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Abstract

In this article, ITS sequences of 20 species in Osmanthus were cloned and researched. It was
found that length of ITS sequences ranged from 614bp to 619bp, in which ITS-1 is obviously longer
than ITS-2, 5.8S of 20 species is composed of 163bp, and the percentage of G+C in ITS sequence of
20 species is 54.24%-64.56%. Alignment between ITS sequences from 20 species of Osmanthus was
performed, and discovered that the similarity coefficient between 20 species is 86.1%-99.7%, the
minimum exists between O.suavi and O.attenuatus, the similarity coefficient between O.urceolatus
and O.cooperi is the maximum. Furthermore, there are 198 mutation sites and 97 information sites in
ITS sequences, respectively 31.53% and 15.45%, and the content of information sites in ITS-2 is more
than that in ITS-1. In addition, three MP trees were respectively constructed based on ITS sequences,
ITS-1 sequences and ITS-2 sequences, 20 species of Osmanthus were divided into three groups,
O.americanus belonged to the first group, O.yunnanensis and O.attenuatus were clustered one group,
and the other 17 species belonged to the third group, which is partly consistent with the viewpoint of
traditional classification about Osmanthus.

Introduction

The genus Osmanthus belongs to Oleaceae. Dicotyledonea, the species are famous
ornamentals and mainly distributed in China. At present, the classification basis of
Osmanthus was built up by Green. There are about 31 species of Osmanthus divided into
four groups, Sect.Leiolea, Sect.Osmanthus, Sect.Siphosmanthus and Sect.Linocieroides
according to the flower and inflorescences of Osmanthus (Green, 1958). However,
experiment materials used by Green were almost dried specimen, and there is little
information directly from the fresh material, thus the systematic classification of
Osmanthus from Green was doubted by many scholars. Furthermore, along with new
species of Osmanthus emerge in endlessly (Zhang, 1982; Bai, 1983; Song, 1984; Lu,
1989), identification and differentiation of some species are very difficult. Therefore, the
phenomenon of synonym and homonym in the Osmanthus usually appears, which cause
great confusion to the classification of Osmanthus. Shang (1985), Wu & Peter (1992) did
complete revision of Osmanthus, but there is still some bifurcation in naming and
classification of several species. In 2004, names of Osmanthus were identified and
coordinated by Xiang et al., and discovered that there are 31 species and 5 varieties. In
addition, there are little differences among species of Osmanthus and the same species
usually express different shape and traits when grown in different environment, which
also result in great trouble to the classification of Osmanthus (Shang et al., 2002). For
instance, it was found that the classification according to shape of pollen existed some
divergences against the traditional one (Xu et al., 2005). Other studies also indicated that
classification of Osmanthus only based on one or just few traits usually has many
problems (Ji, 2004). It is well known that DNA molecular marker could clearly reflect on
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certain differences in genome of individuals or in population. Presently, there are already
many kinds of DNA molecular markers, in which, ITS (internal transcribed spacer) is
frequently and extensively applied in systemic classification of plants.

ITS sequence is made up of ITS-1 and ITS-2, which are respectively genetic area
between ribosome 18S and 5.8S, ribosome 5.8S and 26S (Tian & Li, 2002; Wang & Liu,
2004). The nucleotide sequences in ITS sequence take on high variability, which can
provide rich information for systematic classification, and then conveniently allow people
to study genetic diversity and sibship among population or species. Recently, ITS is
generally used in studies about systematic evolution and sibship of plant population or
species (Chanderbali et al., 2001; Roalson & Friar, 2004), such as the molecular
phylogenesis and chromosome evolution of Hypochaeris Asteraceae (Cerbah et al.,
1998), the evolution relationship of Actinodaphne Lauraceae (Li et al., 2006), research on
sibship of species in Caragana Leguminosae (Hou et al., 2006) and classification of
Angelica Umbelliferae (Xue et al., 2007) and so on, which all proved that it is feasible to
study the systematic evolution and sibship of species in dicotyledon by ITS sequence.
Until now, it has not reported that ITS sequence was applied in the systematic evolution
and sibship of Osmanthus. In this article, ITS was used to study and discuss the sibship
among species of Osmanthus in order to provide more information for classification of
Osmanthus on molecule level, at the same time to supply theoretical foundation for
protection of germplasm resources, cross-breeding and exploitation of Osmanthus.

Materials and Methods

Materials: In this article, the experimental materials were fresh leaves of 20 species in
Osmanthus, which were quickly dried in silica gel and then stored at -80°C for DNA
extraction. Origin of materials and other information were clearly listed in Table 1.

DNA extraction: Total genomic DNA was isolated from leaves of Osmanthus by CTAB
(cetyltriethyl ammonium bromide) extraction procedure as described previously (Ausubel
et al., 1987) with modifications. Yield and purity of genomic DNA was estimated by
spectrophotometry at 260nm and the integrity of genomic DNA was determined by
denaturing agarose gel electrophoresis.

PCR amplification: Two pairs of PCR primers were used in this study, one pair was
designed according to terminal sequences of rDNA 18S and 26S from Olea, Fraxinus L., and
Abdiophyllum which are near to Osmanthus, ITS1: 5-GAAC (TC) TGCGGAAGGATCAT
(TC) G-3', and ITS2: 5'-CTGACCTG (GA) GGTCG C(AT) GTCG-3'. The other was the
general primer designed by White et al, (1990), ITS3: 5-GGAAGTAAAA
GTCGTAACAAGG-3', and ITS4: 5-TCCTCCTCCGCTTATTGATATGC-3'.

