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Fig. 1 Construction of recombinant plasmid pSYHA/IL-18.
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Table 1  The result of chicken T-lymphocyte transformation experiment
ODysy value
Group No.
Mean value
1 2 3 4 5 7 8 9 10 11 12

Leukomonoeytet o so1 673 0572 0568 0546 0499 0.586 0492 0485 0539 0596 0561  0.553£0.112
expressed products

Negative control ~ 0.246  0.261 0217 0235 0278 0213 0.215 0.253 0.232 0255 0.218 0316  0.245+0.192

A obvious difference between experiment group and negative control group (P<0.01).
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Fig. 2 The blue plaques of recombinant fowlpox viruses rFPV-

HA-IL-18. A: Negative control; B: The blue plaques of recombinant
fowlpox virus rFPV-HA-IL-18.
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Fig. 3 Immunofluorescence detection of the expressed HA in

recombinant fowlpox viruses rFPV-HA-IL-18 infected CEF.
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Fig. 4 Kinetics of HI antibody titers in chickens vaccinated
with rFPV-HA or rFPV-HA-IL-18.

3 Wik

(8]

0. 10] IL-2 IL-12 IL-6 IL-18
IL-13 GM-CSF  IFN-y
Xiang 1995 [ GM-CSF
GM-CSF

© PERZRMEDARAATIKSHES http://journals. im. ac. cn



H;s HA IL-18

J (2008) 48(8) 1029

APC

IL-18
IL-18 HA

LP2EP2
CEF
SPF
IL-18 HA

Lipofectamine
PCR MTT

IL-18 HA
IL-18 HA

H; ALV
IL-18 HA
SPF 7 d rFPV-HA
rFPV-HA-IL-18 HI
7~42 d rFPV-HA-IL-18 HI
rFPV-HA P<0.05
IL-18 HA
IL-18 HA
IL-18

rFPV- HA-IL-18

2 % X M

[1] Suarez DL, Schultz-Cherry S. Immunology of influenza virus: a

review. Dev Comp Immunol, 2000, 24: 269-283.

(2]

(3]

(4]

(3]

(6]

(7]

(8]

(9]

[10]

[11]

Webster RG, Kawaoka Y, Taylor J, et al. Efficacy of nucleopro-
tein and haemagglutinin antigens expressed in fowlpox virus as
vaccine for influenza in chickens. Vaccine, 1991, 9(5): 303-308.
Springer WT, Truman RW. Effect of subcutaneous pox vaccina-
tion of young chicks on immune responses and weight gains.
Poult Sci, 198, 160 (6): 1213-1220.
Leong KH, Ramsay AJ, Boyle DB, et al. Selective induction of
immune response by cytokines coexpressed in recombinant
fowlpox virus. J Virol, 1994, 68(12): 8125-8130.
Shearer GM, Clerici M. Vaccine strategies: selective elicitation of
cellular or humoral immunity. Trends Biotechnol, 1997, 15(3):
106-109.
Gobel TW, Schneider K, Schaerer B, et al. IL-18 stimulates the
proliferation and IFN-gamma release of CD4+ T cells in the
chicken: Conservation of a Thl-like system in a nonmammalian
species. J Immunol, 2003, 171(4): 1809—-1815.
g . IL-18
(Chinese
Journal of Veterinary Science and Technology), 2005, 35(7):
547-550.
Playfair JH, De Souza JB. Recombinant gamma interferon is a
potent adjuvant for a malaria vaccine in mice. Clin Exp Immunol,
1987, 67: 5-10.
Leong KH, Ramsay AJ, Boyle DB, et al. Selection induction of
immune responses by cytokines co-expressed in recombinant
fowlpox virus. J Virol, 1994, 68: 8125-8130.
, 5 ;- Ciugt H
IL-18

(Chinese Journal of Veterinary Science), 2006, 26(4):
382-384.
Xiang ZQ, Ertl HC. Manipulation of the immune response to a
plasmid-encoded viral antigen by coinoculation with plasmids

expressing cytokines. Immunity, 1995, (2): 129-135.

© PERZRMEDARAATIKSHES http://journals. im. ac. cn



1030 Hongying Chen et al. /Acta Microbiologica Sinica (2008) 43(8)

Construction of recombinant fowlpox virus coexpressing HA from subtype Hs
of avain influenza virus and chicken interleukin-18

Hongying Chen'*, Qingyun Huang?, Bao’an Cui'***, Xinsheng Li', Qian Guan'

(* College of Animal Husbandry and Veterinary, Henan Agricultural University, Zhengzhou 450002, China)
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Abstract: [Objective] We developed recombinant fowlpox viruses (tFPV) coexpressing chicken IL-18 and Hs ATV HA. [Methods]
Recombinant expression plasmid pSYHA/IL-18 was constructed by cloning chicken IL-18 into transfer plasmid containing HA
gene and transfected by lipofectamine on the chicken embryo fibroblasts cell (CEF) pre-infected with S-FPV-017. By selecting blue
plaques on the CEF overlaid with agar containing X-gal, recombinants fowlpox virus tFPV-HA-IL-18 were obtained, and identified
by PCR. [Results]The recombinant fowlpox viruses contained chicken IL-18 and HA gene and had stable genetic properties. The
expression of HA was detected in the recombinant virus-infected CEF by indirect immunofluorescence using antibody against AIV.
The expression of chicken IL-18 was detected by MTT in the recombinant virus-infected CEF fluid. The chickens vaccinated with
recombinant fowlpox virus rFPV-HA-IL-18 and rFPV-HA had detectable hemagglutination inhibition (HI) antibody at 7 days
post-vaccination, and HI antibody titers rose to peak at 14 days post-vaccination. No HI antibody was detected in the control or
fowlpox virus immunized chickens before or after immunization. The chickens vaccinated with rFPV-HA-IL-18 had higher HI
antibody titers than the chickens vaccinated with rFPV-HA. [Conclusion] Development of recombinant fowlpox virus (rFPV-
HA-IL-18) had strong biological activity.
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