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Abstract: To select the suitable reference gene (s) for gene expression analysis in different tissues of Osman-
thus fragrans, five tissues: buds, fully-opened inflorescences, young leaves, adult leaves, and one-year-old stems,
from O. fragrans ‘Yanhong Gui’ were used as materials to detect the expression levels of seven candidate ref-
erence genes by quantitative real-time polymerase chain reaction (qRT-PCR). Then, an aggregated analysis of
gene expression stability for these candidates was conducted using three software programs: geNorm,
NormFinder, and BestKeeper. Finally, the relative expression level of OfCRTISO1 in different tissues was ana-
lyzed to verify the reference genes selected in this study. Results of the aggregated analysis showed that
OfRAN1 and OfUBC2 were the best reference genes from the different tissues, and Of18S was the worst refer-
ence gene. In addition, analysis of the relative expression level for OfCRTISO1 confirmed that OfRAN1 and O-
JUBC2 were the two most stable reference genes in the qRT-PCR analysis of the tissues, and the application of
OfRAN1 and OfUBC2 was enough to achieve more accurate and reliable results in these tissues. Thus, the pre-
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sent study has provided an important reference for analyzing the expression of key genes in different tissues of
0. fragrans. [Ch, 4 fig. 4 tab. 34 ref. ]
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Table 1 ~ Primer sequences of seven candidate reference genes in qRT-PCR analysis

B 4 B 51 WA (5" —3") TSI YA (5 —3")
OfACT CCCAAGGCAAACAGAGAAAAAAT ACCCCATCACCAGAATCAAGAA
OfEF1a CGTTTGCCACTTCAGGATGTCTA GTACCAGGTTTCAGGACTCCAGTTT
OfIDH CTTGAAGCAGATGTGGAAGAGTC CTTTGTCCATCCTGGGACCAGTC
OfRAN1 AGAACCGACAGGTGAAGGCAA TGGCAAGGTACAGAAAGGGCT
OfTUB AGAAGGGATGGATGGAATGGA GTCTTCTTCGTCCTCGGCAGT
OfUBC2 TGTTGACAAAACCGATGGAAGGA GTGGAGTGTGGAGGATAAGGGTG

Of18S AGCCTGAGAAACGGCTACCAC ATACGCTATTGGAGCTGGAA
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Figure 2 Expression stability values (M) of seven candidate Figure 3 Pairwise variation (Vpy) of seven candidate
reference genes as calculated by geNorm reference genes as calculated by geNorm
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Figure 4 Relative expression levels of OfCRTISO1 in different tissues using different reference genes or reference gene combination for

normalization
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