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Expression of Recombinant Gallinacin-9 from Chicken in E. coli

and Determination of Its Antimicrobial Activity
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Abstract: Gallinacin (Gal) -9 was cloned from tongue of chicks by RT-PCR and sequenced. The
full length ¢cDNA of Gal-9 consists of 201 bp, encoding 67 amino acids. The cDNA of chicken
Gal-9 gene was sub-cloned into EcoR | and Sal | sites of pGEX-6p-1 vector to construct recom-
binant plasmid pGEX-Gal-9. The recombinant plasmid was transfected into E. coli BL21 and the
transformed bacteria was induced with IPTG. It was demonstrated by SDS-PAGE that a 32 kDa
protein which was equal to chicken Gal-9 protein in molecular weight was expressed in E. coli
BL21. The recombinant fusion protein was purified. The recombinant Gal-9 was expressed as in-
clusion bodies. The recombinant Gal-9 exhibit expected anti-E. coli and anti-Pathogenic strepto-
coccus activity, as measured by inhibition zone assaying.
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R FE B K FF B BL21(DE3-) #k 5 B0 M85 5k b
CAB B4R T 5 mL LB 8558 5P, 37 "CHE IR K
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1. PCR of recombinant plasmid; 2. RT-PCR of
Gal-9; M. DL2000 marker
Bl 1 3 Gal-9&#HE RT-PCR =Y REXNITSE
HRME PCREZE
Electrophoretic analysis of Gal-9 RT-PCR
and products identification of recombinant

Fig. 1

plasmid
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BERE LUK o L 8GO D) A R B 2y 200
bp . 4FG B A RS 4y BT i . H 2 ORLI Y
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1. PCR product of recombinant plasmid pGEX-Gal-
9; 2. Product of restriction enzyme digestion by
EcoR ] and Sal] ; M. DL2000 marker
2 38 Gal-9 iR PCR 5ERMEINEE=YHE
kG
Fig. 2 Electrophoretic analysis of Gal-9 plasmid
PCR and enzyme digestion products
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M. Protein marker; 1—4. Total protein of BL21 contai-
ning Gal-9 on 2, 3, 4., 6 h after induction with IPTG,
respectively ; 5. pGEXj; 6. Control
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Fig. 3 Expression of recombinant Gal-9
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Fig. 4 Thin layer scanning profiles of the Gal-9
expressed product separated on SDS-
PAGE
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Fig. 5 Purification of expression products
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1. Recombinant Gal-9; 2. Control (PBS)
Bl6 = Gal9 EEXNABTE(A) R
MESEIRE (B) B &

Fig. 6 The antimicrobial activity of recombi-
nant Gal-9 against Escherichia coli
strain( A) and Pathogenici streptococ-
cus (B)
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GRS PE B 38 77 W) . ARS8 R F 09 2835 5 v A 0
SER T PO KA R A P AR E A R E L 4R s T E A
PU IR R )5 M 5 2 ROR .
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