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ABSTRACT Objective: To express and purify the single chain Fv antibodies against GCN4 (scFv-GCN4) which fused with
GST-Tag or MBP-Tag, and to determine the characteristics of the recombinant antibody. Methods: Construct recombinant plasmids
pBAD-MBP-scFv-GCN4 and pBAD-GST-scFv-GCN4, purify recombinant antibodies expressed in E. coli Top10. Construct recombinant
plasmids pET30a-Nus-GCN4, express recombinant proteins Nus and Nus-GCN4 in E. coli BL21 (DE3). Identify the biological activity
and specificity of the recombinant antibodies by Pull-down and Western Blot. Results: Recombinant antibodies MBP-scFv-GCN4 and
GST-scFv-GCN4 could be expressed and purified efficiently. Nus and Nus-GCN4 could be expressed efficiently in E. coli BL21(DE3).
The methods of Pull-down and Western Blot proved that recombinant antibodies could recognize GCN4 specifically and efficiently.
Conclusions: Recombinant antibodies MBP-scFv-GCN4 and GST-scFv-GCN4 could be expressed efficiently in E. coli, and possessed
high biological activity and specificity to GCN4.
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S ) scFv-GCN4 J GCN4 [ 5L [R5 31 |, e R K i FF 1 %% 1)
T T E SO0, 5 MBP-scFv-GCN4 LI K GCN4
& 1-A 5 MBP-scFv-GCN4 3 HR =& & 1-B 2 GCN4
FREPF/REE . MY GST EREFFIRIT519, 71T
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Fig. 1 Schematic plot of gene synthesis
A: MBP-scFv-GCN4; B: GCN4
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Fig. 2 Identification of recombinant plasmids
M: DL10,000 DNA Marker; Line 1 in Fig. A: Production of pBAD-MBP-scFv-GCN4 plasmid digested by NotI and Spel; Line 1 in Fig. B: Production of
pBAD-GST-scFv-GCN4 plasmid digested by NotI and Spel; Line 1 in Fig. C: Production of pET30a-Nus-GCN4 plasmid digested by NdeI and Sall
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Fig. 3 Expression and purification of recombinant proteins
A: Expression and purification of recombinant scFv-GCN4 (M: Protein Marker; 1: Total protein of Top10; 2: Soluble protein of Top10 containing
pBAD-GST-scFv-GCN4 plasmid; 3: Purified protein of GST-scFv-GCN4; 4: Soluble protein of Top10 containing pPBAD-MBP-scFv-GCN4 plasmid; 5:
Purified protein of MBP-scFv-GCN4) B: Expression of recombinant Nus-GCN4 and Nus (M: Protein Marker; 1: Soluble protein of BL21(DE3) containing

pET30a-Nus plasmid; 2: Soluble protein of BL21(DE3) containing pET30a-Nus-GCN4 plasmid; 3: Total protein of BL21(DE3) )
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Fig. 4 Identification of the biology characteristics of recombinant scFv-GCN4

A Identification of the biological characteristics of recombinant scFv-GCN4 by Pull-down and SDS-PAGE; B: Identification of the biological

characteristics of recombinant scFv-GCN4 by Western Blot



IREYES#HE www.shengwuyixue.com Progressin Modern Biomedicine Vol17 NO.4 FBR.2017

- 609 -

A 1 Marker FIFHMEXT IR, WA IPTG 5% /5
FRIA T HPE Nus S Nus-GCN4,
2.4 E28 scFv-GCN4 {935 46l

T HE A Nus Iz Nus-GCN4 _FH#RHFA His 4725, i A His
Pull-down 73, il i3 Kl H 2H scFv-GCN4 5 HAi 5 GCN4 1)
FEAER], BRI & 20 scFv-GCN4 [ H G . 1K 4-A 1Y
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