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Purification and characterization of non-fusion recombinant human interleukin-18 ex-

pressed in E. coli

ZHU Yong-hong, ZOU Quan-ming (Department of Clinical Microbiology and Immunology, Third Military Medical University, Chongging
400038 China)

Abstract: Objective To develop the purification method of thIL-18 expressed in E. coli. Methods The
harvested cells were disrupted using lysozyme and sonication. The thll-18 inclusion bodies were extracted by centrifu-
gation. Washed inclusion bodies were solubilized in 8 mol/ L urea. The solubilized inclusion bodies were first purified
by ion exchange chiomatography under denaturing cnditions. After renaturation, gel filtration chmomatography was
used for further purification. Samples were analyzed by SDS-PAGE, HPLC, Western blotting and N-teminal amino
acid sequencing. The biological activity of purified rhll-18 was also measured Results It was found that rhIl-18
was expressed intracellularly in E. coli as insoluble inclusion bodies. The purity of rhll-18 in extracted inclusion
bodies was above 80%. The final purified thIl-18 was of high purity and exhibited the mass of molecule 19X 10° by
SDS-PAGE. The sequence of 15 amino acid residues form NH2-terminus of the purified thII-18 was comsistent with
the predicted sequence. The purified rhll-18 also induced IFN-Y production of Con A stimulated human PBMC.
Conclusion The established method for purifying rhIl-18 is simple and effective and might be useful in the devel-
opment of the large-scaled purification pwcess of rhl1-18.
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1. Iysate of E. coli (petTT) after induction of IPIG; 2 Lysate of E. wli
(petTT/ hIL-18) after induction of IPTG; 3: Supematant of E. @/i (petTT/
hIL-18) after sonication; 4: Pellet of E. coli (petTT/hll-18) after sonica-
tion; 5: Washed supernatant of the pllet in lane 4; 6: Washed pellet of the
pellet in lane 4 7. Washed supematant of the pellet in lane 6; 8& Washed
pellet of the pellet in lane 6; 9: Inclusion body solubilized by 8 mol/ L ure-
a M. Molecular mass marker protein indicating Mr on the right
1 15% SDSPAGE rhIL-18

Fig 1 Expression of rhIL-18 in E coli and purification
of rhIL- 18 inclusion body

2.2 thil-18 &9 42 & #7146 1L

8 mol/ L , Q Sephawse HP
. SDS-PAGE 9% 2
84 7%. ,
b 3
92 6%, RP-HPLC 98%
| i M
A4 () % |0
e B \. ) | J
L B EEan
_— A0, 1) |
l . _— —20,1 %10
-4 ox |0

1: thiI=18 inclusion bodies; 2, 3: Puiified rhil-18 by Q Sepharose HP
chromatography; M: Molecular mass marker
2 Sepharose HP rhil-18 SDSPAGE
Fig2 SDS-PAGE pattern of Q Sepharose HP chromatographic
purification for rhIL-18
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