusion (AGID) 5¢] 2 AF&

53 gt} (12,19). ©]%F AGIDE L7}9] 23 Zu|Lt
W0 A 7] glol: AR ds golahA &
Atk Aol Q7] wiel MAIHFE e okel 14

l4 BDV ZAHEH R S et de] AR5 o
t} @). A AGID a2 23] 7+ specific pathogen
free (SPF) ¥¢] F'd-& AFH gk th3 A (homogenization)
sto] Alz3k IBDV & (2 e3¢, tissue-derivated
antigen) 2 AHE3FaL Tk (9). 12y o]#% AGID &
RIS SPF BHS ALg5te] AAElmE A AS BRI
ABF 7 87 a1, 317ke] SPF B AREStE R 3
AZ A ) ponl, Bhe dRMpIA P 248
AFs] AETHY QbA FHUYl (class 11 safety cabinet)ll
A e Az el AxBgel v w,
IBDVE 374 A3Ao] n$- Zstng dd TEALSA
Aol o.1d A &%y 2AE AASHHE AEY H
HAE s AAS= ol ofelso] 317 Wil IBD

FAAx &= ol9]e] v HdF S§E= sEAEAEE
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1. SAl Hiol2{ &

& ATE flste] IBDVE
type), P4 strain (classical virulent type), D78 strain (interme-
diate type) 2 U 2|5 Kr/D62/06 strain (very virulent
type)ol AF&-E It IBDV P4 strain> Agri-Bio Corp
(Spring, TX, USA)Z5-H, D78 strain> IntervetA} (Boxmeer,
The Netherlands)ol| 4] 7-9}3}31 ™, IBDV 52/70 strain
Veterinary Laboratories Agency (VLA, Weybridge, UK)Z 5-E]

Al gkt 3ol
virulent type)<> V]= National Veterinary Service Laboratories
(NVSL, Ames, IA, USA) A A& ‘?%9}‘2} 7} IBDVE 28
o AREs7] A 10¢% SPF ® Al&+2] chorioallantoic
membrane (CAM)ll A&+ 0.1 ml¥ HF3sle] 37C, 79
7 v FEtar 4Col A chillingdt TS CAMS 3]573191
E} 3]4=% CAMel 0.1 M PBS, pH 745 #H7}ste] 52
F3lE 33] wHEste] FAlgE v 3,000 < gell A 10

woto] Fsds 3esith IBDV dHr
S Ao A endpoint titration® 2 7 G7IE
Aol AHgst7] 7] 70Tl Bkl

52/70 strain (classical virulent
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2. AGID &I |BDV &

AGID zetel 3 Felom mysolasizioel =
FARTAA A 7FAAIZ SPF Bl Fds fA|ske]
Azgt 7HEEHAAE S 24 (Lot. No. #HH=H
07-01)S AH2-31ITE =, IBDV P4 strain (10*°~10*" EIDsy/
0.1 m)S 3~45% SPF Ho] H<k W Zu| A7 (cloaca)
lﬂi 71—71— Tﬂ— 50 ulw ;H -5]. 1:]_ 71—%1 3%_1 1H;<] 4021
5 o] FS FiA oz Ak AHE FEe
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TN formaling #HE FE 0.1% (Vv A H7ete]
T, 2447 33Tk 1 3 formaling 5 F%
A7kste] sdg o R Ak W oR 23] ¢ vk
3o 2 IBDVE E&3}slelt). 233 IBDV A
BN AHAA HA O R 57 chloroforms 41015
g, EEdo® ZE 7,500 pmoll A 4087 94

Y& v ASds 3]FEsith IBDV ¢7F 54
o

P

l-?_

= < 9

aff 5ol 20 Al 3]Ake] AGIDael A 48417

2ttt Al2% BDV AAHAE S8l T, =

s} ERIAY, FA5Y H SAANE S AL, HE

KO R 1 viald 100524 (100 doses/vial) LA &7]9
wHste] AAksdTk

3. H=HAEY H HEE A

VLAOIA A Ew-S BDV & HAHHS IBD
PP g o A3t IBDV 5o gEE &)
R63 ¥ B29 (9% Z+ZF IBDV VP2 ¥ VP3 T &
ooz Hkgst: T9EE FA|ZA], American Tissue
Culture Collection (ATCC; Manassas, VA, USAAFZH-E -

