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Establishment of Protoplast Transformation System in Alternaria tenuissima Using G418 Selection Marker
WAN Ying et al (Department of Plant Protection, Sichuan Agricultural University, Yaan, Sichuan 625014)

Abstract
Alternaria tenuissima was firstly prepared by enzymolysis method; then the yielded protoplast was transformed by G418 resistant DNA plasmid u-
sing PEG/CaCl, method. [ Result ] The growth phenotype and PCR detection showed that resistance gene had integrated into Alternaria tenuissima

[ Objective | The study aimed to establish the protoplast transformation system in Alternaria tenuissima. [ Method | The protoplast of

genome. The transformation efficiency of this method reached per pg DNA 3 —4 transformants. After subculture thrice under nonselective condi-
tion, G418 resistance could still inherit stably. [ Conclusion | The transformation system of Alternaria tenuissima was successfully established,
which laid basis for studying of the gene function of Alternaria tenuissima.
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Note: A, The formation of protoplast from mycelium digested by protoplast buffer at 30°C shaking for 1 h; B, The formation of protoplast from mycelium di-

gested by protoplast buffer at 30°C shaking for 4 h.
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Fig. 1 Effects of different digestion time on the formation of protoplast
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1 CK B A AR A 1 2 3,3 SRR AL T -
Note: CK,wild type strain; tl, 12 and (3, three different transforma-
nts.
B2 #HUFEGHNS T EMEKELR
Fig. 2 The growth of transformants on G418 plate
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Note: M, DNA marker; 1, pGL-b-a plasmid; 2, transformant tl; 3,

transformant 12; 4, transformant t3; 5, wild type strain HJ505.
E3 HUTFHRn
Fig. 3 PCR amplification of transformants
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