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Prdi ninary Studies on Identification of Lyd um Lim . Gerndas mResources by mrDNA I TS Sequerd g

SH Zh-ganget d ( Nngda Wilfberry Engineering and Techndogy Research Certer, Yi nchuan, Nngxia 750002)

Aostradt [ (hjective] The study a ned to identify wdfberry ( Lyd um Limn) gernplasmresources a nolecdar lewvel by ardyzing the mDNA TS se-
guerce . [ Method] Geroniic DNAs fromwalfberry leaves extracted by nodified CTAB nethod vere regarded as tenplates for PCR angification by specific
pri ner , clorne and sequercing . [ Resut] The rDNAITS sequences were obtained and then dfferertiated anong three tested nreterids . [ @nclwsion] PCR
amrdificetion and sequercing on nrDNA I TS is a feaside approach to idertify dfferert velfberry ger ndasmresources .
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[5-8 nmDNA
[1-4] ITS IST
, : MDNA ITS ,
ITS DNA , 1.1
ITSL ITS2 5.8S3 : ( I
, , Db a,
1
Tade 1 Soades nane ard soree o the nataids
Nb. Sedes rane Chinese nane Source
1 Lyd umberbarum Limn . Nb. 1) ( 1) Nroya vafbery( Nrgq Vdifberry Grngdas m Resource Garden
2 LydumChirerse Nl . Ghinese wdfberry Vdifberry Gr nas m Resource Garden
3 RS e e Northern velfterry Vidfberry Ger s m Rsaurce. Garden
12 PCR (PTC- 200™Mpeltier Trermd Gyder M 1.3 .3 3
JResearch, Inc ,UBA) ; (DYY-12 ) DNA PCR : 2.5 10 x
(DYQ231 ) ; TU 1900 PCR buffer( Mj°*) , 0.5 il dNTPs (2.5 una/ L each) ,P1
;TOMOS3- 18R Refrigerated Centrifuge ; A phal nnatech P2( 20 pnmol/ L) 1, Tag 1.5U, DNAS0 ng,
25 PCR 95 5mn; (95
1.3 30s,55 0s,72 455)36 72 7 mn PCR
1.3.1 DNA [9] 1.0% . DNA (
132 GnBark ) 650 bp
nmDNA ITS : Fremer 5.0 T (pGEMT) , ’
:P; :5- AACCTGCGGAAGGATCATTGTC- 3 (J070611- PCR ’
0147) , P, : 5- TGATATGCTTAAACTCAGCGGGTA - 3 ( J070611014
8. 134 TS , DNANMAN
(NZ0769) NCBI ITS ,
(1976 - ), , ) Austal X ITS
2
21 nrDNAITS PCR MDNAITS

