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rDNA-ITS of Radix ophiopogonis and Radix liriopes from different regions
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Abstract: T he 185— 26S rDNA-ITS base sequences of Radix ophiopogonis and Radix liriopes from different geo
graphical regions were compared by using the specific PCR ITS. T he complete sequences of ITS and 5 85 rDNA, as
well as partial sequences of 18S rDN A and 26S rDNA, in the range of 696— 711 bp for the seven samples were ob-
tained By comparing the sequences, it was apparent that the ITS sequences of R op hiop ogonis and R liriopes

from different regions varied Our analytical results provided a basis for molecular identification of the species
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6 # 25 % AR AR AL LEL DNAITS 57547 509
ITS ,
rDNA-ITS L6
" s DH 5a " ,
: \ SuUL, T \ \
30 min, 42°C 90s,
. . 3~ 5 min; 1 mL. LB
L S 7k ( Amp), 37°C Ih,
L1 : 100 BL
( ) ( ) Amp X-GAL IPTG ., 37C
( ) ( ) 8~ 12h
17
12 DNA 5 mL LB
1 5 mL , 01g ( 50(ge*mL ' Amp) , 37C
, 600 KL CTAB 8~ 12h
(50 mmol * L™' Tris* HCl, pH80; 20 18
mmol* L”' EDTA; 2% CTAB; 1 4 mmol * L' 1 UL , Pl P2
NaCl; 2% B ), PCR \
65 C 45 min, ;0 4 C 1.9
12 000 r * min ' 20 min, 5
1 5 mL ;
(24: 1), .
; 4C 12000 r* min' 10 min, 2 BREDA
L 5 mL ;o 2/3 21 PCR
, \ - 20C 30 DNA 185~ 268
min; 4°C 13000 r* min ' 10 min, s rDNA-ITS PCR ,
ImL 70% DNA 2 1 7 700 bp
100 UL ddH20, DNA , ,
13 185~ 26S rDNA 22
Lee ! , 185  26S P1 P2
Premier Premier5 0 ITS1 PCR , 2 , 7
ITS2 \ , , ,
P : 5-TCCGTAGGTGAACCT-
GCGG-3, P2 : 5-TCCTCCGCT- 23
TATTGA TATGG3
14 185~ 26S tDNA  PCR 7
PCR 50 BL: rDNA  ITSI 1ITS2
100 ng, 2 mM dNTP 5 UL, 10 x buffer 5 HL; 5. 85 rDNA , 188 26S rDNA
Tag 2U; P: P2 20pmol PCR , 696~ 711 bp; ITS1
: 95C 5 min; 95°C 1 min; 56 C 227~ 246 bp, 5. 8S 143 bp, ITS2 223 ~
1 min; 72°C 2 min; 28 , 230 bp, GC 65. 87% 65. 58%
72°C 5 min; GoldView 1 5% 65. 30% 69. 06%  69. 20% 68. 25%
, 65. 30%
L5
\ 185~ 26S rDNA-ITS
T , PGEM T-easy Vector N CBI )



510 A8iE Rk F 4R 24
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700 bp

: M Marker; 1 5 2 ;03 ; 4 ] ; 6
307 2
1 185~ 26S tDNAITS PCR
Fig 1 PCR amplification of 18S- 26S rDNA of R Ophiopogonis

750 bp

2 Pl P2 DHx
Fig 2 Amplification of transformation of DH51 with primers P1 and P2

clustalx 1. 8 , (C- A) 515 (C-G) 529 (C-T) 59
, ( 3 : (T-0C) 613 (C-T), ITst
ITS 289 369 532 1 “CCGCC”, “GCCTCGGCG”
s G-A G-T, T- A; ; . ITS1
ITS 391 44 (A- G) 50- 51 (TT- CC) 58
519 1 , T-C A- (T-0C) 71 (T- Q) 112 (T-
G; , C) 114 (T- Q) 118 (T- Q)
470 1 (C=T); 122 (G-T) 131 (C-A) 153
ITS (T-0C) 190 (A- G) 207 (A-G)
; ITS 230  (T- C) 251 (T-C) 253
, , (A- G) 256 (C-T) 272 (C-T),
133 (C-T) 151 (A- G) 246 (T- ITS2 451 (T- Q) 472- 473 (AT