Y3tk 1 o] Qo] avian poxvirus, avian adenovirus, avian

2
o2 HI

encephalomyelitis virus, infectious bronchitis virus (Mass
serotype), Newcastle disease virusol] e EFHAE A
"= NVSLZHE, avian rotavirus, chicken anemia virus,
avian leucosis virus, reticuloendotheliosis virus, Marek disease
virusol] thek ¥FHH AL SPAFASAF (Norwich, CT,

IBDV A3 79 & T EA oA EF Holg=
FE F71HoR Mt IyFRHlgd 274
oA Hag] @3S ARSIt A 2 '
A €3 413 TR gl FEAAAAIA
IBDV 52/70 straine 3% SPF & 1070l <S1&
(eye drop, 10°' EIDsy<H) A1 %0, 3, 6, 9, 14, 280,
A (broiler) Holg] AL A & %A T
23H 1, 3,9, 15, 20, 26, 30, 362 ol ZHzF 2054 A
sto] 213k F4 16070t} (Table 1). oFe] Aol ot
AT VP2 @A S o] 83k AGIDS] 84 7 ¢
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sto] 37 5 198 =8 A 1558, ol 5 25
B A 3qdEe] SA E8hA 4 1198, 183 6

5 A 1879 A 157H] S84 g4 50 T
& 32475 FARIE A7 ste] AREERGITt (Table 2). &
Al &7l 79 1447l intermediate plus3 2] IBD A=

N
==

WAS 7R 13 JTS g, S8 TAEE]
789 AE ool Ha 23] o] A WAl (104

A 1497 A% 35 UlA] 4F7H S HET 5
ol BE HAF I AlEE 56TCoAlA 303t HlE
s} AEst § 3o A8t

5. IBDV genomic RNA £&, cDNA

H REK 5=

g 9 VP2 el

ok

IBDV genomic RNAY= IBDV Ki/D62/065 & CAM
A NS TRIzol reagent (Invitrogen, Carlsbad, CA, USA)S
ARgste] AlzAte] wlwdol whel FZ313iTh IBDV VP2
A §-19712] cDNA §A 2 522 one-step RT-PCR
kit (Qiagen, Valencia, CA, USA)E A}&3}o] A 2AL] ul
ol wel AAIEQlth S, A E3 (5-GAA TTC ATG
ACG AAC CTG CAA GAT-3)2] forward primer 2 A]g4
(5-AGA TCT CTA CCT TAG GGC CCG GAT TAT-3)2]
reverse primerE one-step RT-PCR kit& W3- tubeoll 7}
3 U2, 50 CollA] 30%-7F reverse transcriptions 2 A]3F51
2% 95T 15%7F ST F 95T 20%, 55T 1%,
72ColA 28-S 10| E& dlo] PCR Z7] (PE 9600;
Perkin Elmer, Norwalk, CT, USA)°l A 30 Alo]Z HH5}o]
A FES AAEkaL, rpAE o R 72T 5% DNA
TS AGsIG Y. A7olA 713 forward primere}t
reverse primer®] %714 ¥-2 IBDV D7852] VP2 7%}
A714<¥ (Genbank accession no. AF499929)S- 7|+O 2
detlth g fdx 2R a84S flste] A
d19] s-ek AlZEE (ATG) upstream©ll EcoR 1 Agka
2 HESRQIE, Ad29] 5otk FH FE (TGA) upstream
o Bgl II AlgtE A WHEF-9E 22 F7leslnh 3719
RT-PCRHO.Z F3¥ cDNA TFH4HE-2 agarose electro-
phoresisE At SHAHES] A7|E gQlstal, VP2
ol G712 DNA S5 4HE2 gel extraction kit (Qiagen)
& o]83}Y agarose gelZF-E FE3I UL FE5 VP2
744} cDNAE pGEM-Teasy vector (Promega, Madison, WI,
USA)©| multicloning site®l] 4F$13}+e] "pGEMT/IBDVP2"-S
Azkstict. F29 WE IBDV VP2 34k 4k¢lo]
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6. M =& baculovirus expression vector A&}

