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Preparation of hen egg yolk immunoglobuin (IgY) against
recombinant Cholecystokinin-39 of pig

Cao Jun'* ,Xu Jian-sheng' ,Cheng Darong' ,Sun Huai-chang' , Tang Bo*
(1 veterinary College, Yangzhou University , Yangzhou, Jiangsu 225009, China;
2 Collegeof Life Sciences, Nantong University, Nantong, Jiangsu 226007 , China)

Abgtract : Inorder to prepare the immunoglobulin Y for thefusion protein GST-CCK39 ,hens were im-
munized with partially purified f uson protein GST-CCK39. One-step polyethylene glycol (PEG) precipitati-
on procedure was used to purify the immunoglobulin Y (1gY) . The titersof purified IgY were detected by
Agar Gel Precipitation Text (A GPT) ,Enzyme-linked Immunosorbent Assay (EL ISA) and Dot-EL ISA. Re-
sults showed that the A GPT titer in the IgY was higher than 1 16;the EL ISA titersin the purified IgY
was higher than1 12 800. High titers IgY to GST-CCK39 could be induced by immunization successully ,
and the specific activity could last more than 50 days. All these indicated that the good specificity and high
titers hen egg yolk immunoglobulin( 1gY) could be prepared by fusion protein GST-CCK39.

Key words: GST-Cholecystokinin-39 ( GST-CCK39) ; fusion protein; hen egg yolk immunoglobulin
(1gY) ;pig
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CCK33 CCK12 CCK8 CCK5 ,
CCK CCK33  CCK39 ,
CCK39 CCK33 , (5]
, CCK
cck*® CCK
8]
CCK
CCK8,
9] ,
CCK,
(GST-CCK39) ,
GST-CCK39
, CCK
1
1.1
1.1.1 CCK39
p GEX-CCK39, (20l
:p GEX-6p-1 E. coli BL21,
Pharmacia 3 ,28
1.1.2 Sepharose 4B
Redipack (2 mL x2) , Pharmadia :CCK8
IgG HRP, Sgma JIPTG,
TaKaRa ;
1.2 GST-CCK39
p GEX-CCK39 E coli BL21
(GST-CCK39)
[10] , SDSPAGE
CCK39
1.3 GST-CCK39
3 28 ) )
3,
, 100
ug 1
, 2004 g/ 15
d pGEX-CCK39  E.coli BL21
1,
2 200 o/ 1
400 o/ , 7

1.4 GST-CCK39

p GEX-CCK39
E. coli BL21 ,
20 kHz, 3 000 r/ min 5 min,
Sepharose 4B
( GST-CCK39) MBS
, PEG 8000
120 gL PDSPAGCE ,
GST-CCK39 ,
10d ,
1.5 GST-CCK39
GST-CCK39
' GST-CCK39
1 16 , -8000 (PEG
8000) 1] ,PEG-8000
60,70,80,90 100 g/L
, 100 g/L SDS
PA GE , 4
1.6 CCK39 EL ISA
GST-CCK39 CCK8
(BL1SA ) GST-CCK39
,CCK8 [12]
E ColiBL21 IPTG 6 000
r/ min 5min, (ELISA
) :
IgG HRP ,
1.7 GST-CCK39 Dot- EL ISA
(PVDF)
0.25 cnt ,
5 10 min, 3 37
, PVDF
10pL ,0.1pguL CCK8 100L,0.25
MgMuL GST-CCK39 10pL ,PBS 10
ML, , 0.005 gL ,pH 7.4
PBST 3 5mn 109/L
PBST 2h, 1 1000( )
37 2 h; lgG
HRP (1 1000 ), 37 2 h,PBST
, (10 mL PBS+9
mg DAB + 20U L + 30% H.0.)

30 min, 3 ., )
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) GST-CCK39 , ,2
3 GST-CCK39 29d 14d
2.1 GST-CCK39
2.2.1 1 ,1
1 CCK39
Table 1 Titersof anti-CCK39 antibody in hens serum
/ d Day after thefirst immune
Serial number -3 0 7 14 29 44 72
1 Hen 1 - - - - -
2 Hen 2 - - - - 1 8 1 16 1 16
3 Hen 3 - - - 1 4 1 16 1 16 1 16
Note: - showed postuve result. The same as below.
2.1.2 2 A ,
2 3 20 d 1 16 50d
2 CCK39
Table 2 Titersof anti-CCK39 IgY in hens egg
/ d Day ater thefirst immunity
Serial number -3 0 10 20 30 40 50 60 70 80 90
1 hen 1 > - - - - - - - - - -
2 hen 2 - - - 1 4 1 8 1 16 1 16 1 32 1 16 1 16 1 16
3 hen 3 - - - 1 8 1 16 1 32 1 32 1 32 1 32 1 16 1 16
2.2 GST-CCK39 2.3 GST-CCK39 EL 1SA
( 1 , 60 ,70 ,80 90 g/L
PEG 8000 3 , ,  PEG8000 ,
66,46 35 ku, Bizhanov ( 3) PEG 8000 ,
(131 PEG
M | ) 3 4 80 g/L PEG8000 CCK39
3 PEG 8000 GST-CCK39
B ISA
97.4ku —»
Table 3 Titersof purified anti-CCK39 IgY
66.2 ku —» @ (indirect EL ISA)
. PEG-8000 Antigen species
3.0 ku —> W ‘ /(g- L") BL21
Concentration g ccK3g CCK8  BL21Lof lysatés
of PEG8000 upper liquid
h 60 1 2v 1 6400 -
Sl ) == 70 1 2u 1 12800 ,
- — 80 1 2 1 12800 -
90 1 28 1 25600 -
1 PEG8000 DS PAGE 100 1 2B 1 25600 )
M. 1 4. 90,80,
70 60 g/L PEGS 000 2.4 CCK39 Dot- EL ISA
Fig.1 SDSPAGE analysisof purified IgY Dot- EL ISA ( 2 ,
M.Low molecular weight marker;1- 4. Purified IgY by 90 g/L , CCKS8 GST-CCK39

80 ¢g/L ,70 ¢g/L and 60 g/L PEG8000 ,respectively BL21 IPTG
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2 CCK39
:B.
GST-CCK39;5. CCK8

;1. PBS ;2.
;6.BL21 IPTG

Dot- EL ISA
GST-CCK39;
:7 8.pET-CCK39

Fig.2 Dot-E.ISA anayssof purified IgY
A. The primary antibodies were IgY of immunized hens;B. The primary antibodies were IgY of unimmunized hens.
1. PBS blank control ;2. Unpurified GST-CCK39;3 - 4. Purified GST-CCK39;5. CCK8 standard sample;6. Induced
BL21 with IPDGof lysate;7 - 8. Induced pET-CCK39 with IPTGof lysatés upper liquid
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