DOI:10.13471/j.cnki.j.sun.yat-sen.univ(med.sci).2003.0163

24 6 ( ) Vol. 24 No. 6
2003 11 JOURNAL OF SUN YAT-SEN UNIVERSITY (MEDICAL SCIENCES) Nov. 2003

Wilson N

R 510080
Wilson (ATP7B) N
RT-PCR GST S
Thrombin ELISA s Western blot
ELISA 1:2 500 Western blot
SDS-PAGE IgG Wilson
R742. 4 A 1672-3554(2003)06-0560-04

Preparation and Purification of Polyclonal Antibody Against
N-Terminal of ATP7B
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Abstract: Objective To prepare and purify specific antibody against N-Terminal of ATP7B
(Wilson Protein) and to make a good foundation for study of the structure and function of ATP7B.
Methods The target gene was amplified by RT-PCR. Fusion protein was expressed with GST gene
fusion system. Affinity chromatography was used for protein purification. Thrombin was used to
cleave fusion protein with on-column cleavage method. The aimed protein was gathered as antigen.
Rabbits were immunized subcutaneously. The titre of the antibody was detected by ELISA assay.
The antiserum was purified with DEAE-Sephadex A-25 columns. Western blot was applied to confirm
the specificity of the antibody. Results ELISA assay revealed that the titer of the prepared antiserum
against fusion protein was as high as 1: 2 500. Western blot showed that the antibody was able to re-
act with the proteins. Non-denatured SDS-PAGE confirmed high purity of IgG.  Conclusion Polyclon-
al antibody against ATP7B, is successfully prepared.
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6 . Wilson N 561
GST BL-21
ATP7B 10 mL. LB 50 pg/mL
WD N 10 mL
Wilson 4L IL2xYT 26 C
Asoo 0.8 IPTG 0.4
mmol /L, 4~5
1 h 4°C 5000x g
3 mL 20 mmol /L Tris-HCI
1.1 (pH 8.0) 150 mmol/L NaCl 1 mmol/L DTT 1
1 33 mmol. /L. EDTA 10% 1 mmol /L
Trizol RT-PCR Plantinum Taq PMSF 0.1 mg/mL lysozyme
DNA polymerase Invitrogen 310 4 mg/g 2
Bigdye Perkin Elmer DNA 0.2% Triton X-100 20 mL/g
Qiagen pGEX-4T-1 DNase  RNase 5 pg/ml 37
BL-21  GST HiTrap C 30 min 3000 g4 C 30 min
Thrombin  DEAE Sephadex A-25 DTT 1 mmol /L
Amersham Pharmacia T4 Promega GSTrap (1 mL)
Western-blot New England Biolab 0.45 pm
0.5 mL/min
1.2 RNA Binding Buff 80 U  Thrombin
23 C 3h Bradford
Trizol RNA RT-PCR
Oligo dT 1.5
1~6 400 pg 0.5 mL 0.5 mL
up: 5'-TATCGGATCCATGCC
TGAGCAGGAGAGA-3’ BamH 1 1 100 pg
down: 5'-ACTTGTCGACTCACTGCTTTATTTCCATT 10 d
TTG-3" ( Sal 1 ) c¢DNA 7~10d
Taq Platinum Taq High Fidelity I mL
94 °C 2 min, 94 C 30s 56 € 30 s 70 C 120 3 ELASIA
s 35 1.95 kb 1:2 500
1.6
1.3 400 g/L pH 8.0
BamH 1 Sal 1 PCR 100 mmol /L Tris-HCl 50 mmol /L NaCl
pGEX-4T-1 20 g/L DEAE-Sephadex-25
T4 DNA 10 100 mmol /L
Tris-HCI pHS. 0 10 10 mmol /L
BL-21 LB/ Tris-HCl pHS. 0 Aaso IsG
Aszso 0.2
1.7  Western-blot
1.4 100 g/L
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Lane M: marker; Lane 1, 2, 3: the reaction between antibody

and the aimed protein

1
Fig.1  Restriction analysis and identification of recombi-
nant plasmid

Lane 1 Recombinant plasmid; Lane 2, 3 restriction identifica-

tion. Lane M: DNA marker GST
2.2 IPTG
BL-21 GST
tac
30%

2 Exoress icati . . GST

Fig. 2 Expression and purification of fusion protein and @
the product of target protein
Lane M: protein SDS-PAGE marker; Lane 1: recombinant @ GST

pGEX-4T-1 vector without IPTG induction; Lane 2, 3: Non-recombinant s, 61
pGEX-4T-1 vector express 26 ku GST; Lane 4, 5: recombinant vector BIL-21

express GST fusion protein; Lane 6, 7: Purification of GST fusion pro-
tein; Lane 8, 9: Required protein purification after on -column cleavage

with thrombin
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