2}712] pGEMT/IBDVP2 constructZ EcoR I 2 Bgl 1=
A2lste] 3d DNA TS F=330th A, wlZE =0t
o]z ¥t WE| pAcHLT A™ (BD Biosciences, San Jose,
CA, USA) X, 43 Algtass st o5 7]
VP2 DNA THA-S- polyhedrin promoter (Ppy)7t & FZ22F
5219 downstream®ll $]*] 8} multicloning sitet] 443}k,
IBDV VP2 f3827F Al x5t wlg= nole| 2
& WE 2l pAcHLI/IBDVP2E A 2Ha}3i )

7. M =& baculovirus M| &

IBDV VP2 #3127} 9]l A|Z%3} baculovirus (Bac/
IBDVP2):= Baculogold™ baculovirus expression system (BD
Biosciences)2 ©]-8-3Fo] A|FALS] wjygel wet Mg st
At} =, o= H]%= Spodoptera frugiperda (S9) celloll
2¥71¢] pAcHLT/IBDVP2 construct2} Baculogold™ baculo-
virus linear DNA (BD Biosciences)E co-transfection] 7] 5
27°CAlA 543 vl YEAA cytopathic effects (CPE) &
oAFE BTy I transfectionA]Z] cell supernatant
& 83l plaque assayS AAIEF] =431 recom-
binant baculovirusE 233 TE 1§ 2 79| plaqueE
AF 8k SO cellell HE8ke] 27°CollA 43T i Fato]
CPE Z¥o%-5 #&stal, 744 SP cellS T2 A
R63 (ATCC)¥} IBDV 1= & dio=z vp2 whald
W FE 8218} recombinant baculovirus Bac/IBDVP2
= Aol =3 AAAERRY FEIT A
IBDV VP2 &AL 12% SDS-PAGE § Western blot™]
o7 GEE A R3] WHEol RS FAlste] E1lE)
Ak

8.1BDV VP2 SEITHHA it

A EH - 150-cm” flaskol] WS S cell monolayerl]
100 M.O.I (multiplicity of infection)2] recombinant baculo-
virus Bac/IBDVP2E A1 - 27°CollA] 643F vl
At 1, flask 2 AIEES Feteto] 4TlA

3,000 tpm, 1033F 4 EE|ete] d5dS BEa Al
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9. Mz VP2 SEHMAS T

Az IBDV VP2 diES AgAletr] flsto] -4
NTA column (BD sciences)oll 5 ml NTA-agaroseS %13}l
0.1 M PBSZ 33] Al&3}3ith 2 ¥ 1 X binding buffer
(20 mM sodium phosphate, 0.5 M NaCl, 10 mM imidazole,
pH 7.4) 50 mlZ column®]| loading®}o] equilibrations} ==
SRQTE 1§ A7lell A F=Hl gk Al %3 IBDV VP2 W
Z 10 mlE columndl] % 2 ml¥ loadingd}3ith. 1 %
wash buffer (20 mM sodium phosphate, 0.5 M NaCl, 20 mM
imidazole, pH 7.4) 2.2 33] columng A|Z|3}¥Th 1 &
1 X elution buffer (20 mM sodium phosphate, 0.5 M NaCl,
500 mM imidazole, pH 7.4)E column®]] loading3}1L elution
3lo] Z} fractionS conical tubedl 4233t} Z} fraction
" BCA™ protein assay reagent (Pierce, Rockford, IL, USA) =
AR gefste] TR 200 pg/ml ©]X<] fraction
3]575}0] 12% SDS-PAGEZ VP2 thild S 291319