PCR amplification was performed according to the following procedure: firstly
predegenerated for Smin at 95°C, then 28 cycles were carried through for 1min at 94°C,
Imin at 56°C-57°C, 2min at 72°C, respectively and finally ending with 8min at 72°C. In
addition, PCR products were separated by 1.5% agarose gel electrophoresis.

DNA sequencing: Sequencing of PCR products and clones was performed in BGI Life
Tech Co., Ltd. (Huada, Beijing, China) using the ABI373A automatic sequencer. The
terminal of all ITS sequences was confirmed according to ITS sequence of Osmanthus
fragrans (GenBank accession number is AF135190), furthermore, ITS sequences from
every species were sequenced at least three times.
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Data analysis: ITS sequences from 20 species of Osmanthus were compiled and
arranged by CLASTLX, and suitably adjusted according to gap. Afterward, ITS
sequences were analyzed with PAUP 4.0, and the Olea europaea was designated as
outgroup. The MP (Maximum Par-simony) tree was obtained by Heuristic, the boot strap
analyses (1000 replications) were performed to test the confidence of every branch in
phylogenetic tree.

Results

Length and composition of ITS sequence: The ITS sequences of Osmanthus were
obtained by PCR using ITS1/ITS2 primer or ITS3/ITS4 primer respectively, registered
into GenBank, and the GenBank accession numbers are listed in Table 1. As shown in
Table 2, the length of ITS sequences including 5.8S (163bp) range from 614bp to 619bp,
ITS-1 and ITS-2 is composed of 236bp-239bp or 214bp-217bp, respectively and ITS-1 is
obviously longer than ITS-2. In addition, the percentage of G+C in ITS sequence of 20
species 1s 54.24%-64.56%, and that in ITS-1 is slightly higher than in ITS-2, 54.24%-
64.98% or 53.98%-61.20%, separately (Table 2).

The Olea europaea was regarded as outgroup, its ITS sequence (including 5.8S)
consists of 611bp, ITS-1, ITS-2 and 5.8S is respectively 245bp, 206bp or 163bp, and its
GenBank accession number is AJ585193. Alignment between ITS sequences from 20
species of Osmanthus and Olea europaea is shown in Fig. 1, it was found that 5.8S
sequence among 20 species of is same and exhibits highly identical with that of Olea
europaea. To be further analyzed and discovered that the similarity coefficient among 20
species ranges from 86.1% to 99.7% (Table 3), the minimum is 86.1% and exists between
O.suavi and O. attenuatus, the similarity coefficient between O. attenuatus and O. fragrans,
O. yunnanensis and O. matsumuraanus, O. yunnanensis and O. racemosus is also very low
(87.1%). However, the similarity coefficient is the maximum between O. urceolatus and O.
cooperi (99.7%), very high between O. urceolatus and O. armatus, O. urceolatus and O.
pubipedicellatus, O. urceolatus and O. venosus, O. urceolatus and O. marginatus (99.4%),
and the same high similarity coefficient (99.4%) also appears between O. cooperi and O.
armatus, O. cooperi and O. fordii, O. cooperi and O. pubipedicellatus.

Information sites in ITS sequence: The number and percentage of information sites and
mutation sites in ITS sequence of Osmanthus are shown in Table 4, in ITS sequence
(including 5.8S) from 20 species of Osmanthus, there are 198 mutation sites (31.53%)
and 97 information sites (15.45%), in which 12 mutation sites (7.36%) and 3 information
sites (1.84%) exist in 5.8 S. Furthermore, there are 94 mutation sites (38.37%) and 47
information sites (19.18%) in ITS-1, and 92 mutation sites (41.82%) and 47 information
sites (21.36%) in ITS-2. In a word, there 1s a few differences in ITS-1 and ITS-2, and the
content of information in ITS-2 is high than that in ITS-1.

Otherwise, the hotspot of mutation and deletion sites was found in ITS sequence of
Osmanthus, such as, the deletion of A nucleotide in the 125th site which has great effect
on the length change of ITS-1, the mutation of G/C nucleotide in the 205th site in which
the G/C nucleotide is frequently overturned and the similar frequency of conversion in
this site was found in all of experiment samples sequenced.

Clustering analysis of ITS: In this study, the ITS sequences were firstly arranged with
CLASTLX, and then the systematic classification was analyzed by PAUA 4.0 using
Maximum Par-simony, three MP phylogenetic trees were constructed based on ITS
sequence, ITS-1 sequence and ITS-2 sequence from 20 species of Osmanthus,
respectively (Figs. 2-4).
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Table 2. Length and G+C content of ITS-1, ITS-2and ITS.
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Species ITS-1 ITS-2 ITS (including 5.8 S)
Length | G+C (%) | Length | G+C (%) | Length G+C (%)
O. americanus 239 64.02 217 63.13 619 61.07
O. serrulatus 237 57.38 217 56.68 617 55.92
O. reticulatus 237 56.54 216 58.33 616 56.17
O. pubipedicellatus 236 56.36 217 56.68 616 55.52
O. venosus 236 57.20 217 56.68 616 56.01
O. fragrans 236 56.78 217 55.76 616 55.19
O. attenuatus 237 64.56 216 63.43 616 61.20
O. marginatus 236 56.78 217 55.76 616 55.36
O. fordii 237 56.54 217 55.76 617 55.27
O. henryi 237 57.81 217 55.30 617 55.27
O. yunnanensis 237 63.71 214 61.21 614 60.10
O. delavayi 236 54.24 216 54.63 615 53.98
O. matsumuraanus 237 57.38 217 58.99 617 56.89
O. armatus 236 57.20 217 55.76 616 55.52
O.x fortunei 237 56.54 217 57.60 617 55.92
O. heterophyllus 237 57.38 216 55.09 616 55.36
O. cooperi 236 56.78 217 56.22 616 55.52
O. urceolatus 236 57.20 217 56.68 616 55.84
O. racemosus 237 56.96 217 58.06 617 55.56
O. suavis 236 55.51 216 55.56 615 54.80

Table 4. Number and percentage of variable site and informative site in ITS of Osmanthus.

