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Fig.1 Construction of the recombinant plasmid of pAcAB3-p35

2 pAcAB3-p35
Fig.2 Digestion pattern of the plasmid pAcAB3-p35
M ADNA EcwR 1 + Hindlll A pAcAB3 BamH 1

B pAcAB3-p35 BamHI1 C pAcAB3 EcoR1 D pAcAB3-p35 EcoR1 .
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Fig.3 Construction of the recombinant plasmid of pAcAB3-p40 DNA BaculoGold
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4 PACcAB3- p40
Fig.4 Digestion pattern of the plasmid pAcAB3-p40
M ADNA EcoR1 + Hindlll A pAcAB3 Bgl Il + Xba |
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Linearized Baculovirus DNA Sf9
AcNPV-OCC™ -hIL-12 p35 4d S/9
pAcAB3- p40 DNA  BaculoGold Linearized Bac-
ulovirus DNA Sf9 AcNPV-
OCC™-hIL-12 p40 4d S19
MOI 3~10pg AcNPV-OCC™ -hIL-12 p35
S19 27C 72h
SDS-PAGE AcNPV-
OCC™-hIL-12 p35 TnNPV-OCC- —
31kD 5 hIL-12p35
MOI 3~10 AcNPV-OCC™ -hIL-12 p40
Sf9 27C 72h
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OCC™-hIL-12 p40 TnNPV-OCC™
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5 AcNPV-OCC—hIL-12
p35 SfY SDS-
PAGE

Fig.5 SDS-PAGE analysis of the Sf9 cell lysate and cul-
ture supernatant infected with recombinant virus AcNPV-
OCC™-hIL-12 p35

M Mid-range protein molecular weihgt marker A Sf9 cell
culture supernatant infected with recombinant virus AcN-
PV-OCC™ -hIL-12 p35 B Sf9 cell lysate infected with
TnNPV-OCC™ C Sf9 cell lysate infected with recombi-
nant virus AcNPV-OCC™ -hIL-12 p35 .

6 AcNPV-OCC™ -

hIL-12 p40 Sf9
SDS-PAGE

Fig.6 SDS-PAGE analysis of the Sf9 cell lysate
and culture supernatant infected with recombinant
virus AcNPV-OCC™ -hIL-12 p40
M Mid-range protein molecular weihgt marker
A Sf9 cell culture supernatant infected with re-
combinant virus AcNPV-OCC™ -hIL-12 p40
B Sf9 cell lysate infected with recombinant virus
AcNPV-OCC™ -hIL-12 p40 C Sf9 cell lysate
infected with TnNPV-OCC " .
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IL-12 p40 p70  p35
AnNPV-OCC™ -hIL-12 p35 TnNPV-OCC™
Sf9 SDS-PAGE Western blot
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7 AcNPV-OCC™ -hIL-12 p35
Sr9 Tn-5B1 —4
Western blot
Fig.7 Westem blot analysis of the Sf9 cell and Tn-
5B1 — 4 cell lysate and culture supernatant infected with

recombinant virus AcNPV-OCC™ -hIL-12 p35

M Mid-range protein molecular weight marker A Sf9
cell lysate infected with TnNPV-OCC™ B Sf9 cell
culture supernatant infected with AcNPV-OCC™ -hIL-
12 p35 C Sf9 cell lysate infected with AcNPV-
OCC™ -hIL-12 p35 D Tn-5B1 —4 cell lysate infect-
ed with TnNPV-OCC™ E Tn-5BI1 —4 cell culture su-
pernatant infected with AcNPV-OCC™ -hIL-12 p35

F Tn-5B1 —4 cell lysate infected with AcNPV-OCC™ -
hIL-12 p35 .
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8 AcNPV-OCC™ -hIL-12
p40 S19 Tn-5B1 —4
Western blot

Fig.8 Westem blot analysis of the Sf9 cell and
Tn-5B1 — 4 cell lysate and culture supernatant
infected with recombinant virus AcNPV-OCC™ -
hIL-12 p40
M Mid-range protein molecular weight marker
A Sf9 cell lysate infected with TnNPV-OCC™
B Sf9 cell culture supernatant infected with Ac-
NPV-OCC™ -hIL-12 p40 C Sf9 cell lysate in-
fected with AcNPV-OCC™ -hIL-12 p40 D
Tn-5B1 — 4 cell lysate infected with TnNPV-
OCC™ E Tn-5B1 — 4 cell culture supernatant
infected with AcNPV-OCC™ -hIL-12 p40 F
Fn-5B1 — 4 cell lysate infected with AcNPV-
OCC™ -hIL-12 72&40 .
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2.4
SDD-PAGE 590nm
P35 P40 S/9 1.11% 7.57%
3
3.1 hIL-12p35  p40
Western blot Sf9  Tn-5B1—-4
hIL-12p35  p40
hIL-12p35  p40
3.2
polh promoter  pl10 promoter
polh promoter  pl0 promoter
DNA
78 hiL-12p35  p40  cDNA
mRNA 3’ AU
mRNA : hIL-12p35 cDNA 3 252bp
poly A hIL-12 p40 cDNA 3°  324bp poly A
mRNA AU
S/9
Gly GGU GGC GGA GGG
Sf9 GGU 20.0% GGC 20.0% GGA
21.4% GGG 5.5% GGG
hIL-12p35  p40 1
1 Sf9
Table 1  Comparison of codon usage frequency between Sf9 cells and foreign genes Unit %o Quantity of codon
Codon Sf9 hil-12p35 hIL-12p40
GGU 20.0 130 3.91 3.01
GGC 20.0 130 00 18.3 6
GGA 21.4 139 3.91 18.3 6
GGG 5.5 36 7.9 2 6.1 2
hIL-12p35  p40 GGG GGU p35
»40 S19
GGG GGU
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3.3
Western blot
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EXPRESSION OF HUMAN INTERLEUKIN-12 IN BACULOVIRUS
EXPRESSION SYSTEM *

Yang Lin Zhang Xiaoxin Long Xuxin Chen Xinhua Wang Xunzhang Li Yinqiu

Biopharmeutical Center State Key Lab for Biocontrol ~Zhongshan University Guangzhou 510275 China

Abstract Human Interleukin-12 hIL-12 is a key immunoregulatory cytokine and the only
heterodimeric cytokine found by far. It is a disulfide-linked heterodimer composed of a 35kD
light chain P35 and a 40kD heavy chain P40 . Two recombinant transfer vector plasmids
pAcAB3-p35 including hIL-12 p35 gene and pAcAB3-p40 including hIL-12 p40 gene
were constucted and co-transfected the insect cells Sf9 with AcNPV BaculoGold Linearized
Baculovirus DNA. The obtained recombinant viruses AcNPV-OCC™ -hil.-12  p35 and Ac-
NPV-OCC™ -hIL-12 p40  were used to infect the Sf9 cells separately and the super-
natants of culture and cell lysate were examined by using SDS-PAGE and Western blot. Re-
sults showed that both hIL-12 p35 and p40 gene were successfully expressed in insect cells
and secreted. The expression productions had immunogenicity.

Key words Human interleukin-12 hIL.-12  Baculovirus expression system Expression
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