C) 247 (G- A) 466 (G-T) 513 - GG) 485 (T- C) 488 (G- A)
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540 (A- G) 548 (T-C) 583 , “CG”,
(A- G) 591 (G- () 615 (A- Q) : ITS2 \ “TGCCCCC”
619 (C-A) 623 (A- G) 265 ,
647- 648 (AT- GC) , ITS1
il 20 # 40 & 60 * g0 * 100
scnmd A 2 5T A 100
cend 100
admd 100
Hymd 100
qzmd 98
ptmd 98
xfmd TCCGTAGGT A T A ATCATTGTC A ACIECACCAMEC ACECCTAA TCC@GCA A e 98
TCCGTAGGTGAACCTGCGGAAGGATCATTGTCGAGACCCGAAC GACGA GCGAAC CGTAAACGCTCC GCAGGGGUGGAGGGAGGGCGE GATATTC
> 120 = 140 * 160 & 180 = 200
scmd A A A A 200
csmd 200
admd 200
xymd 200
gzmd 187
ptmd 197
xfmd 1837
CGACCGCCCGA C CG ACC CGGGGCAC A GGCCGCCCCCGCCCCGCaT GUTGCGGGACGGGCGGCGEGAACAACACCCGEECGCE TGGGCGCCAA
i 220 = 240 = 260 i 280 i 300
scmd c C ] 300
csmd 300
admd 300
xymd 300
gqzmd 295
ptmd 295
xfmd 281
& 320 % 340 & 360 23 380 2 400
scmd 5 G 400
csmd 400
adnd 400
xymd 400
gzmd 395
ptmd | 395
®fmd CTCTCGCATCGAT GT S E TACTTGGTGT GAATTI AT 2 STCTTTG GCAS E C 381
GCTCTCGCATCGATGAAGAACGTAGCGAAATGCGATACTT GGTGTGAATT GCAGAATCCCGT GAACCALCGAGTCTTTGAACGCAAGT TGCGCCCGAGGT
al 420 * 440 & 460 al 480 * 500
scmd 493
csmd 493
admd 493
xymd 493
gzmd 495
ptmd 495
xfmd ( 481
TATCCGGCCGAGGGCACGCCTGCCTGGGCEGTCACGCCTCGCEGTCGCTCCG GCACCT CgTCCcG GAGGCGGCGGE GC GATGCGGAGATT
= SZ0 = 540 * 560 * 580 * 600
scmd 4 i 5 T 593
csmd 593
admd 893
xymd 593
gzmd 585
ptmd C 505
xfmd T T T ‘ 2y c C| T (& gYCEN Cl 581
GGCCCCCCGTGCeT ACGgUGCGGCGGEE CGaAGTGCGT CCGCCGGE CGGGACGGACGCGGCGAGTGGTGGACGGACACGT CGGCGCT AACGECGCC
3 620 % 640 & 660 & 680 et 700
scmd 693
csmd 693
admd 693
rymd 693
gzmd 695
ptmd 695
xfmd T.C ET &C E CATG C (8] ®CCCTC I GTr E T CTT. AT 680
TCCGCCCCCeGGeC CGGE CATGCAAGGAACCCACGCCGAGC CCCTCGGAACACGACCCCAGGTCAGGCGGGGCCACCCGCTGAGCTTAAGCAT
scmd 709
csmd 709
admd 709
xymd 709
gzmd L,
ptmd 71
xfmd 696
sem d ; csmd ; admd ; xymd 5 qzmd ; ptmd ;
xfmd 4

3 ITS
Fig 3 Arrangement of ITS sequences of R Op hiopogonis
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Fig 4 Phylogenetic tree of R Op hiopogonis from dif ferent
geographical regions
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