ITS-1 ITS-2 58S ITS (including 5.8 S)
Number % Number| % No. % Number %
Variable site 94 38.38 92 41.82 12 7.36 198 31.53
Informative site 47 19.18 47 21.36 3 1.84 97 15.45

As shown in Fig. 2, Fig. 3 and Fig. 4, the topologic structure of three MP trees are
nearly same, especially the MP trees based on ITS sequences (including 5.8S) and ITS-1
sequences are much more similar in the topologic structure of MP tree, and even the
branch in MP tree is not obvious, the similarity might reflect on the coevulation
relationship between ITS-1 and ITS-2 sequences in some degree. Furthermore, although
the content of information in ITS-1 and ITS-2 of 20 species differs, 5.8S provides some
information sites, too. Therefore, the clustering results according to ITS sequences would
completely exhibit the sibship and systematic classification among species of Osmanthus.
As shown in Fig. 4, these 20 species of Osmanthus were divided into three groups, O.
americanus belonged to the first group, O. yunnanensis and O. attenuatus were clustered
one group, the other 17 species were clustered to the third group.
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TCCAMACCTECAAMACAGACCCGCGAACACGTT—ACAACACGCA-GEEAGCACGATGOGAGCAC AACTAACCAT GT TG T—CCOGIGTCCEAGACCOTCTCCGTOGATETGCGCGI—A
TCCAMACCTECAAMACAGACCCGCGAACACGTT—ACAACACGCA-GEEAGCACGATGOGAGCAC AACTAACCAT GT TG T—CCOGIGTCCEAGACCOTCTCCGTOGATETGCGCGI—A

TCCAMACCTECAAMACAGACCCGCGAACACGTT—ACAACACGCA-GEEAGCACGATGCGAGCAC AACTAACCAT GT TG T~ CCCACATCGRAGACCOTCTCCGTOGATE TGCGCGI—A
TCCAMACCTECAAMACAGACCCGCGAACACGTT—ACAACACGCA-GEEAGCACGATGOGAGCAC AACTAACCAT GT TG T—CCOGIGTCCEAGACCOTCTCCGTOGATETGCGCGI—A
TCCAMACCTECAAMACAGACCCCCGAACACGTT—ACAACACGCA-GEEAGEACGATGCGAGCACAACTAACCAT GTCGGAGACCCTCTCCGTCGATGTGCGOGE—A
TCCAMACCTECAAMACAGACCCGCGAACACGTT—ACAACACGCA-GEGAGEACGATGOGAGCAC AACTAACCAT AT TG T——CCOGOGTOGEAGACCCTCTCCGTOGA TG TRCGCGI—A
TCCAMACCTECAAMACAGACCCGCGAACACGTT—ACAACACGCA-GEEAGCACGATGOGAGCAC AACTAACCAT GT TG T—CCOGIGTCCEAGACCOTCTCCGTOGATETGCGCGI—A
TCCAMACCTECAAMACAGACCCGCGAACACGTT—ACAACACGCA-GEEAGCACGATGOGECCAC AACTAACCAT GT TG T—CCOGIGTCCEAGACCOTCTCCGTOGATE TGCGCGI—A
TCCAMACCTECAAMACAGACCCGCGAACACGTT—ACAACACGCA-AGGAGCACGATGOGECCAC AAC TAACCAT GT TG T—CCOGIGTCCEAGACCOTCTCCGTOGATE TGCGCGI—6

TCCAMACCTECAAMACAGACCCGCGAACACGTT—ACAACACGCA-GEEAGCACGATGOGECCAC A TAACCAT GT TG T—CCOGIGTTORAGACCOTCTCCGTOGATE TGCGCGI—A