o} vp2 ©hido] ¥ g 7} fractionS poolingdt Ul

¢

o

=
0.1 M PBSolA] dialysisE AAISHATE 1§ vl
BCAR Aste] A%3 IBDV VP2 g de] 3k

A 21 Al Ahgalc

i

10. IBDV 2! recombinant VP2 CHHZE Ol F2k

IBDV®} recombinant VP2 THi]A o] =2 sandwich
ELISAYH 0 2 2 A3} t} 94, carbonate/bicarbonate buffer,
pH 9.62.2 3|48t T2 A R63 (HT8X 5% 4 pg/
ml)& Nunc Maxisorp ELISA plate®ll welld 50 wl® 7}s}
of 37CollA 1AIZF St F2AIZT 1 5 AlHE 2k
49 (0.01 M PBS + 0.02% Tween 20)2-2 33] WkE 4|23k
T FAAARE AIEE welld 50 p¥ H71ske] 37TClA
IAZE &) WhEAIZI T Al A8 ehF-8olo R 33 yh
AlF g £ -IBDV %7874 (1:1,000 3]4)E welld 50
W Fd7kete] 37°ColA 1A3F Eot RESAIZATE A&
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AS8No=R 33 WHE AH S 3 horseradish peroxidase
(HRP)7} -2+l anti-chicken immunoglobulins antibody
(100 ng/ml, Kirkegaard & Perry Laboratories, Gaithersburg,
MD, USA)E wellEd 50 pl¥ H7}8te] 37CAA 1A &
QF WESAIZATE AIHE 8ol o®m 33 whg AlX g
% TMB&9 (Sigma, St. Louis, MO, USA)S welld 50 pl
A FA7¥ske] 1083 Aol A TR vy REEEA
€% (0.05 M sulfuric acid)S welld 50 2 3 7}ske]
M-S FAAZATE Optical density (OD)E= ELISA reader
(Molecular devices, Sunnyvale, CA, USA)E ©]-83}o] A450
ol Al Z43kitt. iz Y33 (positive antigen) 53 %
= IBDV D78 strain (0.25%10° EIDsyml)9] &3%==2 3
t}. ZF FAARA 2] ELISA uniti= S/P ratio (sample/positive,
A AR ] ODFHE 443 oDgholl A8 Aula
E F3 gto g Axlsidit

11. Agar Gel Immunodiffusion (AGID)OI| 2|8t IBDV &

HNEE

AGIDE FAZGAETA A AsHE W
Axsdeh, Aol AR AET VP2 T g
A3} vaL Ae 9Jste] AGIDE IBDV 2434
(Lot. No. 07-01)& i I¥o= xgsqlry. dgo=
3] gAIZ s A 29 (1% Noble agar, 8% NaCl,
2% PEGS8000, 100 ml distilled water, pH 7.2)= petri dish (87
X15 mm)ell 20 ml H7Fsted Aol L SAIA AGID
plates A3kt HAF A3e] AL 3 A
o oJate] well Abelell HAU7F 49 45 Fdo=
w7tk

12. ELISA kitof 2/3t IBDV EXAE

AGIDY 3} IBDV @AEH] vl 2415 9]at]
IBDV #4158 ELISAE A8t} ELISAS Flock-
Check IBD-XR kit (IDEXX, Portland, ME, USA)E ©|-8-&}o]
Azl A AAE el whep AASEGITE =, IBD
gl o] coating¥]©] 31 ELISA plate®l dilution buffer=
1:5008) =148k A& welld 100 pl¥ H7hske] A2
o Al 303+ ¥HSAIZ YL 1 th ELISA plates 5+
T2 33] A2 U5 goat anti-chicken immunoglobulin-
horseradish peroxidase conjugate -89 (Kirkegaard & Perry
Laboratories) S well'd 100 pl¥ H7}sle] A-20A 30%
ZF WS AT 1 % ELISA plateS SHF2 33 A%
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3}3L TMB 89S welld 100 W& H7Fste] 1557wk
AlZTE 1 % stop solutions welld 100 wl¥ H7}sto]
HANRS-S FAAZ]AL 650 nmol A FFEE SASISITh
AL A5 FHE=E S/P ratioZ FHAFSFSI 2™, ELISA
7h= kitoll A Alg8h= =2 [logy Titer = 1.09 (logjo S/P)
43369l elato] Aatatel e, ELISA %1717} 396 o)
A o A Fgom Bk

