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Expression and identification of chimeric protein truncated from Ascaris allergen ABA-1

Yu Chao-sheng', Wen Zhong', Zou Ze-hong?, Chen Hui-fang?, Tao Ai-lin?

Abstract

BACKGROUND: Serious allergic reaction could be caused by Ascaris anaphylactogen ABA-1 protein (Ascaris Body fluid
allergen 1).

OBJECTIVE: To express the chimeric protein truncated from Ascais major allergen ABA-1 in Escherichia coli.

METHODS: The chimeric gene, obtained from GeneBank and Protein Database and named as BAA hereafter, was constructed
by tailoring the coding fragments of Ascaris main allergen ABA-1, i.e., ABA-1B1, ABA-1A2 and ABA-1A1. The fusion gene BAA
was synthesized and cloned into expression vector PET-44a, and transformed into Escherichia coli JM109 with the method of
KCM .When the plasmid was confirmed by double restriction enzymatic digestive test with Nde I and Pst I and DNA sequencing,
it was transformed into Escherichia coli RosettaBlue™ step by step. The produced chimeric protein BAA was purified by nickel
ion affinity chromatography, followed by identification by Western Blot and protein sequencing.

RESULTS AND CONCLUSION: Chimeric protein was inducibly expressed in Escherichia coli, with the production up to 40% of
the total protein. Protein purity could reach about 90% after purification. Western Blot showed a specific band at 45 000, and
amino acid sequencing identified that the 15 N-terminal amino acids were identical to the target protein. The chimeric protein has
been efficiently expressed in Escherichia coli.
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Usage Database
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SREEAETE(E MBS RN
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12%SDS-PAGE HLyK A I 4040 5 T 8 1
BAABEE E B Ay Western blotay#7: 44k 1l
4 EHABAAZ12%SDS-PAGE H1k 5, a5 1
H#EREPVDFE LM, & s 0 rPBSTLE
M (TR ES g/l NaCl, 0.28 g/L KCl,
0.28 g/L Na,HPO,, 2.98 g/L Na,HPOg,
12 H,0, pH 7.4, ##143%40.1% Tween-20)
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dud s R RIE, 4 ClE SRS, EET
FHPBSTEL (447 PR E3E3 K5 i A 1/1 0001
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wa, M2 BRI (DAB) R B0, 19
MEL 58 EIBAA.
BAAREA BB M E A FTINE: AlbKEs
E A4 12%SDS-PAGE ik J&i, £ CAPSH: #
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FH2 mol/L NaOH i pHE 22 11.0)¥5 &E R i &t
FIR B 2 PVDFE |, A& & FKER
PVDFREIK, SRJGHEAT S SR 44440 s,
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Lane 1: pET-44a/BAA double Lane 1 and Lane 2: pET-44a/BAA
restriction enzymatic digestive test  double restriction enzymatic

with Nde | and Pst I; M: DNA digestive test with Nde | and Pst [;
marker DL2000 M: DNA marker DL2000

a: Double restriction with Nde | and  b: double restriction with Nde | and
Pst | for pET-44a/BAA plasmid from  Pst | for pET-44a/BAA plasmid from
Escherichia coli JM109 Escherichia coli RosettaBlue™

Figure 1 Restriction analysis of recombinant plasmid
pET-44a/BAA
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b: M: protein marker; Lane 1:
purified protein

a: M: protein marker; Lane 1:
uninduced by IPTG; Lanes 2-5:
induced by IPTG

Figure 2 Expression and purification of recombinant
protein BAA
K2 BAA RIG S A MRIE R aiit

2.3 BAA @4 &G4 Western Blot X2 4R Fi&E
1 BAA £ Western Blot 737, 7EAHXT 4> T i 45 000
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14 400 ” 14400

b: M: protein marker; Lane 1-3:
protein BAA in 12%SDS-PAGE

a: M: protein marker; Lanes
1-3:immunoblotted with different
serum from patients allergic to the
Ascaris

Figure 3 Protein BAA confirmed by Western Blotting
3 BAA fil &8 1% Western blot 4 #1455
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