TCCAMACCTECAAMACAGACCCCCGAACACGTT—ACAACACACA-GEEAGEACGATGOGEECACAACTAACCAT GTCGGAGACCCTCTCCGTCGATGTGCGOGE—A
TCCAMACCTECAAMACAGACCCGCGAACACGTT—ACAACACACA-GEEAGEACGATGOGEECAC AAC TAACCAT GT TG T-—CCOGIGTOGCAGATCCTCTCCGTORATE TGCGC G —
TCCARACCTECAAAACAGACCCGCGAACACGTT—GTAACTCALA-GEEAGEACGATGOGEECAC AAC TAACCAT GT TG T~ CCOGIG TOGCAGACCOTCTCCGTORATETGCGC G —
T AR T A A A CAGACCCGCGAACACCTT—ATAACT TACA-GGGAGCACGATG TEEGCAC AAC TAACCAT GT TG T-—CCCACG TOGEAGACCCTCTCCGTOGATETETGCGT
TCCAMACCTECAAAGCAGACCCGCGAACACGTT—ATAACTCACA-GELAGCACGATGOGEECGC AACTAACCAT GT TG T~ CCCACGTCGRAGAC COTCACCATCGATE TGCGCAT—A
TCCAMACCTECAAMACAGACCCGCGAACACGTT—CTAACTCCTA-GEEAGEACGACGOGEECGC AAC TAACCAC GT TG T-—CCCACG TOGCAGAC COGATCCGTOGATETRCGCTT
TCCAMACCTECAAMACAGACCCCCGAACACGTT—ATAACTCOCA-GEEAGEACGACGCGEECGCAACTAACCAL GT——CCCACGTCGEAGACCTGATCCGTOGATGTGCGCTT
TCCAMACCTECAAMACAGACCCGCGAACACGTT—CCAACTCCCA-GEEAGEAAGGIACGAGCAC GG TAACCAC GTCG T-—CCOGIGOGEAGATCOGCTCCGTORACGCGCGCGI—
TCCAMACCTECAAMACAGACCCGCGAACACGTT—CCAAATCCCG-GEGAGCAAGEIGLGAGCAC GG TAACCAC GTCGT—CCOGIGICERAGACCOGCTCCGTOGATECCTGCGI—A
TCCARACCTECAAAGCAGACCCGCGAACACGTT—ATAACTCACA-GEEAGCAC GGG CGRACGCAACCGACCACGT TG TETCCOGIG TCEEAGATCCGLTCCGTCGATECGCGCTT—C
TCCAMACCTGCCAGGCAGACCCGOGAACCOETTCAACGACACCCGIGEEAGCACGACGLGRACGC GACCGAA-GGEGTCGC——CCOGAGLCERAGACCOGCTCCGTCGACGCGCGLGITIG
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AGCGCOOETOET-CeGCT TAACCAAC OO e O G AR A A GO TCAAGGAATACT TAARACATTGC TTGCCCCTCGATGOCCCETT OO G TR GCAC-TTCGEEGAACAGECATTTGTICA
AGCGCOOETOET-CeGCT TAACCAAC OO e O G AR A A GO TCAAGGAATACT TAARACATTGC TTGCCCCTCGATGOCCCETT OO G TR GCAC-TTCGEEGAACAGECATTTGTICA
AGCGCOCGTOET-CoG T TAACCAAC OO GoCECGAR A AGCCTCAAGGAATACTTARAACATTGC TTGOCCCTCGATGOCCCGTTCGO G TR GCAC-TTGEOGAACAGGCATTTGTCA
AGCGCOCGTOET-CoGl T TAACCAAC DO GECeCGAR A A GO CTCAAGGAATACT T AR R ACATTGC TTGCCCCTCGATGOCCCET TGO GE TRCGCAC-TTGEOGAACAGECATTTGTICA
AGCTCOCGTOET-COGCT TAACCAAC DO CRECECGARAAGCCTCAAGGAATACTTARRACATTGCTTGCCCCTCGATGOCCCETTCGI G TRCGCAC-TTGEEGAACAGECATTTGICRA
AGCTCOCGTOET-CoGCT TAACCAACCTOGECECGAAAAGCCT CAAGGAATACT TAAAACATTGC TTGCCCCTCEATGLCCCETTCGLGE TECGCAC-TTGEECAACAGECATTTGOCGA
AGCGCOOGTOETACGGC T TAACCAAC OO CCCGAANAGCETCAAGGAATACTTARAACATTGC TGOCCCETTOGCGETCT GCAC-TTGGECAACAGGCATTAGTCOGA
AGCGCOOETOETACGGC T TAACCAAC OO C e O G AR A A GO TCAAGGAATACCTAARACATTGC TTGCCCCTCGATGOCCCETT OGO GG TET GCAC-TTCGEEGAACAGECATTTGTICA
AGCGCCOGTC-TTCGGC T TAACCAACCOOGGCCCGAANAGCETCAAGGAATACTTARAACATTGCTTG ATGOCCCETTCGCGETCT GCAC-TTGGECAACAGGCATTTGTICGA
AGCGCOOGTOETACGG T TAACCAAC OO e O G AR A A GO TCAAGGAATACT TAARACATTGC TTGCCCCTCGATGOCCCETT OGO GG TET GCAC-TTCEEGAACAGECATTTGTICA
AGCGCOOGTOETACGGC T TAACCAAC OO e O G AR A A GO TCAGGEAATACCTAARACATTGC TTGCCCCTCGATGOCCCETT OGO GG TET GCAC-TTCGEEGAACAGECATTTGTICA
AGCGCOOETOETACGGC T TAACCAAC OO C e O G AR A A GO TCAAGGAATACCTAARACATTGC TTGCCCCTCGATGOCCCETT OGO GG TET GCAC-TTCGEEGAACAGECATTTGTICA