2008 08-24 PCR ( 1), 650 bp
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2.2 ITS DNA MAN 95 .2%; 19 3 , ITSL
ITS NCH ITS ™2 , 1T /
, ITSA 58 1T 1TS1
DNANMAN , 2
3 ITS 629 631
bp, 630 bp ITS1 251 252 bp,
251 bp; 5.8 STDNA 154 bp ;
172 224 225 bp, 225 bp
ITS G+ C 3
( 2 ITS 3 ITS
631 bp,ITSL15.8S ITX 52
154 225bp  gp( ) Mssrg( ) , S—
5 .8SDNA , , 1 5 1 6 10 A1 15
1 TS 1T Nte:1-5, L.barbarum; 6 - 10, L. chirerse ; 11- 15, L.chinese.
(ITSL + 1TS2) 477 tp, 23 var -potaririi (Fgark.) -
: 14 9 , 4.8%; 454 , 1 1TSS FCR
Hg.l Treresuts of PCRangdificaionon TS regon
1 CGAAACCTGCACAGCAGAACGACCCGCGAACGCGTTTCAACACTGGGGAGCCGCGCGGGLGGGGTGCTTCGGLCC 75
: A
1 CCCOTGTGCGCGTCTCCCCCCCTCGTCCCLOGCGLGLGCGCCCGCGCGCGCGTCGGGTGACTAACGAACCCCGGL 150
2 e e o e C———— 149
3 e c—————— A T T T T T e e e e 149
1 GCGAAAAGCGCCAAGGAATACTTAAATTGATAGCCTGCCTCTCGCGCCCCOTCCGCGGTGCACGCGGGAGGGCCT 225
: e o
1 GTGCTTCTCTTGAAACAGAAACGACTCTCGGCAACGGATATCTCOGCTCTCGCATCCGATGAAGAACGTAGCGAAA 300
: T T
1 TGCGATACTTGGTGTCAATTGCAGAATCCCOGTGAACCATCGAGTCTTTGAACGCAAGTTGCGCCCGAAGCCATTA 375
: <
1 GGCCGAGGGCACGTLTGCCTGGGCGTCACGCATCGCGTCGCCLCCCGCGCACCGLCGLCCATGLCTLCTGGETCGEGG 450
: T T T T T A e
1 TGGTGTCGCOGLGCGEATACTGGCCTCCCGTGCGCCTCOLGCTCOCGGCCOGCCTAAMATGCGAGTCCACGTCGAC 525
: R
1 GGACGTCACGGCAAGTGGTGGTTGTAACCCAACTCTCGAAGTGTCGTGGCCATACCCCGTCGCGCGTTTGLCCTC 600
: N
1 CCGGACCCTTCTTGCGCTTAGGCGCTCCGAC 631
2 —— A 629
3 e gm—m———mm— - 630
2
Fg.2 MUtide sequercess dignnent
2 IS (G+0Q
Tade 2 Length(bp) and ( G+ Q cotert d | TSsequene inthree spedes d Lyaum
1TS1 58S ITS2 ITS
(G+0Q % (G+Q % (G+Q % (G+0Q %
nane lengh bp (G+Q cortert  lemgth bp (G+Q cotet  lergth bp (G+Q cotert  lengh bp (G+ Q) cortet
1 L.babarum 52 68 .3 154 55 .8 25 ®.3 631 65 6
L. chinase 41 68 .5 154 558 24 67.0 629 64 .9
&1 69.0 154 558 25 ®.8 630 66 .0
L. direrse ver .pdaninii
Aerage 51 68 .6 154 55 .8 25 8.7 630 65 .5
3 [10- 11] ’ RAPD
DNA ( 6690 )
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25 u
PCR
42 45nn99 5mn4 5nmn PCR
A 3mn , 94 45s 55 1
mn,72 1 nn, 0 | 72 10 mn 4
PCR 5, 08% ,
2.1 ,
Ho Hr ( 21
1 RT- PCR

Tade 1 Mltdex RF PCR prinas

bp
Riner Oicopnudedide sequence d pingr Tm Roduct 1erpth
ZH-1 5 - CCAATCCAGOCAATGACC-3 5.1
62 5- TCTATGGCAACCCTICTT-3 58 427
ZH-1 5 - AGGAGICAATGGGCT TCA-3 547
ZH-2 5 - GITTGGICTACTOCTAA-3 535 228
22 RT- PCR RT - PCR 47
228 bp 2 ( 2) , ,
427 28 bp )
BLAST )
Ho H7 AV , H5
H7 AV AV
3
PCR PCR ,
( 6688 )
, ITS
rRNA ,
[12 - 13]
3 3 ITS

Tade 3 Tre charater of | TS sequene inthree spedes  Lydum

9/sv
Sequernce Drserved gtes % \aiedsites %
ITSL 238/252(94 .4) 14/ 252 (5 .6) 11/ 2
5.8S 154/ 154( 100 .0) O/ 154( 0)
1T 216/ 225(96 .0) 9/225(4 0) 8/1
ToA A4/ 477(95 .2) 23/ 477(4 .8) 19/ 3
1855 .85 28S rDNA ,
IS |, DNA ,
3 ITS ,
nrDNAITS
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:M,DL 2 000 Mrker ;1
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2 b Hr AV RT- PCR
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