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Allele-specif ic diagnostic PCR authentication of D endrobium huoshanense

and itsallied species of D endrobium Sw.
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um huoshanense from other gecies of D endrobium Sv. only by PCR. M ethods Based on DNA ITS se-
guences database of D. huoshanense and other gecies of D endrobium Sw. , an allele-gecific diagnostic
primer pairsw as designed D iagnostic PCRsw ere performed using the primer with the total DNA sof 19
original plants from D endrobium Swv. as templates The positive was the genuine Results W hen the
annealing temperaturewas raised to 60 , the teanplateDNA of D. huoshanense could be amplified w here-
as the diagnostic PCR of the rest peciesw ere all negative Conclusion T he diagnostic PCR s can authenti-
cate D. huoshanense from other gecies of D endrobium Swv. efficiently. Compared to the authentication
method by sequencing DNA fragments and morphological traits etc , the allele-ecific diagnostic PCR is
not only smplew ith tme-saving but al practical and effective

Key words D endrobium huoshanense C Z Tang et S 1 Cheng; allele-gecific diagnostic PCR;
authentication
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, , ATAAATGGGTTTCGTGGGA, HSSH-R 5CA-
, ACGCATGAATTGGGATC; P1-5ACGAATTC-
D. nobile L indl D. dficinale ATGGTCCGGTGAAGTGTTCG, P2-5TA GAA -
Kimura et M igo D. monilifome (L. ) TTCCCCGGTTCGCTCGCCGTTAC; Taq
S eet D. tosaenseM akino D. PCR MJ PTC—100™
bellatulum Rolfe D. hercoglossum Re- 2
ichbh f D. loddigesii Rolfe 2.1 DNA DNA,
D. hancockii Rolfe D. flexicauleZ H. 1 , , 30 TE ,
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DNA ITS , CATGAATTGGGA TC3; PCR
, 432 bp, ITSL  ITS2 5.8
19 DNA PCR , , ITS
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1
Table 1 Origin of smplesfran D endrobium Sw

1 H1 D endrobium huoshanense 2002-12-11
2 H9 2002-12-11
3 H10 2002-12-11
4 H14 2002-12-11
5 H13 2002-12-11
6 2004-03-16
7 TO001 D. dficinale 2004-03-16
8 TO002 2002-12-11
9 T31 2002-12-11
10 2004-03-16
11 D. henanense 2004-03-16
12 D. tosaense 2004-03-16
13 D. monilif ome 2004-08-29
14 D. flexicaule 2004-08-29
15 D. devonianum 2004-08-29
16 D. nobile 2004-04-28
17 D. chrysotoxum 2004-04-28
18 D. carinif erum 2004-04-28
19 D. densif lorum 2004-04-28
1 57 9

1—5, 7—9: tissue culture plantlet in laboratory from different
capsules

ITS1—» 5.8S ITS2
188 HSSH-F 432 bp HSSH-R 238
Pl 660 bp P2
P1 P2 HSSH-R HSSH-F ITS

Primers P1, P2, HSSH-R, HSSH-F are used to anplify whole
ITS region and ecial sequence of D. huoshanense
1 ITS
Fig 1 Structure of whole ITS region

2.3 DNA PCR

Emmanuel ITS ,
1 ITS P1 ( 18 S

) P2 ( 26S ),PCR 30 4L

,  ddH0 19.3 i, 3 ,Mg”
(2.5mmolA) 34, NTP (100 mmolA ) 1 2
e, (0 6 mmolAd) 2 44, DNA 14,
Tag (5U/W) 0.1 4 £ 94 3
min, 94 50 s, 54 Imin, 72
2min, 30 ; 72 5min 1. 5%
3V /am

PCR : G1S-2008
2.4 PCR : 2.3
P1L P2 HSSH-R  HSSH-F,

60
3
3.1 DNA PCR: 2
,19 DNA 660 bp
, DNA )
PCR
3.2 PCR
60 ( 3, 1 6
432 bp , ,
012345678910111213 1415 16171819M
0- 1 19-
M M arker ( 800 600 bp)
0-nagetive control 1- 19-corregponding to code numbers
in Tablel M -DNA M arker (band betw een 600—800 bp)
2 P1L P2 DNA
Fig 2 Template authentication of D endrobium Sw
with P1and P2
01 2 3 56 10111213 14 5 —
0- 1 5 6 7 19
M M arker ( 432 bp)

O-nagetive control 1- 5-tissues culture of D. huoshanense
6wildD. huoshanense 7- 19-other D endrobium species
M M arker (special band is 432 bp)
3 PCR
Fig 3 Allele-specif ic diagnostic PCR authentication

of D. huoshanense
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RAPD Analysis of genetic relationship amongD ioscorea zingiberensis

with different diosgen in

XUE Yan, Q N Tian-cai, ZHAN G You-de
(College of L ife Science and Technology, HuazhongA gricultural U niversity, W uhan 430070, China)

Abstract: Objective To study the genetic relationship anong D ioscorea zingiberensisw ith different
diosgenin content at DNA level M ethods DNA of all typeswas amplified by 12 random primers from 40
random primers, thepolymorphic bandsof RA PD were counted A nd the resultsof typesw ere analysed by
POPGENE 1 31 (Tool for Population GeneticA nalysis 1 31) software Results A total of 73 bandsw as
obtained, 64 of total bands (87 67%) was polymorphic The results indicated that there w ere agpparent
and abundant genetic variations inD. zingiberensis Conclusion The foration and accumulation of dios
genin could be affected significantly by the genetic basisof D. zingiberensis

Key words D ioscorea zingiberensisC. H. W right; genetic relationship; RA PD
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