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Western blot PeaT2
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1 mm
Table 1  Effect of different concentrations of expression protein on the seedling growth and root growth of wheat mm
Seedling growth Root growth
Sample
24h 36h 48h 7d 7d
CK 1.080 +0.404B 4.989 + 1.575a 12.370 £ 4.477a 51.683 +9.016b 43.879 £ 8.007a
Expression protein 1.431 £ 0.450A 5.336 + 1.956a 13.213 £3.955a 54.275 + 8.874a 45.310 £9.05%a
10 x CK 1.747 £ 0.455B 9.694 +1.392B 22.503 +3.528a 50.460 +9.834a 42.187+9.634B
10 x Expression protein 2.374 + 0.438A 13.618 + 1.904A 21.619 £4.262a 50.221 + 6.556a 47.839 +7.157A
100 x CK 2.963 +0.474B 14.407 = 1.995a 25.065 + 4.948b 47.856 + 8.224h 42.812+9.284B
100 x Expression protein 3.424 +0.497A 14.491 = 1.941a 26.875 +3.703a 49.418 +7.690a 47.956 + 10.094A
500 x CK 3.303+0.619a 14.346 + 1.954a 25.458 +4.459a 48.485 £ 8.204a 44.352£7.011a
500 x Expression protein 3.725+£0.562a 14.868 + 1.882a 26.369 + 4.368a 49.928 + 8.949a 46.457 + 11.493a

Different letter represented different significant difference.

1 100
48h PeaT2
1
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10 10
PeaT2 100
100 500
1000
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1000 PeaT2
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Expression of Alternaria tenuissima peaT2 gene in Pichia pastoris and its function

LIU Wen-ping' ZENG Hong-mei’* LIU Yan-feng® YUAN Jing-jing® QIU De-wen’
! College of Plant Protection ~ Southwest University ~Chongging 400716  China
% Institute of Plant Protection  Chinese Academy of Agricultural Sciences  Beijing 100081  China

Abstract A positive clone was screened from Alternaria tenuissima expression library . The result of sequencing and gene
analysis indicated that the cloned DNA fragment has a complete ORF which was named peaT2 Protein Elicitor from
Alternaria tenuissima 2 with the GenBank accession number EF212880. The gene was amplified by PCR and subcloned
into the pPICOK of Pichia pastoris expression system. The resulting recombinant plasmid pPICOK/peal2 was verified by
sequencing and digested by Sac | . The linearized DNA was transformed into P. pastoris GS115 by electroporation. By
means of MD and G418-YPD plates and PCR ' the recombinant P. pastoris strains his™ mut®™ were obtained. A
recombinant clone cultivated on YPD plate with high concentration of G418 was randomly selected as expression strain.
The protein expression was induced by methanol and analyzed by 12% SDS-PAGE. The results of SDS-PAGE and
Western blot indicated that this gene was expressed successfully in P. pastoris with the induction of methanol. In BMMY
culture medium the expressed protein reached its maximum amount at 72h  whereas no corresponding protein was
detected in the negative control. Bioassay was performed with the expressed protein. After soaking with the expressed
protein for 8h wheat seeds were cultured the height of seedlings was measured after 24h  36h 48h 7d respectively
and the root length was measured after 7 days. The results showed that the expressed protein can promote seeding growth
and root length obviously in appropriate concentration. It is revealed that Peal2 can act as protein elicitor.

Keywords peal2 protein elicitor Alternaria tenuissima  Pichia pastoris expression system
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