AGCGCOCGTOETACGG T TAACCAAC DO CGECECGAR A AGCCTCAAGGAATACTTGARACATTGC TGGCCCCTCGATGOCCCET TGO GE TET GCAC-CTOEOGAACAGECATTTGTICA
TGO ATCGA-COGC T TAACGAAC OO ECGAM A AGCCT CAAGGAATACTTARAACATTGC TTGCCCCTCGATGOCCCETTCGIGETETGCAC-TTREECACCAAGCATGTGTCRA
TECGCCCATCGA-COGCT TAACCAACCCORECECGAMMAGCCT CANGGAATACT TAMACATTGC TTGCCCCTCGATEOCCCETTCGLGETET GCAC-TTGEECACCAAGCATGTGTICGA
CETGC AT TAC GG T TAACGAAC OO O R C O AAAAGCCTCAAGGAATACTCAATACATTGC TTGCCCCTCGATGOCCCETC OGO GG TCTGCAA-TTGGRGACCAGECATGTGTCA
CETGCOCATOETACGGC T TAACGAACCCCGGCECGAAAAGCETCAAGGAATACT CARAACATTGC TGOCCCETCOGCGETCT GCAA-TTGGECACCAGGCATGTGTCOGA
AGCGGETOGTCETGCGGCTCAACCAAC OO CECGARAAGCETCAAGGAATACT CAARACATCGC TCGCCCCTCGATGOCCCETT GGG TET GCAC-TTGEEGACOGEECCTGTGICRA
AGCGCOOGTOETACGGCTCAACCAACCOORGCECGAAAAGCETCAAGGAACACTCAARACGTTGC TCGGCCCTCGATGOCCCETT GGG TET GCAC-TOGGEEGATOGEECCCGCGTORA
CACGCCOGTOETACGGOCCAACGAACCCCGGCECGAAAAGCCTCAAGGAATACTCARAACATTGCCCGCCCCTCGATGOCCCETC OGO GELCCGCAC-TTGERGACCGEECCTGTGTORA
CEOGCCCGTOGCACGGCCCAACGAACCCCRECECGAAAAGCCTCAAGGAACACTCAAGELGTCGC TCGCCCCTCGGTGOCCCETTCGOGETCRGCACCTOGGEGACAGGGOGTGCATCRA
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AT T T AMRACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGLGGCARAATGCGATACT TGETGTGAAT TGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
A AARACGACTCT CGGCAACGGATATCT TG T CTCGCATCeATGAAGAACGCAGCARAATGOGATACT TGE TG TGAATTGCAGAATCCCGTGAACCATCGAGT TTTTGAACGCAAGT
AT T T AMAACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGCGATACTTGGTGTGAATTGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
AT T TAMRACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGCGATACTTGETGTGAAT TGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
AT T AMRACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGCGATACT TGETGTGAAT TGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
A AARACGACTCT CGGCAACGGATATCT TG T CTCGCATCeATGAAGAACGCAGCARAATGOGATACT TGE TG TGAATTGCAGAATCCCGTGAACCATCGAGT TTTTGAACGCAAGT
AT T TAMRACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGCGATACTTGGTGTGAAT TGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
AT TCAMRACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGTGATACTTGGTGTAAATTGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
AT T AMRACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGTGATACT TGETGTGAAT TGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
L AAAACGACTCTCGGCAACGGATATCTTGGC T CTCGCATCGATGAAGAACGCAGCAAAATGOGATACT TG TCTGAATTGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
T TAMAACGACTCTCGGCAACGGATATCTTGGCT CTCGCATCGATGAAGAACGCAGCARAATGOGATACTTGGTGTGAATTGCAGAATCCCGTGAACCATCOAGTTTTTGAACGCAAGT
AT T TARACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGCGATACTTGETGTGAAT TGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
T T AMAACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCAAAATGCGATACTTGGTGTGAATTGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT

