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30s 20 10000r min 15min RT-PCR 1.5%
1% Triton X-100 450bp
50mmol L Tris- HCl pH8. 0 10mmol L EDTA 2.1.2 IFN-y RT-PCR
0.15mol L NaCl 3 4mol L pGEM-T HB101
pGEM-y
1.2.5 pIFNYy
7mol L Gu HCl 100mmol L Ndel BamH 1
Tris HCI pH8.0 0.2mmol L EDTA pHS8.0 pGEM-y
2h 10000r min 30min pJLA-503 XL1-Blue
9 450bp
10mg mL 10C pJLA-y 1
100mmol L Tris HCI pH8.0 0.2mmol L EDTA Ndel

0.5mmol L L-
2h 2
100pug mL 10C

20
mmol L Tiis HCl pH8.0 100mmol L 10C
24h 10000r min 15min
1.2.6
1 SP Sepharose FF 20mmol L

pH8.0  Tris HCI 0~1mol L NaCl
2 Sephadex G-25 20mmol L Tris
HCI pH8.0
3 Sephacryl S-200 HR  pH7.4  PBS
Aago
1.2.7
MDBK- Indiana
MDBK 96
5% CO, 37C
4 3 1
5% CO,
15~18h 10 ~100TClIDs
Vsv 24 ~30h
IFNy
0.1%
2
2.1 pIFNYy
2.1.1 pIFNy RT-PCR
10 RNA 185 28S
28S 188 2 RNA

1 pJLA-Y
Fig.1 Structure of the recombinant plasmid pJLA-Y
2.2 IFN-y
pILAY Py Py
42C SDS-PAGE
16kD 2
2 pJLA-Y SDS-PAGE

Fig.2 The expression of recombinant pJLA-Y in E. coli
A. Induced total cell lysate of XLL1-Blue pJLLA-y The target protein
B. Induced total cell lysate of XI.1-Blue

is indicated by an arrow.

pJLA-503  C.Protein molecular weight markers
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16kD 40%
5h
2.3
1.2.4
SDS-PAGE 16kD
Triton-X 100

4mol L

280mg L
2.4 IFNy
IFNY
pIFNy
11

MDBK

VSV Indiana
12

MDBK
VsV 3

pIFNY

1x10"IU mg
pIFNYy 1x10’IU mg
2.5 pIFNy

SP Sepharose FF

kD

—974
—66.2

—430

—31.0

—20.1

Wy 44

3 SP-Sepharose
Fig.3 SDS-PAGE analysis of the proteins from
SP-Sepharose chromatography
1. Total cell lysate of XLL1-Blue pJLA-y 2.Total cell lysate of XL1-
Blue pJLLA-503 3.Molecular weight standards 4. Proteins from the

inferior peak 5. Proteins from the main peak containing pIFNY.

At — 20.1

— 144

4
Fig.4 SDS-PAGE analysis of the proteins from gel
filtration chromatography

1. The purified porcine IFN-y 2.Molecular weight standards

pIFNYy 14mg L
>90%
-
500nm
0.5mol L L-
L-
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Cloning High Level Expression and Purification of Porcine IFNY

GUO Ying-Jun WU Dan CHEN Rui-Wen SUN Shu-Han™
Department of Medical Genetics The Second Military Medical University Shanghai 200433 China

Abstract Peripheral blood lymphocytes from a single swine were stimulated with Concavadin A for 17h and the total
RNA was isolated from it. Then the mRNA specific for porcine IFNY was amplified by reverse transcription polymerase
chain reaction. After sequencing the IFNY gene has been successfully inserted into vector pJLLA-503 and highly expressed
in E. coli . Recombinant porcine IFNY expressed as inclusion body which was dissolved in 7mol L guanidine chloride and
subsequently renatured by dilution in refolding buffer containing 0. 5mol L L-arginine. In order to obtain pure protein the
renatured IFNY was pruified by the chromatographies of SP-Sepharose FF and Sephacryl S-200 HR. As a result the final
pure product can been seen as a single band in SDS-PAGE and the cytokine activity was verified by inhibiting the cyto-
pathic effect.
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