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The high immunoglobulin content
(approximate 10 mg/ml) in the egg
yolk (IgY) ,the ease of egg collection,
as well as the large quantities of
chicken eggs availiabe make IgY an
potential source for immunological
supplementation of foods. The major
purposes of the present study were to
elucidate the possibility of replacing
the immunoglobulin G (IgG) bound to
immunoaffinity gel by IgY, and the
difference between kinds of affinity
chromatographies. Immunoaffinity
chromatography, exhibits some
advantages over other methods such as



the ease of operation and scaling up,
has been considered as one of the
efficient methods in purification
proteins. In addition to be added to the
infant  formulates to meet the
quantitative requirement, r-globulin
exhibits various bio-activities and is
useful in preventing and treating
diseases in clinic. Therefore,
investigations on recovering r-globulin
from pig blood appear worthwhile.

The relative specific activity of
anti- v -globulin -antibody IgY purified
by immunoaffinity chromatography
was calculated to be 627.The Kd and
Ka between 7 -globulin and anti- ¢
-globulin-antibody IgY was about 1.5
X 10* M and 0.94x10° M. But the
Ka value showed similar to the trends
of hen and rabbit antiserum. The
relative  specific activity of 7y
-globulin concentration in pig blood
( about 5 mg/ml ) purified by IgY
( specific against 7y -globulin )
-immunoaffinity column was 15.25
with a recovery of 81.15% .The Qmax
and Kd of targeted protein to such
atfinity gel was determined to be 0.2
mg/ml  wet gel and 5 X 10°
M ,respectively, revealing a strong
absorption of 7 -globulin to affinity
gel.

Keywords : IgY, r-Globulin,
[Immunoaffinity Chromatography,
Pig Blood
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Table /.

Changes in ELISA value of different dilution folds

of hen antiserum and conjugate concentration

ELTSA value ( Am nm )

Dilution fold of

hen antiserum

Dilution fold of conjugate
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Fig. 7 ELISA absorbance values obtained with a range of 7~
globulin concentration in combinations with various
ratios of anti 7 -globulin antibody lgY / antibody-
peroxidase conjugate (¢ g/ml ).

£ - FHBHiizy-globulin HHRAPKE Qi IgY-
LERPXBBMEMAORARME ( (uax ) SRR
¥ (Kd )
Table 2 .Binding parameters of anti-7y-globulin IgY¥-
immunoaffinity chromatography for 7y -globulin

Parameters

Qmax*  Kd (X 10%)%*

Commercial 7 -globulin 0. 203 6. 26

Pig plasma 7y -globulin 0. 268 4,23

*binding capacity ( mg / per ml wet gel )
¥¥dissociation constant (X )

—e— rabbit serum
—e— hen serum
—&—- hen yolk
10° T —T T T

1] 1 2 3 4 5

Weeks after initial immunization

-
o
&
|
T~
|
|

Z GAMMATHRAERAFRAERRTRAYKEEGHA
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Fig. 2 Titers of hen and rabbit antiserum and hen yolk against
v -globulin. Serums and yolks were obtained from hens
immunized intramuscularly and rabbit immunized
subcutanely with 7y -globulin. Arrows indicate the
immmunization schedule. Immunization was performed
every week for four weeks after initial immunization.
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Fig. 3. Lineweaver Burk line of 7 -globulin by Ig¥Y-
imnunoaffinity chromatography. (A ) commercial
v -globulin and (B ) pig plasma 7 -globulin.