L AAAACGACTCTCGGCAACGGATATCTTGGG T CTCGCATCGATGAAGAACGCAGCAAAATGOGATACT TG TCTGAATTGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT

T TAAAACGACTCTCGGCAACGGATATCTTGGCT CTCGCATCGATGAAGAACGCAGCARAATGOGATACTTGGTGTGAATTGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT

T T AMAACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGOGATACTTGGTGTGARTTGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
L AMAACGACTCTCGGCAACGGATATCTTGGCT CTCGCATCGATGAAGAACGCAGCAAAATGOGATACTTGGTGTGAATTGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT

T AMRATGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGOGATACTTGGTCTGAATTGCAGAATCCCGTGAACCATCOAGTTTTTGAACGCAAGT

AT T T AMAACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGCGATACTTGGTGTGAATTGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
AT AMRACGACTCTCGGCAACGGATATCTTGGCTCTCGCATCGATGAAGAACGCAGCARAATGCGATACTTGETGTGAAT TGCAGAATCCCGTGAACCATCGAGT TTTTGAACGCAAGT
AT GARACGACTCTCGGCAACGGATATCTCGGCTCTCGCATCGATGAAGAACGCAGCARAATGCGATACT TGETGTGAAT TGCAGAATCCCGTGAACCATCGAGTTTTTGAACGCAAGT
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O venosus TGOGCCCGAAGCCATTATGCTGAGGGCACGTCTGCCTGGGCGTCACGCATATCCTCGCCCTCCACCTCC OO TAATGGGATCGCAGGTGTTCGCTIGGATATTCCCCTCOCGTGOGCAT
O.urceolatus TGCGCCCGAAGCCATTATGCTGAGGGCACGTC TGCCTGOGCGTCACGCA TATCGTCOCCCTCCACCTCCCCCETAATOGGATCGCAGETGTICGETTGRATATTGGCCTCCCETECGCAT
O pubipedicallatus TGCGCCCGAAGCCATTATGCTGAGGGEACGTC TGCCTGLGCGTCACGCA TATCGTCOCCCCCCACCTCCOCCETAATGGEATCGCAGGTGTTCCETTGRATATTGGCCTCCCETECGCAT
O .armatus TGOGCCCGAAGCCATTATGCTGAGGGCACGTC TGCCTGGGCGTCACGCATATCCTCGCCCTCCACCTCC OO TAATGGGATCGCGGGT T TCGETIGGATATTCCCCTCOCGTACGCAT
O.coopert TGOGCCCGAAGCCATTATGCTGAGGGCACGTCTGCCTGGGCGTCACGCATATCCTCGCCCTCCACCTCC OO TAATGGGATCGCAGGTGTTCGCTIGGATATTCCCCTCOCGTGOGCAT
O.marginans TGCGCCCGAAGCCATTATGCTGAGGGCACGTC TGCCTGOGCGTCACGCA TATCGTCOCCCTCCACCTCCCCCETAATGGGATCGCAGETGTICGETTORACATTGGCCTCCCETECGCAT
O fordii TGCGCCCGAAGCCAT TATGCTGAGGGLACGTC TGCCTGLGCETCACGCATATCCTCGCCCTCCACCTCC OO TAATGGGATCGCAGGTGTTGGET TGGATATTGECCTCOCGTGCGCAT
Ohaniyi TGCGCCCGAAGCCATTATGCTGAGGGCACGTCAGCCT LG CGTCACGCA TAT TGO CCTCCACCT OO TAATCGGATCGCAGGTGTTCCETTCGATATTGGCCTCCCETRCGCAT
O fragrans TGOGCCCGAAGCCATTATGCTGAGGGCACGTCTGCCTGGGCGTCACGCATATCCTCGCCCTCCACCTCCCCAGTAATGGGATCCCAGGT G T TECCT IGGATATTCECCTCOCETEOGCAT
O.reticulatus TGCGCCCGAAGCCATTATGCTGAGGGCACGTCTGCCTGOGCGTCACGCA TATCGTCOCCCTCCACCTCCCCCETACTOGGATCGCAGETGTICGETTGRATATTGGCCTCCCETECGCAT
O.heterophylius TGCGCCCGAAGCCATTATGCTGAGGGCACGTC TGCCT GLGCGTCACGCA TATCGTCOCCCTCCACCTCCOC O TAATGGEATCGCAGGTGTTCCETTCRATATTGGCCTCCCETRCGCAT
O fornmei TeOGCCCGAAGCCATTATGCTGAGGGCACGTC TGCCTGEGCGTCACGCATATCCTCGCCCTCCACCTCC OO TAATGGGATCGCAGGAGT TEGCT TGGACATTCCCCTCOCGTGOGCAT
O serrulatus TGCGCCCGAAGCCATTATGCTGAGGGCACGTCTGCCTGGGCGTCACGCATATCCTCGCCCTCCACCTCC OO TAATGGGATCCCEGGT G T TEGCT IGGATATTCECCTCOCETEOGCAT
O.delavayi TGCGCCCGAAGCCATTATGCTGAGGGCACGTCTGCCTGOGCGTCACGCA TATCGTCOCC T ACCTCCCCCETAATOGAATCATAGETGTICGETTOGATATTGGCCTCCCETECGCAT
O.suavis TGCGCCCeTAGCCATTATGCTGAGGGCACGTCTGCCT LG CGTCACGCA TAT TGO C IO ACCT OO TAATCGAATCCTAGGTGT TG LT TCGATATTGGCCTCCCETECGCAT
O maisumuranus TGOGCCCGAAGCCATTATGCCGAGGGCACGTCTGCCTGGGCGTCACGCATAGCETCGCCCTCCACCTCCCCCTTCGTRGAATCCTAGG TG T TCGECTOGATATTCCCCTCOCETCOGEAT
O racemosus TGCGCCCGCAGCCATTATGCCGAGGGCACGTCTGCCTGGGCGTCACGCATAGCCTCGCCCTCCACCTCCCCCTICGTGGAATCGTAGGTGT TCGECTGGATATTGGCCTCOCGTGOGGAT
O yunanensis TGCGCCCGAAGCCGTTATGCCGAGGGEACGTC TGCCTGRGCGTCACGCACAGCCTCTCCC-CCACTTCCTCC-TAACGGAGTCGCEGETGT TCGEATORACATTGGCCTCCCETRAGCTC
O.artenuatus TGOGCCCGAAGCCGTTATGCTGAGGGCACGTC T GCCTGGGCGTCACGCACAACCTCTCCCTCCACCTCC TTC-CoATGGAATCCAGGGTGTCECCACGGACATTCCCCTCOCETRAGCTC
O.americanus TGCGCCCGAAGCCATTACGCCGAGGGCACGTCTGCCTGGGCGTCACGCACAGCETCOCCCTOCACCTCCOCCTTAACGGGGTCCCGGGT T TECECTOGATACTCCCCTCOCETCOGEAT
Olea TGCGCCCGAGGCCATCGTGCCOAGGGCACGTCTGCCTGOGCGTCACGCACATCGTCOCCCTCCOCCOCCGAT-TAA—GGATCGCGGECGLCEGECCOGARACTGECCTCCCETECGCET

