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EK TOY KTHNIATPIKOY MIKPOBIOAOTIKOY INZTITOYTOY
AOHNQON TY.T.

AIEYOYNTHX : Ap. II. A. KAPBOYNAPHX

H AOIMQAHZ AAPYITOTPAXEITIZ EN EAAAAI

[.- TTPQTH AIIOMONQXIYX TOY 10Y
(Mpbé3popog ’Avakolvwoig)
Tro
M. KAPBOYNAPH, I. MENAZE, . BEIMOY, A. IEIMENH
A. MAMAAOMOYAQY & X. MAMNAAOMOYAOQOY

Elc dvaoxémnowy tic ouyvétnroc T6V voonuatey Ty xatoutdiny wry-
vy &v ‘Exnddr, rata ta &ty 1953-1954, of Tapharlic xal Apacydwocg (1)
3 4 o e 7. ~
avapépouy, 6t Aowpadne Aapuyyotpoyeitie (ALAL) die mo'rmﬂv; povov L=
vixdg éml 37 mepimtocewy (1.83.0)0) xal 871 abrn ametéher avrixeipevoy
EpyosTnotaxic pehéTng.

Eic mapopolay gpyasiay, ot "Abgavtic, Hamadomovros xal Xprotodourd-

2 3 4 o A \ ¥ ,I()rP’ 1910 8 f 2 ’ ~
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sl Shaylotag meptmtdozig ALA., 38y natéoty 8¢ Suvaryh %) dmopbvwais Tob Lob.
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MéOodog amopovaoscecng tod Lob: Enl éuBpuopbpwy ddy
doviboc.
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Oddepia Etépa dMAGlwGLE TOD TOLOLATOG TOD AXPUYYOTPEYELHKOD COATVOS
mapetnenl.

M- 2YMIBEPAXMA

— Al dotdozeg ol mapatnenlcicor Eml tév pepfpavév TéV HTO Tod
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Ot ovyypageic Ozwpoly xaldfxov Twv, rwg Exppdoouy Tde edyapLotiog
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INFECTIOUS LARYNGOTRACHEITIS IN GREECE

[.- FIRST ISOLATION OF THE FIELD VIRUS
(PRELIMINARY REPORT)

P. KARVOUNARIS, I. MENASHE, G. VEIMOS, A. SEIMENIS,
A. PAPADOPOULOS and CH. PAPADOPOULOS

TARLADZIS and DRAGONAS, in a review of the poultry diseases
frequency occuring in Greece during the years 1953-1954 (I) report
that infectious Laryngotracheitis (1LT) has been diagnosed clinicaly
on 37 cases (1,83.0)0) and it was subject of laboratory research.

AYFANTIS, PAPADOPOULOS and CHRISTODOULOPOULOS,(?)
in a similar work reported that during the period of 1955-60 they have
clinicaly diagnosed a few cases of ILT, but it has not been possible to i-
solate the virus.

In the present report the method used for the first isolation of
[T virus in our Country, as well as the technique of typingit, are des-
cribed.

Material have been taken [rom a poultry farm situated in the region
of Attika. The disease appeared in the acute form causing high losses
(30-35.0)0).

A study of the ILT extent in our Country is in course, based on the
virus isolations. This study will be reported later.

I.- MATERIALS AND METHODS
A- VIRUS ISOLATIOM:

In embryonating chicken eggs.

Embryonating eggs: 10 days old procured from a conta-
gious diseases [ree flock.

Material for egg inoculation: Suspension of tracheas
taken from killed birds showing evident clinical symptoms of ILT.

Egginoculation: 0,2 ml of the above material on the cho-
rio-allantoic membrane.

B-TYPING OF THF ISOLATED VIRUS.
3y : a) Serum-neutralization test in embryonating eggs
b) Experimental infection of susceptible test birds
¢) Typical histopatologic findings, on tracheal sections
of the tested birds.
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A.- The Serum-neutralization test for typing the isolated virus in
embryonating chicken eggs has been performed in the following
phases, using four eggs per dilution :

.- Titration of the isolated virus in embryonating eggs.

