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INTRODUCTION

P in Egypt. Control
of these parasites is directed toward the treatment
qf %nfected animals, beside » application of some hyg-
lenic measures. However immunological control was lacking.
Ozerol apg Silverman (1970),
Adams et a1, (

1980),
et al. (1989)

MATERIALS AND METHODS

1) Preperation of the antjgen,
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20,000 T. colubriformie infective larvae. Th
worms'were collected one month later and‘was: . L
ral times with 0.05 M. phosphate buffer salined e
7.0). The worms were chopped into short piecee o
ther'l homogenized thoroughly inp b s. The wholS ond
antigen was homogenized in phosphate buffer 3et‘tlorm
and centrifuged at 10,000 r.p.m. for 30 minuteslmes
supe.arnatant was pooled together after each centr.':f[‘he
gation and the total protein content (mg/test & nl] 1/]-
was determined according to Lowry et al. (1951). Wy

2) Isolation of the immunogeﬁic fractions of T. coly-
briformis;:

This was carried out using column chromatography ado-
pted by Ogunba (1972). The column used was 90 cmin le-
ngth x2.5cm in diameter Pharmacia Co., Sweden). It was
packed with sephadex G 200 (Pharmacia Co. Sweden).

Five ml of whole 7. colubriformis worm antigen with
a total protein concenteration of at least 6 mg/ml
were passed through the column. Phosphate buffer sa-
line (pH. 7.0) was used as eluting buffer, and the
flow rate was adjusted to 3 ml/30 minutes. The pro-
duced fractions were collected by means of an LKB
fraction collector. Ultra-violet adsorption of the
fractions was determined at 280 nm, the reading of
each tube was recorded and the values (mg/ml protein
for each tube ) were represented in curves. The f1:a-
ctions of each peak were tested against I. colubrifo-
ymis rabbit antisera by gel-diffusion test (Ouchte-
rlony, 1953) and lndirect haemagglutination test

(Kessel et al., 1965).

< k:
3. Determination of the total proteln of each ped
' easu”
The protein content of the different peaks waselg1 1
red colorimetrically using the modified-Lowry

method (1951).
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4. Concenteration of pooled fractions:

Concentration was performed using dialysis bag (sigma
Co. U.S.A.). The bags were filled with each of the
pooled fractions and then exposed to polyethylenegly-
col over night at 4°c.

RESULTS

Results of gel filtration of T. colubriformis on seph-
adex G 200;

T. colubriformis phosphate buffer extract produced

six fractions (F, - F,). Three fractions (F.,F, & F.)

showed specific antigenic activity (Table llang curve
1). These three fractions gave positive precipitating
and haemagglutinating response with rabbit antisera.
The other fractions did not show any response. ‘
Table (1): Antigenic activity of fractions obtained
from 7. colubriformis phosphate buffer ex-

tract
Rabbit antisera
Antigen b Bt
Agar gel Haemagglutination activity
" diffusion test
Fraction No. + + 1/1024
Fraction No. + + 1/256
Fraction No. 4 +

1/128
Fraction No. -

Fraction No.
Fraction No.

(=2 TN & o BN N S A T
1

DISCUSSION

The present work mentions the preliminary fractiona-
tion of T. colubriformis extracts which contain a
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high level of worm antigens- six fractions (FI-F )
were seperated from P, colubriformis extract, et
three of them were€ found toO be most immunogenic using
agar'gel-diffusion and passive haemagglutination tests,
The present results were similar to those obtained
by Ramadan et al. (1989) who seperated 5 fractions

(F, - F.) from . contortus phosphate buffer extract
through” column chromatography using sephadex G 200.
They found only 2 fractions (F, & F )to be antigenica-
11y specific in precipitating 4nd haemagglutinating
antibody responses. Also Wedrychowicz (1984) sepera-
ted 6 fractions (F, - F, ) from the fourth Ostertagia
cireumeincta larva ct that were chrom-
atographed on sephade Three fractions
(Fz, F. & F,) showed ting and hae-
maggluginatlng antibo antisera.
The same author obtained - FS) from
0. circumeincta fifth stage larv
showed positive precipitating an
activities. Moreover, ozerol and
ained, two fractions from third and fourth 1
igen of Haemanchus contortus.

somatic extra
x G 200 column.
positive precipita
dies against rabbit

5 fractions (F
ae. Fractions 1,2 & 4

d haemagglutinating
gilverman (1970) obt-
arval ant-

SUMMARY

erved from Prpichost-

hate buffer extract sepa-
y using Sephadex G 200.

genically
anti-

six fractions (F, - F ) were obs

rongylus coZubri}ormiS phosp
rated by column chromatogreph
Oonly three fractions (Fl,FZ&F ) were anti
specific in precipitating and haemagglutinating

body responses.
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