fociciokdobok foick ok doioiokoiololoololl obbbbololoioiciobiiolol b fiokk ok EoE & ok I I I L
O venesus TCGTGTGCGEC T GG O AAAT T GA T TG RCATCGAC G TATG T CACGACAATT GG T GG T TRAAGATCTCAACT TGCGAGT TETCGTGCACGACTACGTCGTICTGLCGHRATGTGTIT—
O.urceolarus TCGETGTGOGECTEGC O AAATETCAT TG ECATCGACGTATCTCACGACAA TTGGT GG T TRAAGACCTCAACTTGCETRT TETCGTGCACCACTACGTCGTICTGLCAGRATETGIT—
O pubipedicellatus TCGTGTGOGECTCG O AR T T AT T AT CGAC G TATC T CACGACAA TT GG T GG T TCAAGACCTCAACTTGCGTGTTGTCGTGCATGACTACGTCGTTCTGLCAGGATCTGTI—G
O.armatus TCGTGTGO GG TG O AAA T T AT T G AT A TG TATC T CACGACAA TT GG T GG T TCAAGACC TCAACTTGCG TG T TG TCGTGCATGACTACGTCGTTC TGLCAGGATCTGTT—6
O.cooperi TCGTGTGO GG TCGC O AAA T T AT T G AT CGAC G TAT T CACGACAATT GG T GG T TCAAGACCTCAACTTGCGTGTTCTCGTGCATGACTACGTCGTTCTGCCAGGATETGTT—C
O.marginarus TOGCG TGO GECTeG e O AAA T T GA T TG ECATCGAC G TAT G T CACGACAATT GG T GG T TCAAGACC TCAACTTGCGTGTTETCGOGCATGACTGCGTCGTICTGLCAGGATGTGTI—C
O fordit TCGTGTGCGECTGGT CCAAAT T GAT T GECAT CGACG TATG T CACGACAATTGGT GG T TCAAGACCTCAACTTGCGTGTTGTCGTGCATGACTACGTCGTICTGLCAGGATGTGTI—G
O henryi TG TAC G TeG O AR T T AT T R CAT CGAC G TAT T CACGACAA TT GG TG T TR AAGACCTCAACT TGO T T TCTCGTGCATCACTACGTCGTICTGLCAGRATCTGIT—C
O firagrans TCGTGTGOGECTCGC O AAATCTGA T T G ECATC A G TATCTCACGACAA T TG TG T TCAAGACCTCAACTTGCGT T TETCGTGCATCACTACGTCGTTCTGLCAGRATCTGIT
O.reticulatus TCGCGTGOGECTEGC OO AAA T TGAT T GECATCGAC G TAT G- G EGACAA TAGG TG TTCAAGGCCTCAACTTGCG TG T TETCGTGCATCACTACGTCGTTCTGLCAGRATETGTIT—
O heterophylins TOGTGT GG T oG O AAA T T AT T G AT CGAC G TAT T CACGACAA TT GG T GG T TCAAGACC TCAACT TGO G TG TTCTCGTGCACCACTACGTCATTCTGC-AGGATCTGTT—C
O forfunei TOGCG TGO GECTeGC O AAA T T GA T T AT CGAC G TAT G T CACGACAAT T GG T GG T TCAAGACCTCAACTTGCGTGTTGTCGTGCATGACTGCGTCGTICTGLCAGGATGTGTI—C
O serrulatus TCGCGTGOGEC TGO CCAAATCTGAT T GECATCGACG TETGCCACGATAATTGGT GG T TCAAGACCTCAACTTGCGTGTTGTCGTGCATGACTACGTCGTICTGLCAGGATGTGTI—G
O delavayi TCGCGTGOEECTEGC O AR T T AT TG ECATCGAC G TATCTCACGACAA TT GG TG T TCAAGACCTCAACTTGCETGTTETCGTGCAGGACTACGTCGTICTGLCAGRATCTGTI—C
O.suavis TCGCG TGO G TCG O O AAA T T AT T AT CGAC G TAT T CAC A CAA TT GG T GG T TCAAGACC TCAACTTGCG TG T TCTC G TGCAGAACCACGTCGTTTTGLCAGGATGTGIC—C
O matsumuranmis TCGCG TGO G TCG O O AAA T T AT T G AT CGAC G T e T T CAC A CAA TT GG T GG T TCAAGACC TCAACT TGO GO G TTCTC G TGCAGAACAGCGTAGTTTCGCCGEEATGTACC—C
O racemosus TCGCG TGO e T oG O AAA T T AT T G CAT CGAC G T T T CAC GACAA TT GG T GG T TCAAGACC TCAACT TGO GO GTTCTC G TGCAGAACAGCGTAGTTTCGCCGEGATCTATI—C
O.}unane‘n::’: CCGCGTGOGGCTGGCCCAAACGTGATTCAACGTCGACG TGCAT OO GACAATTGGT GG T TCAAGACCTCAACTGGCGCGTTCTCGTGCACCAGCACGTCGTCACGTC-GGATTTGCTC—G
O arfenuatus TCGCACGCGEC TGO CCCAAACGTGATTCGACGTCGACG TRCGTCGCGACGATTGGT GG T TCAAGT CCTCAACTGGCGLGTTGTCGOGCACGAGCACGTCGTTACGTC-GRATGTGTC—G
O.americanus TCGCGCGCGECTEGCCCAAATGOGAT T GECATCGACG TETOTCACGACAATTGGT GG T TCAAGACCTCAACTCGCGCGTTGCCGTGCAGAACCACGTCGTTTTGLCAGGATGTGCC—G
Olsa COGCGCGOGECCEGCCCAAATCCGATTCGECGTCGACGOGACT OO CAATT GO TG T TCAGGACCTCAACTCGCGOGTTETCGOGCACGACCGCGTCGTTCGGLCGEEATGOCCOCGE

ok FEEE bk obEEE 4 kdEE R kEE I g T T I I S S T %

O.venosus ACCCOGAGAG-TGCCTCGCACTTCGACA
O.urceolatus ACCCCGAGAG-TGCCTCGCACTTCGACA
O.pubfpedfceﬂaﬂu ACCCOGAGAG-TGCCTCGCACTTCGACA
O.armanis ACCCCGAGAG-TGCCTCGCACTTCGACA
O.cooperi ACCCCGAGAG-TGCCTCGCACTTCGACA
O marginarus ACCCOGAGAG-TCCCTCGCACTTCGACA
O fordit ACCCOGAGAG-TGCCTCGCACTTCGACA
O haniyi ACCCCGAGAG-TCCATCGCACTTCGACA
O.ﬁ'ﬂg}\ﬂn: ACCCOGAGAG-TGCCTCGCACTTCGACA
O reticulatus ACCCCGAGAG-TGCCTCGCACTTCGACA
O heterophylius ACCCTGARAG-TGCCTCGCACTTCGACA
O forfunei ACCCOGAGAG-TCCCTCGCACTTCGACA
O serrulatus ACCTCGATAG-TCCCTCGCACTTCGACA
O delavayi ACCCOGAAAG-TCT-TCGCACTTCGACA
O suavis ACCCOGARAG-TCT-TCGCACTTCGACT
O matsumuranies ACCCCGAAGE-TCCCACGCACTTCGACT
O racemosus ACCCCGAAGG-TGCCACGCACTTCGACA
O yunanensiz ACCCOGAAGE-TCCTTGRCACCTCGACA
O artenuatus ACCCOGGAGECTCCTTCGCACCTCGACS
O.americanus ACCCOGAAGE-TCCTGOGCACTTCGACA
Olea ACCCCE

