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Fig. 1 The fulldength ¢cDNA sequence of CgBASP2 and its deduced amino acid sequence

Letters with grey background show the sequence of signal peptide

1 CgBASP2
Tab.1 The sequencing programs and results of prediction of secreted protein CgBASP2

Program used for prediction Target of prediction Results of prediction
SignalP-V4.0 Signal peptide 1~18 1 — 18 amino acids
Protcomp-V9 Localization sequence ( Extracellular protein)

TMHMM-V2.0 Transmembrane domain No
big-PI Predictor GPI GPI-anchored sites No
TargetP-V1.1 No

Localization sequence for mitochondria or other organelles

% %
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Fig. 2 Alignment of amino acid sequences of CgBASP2 and other fungal BASP2

Note: Black shades mean the same amino acid residue; gray shades mean the same amino acid with CgBASP2; — the gap gen—

erated by the best alignment; * means the conserved cysteine residues.
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Fig. 3 Schematic diagram of CgBASP2 knockout and PCR detection of ACgBASP2
A: Schematic diagram of CgBASP2 knockout. CgBASP2 represents the knockout gene in C. gloeosporioides; Sur represents sul—
fonylurea resistance gene; B: The PCR amplification with primer pairs F + R; C: The PCR amplification with primer pairs DNF + R4
and F3 + UPR. M represents DNA marker (2 000 bp)
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Fig. 4 Pathogenicity analysis of ACgBASP2 on rubber tree leaves

A: Disease symptom; B: Statistical analysis of the size of disease lesions
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Pathogenicity analysis and construction of CgBASP2 knockout mutant

of Colletotrichum gloeosporioides infecting Hevea brasiliensis

WANG Qian HE Chaozu LUO Hongli

( Hainan Key Laboratory for Sustainable Utilization of Tropical Bioresources Hainan University Haikou 570228 China)

Abstract: Based on the prediction result of secreted proteome of Colletotrichum gloeosporioides infecting rubber
tree ( Hevea brasiliensis) one of the candidate genes was cloned by RT-PCR and named as Biotrophy — associat—
ed Secreted Protein 2 of C. gloeosporioides( CgBASP2) . This gene was sequenced and found to encode 100 ami—
no acids with a relative molecular weight of about 9. 85 x 10°. Bioinformatics analysis showed that the gene con—
tains an 18aa signal peptide at N terminal but without any transmembrane domain. Alignment analysis showed
that the amino acid sequence of the gene CgBASP2 from H. brasiliensis is 100% 90% 87% 87% and 67%
similar to that of the CgBASP2 from Colletotrichum gloeosporioides Nara gcS  Colletotrichum orbiculare MAFF
Colletotrichum graminicola Colletotrichum higginsiaum and Magnaporthe oryzae 70 —15 respectively. The Cg—
BASP2 gene knockout mutant strain ACgBASP2 was constructed by using homologous recombination to study its
biological functions. This ACgBASP2 mutant strain inoculated onto the leaves of rubber tree was found to lose
pathogenicity while the wild type strain had good pathogenicity. This result implied that the CgBASP2 gene might
probably play an important role in the pathogenicity of C. gloeosporioides.
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