13. HIO|HASSAIRY (UNT)Ol 28t IBDV SMAE

Hlo]#H 253 AH-2 96-well microtitre platesOl] ] 2A]
atleh. A9 A 56TlA 3023t nlss A S
A1-8-3}31 ). Microtitre plateol| 4] alpha-MEM (GibcoBRL,
Grand Island, NY, USA) vjel o 2 2n)) Ak 3]293k H]
53} "4 50 wet 32| IBDV (Edgar strain, 100 TCIDs/
50 pl) 89S Z3tato] AolA 301 RESAIZATE 1
% chicken embryofibroblast (CEF) cells (1<10° cells/ml)<-
welld 200 p¥ 718l 37°C CO, incubatoroll Al 5A7F
vjeksiitt. T3kAl 97k CPE dAdo] Al Hd

AR 952 sk
z 3

Recombinant baculovirus0l 2|8t IBDV VP2 T A

1.
E g

i

U8 794 IBDV Ki/D62/0652] VP2 -34S
W 5}= recombinant baculovirus "Bac/IBDVP2":= IBDV
VP2 FZAE 37-3H= recombinant expression vector
"pAcHLT/IBDVP2"$} Baculogold™ baculovirus linear DNA
= SO cello| A co-transfection Ao EA a2 o A
2]t} Bac/IBDVP2 7141 SO Al¥+= IBDV 5o ©&
A R637 FBDV LW B o7 G
A3 2 FHBLS nglon) A4 sp AFE 5
A2 AT A3 GHLANSS el 23t
(Fig. 1). %3}, Bac/IBDVP2 7

7+ed S Aol A 253
W28 SDS-PAGEH o2 B4
< 7 Rem, o

(g
A At oF 50 kDa®l 24
|
IBDV VP2 Eo] ©E& 3

WA 2 Western blot'H ol A
| R63°l| thste] 2k g
H-e-S vERl o IBDV VP3 Eo] WEE &4 B29
of tisled= wkgAo] A trh (Fig. 2). wEh
A, 3710 ARES T3] B uf SR MEolA A =F

baculovirus (Bac/IBDVP2)oll 2]&le] ey ozl

S of

4

o L oo o rju
2 or

N

O I
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Figure 1. Immunofluorescence staining of IBDV VP2 protein expression. The Sf9 cells infected with recombinant baculovirus
(Bac/IBDVP2) were stained using chicken anti-IBDV antiserum (A), IBDV-specific monoclonal antibody R63 (B) and IBDV antibody
negative chicken serum (C).

Q M F1 F2 F3

F4 @ 1 2

50kDa weipp»- ey C—

Figure 2. Analysis of purified IBDV VP2 protein expressed from S9 cells by recombinant baculovirus (Bac/IBDVP2). A: SDS-PAGE
analysis of purified IBDV VP2 protein fractions F1 (103 pg/ml), F2 (665 pg/ml), F3 (275 pg/ml) and F4 (98 pg/ml); B: Western blot
analysis of purified IBDV VP2 protein fraction F2 using IBDV VP2-specific monoclonal antibody R63 (lane 1) and VP3-specific

monoclonal antibody B29 (lane 2).

