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ITS2 and rbcL sequence analysis on plants of Marsdenia R. Br. and its related species
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Abstract: Objective To identify and preliminarily analyze the plants of Marsdenia R. Br. and its related species by ITS2 and rbcL
sequences. Methods The ITS2 and rbcL regions were amplified and sequenced directly. The sequence was manually calibrated using
CodonCode Aligner, and splited and jointed by Contig software. The genetic distance analysis was carried out by MEGA 4.0 and the
phylogenetic tree was constructed using the Neighbor-joining method. Results The samples analyzed were well identified by ITS2
and rbcL sequences, and the authentication ability of ITS2 was superior to rbcL. The genetic relationship among the plants of
Marsdenia R. Br., Dregea E. Mey., and Gymnema R. Br. was very close. Conclusion ITS2 and rbcL sequences could distinguish
Marsdenia R. Br. species very well, and the authentication ability of ITS2 is superior to rbcL. The preliminary studies suggest that the
Dregea E. Mey. and Gymnema R. Br. should be classified into genus Marsdenia R. Br.
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Table 1 Names of samples used for test and their abbreviation code

a4 i T4 4 i fr T4
UNUES S DYNNC Marsdenia koi IR b LGNNC M. incisa
WCHL TGS M. tenacissima BRI W5 QHNNC1 M. globifera
PN RS YNNNC M. balansae pNEY DBIJ1 M. griffithii
WA T LYT M. griffithii pNEY DBI2 M. griffithii
[ S 2F- YTNNC M. tsaiana TR HFT M. officinalis
ERAEA- 122 QHNNC2 M. officinalis BRAEF 55 QHNNC3 M. officinalis
R CGT Myriopteron extensum higesy MLA Streptocaulon griffithii
LYy HLM Metaplexis hemsleyana A L NST Dregea volubilis
L g GGT Cryptolepis buchananii AR NIG C. gigantea
HAe4 K BHNIG Calotropis procera PN DYSGT Gymnema tingens
KACHE DHT Raphistemma pulchellum
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A T A EARA B2 w5 1 rTaq DNA AT
(CREFEW THRA 2 A, DRO01B) 147 : TaKaRa
TaqDNA ZE41 (5 U/uL), 10 X 280l (Mg™ free),
dNTP mixture (% 2.5 mmol/L ), MgCl,(25 mmol/L );
Marker, JbRU0 EAEARARA A (B031); H
(URESHIESSEA IR

P 1% (Biometra Professional Standard), Hiyk
¢ (Biometra A w]), #ERHUE R4 (Uvitee 221D
2 7
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PUIR G 2 AR 78 70 BB, 4 DNA BRI HL

AN G TP AL VUL 4] DNA. fiT$ DNA FF
b 22 0.8% B IR B B I rE UK AL, &80 U A R S
20 CHRAF4& M. ¥ 1TS2 JPH 514, Em
N 5°-ATGCGATACTTGGTGTGAAT-3", % [i] A
5-GACGCTTCTCCAGACTACAAT-3"; # 1 rbcL
FEF T 519 1 1k 5°-ATGTCACCACAAACAG-
AAAC-3’, &Il 5>-TCGCATGTACCTGCAGTA-
GC-3’, PCR JJWARZA 20 pL: 2 uL 10XPCR 2%
M, 1.5 mmol/L MgCly, 0.2 mmol/L dNTPs, 1.5U
Taq B, LUERT RUES 14045 0.5 pmol/L, Bt 10~
50 ng. P IERE A 94 CTIARTE 4 min, 94 CARME
455, 50 CiBk 45s, 72 CHEA 1 min, 35 M
R, G A 10 min; PCR F#4#) %4 PCR i i ik
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Fig. 1 NJ tree based on ITS2 sequences
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Fig. 2 NJ tree based on rbcL sequences
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