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ConA 2 ChIL-2 cDNA
PE/L pl175
pl175112 282F4 wit-FPV CEF pl175112  wt-FPV
DNA ChIL-2 rFPV-112 X-gal
rFPV-112 XTT/PMS rFPV-112 M.0.12.0 CEF 72
ChIL-2 3.6x 10’ u/mL rFPV-112 ChIL-2
rFPV-112 ChIL-2 ChIL-2
ConA 2 XTT/PMS
Q786 A 1000-3061 2004 01-0136-04
2 12 T easy vector Promega
T Thi RNAgents Total RNA Isolation System
IFN -2 b1997 Promega FuGENE 6 Transfection Reagent ConA
Sundick IL-2 Chicken IL-2 ChIL-2 ’ XTT Roche PMS
.2 345
IL-2 1.2
DNA SPF SPF
9~10
‘ CEF
Fowlpox virus FPV 1.3
12 rFPV-112 GenBank AF000631 ChIL-2
12 Pl P2 Pl P2 5
IL-2 BamH1  Xba I P2 Xbal
AAA AAA AA
12 Pl P2 430bp
P1 5'-CCC GGA TCC ATG ATG TGC AAA GTA CTG ATC-3'
1 P2 5'-CCC TCT AGA AAA AAA AAT TAT TIT TGC AGA TAT CTC AC-3'
1.1
282E FPV 1.4 ChIL-2
pl175 ’ 1.4.1 3~6 SPF
P7.5 P11 FPV LacZ 800 x g
pBluescript-SKIFN 20min
PE/L pUC18 pGEM-T 5% 1640 3 800 x g
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10min 1640 5% 2- PE/L Ban;Il;III\] - oot
0.05mmol/T,  ConA 10pg/ml. 1 x AmpL_ ¢
10 /mL  41C 5%CO, : lsz(gg;o
1.4.2  RI-PCR ChIL-2 A"
24h PBS 3 RNAgents Total RNA Iso-
Jation System RNA ! Digested with BamHI and XbaIV
PCR PCR 5ul. Ligation with T4 DNA ligase 1 Sall
1.4.3 ChlL-2 PCR pGEM-T easy Kpr, [EE/L Bam)
vector PCR ChIL-2 AN
TaKaRa mszxI
1.5 ChIL-2 f Xbal%lenow
p1175112 Sall
1 pl175112  PCR Digested with
pl 175112 Sall and Smal PEl/L L2
1.6 rFPV-1L.2
70% Ligation with T4 DNA ligase Sall 339
pl175112 1:6 l
282F4 wi-FPV CEF
-20C 3
2pL, 60mm Pllolzg%lprZ bacz
CEF 70% 2C FEX/LE ;7%”
2 0.8% Sall
X-gal 150pg/ml.  37°C 5% CO, BamH1
2~3d 96 1 pl175112
Fig.1 Construction of recombinant transferring vector pl175112
1.7 ChIL-2 DMEM 2% 2mg/ml BSA 2
fFPV-II2 M.O.T 2.0 CEF 37°C 5% ULLG 0.05 mmal/L 2. 5% 16°
€0, 72h Sdffm /mL 9% U 5x100 /"
8 1.9.2  XTI/PMS ChIL-2
4C weFPY WFPV-IL2  CEF
ChIL-2 ChIL-2 10 x 100pL/
1.8 ChIL-2 %
ConA ChIL-2 v 3
ChIL-2 1.4.1 WLFPV CEF  Cond
1x10°  /mL 1640 10pg/ml. N
ConA 41°C 5%CO, 24h o 41 5% CO,
0.05mol/L ConA 1001, 25,1,
Ih 2000x g 10min XTI/PMS XTIT/PMS 0.2mg/ml.  25umol/L
4c 7 125" 41C 5%C0, 9h
1.9 rFPV-IL2 Chil-2 450nm oD TFPV-112
1.9.1 Chil-2 CEF 72h ChIL-2
1.4.1 DMEM 10pg /mL
ConA 2mg/mL BSA 2mmol/L LG 0.05 mmol/L 2- 2
1x100 /mL  41C 5%CO, 24h 1 ChIL.2
DMEM 0.05 mol/L. - ChIL.2 PCR
2% 2mg/mL BSA 2 mmol/L LG 0.05 mmol/L 2- 430bp pGEM-T
41°C 5% CO, 2~4d easy vector PCR
600x g 20min CHEREHEMEMTFRAATIHSHELS htigepBioknals. im.3c. e
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AF000631 AFO17645 AF033563 2 ChIL-2 1.6
B AF000631 AF017645 "
AF033563
ChIL-2 12 B A
1 :
S 10
1 ChIL-2 ¢DNA S
