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Cloning and Expression of IFN-o Gene in Luxi Yellow Cattle
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Abstract Interferon a gene was cloned from genomic DNA of Chinese Luxi yellow cattle by PCR and the PCR product
was inserted into vector pET32a + to make a recombinant plasmid pET32a + /BolFN-a. The expression of BolFN-a in
Escherichia coli was induced by addition of IPTG. Sequence analysis showed that the Chinese Luxi yellow cattle IFN-a
gene was composed of 498 nucleotides encoding a mature polypeptide of 166 amino acids. Compared to other BolFN-a
subtypes it shared the highest identity of 97.6% with the C-subtype. SDS-PAGE results showed that recombinant
protein with a molecular weight of 40 ku was expressed in inclusion bodies in E. coli and the recombinant protein
accounted for 26.7% of the total proteins. The results show that the expression plasmid is successfully constructed and
BolFN-a C2 protein is expressed in E. coli.
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Fig.1 Amplification of BoIFN a gene
M. DL 2000 DNA Jr Ht#rdE: 1.2.PCR ™9
M. Marker DL.2000; 1.2.PCR product.
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Table 1 Alignment of amino acid sequences of Luxi yellow cattle BoJFN a with other BolFN « subtypes

IFN-a IFN-a IFN-e [FN-a TFN-a IFN-a IFN-a [FN-a IFN-a IFN-a IFN-a
A B C D k F G H I J Luxi
IFN-uz A 92.8 92.2 91.0 95.2 92.8 91.6 92.2 94.2 94.0 9.4
IFN-a B 95.4 92.8 92.8 94.6 91.0 .0 95.2 92.8 93.4 %4.0
[FN-u C 95.4 95.6 92.8 92.2 91.0 9.0 91.6 92.8 9.0 97.6
[FN-¢ D 4.6 95.6 95.8 92.2 91.0 54.0 93.4 92.2 91.6 92.8
IFN-¢ E 97.2 95.4 95.4 94.2 91.6 91.6 94,6 92.8 94.0 93.4
IFN-o F 95.2 94.4 94.8 54.4 94.4 91.0 91.0 93.4 91.6 91.6
IFN-a G 94.0 95.0 95.8 94.6 93.6 94.0 94.0 92.8 91.6 92.2
IFN-a H 95.2 97.0 95.4 97.0 95.2 94.6 94.8 92.8 94.0 92.2
1FN-a 1 97.0 96.2 96.6 95.4 96.2 95.0 94 .4 9.4 93.4 95.2
IFN-a J 96.4 95.4 96.0 95.6 95.2 95.6 5.0 95.8 9.8 93.4
IFN-a Luxi 96.0 96.0 98.6 96.4 95.6 9% 4 94.4 95.0 97.2 96.2

ETHAERRFAREE A LA EEREFIFREHE.

The left lower part shows nucleotide sequence identities and the right upper pan shows amino acid sequence identities.

Fig.2 The nucleotide and predicted amino acid sequences of BoIFN & gene in Luxi yellow cattle
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TGCCACCTGCCTCACACCCACAGCCTGGCCAACAGGAGGGTCCTGATGCTCCTGGGACAA
CHLPHTHSLANI RRVYILMLTLGAZQ

CTGAGGAGGGTCTCCCCTTCCTCCTGCCTGCAGGACAGAAATGACT TCGCATTCCCCCAG
L RRY SPSSCLAQDRNIDTFATFTFPAQ

GAGGCGCTGGGTGGCAGCCAGTTGCAGAAGGCTCAAGCCATCTCTGTGCTCCACGAGGTG
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WEVYVERAQVMPRATFSSSTNLGE
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Fig.3 Digestion and PCR identifications of
recombinant plasmid pET32a + /BolFN-«
M. DL2000 DNA 4 F B4R
1.BamH 1 . Hind [l A% E ; 2.PCR EE .
M. Marker DL2000; 1. Digestion identifications
with BamH [ and Hindl[ll ; 2.PCR identifications .
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4 SDS-PAGE 4} #7 rBolFNa ¥ i%
Fig.4 Expression of rBolFNa analyzed by
SDS-PAGE
M. BT iR 1L pET32a + #ik; 2. K IPTC R
rBolFNa #i% ; 3.1PTG i F rBolFNa #ik .
M. Protein molecular standard marker; 1.Expression of pET32a +
2. Expression of rBolFNa without IPTG; 3. Expression of rBolFNa

by IPTG induction.
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