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Primers used in this study

5|¥) 4 FK Primer name

5| ¥ 731 Primer sequence

RT-PCR For RT-PCR analysis

BC-tubulin-F 5'-ATGTACGACCCTAAGAAC-3'
BC-tubulin-R 5'-ATCCACTCAACGAAGTAG-3'
RT2-F 5'-TGAGTGGAAATAGTACGGTGACGA-3'

RT2-R

5'-ACCCAACACGCCCGTAACCTG-3'

RN 4 BE For construction of BC1G_03293 recombinant fragments

2UF
2UR
2DF
2DF
HYG-F
HY-R
YG-F
HYG-R
I IF # B % /b F For PCR verification of the knockout mutants
2293-1F
2z293-2R
2293-3F

zhyg-F
zhyg-R
2g293-F
2g293-R
)& H 4% 4L T For construction of the complemented mutants
C2-F
C2-R
2g293-F
2g293-R
zhyg-F
zhyg-R
neo-2F
neo-2R

5'-GGATTCGGATACAACTTCTATTCGG-3'
5'-AGGGCAAAGGAATAGAGTAGATGCCGTCAAAAGAAAACCCTCAATCTCCAC-3'
5'-GACCTCCACTAGCTCCAGCCAAGCCGTTTTATTGGATTGTGGTGTGGTGA-3'
5'-TAGGGATCCGACGAAACCTAAAGTA-3'
5-CGGCATCTACTCTATTCCTTTGCCCT-3'
5-GATGTAGGAGGGCGTGGATATGTCCT-3'
5'-GTATTGACCGATTCCTTGCGGTCCG-3'
5'-GGCTTGGCTGGAGCTAGTGGAGGTC-3'

5 -CTTGAAGAAGTTGGATGGTTTGGAT-3
5'-GCAAGGAATCGGTCAATACACTACA-3’
5'-CACCAAGCAGCAGATGATAATAATG-3
2293-4R 5 -TACCACTTCTATGGATTCCGAACTC-3'
5'-CATCTACTCTATTCCTTTGCCCTCG-3'
5-GTTTGACAAGATGGTTCATTTAGGC-3'
5"-ATGTATGTCAATCTTTTGACGGCGG-3'
5'-CTACAAAACCCACACCAATCCCACC-3'

5-CGGGATCCACTTTCTGTTCTACATCGTTGCCTC-3'
5'-CGGGATCCGAACAAATCCGTGAGAGGACAGCTA-3'
5-ATGTATGTCAATCTTTTGACGGCGG-3'
5'-CTACAAAACCCACACCAATCCCACC-3'
5'-CATCTACTCTATTCCTTTGCCCTCG-3'
5'-GTTTGACAAGATGGTTCATTTAGGC-3'
5'-AAGGCTATTGGTGTTTATGGCTCTC-3'
5'-GGTATGCGTTTTGACACATCCACTA-3'
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B:BC1G _03293 %& A 78 R 22 15 K F1 B 1% T 45 B B 9 6 15 7K 7. A: Colony mor-

phology of B. cinerea B05.10 in different development stages; B:Expression level of BC1G_03293 in mycelial growth and sclerotial for-

mation stage.
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3E,L1,2,3: 4F S B 26293-F/R.zhyg-F/R 1 neo-2F/2R #4T7 PCR ¥4, A.The principle of homologous recombination; B: The
strategy for PCR verification of knockout mutants, zg293-F/R: Identification of gene BC1G _03293; z293-1F/2R: Identification of the
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upstream; 2z293-3F/4R:Identification of the downstream; zhyg-F/R:Identification of HYG; C: The preparation of BC1G_03293 recom-
binant fragments, M1:DL2000 marker; M2:DL5000 marker; D: The certification of the BC1G _03293 knockout mutants by PCR,
M:DL5000 marker; Lane 1:Identification of U; Lane 2:Identification of D; Lane 3:Identification of HYG; Lane 4: Identification of

gene BC1G_03293; E:ldentification of the BC1G_03293 knockout mutants by RT-PCR; F:Test and verify the BC1G_03293 comple-

mented transformants by PCR,Lanel,2,3:PCR amplification by the primer of zg293-F/R,zhyg-F/R,neo-2F/2R.
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Generation of BC1G_03293 gene knockout mutants and complemented transformants
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AR BB B AL K 5 B 22 A A LEE 5 C.PDB L 7 B i W3 Bl B0 M )5 48 hy DA BE ARG 0 #r. A
The growth rate of different strains; B: The morphological character of mycelium tip; C:Disease symptoms on tomato leaves inoculated
with conidia suspended in PDB after 48 hours; D:Calculation and comparison of lesion diameter.
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Fig.3 Growth rate,morphological character of mycelium tip and pathogenicity test of different strains
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Fig.4 Colonial morphology and sclerotia weight of strains
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Function of conidiation related gene BC1G_03293 in Botrytis cinerea
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Abstract

According to the RNA-Seq mycelium growth and sclerotia formation stage, was selected

to study in B. cinerea.The transcript level of BC1G_03293 during sclerotial formation stage was higher

than that during mycelium growth stage. The BC1G_03293 of 229 aa signal peptide on the N end and no
known conserved domain.The knockout mutants ABC1G_03293-2 and ABC1G_03293-4 were obtained u-
sing the homologous recombination method. The complemented transformants ABC1G _03293-2-C2 and

ABC1G 03293-2-C3 were also by Agrobacterium tumefaciens-mediated transformation technique. The

deletion of BC1G_03293 did not affect the growth, pathogenicity and formation of sclerotia. The conidia

production of the knockout mutants obviously decreased and was approximately 45% of the wild type

strain.And the conidia production of the complemented transformants recovered obviously. Our research

results suggested that BC1G_03293 is involved the regulation of conidiation of B. cinerea.
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