Table 1 The variation of nucleotides and 08 C
amino acids of cloned ChIL-2 gene
C S The published sequence  The presentbv b 06 . . R , ,
ategory ie AF000631 sequence 0 20 80 320 1280 5120
Dilution titer
Nucleotides 83 C A
88 A T 2 ChIL-2
19:; g j; Fig.2  Assay Of biologic activity of .Ch]L—Z
Amino acids 28 Ala A Glu E A sample B positive control C negative control
30 Arg R Trp W
32 Pro P Thr T 112
2.2 pl175IL2 IL-2 T
ChIL-2 pl175
pl17512  PCR ChIL-2 IL-2 IL-
pl175 2 DNA
2.3 rFPV-IL2 IL-2
pl175112 wi-FPV  CEF
wt-FPV 60mm 96
3 (FPV- DNA
12 FPV-112
2.4 rFPV-IL2 ChIL-2
ChIL-2 ConA
XTT/PMS
0D, A FPV-112
15
CEF 72h B ConA 24 FPV
C FPV CEF 72h IL-2 plI75112
A B PE/L -2 LacZ,
50 % 0 D450 H_r2 TFPV-
ChIL.2 lu 12 PE/L -2
A Y =7214.299-11012.2X r=0.992 P<0.01 LacZ
B lg¥ =3.612-3.127X  r=0.978 P< X-gal
0.01 CEF
Y X OD5
Y, 50% ODymax 3.6 x 10°wml. Yy 50% 0D, max TFPV-112 12
-2
4.0 x 10" u/mL OD5 2
FPV-T12 ChIL-2
3 XTT -2
] b M.O.1 2.0 1FPV-II2 CEF 72h
2001 JilE -2
-2 3.6 x 10°w/mL
-2 N D17 C
-2 J19%) ConA
-2 2.1
XTT
-2
ChIL-2
IL-2 © PERFEMEVFRFATIRS%HIEE http://journals. im. ac. cn
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Construction of Recombinant Fowlpox Virus Expressing Chicken IL-2
and Assay of Biologic Activity of the Product in vitro

SHAO Wei-Xing PENG Da-Xin LU Jian-Hong WEI Dong-Ping
LIU Yu-Liang LIU Xiu-Fan™
Animal Infectious Disease Laboratory — School of Veterinary Medicine
Yangzhou University  Yangzhou 225009  China
Abstract In order to determine the adjuvant effects of the chicken IL-2  ChIL-2 on new generation vaccines ChIL-2 gene was
amplified from ConA-stimulated chicken spleen cells by RT-PCR and was directionally inserted into fowlpox virus FPV  transfer-
ring vector pl175 under the control of FPV early/late promoter PE/L  resulting in recombinant transferring vector pl175112.
Then the p1175112 plasmid was transfected into chicken embryo fibroblasts CEF pre-infected with wild type FPV to generate
recombinant fowlpox virus expressing Chll-2 rFPV-TI2 . By selection of blue plaques on the CEF overlaid with agar contain-
ing X-gal 1FPV-II2 was obtained and purified. The supernatant from CEF monolayer infected with tFPV-II2 M.0.12.0 after
72 hours was detected for the production of ChIL-2 by XTT/PMS colorimetric assay. About 3.6 x 10° u/mL of specific ChIL-2 ac-
tivity was determined. The results show that rFPV-I12 can express ChIL-2 effectively. rFPV-I12 provides us with an effective tool

for studying avian immunology as well as a potential vaccine-enhancing agent.
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