IBDV VP2 @S] Ao 7 Aeke)

42 Bac/IBDVP2E
= 79 4 Foll FE3ted, 150 em’ flask'd 2 ml
A % 10 mlE] Al F%3 TS, NTA column & A5k
% 4 fractionsE TIst] TS AFaqivh L Ay
7} fraction'd T SELS faction 1+ 103 pg/ml, fraction
£ 665 pg/ml, fraction 32 275 pg/ml, fraction 4= 98 pg/
mlo]ITth °olE T 200 pg/ml o]4ke] “ASES 7hxl
fraction 29} fraction 3 poolingd}31t}. Poolingdt T2
& A A Az A 470 pgmlo] Ak,

e IEd

N
=
P

i
<
X

P2 Ti#iEo| AGID & R 2

o

A7 VP2 Tl A gleke] REskE 95k
sandwich ELISA “}J'H O 2 ELISA &F =9} vp2 whilz
28 v A5tk g% 3¢ IBDV D78 strain] 4

9 7+ 97} (EIDsyml)¢t ELISA OD#k3e] 23v4d-e
223 0.1x10° EIDgymle] 7HE3(X) Mol A ELISA
3}

FAE (V)lE e A4 (17=0946)0S LERNSL
o, 3] 7274 (regression curve) 2] Y = 0.0001 X + 0.232
]9t} (Fig. 3A). IBDV VP2 ©hlA&-S g33}al7] 9|35t

o] F¥=9} IBDV VP2 Tl =FS- S/P ratio®} ELISA
unit (EIDsyml THH] IBDV VP2 ek = $19A71 2
3}, 1.0914] 549] S/P ratio (Y) H$IolA] ELISA unit (X)2}
F A (=0946)0190 01, ojuje] 37 T4
< Y =0.001 X +0.858°] At} & AFollA At AAg
IBDV VP2 & whiid o] 79 kil F17} 12 ng/ml
ol A 1.5 pug/mle] WA ELISA F3w=ef A
YeERl e (Fig. 3B), o] SHATH TS &85
IBDV VP2 ©z 3helek-S ELISA unit® =
48+0.5%10° ELISA wnit3th. AGID Z3A 23 (Lot
No .07-01)¢] 7% 4.6+1.0<10° ELISA unit®] &g 5522
ioﬂt}

et o2 o] A3 vP2 thiE el A4
< *é?és}ﬂ 915t IBDV Zr$dEH S o83 end-
point titration AGIDE- A}tk 1 A3}, A%3 VP2
A (4.840.5%<10° ELISA unityS 2~ 168 324 uj5
NN E TFEUAAEAHY AAYE AT olE 7%
® %3 VP2 Aol AGID Ik o 2 Al
WS 6x10° ELISA unit® A48ttt A7) A%
WAgE 2dA] Ax3 vP2 wlHo] IBD ©]9

oo
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Figure 3. Titration of IBDV (A) or recombinant IBDV VP2 protein (B) by sandwich ELISA using monoclonal antibody R63 and

anti-IBDV chicken serum.

Table 1. Detection of anti-IBDV antibodies in SPF chickens
following experimental infection by AGID assays

DPI  ELISA® VNT® AGID
IBDV VP2
0 0/10° 0/10 0/10 0/10
3 0/4 0/4 0/4 0/4
6 6/6 5/6 5/6 5/6
9 6/6 6/6 6/6 6/6
14 717 77 7 717
28 717 77 7 77

*Serum with ELISA titers of >396 was considered positive.
®Serum with VN titers of >8 was considered positive.
“No. Positive/No. tested
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Table 2. Detection of anti-IBDV antibodies in SPF chickens
following experimental infection by AGID assays

Serum no. AGID
Group Age tested
cste IBDV  rVP2

Broiler 1 day old 1553)" 1551 55° 155/155

. 25t0 34
Boiler days old 119(6) 119/119 119/119

. 18to 75 C C
Broiler breeder months old 50 (5) 49/50 49/50

Number in parenthesis represents number of farm tested.
No. Positive/No. tested.

One serum with negative result in AGID using rVP2 antigen was
also negative for AGID using IBDV antigen.
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Figure 4. Detection of anti-IBDV maternal antibodies in broiler
measured by AGID test using recombinant IBDV VP2 protein.
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