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Detection of DOG1 gene expression in Solanum rostratum by
double standard curve method
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Abstract Double standard curve method is a relative quantification method widely used in quantitative detection
of gene expressions. Combined with the principle and method of absolute quantification, the traditional double
standard curve method was improved. The fragment of target gene DELAY OF GERMINATION 1 (SrDOG1) and
reference gene S-actin (SrACT) were cloned into pEASY-Blunt Zero vector to make the standard plasmid, respec-
tively. The total RNA were extracted from Solanum rostratum seeds and the standard curves were achieved by re-
al-time PCR reaction using the dilutions of standard plasmid as the template. According to the standard curve, the
relative expression of SrDOG1 was obtained. The results showed that SrDOG1 transcript level in seeds under cold
storage was significantly higher than that under room temperature, suggesting that double standard curve method
has high sensitivity in quantification of expression differences of DOG1 gene. This method is stable, reproducible
and simple in data processing. It is suitable for the comparison of relative gene expression levels under various con-
ditions and is useful to further determine the gene expression and gene function of SrDOG1 in the future.
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Fig. 1 Electrophorogram of SrDOG1 and SrACT plasmid
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Table 2 Parameters of standard plasmid

M Gene 4’5 Number ¥€J¥/ng+ pL=! Concentration ODs60/ODogo ODs60/OD230 ¥ 018/ X 10% copies « ul.=1  Copies
SrDOG1 1 114. 3 1. 90 2.02 2.62
2 111. 2 1. 88 1. 99 2855
3 126. 5 1. 90 2.11 2.90
SrACT 1 117. 0 1. 90 1. 88 2.42
2 121.0 1. 90 2. 05 2. 50
3 117.5 1. 88 2.04 2.43
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Fig. 2 Standard curve and melt curve of primer verification
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Fig. 3 Standard curve and melt curve of plasmid verification
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