Aok »

Fig. 1. Alignment between ITS sequences from 20 species of Osmanthus and Olea europaea.
The asterisk (*) indicates the same base, horizontal line (-) represents gap, and the ITS-1 sequence and
ITS-2 sequence located respectively front and back of 5.8 S sequence which was shown gray color.
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Fig. 2. The MP tree based on ITS-1 sequences from 20 species of Osmanthus.
The tree length =144 steps, consistency index (Cl) = 0.7639, retention index (Rl) = 0.7571, and the
out group was Olea europaea.
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Fig. 3. The MP tree based on ITS-2 sequences for 20 species of Osmanthus.
The tree length =151 steps, consistency index (Cl) = 0.7748, retention index (Rl) = 0.7531, and the
outgroup was Olea europaea.
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Fig. 4. The MP tree based on ITS sequences from 20 species of Osmanthus.

The ITS sequence was composed of ITS-1, ITS-2 and 5.8 S, respectively, tree length =219 steps,
consistency index (Cl) = 0.7586, retention index (RI) = 0.7298, and the outgroup was Olea
europaea.

Discussions

ITS sequences of Osmanthus: The length of ITS-1 and ITS-2 is highly conserved, and
quite same in one population. It was discovered, ITS-1 sequences of Angiosperm range
generally from 187bp to 298bp, ITS-2 sequence is 187bp-252bp, and the length of 5.8S
hardly changes, 163 or 164bp (Baldwin et al., 1995). In this research, 5.8S from 20
species of Osmanthus is composed of 163bp, ITS-1 and ITS-2 is composed of 236bp-
239bp or 214bp-217bp, respectively and the length of ITS sequences range from 614bp to
619bp, which is consistent with the other studies, and also indicates that Osmanthus is the
natural taxon in the molecular level. Furthermore, the length of ITS-1, ITS-2 and ITS
from O. americanus in America is 239bp, 217bp, 619bp, respectively and these three
sequences are the longest than those from other species of Osmanthus, which shows that
the species in America has many differences from that in Asia. In addition, total content
of G+C in ITS sequence of Angiosperm varies greatly from 50% in some groups to 75%
in paddy rice (Nickrent & Starr, 1994). In this research, the content of G+C in ITS
sequence is 53.98%-61.20%, that in O.delavayi is the lowest, the highest appears in O.
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attenuatus or O. americanus. Therefore, the great difference of G+C content among
species of Osmanthus indicates that it is feasible to analyze systematic classification of
plants by ITS sequence.

Usually, ITS sequence has high variability and could supply rich systematic
information. The divergence value of ITS sequences in majority of Angiosperm is
1.2%~10.2% among species, and 9.6%-28.8% among genus, which is appropriate to the
study of systematic classification (Baldwin et al., 1995). Moreover, it was found that
higher mutation and percentage of information sites in ITS sequence would well support
the system reconstruction in population when used to study the relationship among genus
or species (Baum et al., 1998; Schwarzbach & Ricklefs, 2000). In this research, in ITS
sequence (including 5.8S) of Osmanthus, there are 198 mutation sites, 97 information
sites, the percentage is respectively 31.53% and 15.45% and the content of information in
ITS-2 is more than in ITS-1. Furthermore, the mutation and deletion sites are discovered
in ITS sequence of Osmanthus, which have not been reported in other plants until now,
but the insertion or deletion of nucleotide in ITS sequence might make analysis of
systematic classification more complicated (Donoghue & Baldwin, 1993).

Systematic classification of Osmanthus: It was found in large number of studies that
ITS sequence takes on higher variation speed, can provide rich information sites and
especially is suitable for study on systematic classification of plant among species (Baum
et al., 1998; Stanford et al., 2000), for example, ITS sequence had an important effect on
research about relationship of species in Rhododendron, Metagentiana (Excoffier, 1993).
In this research, the clustering result based on ITS sequences is partly consistent with the
viewpoint of traditional taxonomy, for example, O. matsumuraanus and O. racemosus in
Sect. Spiraea were clustered in the same branch, O.delavayi and O. suavis which both
belong to Sect. Siphosmanthus were clustered together, O. heterophyllus and O. fortunei
in Sect. Osmanthus also show very near sibship. However, O. americanus in Sect.
Spiraea was clustered alone, indicating there is obvious difference in the genetic
composition between O.americanus and Osmanthus distributed in China. O. marginatus
in Sect. Spiraea and O. cooperi in Sect. Osmanthus were clustered together and 14
species in Sect. Osmanthus were not clustered the close branch completely, which is
inconsistent with the viewpoint of traditional taxonomy. In addition, the sibship among
some species of Osmanthus was not supported by this research, such as, O. marginatus
and O.matsumuraanus, O. racemosus, O. yunnanensis and O. fragrans, O. serrulatus, O.
fortunei and O. fragrans, O. heterophyllus, O. reticulatus and O. serrulatus, O. cooperi
and O. fragrans and so on (Green, 1958).

In brief, the clustering result based on ITS sequences of Osmanthus is partially
different from the viewpoint of traditional taxonomy, however supports in other aspects,
which indicates that the evolution in plant morphology and molecular level are perhaps
not synchronous. Otherwise, although the classical viewpoint of Osmanthus from Green
(1958) 1s widely accepted in the present time, but it was based on the dried herbarium,
therefore, the classification method needs further be confirmed by technology of
molecular biology and molecular evidence. In view of the fact that there is a few studies
in sibship and systematic classification of Osmanthus on the molecular level, and even
has been hardly reported through the world, accordingly, the results in this research with
differences from the traditional classification need further be validated.
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