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Analyses of Sequence Variation and Genetic Diversity on 18S rDNA Regions of
Auricularia auricula-judae

GUI Ming-ying' ,ZHAO Chun-yan' , WU Su-rui' , XIONG Yong? ,GUO Xiang'
(1. Kunming Edible Fungi Institute, All China Federation of Supply and Marketing Cooporatives , Kunming, Yunnan 650221 ;2. Key Laboratory
of Ethnic Medicine Resource Chemistry/State Ethnic Affairs Commission and Ministry of Education, Yunnan University of Nationalities,
Kunming, Yunnan 650500)

Abstract: Used PCR method to amplify 18S rDNA regions of Auricularia auricula-judaes and sequenced them,and then
used Clustalx 2, MEGA 5. 0 software to analyze sequenced results and predicte RNA secondary structure. These results
revealed the genetic diversity of five Auricularia auricula-judaes form Northeast China in order to provide reference for
cultivation introduction and new variety breeding. The results showed the length of amplification regions was 1 700 bp.
After removed ends of the poor quality area,the length of 18S rDNA sequences was 1 695 bp. The contents of (G+C)
were 48. 02~48. 32%. There were 25 variable sites and 10 parsimony-informative sites in the whole anaylzed sequence.
The variable sites mainly concentrated in 88~107 bp. The phylogenetic tree (N-]) showed 5 Auricularia auricula-judaes
clustered into a branch,and Auricularia polytricha gathered in another. The 18S rDNA regions homology of Auricularia
was consistent with that of traditional taxonomy. Nucleotide sequence combined with secondary structure of 18SrDNA
region may be provide some molecular structure information for the classification of Auricularia auricular-judaes.
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Table 1 The sequences of AFLP primer

BecR I ElL)s2]) Mee I 51975

Sequences of primer Sequences of primer

El 5"-GAC TGC GTA CCA ATT CAAC3 Ml 5"-GAT GAG TCC TGA GTA ACA A3
E2 5'-GAC TGC GTA CCA ATT CAAG-3 M2 5'-GAT GAG TCC TGA GTA ACA C3'
E3 5"-GAC TGC GTA CCA ATT CACA-3’ M3 5'-GAT GAG TCC TGA GTA ACA G3'
E4 5'-GAC TGC GTA CCA ATT CACT-3 M4 5'-GAT GAG TCC TGA GTA ACA T-3'
E5 5'-GAC TGC GTA CCA ATT CACC-3' M5 5'-GAT GAG TCC TGA GTA ACT A3
E6 5'-GAC TGC GTA CCA ATT CACG-3 Mé6 5'-GAT GAG TCC TGA GTA ACT C-3'
E7 5'-GAC TGC GTA CCA ATT CAGC-3 M7 5'-GAT GAG TCC TGA GTA ACT G-3'
E8 5'-GAC TGC GTA CCA ATT CAGG-3' M8 5'-GAT GAG TCC TGA GTA ACT T-3'
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ddH,0 18 pL, WEEMY WIKR N 25 pL.FEM 2 pL,
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B 1 CTAB %5 SDS % REREHEH DNA BURIEE (A~G AR A CTAB #%,4~17 AR A SDS %)
Fig.1 The cherry DNA extracted by CTAB and SDS method (A~G by CTAB method,4~17 by SDS method)

4 RLLY 5. “FD 56 BRI 58 “HTRHL” 5 13 “SEFHBIEBE” 14 “ % /IMER” 5 17 . “ BB IR, A~G AT [ b Hd 4,5,6 fit A,B,CRH
B Ernt;8,13,14,17 #1 D,E,F,G FH Y2 £ ; M: Lambda DNA/EcoRI+ Hind[ll Marker,
KT7 BT YRR 10 AE R BY WEARL,PCR Y R B E-M \Ei-M; JE-M, \Es-Ms JE;-Ms) , 8 X5 | #3431
KBESP A AE 200~1 000 bp, &G AFLP J58e8fE. “B 133657143 #EM AFLP &7, FHEX 5199 1 41
BIR” CLLAT T YRR 10 55 30 REVEA Y A A
W44 B VR B [ K K, A& A AFLP #2:4E. BT
Xof TRk ok U, 45 TY 1 7 W B 20 A5 1 o e e
P IR o

B 2 42k DNA WEgL] 8B ik E
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Fig. 4 Fluorescent-AFLP amplified result of cheery genome

Fig. 3 The pre-amplifing result with template diluted CETKT” CEBISER” CCHRMATTE IRAD”VCHHL T VBRI
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Fig. 5 Dendrogram of 16 cherry cultivars based on fluorescent

AFLP analysis with eight pair primer combinations
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Optimization and Application of Fluorescent-AFLLP Analysis System on Cherry

TIAN Chang-ping' ,ZHANG Fu-xing' , LIU Xiao-jing’ ,ZHANG Xu' ,SUN Qing-tian"
(1. Yantai Academy of Agricultural Sciences, Yantai,Shandong 265500; 2. Fushan Fruit and Tea Technology Station, Yantai,Shandong 265500)

Abstract; Taking 12 sweet cherry cultivars and 4 Chinese cherry cultivars as materials for establishing DNA-AFLP

system. Several key factors affecting DNA-AFLP analysis such as DNA extraction, enzymes restriction, adaptor-ligation,

pre-amplification and selective amplification were detected. The results indicated that CTAB method could be used for
extracting ideal DNA from leaf of sweet cherry;200 ng DNA was digested completely by EcoR I and Mse I for 4 h.

ligation products were diluted to 10 times for pre-amplification template and pre-amplification products were diluted to 20

times for selective amplification. 64 pairs of primers were screened, of which 8 pairs could amplify clear, stable and

satisfactory results an average of each primer band was 40. 6. This study established a set of AFLP marker system for

cherry, providing a foundation for studying genetic diversity and important agronomic traits,

Key words: cherry ; fluorescent-AFLP; optimization ; application
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