Inoculum used was a 10.0)o broth suspension of membranes showing
characteristic lesions due to virus multiplication alter egg inoculation of
the suspected material.

- Titration of the isolated virus in embryonating eggs, in presence
of normal Serum (Standard negative Serum).

3.- Main Serum-neutralization, that is inhibition of membrane le-
sions of the isolated virus by hyperimmune ILT Serum having a known
neutralization titer (Standard ILT positive Serum).

4.- Titration in embryonating eggs of an ILT virus having a known
titer (Standard ILT virus).

5.- Titration in embryonating eggs of the Standard ILT virus in
presence of Standard negative-Serum.

6.- Serum neutralization of the Standard ILT virus by Standard
ILT poritive Serum.

7.- Comparison between Standard virus Serum-neutralization index
(NI) and the one of the isolated virus.

B.- The infection of the susceptible test birds was realized by intra-
tracheal inoculation of 0.2 ml. of the isolated virus.
Test birds were 2 months old, chosen from a flock free of con-
tagious diseases and susceptible to ILT virus.
For comparison, another group of birds from the same flock was
inoculated parallely, as described above with the Standard ILT virus.

C.- To reveal typical histological changes on tracheal sections resulting
from infected test birds, hematoxyline-eosine staining has been
used.

II.- RESULTS
— 6 days after egg inoculation with tracheal suspension from field
infected birds, small areas of gray thickening, equally dispersed, were
visible on chorio-allantoic membrane surface.
No other lesions were observed.
— The isolated virus Serum neutralization results on embryonating
eggs, as well as the parallel controls, are refered to the following table:

Tsolated vitus fiter : « « & 5 « o o 5 ¢ & 6.5 5 6 © 5 & s » . .| 10-8
Isolated virus titer in presence of Standard negative Serum . . . 10-47
Isolated virus Serum neutralization titer in presence

of Standard ILT positive Serum . . . . . . £ ¥ w 10-t
Isolated virus Serum neufralization index (NI). . . . . . . . .. 3,75
Standard ILT virus titer . . . . . . . . . . . ... 10-5,23
Standard ILT virus titer in presence of normal Serum e L
Standard ILF virus Serum neutralization titer in presence ‘

of Standard ILT positive Serum . . . . . . . - . . . .. e o 10128
Standard virus Serum neutralization mdex (NI) e e e e ‘ 3,75

Difference of the two Serum neutralization indexes . . . . . . ‘ 0
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— The intratracheal inoculation, of the isolated virus as well that
of the TLL'T Standard virus, as described above, to six susceptible birds
respectively, caused on the 5th to the 10th post inoculation day the ap-
pearance of the following symptoms : Depression, sneezing, cyanotic
head, difficult breathing with extended neck and head.

— The anatomopathological examination of the experimentally,
with the isolated and the Standard 11T viruses, infected birds, revealed
an hemorragic laryngotracheitis only.

No other gross pathological changes were observed.

— The histological examination of tracheal sections resulting from
the above infected birds, revealed the following histological changes:
necrotic lesions on the epithelium of the mucous membrane, which was
destroyed on some areas and the detached parts filled the tracheal lumen.

Many epithelial cells of the destroyed mucous membrane showed
intranuclear inclusion bodies in most areas.

No other lesions on the laryngotracheal tube wall were observed.

Inr.- CONCLUSTION

— The lesions observed on the chorio-allantoic membrane surface
of the inoculated eggs, by the pathologic material,

— The results of the comparison between the Standard virus serum-
neultralization index (NI) and the one of the isolated virus,

— The typical symptoms and the typical gross pathological chan-
ges of the tracheas and larynxes of the inoculated birds by the isolated
virus and the Standard one,
suggest that the isolated virus has all the characteristics of ILT virus.
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