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Abstract: Duck IL-18 gene was amplified from plasmid pGEM-DulL-18 by PCR. The PCR product digested with Pst T and Xho 1
was inserted into eukaryotic express vector pcDNA3.1(+) to generate an recombinant expression plasmid pcDNA3.1/DulL-18
(pDulL-18), and transformed into Escherichia coli JIM109. The recombinant colonies were identified by restriction enzyme digestion,
PCR and sequencing. DNA sequence confirmed the correct sequence of the recombinant eukaryotic expression plasmid pDulL-18 in
the reading frame and the ligation part. After the transfection of pDulL-18 into Cos7 cells, duck IL-18 mRNA was expressed in Cos7
cell. The SDS-PAGE analysis showed that the expressed duck IL-18 protein had molecular weight of 23 000 D. The results of
methyl thiazolyl tetrazolium (MTT) assay showed that duck IL-18 protein expressed in Cos7 cell could induce significantly
transformation of duck T lymphocytes. Immunoenhancement effect of recombinant expression plasmid pDulL18 on avian influenza
vaccine was observed by proliferation response of the T lymphocytes from spleen. It can obviously enhance the cell-mediated

immune response.
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Table 1 Test grouping and Vaccination

Vaccine or recombinant plasmid dose

Groups Animal no vaccinated intramuscularly
pDulL-18(1 pg/uL)200 pL and Al
1 35 . . .
inactivated vaccine 2 doses
2 35 Al inactivated vaccine 2 doses
3 35 pDulL-18(1 pg/ul)200 uL
4 35 Saline

Note: ducks of 1 and 2 groups were vaccinated with inactivated vaccine
first at 14 days, second at 28 days. Ducks of 1 and 3 groups were
vaccinated with recombinant plasmid pDulL-18 at 14 days, 200 pg/duck.
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RT-PCR products of mRNA from Cos7 cells
transfected by pDulL-18 plasmid
M: DNA marker DL2000; 1: PCR product of recombinant plasmid;
2: pcDNA3.1 control
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Fig. 2 SDS-PAGE analysis of supernatant of transfected
Cos7 cells by pDulL-18
M: low MW standard protein marker; 1,2: supernatant of
transfected Cos7 cells by pDulL-18; 3: supernatant of Cos7 cells;
4: supernatant of transfected Cos7 cells by pcDNA3.1
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Fig. 3 Kinetics changes of HI antibody of ducks
post-inoculation (n=5)
n=number of times the test was repeated. Values are expressed as
mean HI titers+standard error
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Fig. 4 Kinetics changes of T lymphocytes proliferative
response of ducks post-inoculation (n=5)
n=number of times the test was repeated. Values are expressed as
mean counts+standard error
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