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) RNA
80 ! 1.3
1987 DDBJ/GenBank IFN-y
Hiummler 1987 AP126247 $41201
IFN-a 1992 Zucker °®  Devos ORF 5'-CAAGCT TAT-
’ IFN-y CalFN-y GAATTATACAAGCTATATCTTAG-3’ Hind Il
Zucker CalFN-y CHO 5'-TGCGGCCGCTTATIT CGATGCTCTGCGGCCTCG-
1996 Akira IFN-y X 3 Notl
Nishikawa Okano "
CalFN-y rCalFN-y 1.4 cDNA
MHC I 1999 RT-PCR-HIGH-PLUS RNA
IFN-a ! IFN-y. PCR RNA 3 pL 100
rCalFN-y pmol PCR 50 pL.  PCR 60°C 30 min
94°C 2 min 1 94°C 1 min 55°C 1 min 40
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520 bp DNA T-Easy
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1.5
1 Hind Il Not 1 pGEM T-Easy/ CalFN-y
1.1 0.8% DNA CalFN-
JM109 pGEM T-Easy Promega pRe/CMV2 Y Hind I Not | pRe/CMV2
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Not | PCR pRe/CMV2/ CalFN-y CalFN-y 2 pRe/CMV2/ CalFN-y
TaKaRa T7 Hind Il Not L PCR CalFN-y
GENETYX Power Macintosh 520 bp CalFN-y DNA
1.7 SP2/0
SP2/0
G418 SP2/0 1h DMEM
-pRe/CMV2/ CalFN-y
SP2/0 6 h 15%
3min DMEM 24 h
48h 72h 2 mL PBS
-80C 48 h
14 600pg/mL
G418 7d 2 pRe/CMV2/ CalFN-y
SP2/0 Fig.2  Structure of the recombinant expression
200pg/mL G418 ) 72 h vector pRe/CMV2/ CalFN-y
-80°C 2.3 IFN-y c(DNA
1.8 CalFN-y ¢cDNA 3 501
MDBK 96 5% CO, 37°C 166 23
18 h 143
100 L 100 TCIDy, VSV 24 h 19 kD
CPE 50% CPE CalFN-y 99 %
w/ml, 1 ATG AAT TAT ACA AGC TAT ATC TTA GCT TTT CAG CTT TGC GTG ATT TTG TGT TCT TCT GGC
t M N Y T §$ Y I L A F Q@ L C V¥ I L C S S §
2 61 TGT AAC TGT CAG GCC ATG TTT TIT AAA GAA ATA GAA AAC CTA AAG GAA TAT TIT AAT GCA
20 C N ¢ Q A M F F KE T ENTULEKTETYF N A
121 AGT AAT CCA GAT GTA TCG GAC GGT GGG TCT CTT TIC GTA GAT ATT TTG AAG AAA TGG AGA
2.1 cDNA 48 NP DV S DG6GS L F VDI LKTEK ¥ R
RT-PCR 1A 181 GAG GAG AGT GAC AAA ACA ATC ATT CAG AGC CAA ATT GTC TCT TIC TAC TTG AAA CTG TTT
66 E E S D K T I I QS T Vs FYLEKTLF
PCR pGEM T-Easy EcoR 1 241 GAC AAC TTT AAA GAT AG ATC ATT CAA AGG AGC ATG GAT ACC ATC AAG GAA GAC ATG
1B 1 520 bp 8L D N F K D @ I 1 @ R S ¥ D T I K E D M

CalFN-7 ¢DNA

& <520 bp

1 -Y ¢cDNA AB
Fig.1 Cloning and identification
of canine IFN-Y gene A B

1. 100 bp molecular weight markers 100 200 300
400 500bp-1200bp 2.PCR product 3. The recom-
T-easy/CalFNY was digged by
EcoR 1 4. 100 bp molecular weight markers 100
200 300 400 500bp-1200bp

binant plasmids

2.2 CalFN-y

CalFN-y pRe/CMV2 pRe/CMV2/

301 CTT GGC AAG TTC TTA AAT AGC AGC ACC AGT AAG AGG GAG GAC TTC CIT AAG CTG ATT CAA
L 6 K F L NS S TS KRETDTFLKTLTIQ
361 ATT CCT GTG AAC GAT CTG CAG GTC CAG CGC AAG GCG ATA AAT GAA CTC ATC AAA GITG ATG
1201 P V N DL QV Q@R KATINETLTIEKV M
421 ART GAT CTC TCA CCA AGA TCC AAC CTA AGG AAG CGG AAA AGG AGT CAG AAT CTG TTT CGA
ML N DL S P RS NLURIEKRTEKT RSYQNTLTFR
481 GGC CGC AGA GCA TCG AAA TAA

61 6 R R A S K x

3 -y CalFN-v ¢DNA
Fig.3 The sequence of canine IFN-y ¢DNA with

the predict 166 amino acid sequence shown
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Fig.4 The antiviral activity of recombinant canine
IFN-Y expressed by instant transfection
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Cloning and Expression of Canine Interferon-y Gene in Mouse SP2/0 Cell Line

YANG Qi XTA Chun® ZHAO De-Ming WANG Ming
College of Animal Medicine ~China Agricultural University — Beijing 100094~ China

Abstract Canine Interferon-y CalFN-7 ¢DNA was cloned from spleen T cells of dog by reverse transcription-polymerase chain
reaction RT-PCR . CalFN-y ¢DNA were digested with Hind [ll and Not I  and inserted into pRe/CMV2 expression vector.
The pRe/CMV2 /CalFN-7 vector was sequenced and predicted to produce a signal peptide of 23 amino acids and a mature pro-
tein of 143 amino acids with a molecular weight of 19 kD. Two potential N-glycosylation sites are located at positions 16 and 83
of the mature protein. Comparison of the CalFN-Y protein sequence with that of CalFN-Y reported from DDBJ/GenBank revealed
a homology of 99% . To establish a long time expression system pRc/CMV2/CalFN-Y vector was transfected into mouse SP2/0
cell line. The SP2/0 cells culture supernatants was harvested and the antiviral activity was measured following cytopathic-effect
inhibition assay using Madin-Darby Canine Kidney MDCK -vesicular stomatitis virus VSV system. Initial transformants with

(G418 phenotype produced recombinant CalFN-7 titers ranging from 2 500 to 5 000 u/mlL of culture medium.
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