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Immunohistochemical identification of newcastle disease virus with
indirect immunoperoxidase technique
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Abstract: The present experiment was done to identify Newcastle disease virus(NDV)
antigens in frozen sections of various oragns from experimentally NDV-infected chicken with
indirect immunoperoxidase method. Sections were incubated with rabbit anti-NDV polyclonal
as first antibody, followed by incubation with goat anti-rabbit or protein A peroxidase conjugate.

Positive reactions were often detected in the epithelium of trachea and in the lymphocyte of

spleen at 24 hours after virus inoculation. The viral antigen was localized mainly in the

cytoplasm of infected cells.

The method approved to be highly specific for the identification of NDV and allowed a
precise localization of the viral antigens in infected cells.
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Indirect immunoperoxidase® ] -& 19661 Graham}
Karnovsky7}®! horseradish peroxidase EX) & & A+
43t Az L4 ¢ HAE2Fo2M AL deziend,
ZEEI Fob &8¢ vlolela FUFAA gol o &
Ha 9ok o] AL d9zFHdAen FAE
He ASeaA #48 7 de ADHE Y o
2 F4E Fx, AFZEA AFA7d AF 3 F
AHo)A  indirect immunoperoxidase] & o] &3}
TA & ulo] 2} 2 (Newcastle Disease Virus, NDV)

92 EE Azt
e H Ay

HEEE (NDVe & FFA} 2402 HFa
H 46~1009H 9 & 1256 NDV ‘AL’ F(HE9
A T4, 100°ELDsy/mD) & 1,0008 343t =2}
0.5ml¥ w Z3AF At AFF 24, 48, 72, 964 7
ol A7 3, 3, 2, 474F HEAA A, o= 7]
ZF, A, o, 4, HF, IF3EE, 4, 49 9
aA4E AHse —70°Col EAsHA YyEAAAER
ol gt on, FALAY ot ARA 25E o A
o dzzA A8sty .

I=HAEY 7tE INDV 2= 9dd8 3y & YA
7 A8, AR B4 FA £ 459 A (Hitchner
B, i ufolal 5}3) & 0.9% Saline 10mlz H G 49
0.5ml9} complete adjuvant 0.5mlE & g3l 13
Al Fab 3lg 5, 3FFl & incomplete adjuvant 0.5
mlE 2L P ez EFdd 23 FFsgerd &
L AEwANE 3F H o2 23 AFSYH. uwA
7 AE 3FFd =4 AYstz YL 2g3o 56°C
AA 3087 ¥l E3 AAGE 1AFAR AE54 .

ZEIHE JFEdEe FAAAE 23¢& YA
1A F 3~5pmFA 2 AT G o obAl £ 10%-
2R F 4°C P Aze] BadA AFgd HYy
24 stgrt.

Indirect immunoperoxidase : ZF A5 & w4
sodium phosphate buffer, ph7.6(PBS)2.2 A $4

3 Fo 0.3% FAFT4£ deEEHe] 2087 HY
jR o g oo 2% FFAYEH o= 1087
AALsgct. g AGAE 2% AFAFE A A 100
~2004 #A3td 6087k ZAFAAN F 3ELH 63
PBSZ <A3lg . 28z 23ga 24 protein A-
peroxidase E=3 goat anti-rabbit peroxidase$ PBS®
300~5004 3 43t 4587 WAL F, 3P4 3
3 A t}g 3,3 -diaminobenzidine tetrahydroch-
loride (Sigma, DAB)Z 25°C F-ek7|ulo| A o 3087
wAadZ o, ojdf MUAE S BFIHPu|PAow FA
St A AEd $EARE A fEojmE 4
R YFE v Edd o da2gsd oy
dot. 2l BF Ao sMed FAdd =F
HA GEF T APHGU 2 Az A 17 =
= 234 AT ¥4 FREAC.

24 I

WEzAAHAA NDVFYI-E AE37] 934 in-
direct immunoperoxidaseqd € A A ¥ A=, FAuk
S AZEE FE V3, vA 9 dAHEdY A
i =k (Table 1).

el A delA FANEAEF AEFHAALH
FAEE AN —.«] Ao AN F2 FAHAR
A L] wlE FANZFANEEL AZFAol ES
g e] & H3E deoglch(Fig . 7 4847
A FeE Azt A 2gE e d4¢ e
o= (Fig 2), Azte] A3te] wep GARE ALF
b Fbs e g =Y AsA vdehve AgE 2
Act(Fig 3). 2x-A 2 A protein A-peroxidases}:
goat anti-rabbit peroxidase® ®) z3l7] 98 A 424-&
A4 A 3} perotein A-peroxidased AM-&-3F A S &
FAR o)A glo] EF F2 -d¢ vehldE, &
A€ bl )3 AYAE Feoe &3 Uzt
T Aed YA (Fig 2). ¥l FelAdE FAuEe]
Table 1. Detection of Newcastle disease virus anti-

gens in the frozen sections with indirect
immunoperoxidase method

Organ 24h* 48h 72h 96h
Trachea 3/3%* 3/3 2/2 4/4
Spleen 2/3 2/3 1/2 2/4
Cecal tonsil 0/3 0/3 1/2 1/4

*Hours after virus inoculation
**No. of chickens showing positive reaction/No.
chickens tested
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Legends for Figures
All are incubated with goat anti-rabbit peroxidase conjugate as second antibody except Fig 2 with protein
A-peroxidase,

Fig 1. Dark brown deposits indicating the presence of NDV antigen in the tracheal epithelium. 24 hours
after inoculation. x200.

Fig 2. Positive reactions are found in the tracheal ephithelium. Counterstained with hematoxylin. 48 hours
after inoculation. x125.

Fig 3. Positive cells in the trachea. 96 hours after inoculation, x200.

Fig 4. Positive reaction is localized in the cytoplasm of lymphocyte in the spleen. 72 hours after inocula-
tion. X200.
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