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MTS Promega
RPMI-1640 GIBCO IL6
1.1.3 LB 10g
Sg 5g NaCl MD
13.4¢ YNB 0.4 mg 20g
15¢g YPD 20g 10g
20g D- BMGY
20g 10g 0.1mol
pH6.0 13.4g YNB 0.4 mg 10mL
BMMY 20g 10g
0.1mol pH6.0 13.4g YNB 0.4 mg
SmL 10g CAA
1.2 pPICIK-IL6
SK*-I6  EcoR1  Notl IL6
pPICOK
Escherichia coli DHS5a
pPICOK-1L6
1.3 pPICIK-IL6
1.3.1  pPICOK-IL6 5~ 10 ng
pPICOK-1L6  Sal |
-20C Invitrogen
0.1mol/L.  LiCl P. pastoris GS115
P . pastoris GS115 pPICOK-1L6

50% PEG ~ 2mg/ml SS DNA
42C His™ MD
28C 4d Invitrogen
1.3.2 4d His*
YPD
16 GS115/9K-1L6
1.5mL
100 TE 200pL 2% Triton X-100 1%
SDS 200p.L / / 300mg
2min
TE
1.3.3 PCR
GS115/9K-1L6 DNA 5" -

factor primer 5'-TACTATTGCCAGCATTGCTGC-3" 3’

IL6 primer  5'-TTTCTCGAGTGCCCAGCTAC-
3 PCR 600bp
pPIC-9K
GS115/9K PCR
50pL  5.0pL 10 5.0pL MgCl,

25mmol/L. 0.5puL 5" a-factor primer 50mmol/L
0.5pL 3" IL6 primer 50mmol/L. 2.0uL. dNTPs

2mmol/L 0.5pL Taqase 2pL 34.5pL ddH, O
PCR 95%C 3min 94°C 1min 55°C Imin
72°C 35 s 30 72°C 10min
0.8%
1.4 Western blot

PCR GS115/9K-11L6
BMGY 28C ODy, 10

BMMY 10 24h 1%

4d 10000r/min

10min 12% SDS-PAGE
Western blot
PAGE
IL-6
IsG DAB
1.5 N
GS115/9K-1L6 Dena-
turing buffer 100°C 10min PNGase
F N- 37°C
SDS-PAGE
1.6
GS115/9K-11L6 BMGY
100mL, BMMY
GS115/9K-11L6 8
8d
NH, ,S0, 42.5% 4C 2h
10000r/min 10min
10mL PBS pH7.2
4°C 2d PEG20000
10mL
SDS-PAGE Bradford
-80C
1.7
2 L6 B9
plL6 Bradford
plL-6 5% FBS  RPMI-1640
15 10pg/mL plL-6
96 2’ rhIL-6
10 1U/mL 2°
3 100pL 3
B9 RPMI-1640

1nm6
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100uL 500 37°C CO, 2.3 pIL6 N
3d 4h 20pLMTS SDS-PAGE GS115/9K-1L6
37°C 4h 96 PNGase F
0D, 0D
N
2.4 pIL-6
pll-6 GS115/9K-11L6
2
2.1 pPIC9K-IL6 PCR plL-6 42.5%
MD His* GS115/ PBS
9K-IL6  GS115/9K YPD pH7.2 PEG20000
DNA PCR SDS-PAGE plL-6
1 GS115/9K-1L6 DNA Bradford
GS115/9K 0.15mg/mL
9K-1L6 GS115 2.5
plL-6  10pg/mL
thIL-6 10 IU/mL 96
28
thiL-6 0D 50% OD,, =
0.15 pIL-6 rhIL-6
1 DNA PCR 2 pIL-6

Fig.1 PCR products of 11-6 amplified from the yeast genome DNA
1~4 PCR products amplified from the genome DNA of GS115/9K-1L.6
5 PCR products amplified from the genome DNA of GS115/9K M DNA
marker DI2000 .

2.2 plIL6 Western blot
GS115/9K-11L.6  GS115/9K
1% 4d SDS-PAGE
24.5 kD
IL6 2-A
Western blot GS115/9K-1L6
plL6 2-B
1 2 3 45 6 M 7 8
E ————————— kD
- —66.2
- —450
= — 350
24.5kD— - —250
—245kD
- —184
A — 144 B
2 SDS-PAGE western blot

Fig.2 SDS-PAGE and western blot analysis of recombinant yeast super-
natant

1~5 8 Supernatants of GS115/9K-116 induced by 1% methanol 6

7 Supernatant of GS115/9K induced 4d by 1% methanol M protein

molecular weight marker.

8x10* IU/mg 3

—e— Stardard IL-6
—+— Furified pIL-6
—2— Cell control

4 8 16 32 64 128 256
Dilutions

3 pIL-6
Fig.3  Cell proliferation assay of B9 cell
Standard thIL6 4  was diluted with preliminary concentration of
10 IU/mL  purified recombinant protein pIL-6 [] with preliminary con-
centration of 10pg/mL  cell control & was cells without IL-6. Accord-
ing to the standard curve by standard rhIL6 the specific IL6 activity of
the recombinant protein pIL-6 was calculated as 8 x 10* TU/mg. Each

point represents the mean * SD of triplicate assay.
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Expression of porcine interleukin-6 in Pichia pastoris

YAN Lin' GU Ping' CHEN Huan-chun' >
! Laboratory of Animal Virology ~ College of Veterinary Medicine Huazhong Agriculture University ~Wuhan 430070  China
2 Diviion of Animal Infectious Disease  State Key Laboratory of Agriculture Microbiology ~Huazhong Agriculture University Wuhan 430070  China

Abstract As a kind of pleiotropic cytokine Interleukin-6 1L-6 becomes more and more popular in the fields of dis-
ease diagnosises and candidate adjuvants. In this study the porcine Interleukin-6 pll-6 ¢DNAs un-coding singnal
peptides was cloned into pPICOK the expression vector of Pichia pastoris to construct the pPICOK-IL6 which was fur-
ther transformed into P . pastoris GS115 strain. After being induced by 1% methanol the recombinant strain excreted a
protein in supernate of culture with molecular weight of 24.5KD approximately which was proved to be plL6 through
SDS-PAGE and western blotting. This P. pastoris product wasn’t modified by N-hyperglycosylation. After purified plL-
6 could reach to 8 x 10*TU/mg of bioactivity unit by the cell proliferation of B9 assay. Through researching the characters
of the recombinant protein pIL6 we have made a great progress on the study of rpIL6 as veterinary vaccine’ s adjuvant.

Key words Porcine Interleukin-6  Pichia pastoris Yeast expression Bioactivity
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