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Identification of Li Medicine plants in Rubiaceae using I'TS2 barcode sequence
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Abstract: Objective To identify Li Medicine plants in Rubiaceae using DNA barcode technique and ITS sequance. Methods The
second internal transcribed spacer (ITS2) of ribosomal DNA was amplified by PCR and sequenced by bidirectional sequencing.
Sequence assembly and consensus sequence generation were performed by CodonCode Aligner. The related data analysis was
performed using software MEGA 5.0 and the phylogenetic tree was constructed. The ITS2 secondary structure was predicted using
ITS2 web server. The distribution of intra- and inter-specific variability was compared using TAXON DNA software and analysed by
barcoding gaps. Results In the cluster dendrogram, all species showed monophyletic. There was no obviously distinguished
intra-specific difference in ITS2 secondary structure, but there was obviously distinguished inter-specific difference. There are the
significant barcoding gap between intra- and inter-specific variations. Conclusion ITS2 sequence could be used as a DNA barcode for
the rapid identification of Li Medicine plants in Rubiaceae in Hainan.
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Table 1 Sample sources and GenBank data

Frs i) BT %4 KA bRA S GenBank %35
1 g L Psychotria hainanensis A& N 7 2 PS0270MTO1 KC441053
2 HEATEp Rt 15 g PS0270MT02 KC441054
3 R LY 5 P PS0270MT03 KC441055
4 EL ik Morinda officinalis 15 P PSO111MTO03 KC533831
5 ELE NP  PSOTTIMTOL K(C533832
6 EL ik WO ZRYNE PSOI1IMTO2 KC533833
7 ELER A& I e 24 Il PS0111MTO5 KC441036
8 L GenBank GenBank GQ434634
9 L GenBank GenBank GQ434633

10 28T} Nauclea officinalis NS PS0104MTO02 KC441039
11 13, A ES] PS0104MTO03 K(C441040
12 =N ) MpERGRIIE  PS0201IMTO1 KC441041
13 T Gardenia angusta var. ovalifolia MEERGRYIE  PS0216MTO1 KC533836
14 R WAL Ixora hainanensis R 1L PS0080MTO1 KC533830
15 I BB Wendlandia tinctoria Ry PS0127MTO1 K(C533834
16 IKEB GenBank GenBank GQ434642
17 Bar Gardenia jasminoides R PSO1SIMTO1 K(C533838
18 i 4te Mussaenda hybrida cv. alicia R E  PSO19IMTO1 K(C533837
19 RFER Cephalanthus tetrandrus GenBank GenBank AY205363
20 AR GenBank GenBank AJ346883
21 AL 1 Ixora cephalophora GenBank GenBank AB491762
22 X R T Paederia scandens TR 13 s A PS0024MTO1 KC441044
23 X R i GenBank GenBank GQ434643
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Fig.1 UPGMA dendrogram of 23 species based on ITS2 sequences
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Fig.2 Comparison on ITS2 secondary structure in intra-specific
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Fig. 3 Comparison on ITS2 secondary structure in inter-specific
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