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CTLL-2 pBV220 P, Py
TagDNA T4DNA RNA RT-
PCR CM-Sepha-
rose FF Sephadex G-25 fine DE-Sepharose FF Pharmacia
1.2 RNA
SmlL 1640
2000 r/min 20min 10% 1640
3 1 x 10°/mL 60pg/ml.  PHA  37°C 5%CO,
5h RNA RNA
1.3 hIL-1B RT-PCR
hIL-183 o7 5’ ATGAATTCAATG-
GCACCTGTACGATCACTGAACT 3’ ACGTCGACTTAGGAAGACACAAATTGCATGG 5’
EcoRI ATG ATG
A SD 3 Sall
TAA RT-PCR PCR
PCR 96C 3min 94°C 1min 52°C 1min 72°C 1.5min 35
72°C 7Tmin
1.4 hIL-1B
EcoRl  Sall PCR pBV220 hIL-13
pBV220 T4 DNA hIL-13
DHS o 30°C 16h
Ap® 1B 30°C 4h 42C 5~ 6h SDS-PAGE
1.5
pH 5.8 CM-Sepharose FF ¢
1.6cm x 15¢m A 0.02mol/LL HAC-NaAC B 1mol/L. NaCl/
0.02mol/L. HAC-NaAC pH5.8  30min 100% A 100% B
8ml/min SDS-PAGE hIL-183 Sephadex G-25 fine

¢ 1.6cm x 20cm
DEAE-Sepharose FF ¢ 1.6cm x 18cm

pH7.0 8ml/min
1.6 hIL-1p s
hIL-183 100p.L
2 x 10°/mlL 37°C 5% CO, 24h
hIL-13 EL-4

0.02mol/L Tris-HCl pH7.0

8ml/min
0.02mol/L Tris-HCl

100pL. EL-4
50pL 96
50pl. CTLL-2

6
1x10°/mL 37°C 5 GQagysnamt s FaATIRE S %820 hetp:// journals. im. ac. on
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2
2.1
RNA RT-PCR
0.5kb 1 DNA EcoRl/
Sall pBV220 DH5 a  30°C
EcoRI EcoRl/Sall 2 0.5kb
1 2
bp
2000— —2 000
1500—
1000— — 1000
— 750
IL-1B gene — 500
—TL-1B gene
— 250
1 RT-PCR 2
Fig.1 RT-PCR result Fig.2 Characterization of recombinant plasmid
1.1kb DNA ladder 2.Product of RT-PCR. 1.DI12000 ladder 2. IL-183 digestion by EcoRI/
Sall 3.10-18 digestion by EcoRI.
2.2 IL-1B
IL-13 DHS « 1.7 SDS-PAGE
18.5kD 3
40%
2.3
SDS-PAGE
IL-183 pl7.5
pH 5.8  CM-sepharoseFF
1mol/LL NaCl 0.3mol/L NaCl
G25 fine DEAE-SepharoseFF
pH7.0  0.02mol/L Tris-HCI pH IL-183
SDS-PAGE 18.5kD
4 98 %
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thIL-1p
3 IL-1p SDS-PAGE
Fig.3  SDS-PAGE analysis of expression of IL-18 E . coli
1. Molecular weight marker 2.DH5 a IL-18  without induce- 4 IL-1p SDS-PAGE
ment 3. Induced DH5 o TL-1B . Fig.4 SDS-PAGE analysis of final products
1. Molecular weight marker 2. Purified rhIL-1p.
2.4 hIL-1p
IL-1B EL-4 IL-2 IL-2
IL-18 ’ hil-
13 hIL-183 EL-4
CTLL-2 5-A hIL-1B3 EL-4
CTLL-2 5-B
hIL-1B3

5 hIL-1p EL-4 CTLL-2
Fig.5 The effect of proliferation of CTLL-2 cells stimulated by the culture solution of
EL-4 cells induced by hIL-13
A. Cultivate the CTLL-2 cells with the culture solution of EL-4 cells induced by hIL-13
B. Cultivate the CTLL-2 cells with the culture solution of EL-4 cells.
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Cloning of IL-1B Gene and Expression in E . coli

Chang Shaohong Wu Jun Gong Xin
Institute of Biotechnology ~ Academy of Military Medlical Sciences Beyjing 100071  China

Abstract IL-13 ¢DNA was obtained by RT-PCR with the template of the total RNA extracted from
leukocytes which was separated from human peripheral blood. 5" and 3’ primers were synthesized
according to literaturees reported sequence of IL-13. IL-183 gene was highly expressed in E. coli and
the expression level reached to about 40% of total bacteria proteins. Separation purification and
bioactivity analysis of the expressed products was performed. The purity of the final products reach
more than 98% and the culture solution of EL-4 cells induced by hlL-183 can promote the prolifera-
tion of CTLL-2 cells obviously.

Key words IL-13 Clone E. coli
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