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RNA Extraction and RT-PCR detection of Dendrobium candidum
L1 Biao'*, WANG Bo-chu''*, TANG Kun"?, LIU Yi', DAl Chuan-yun*, DUAN Chuan-ren?®
(1. College of Bioinformation. Chongging University of Posts &. Telecommunications. Chongging 400065, China;
2. Key Lahoratory for Biomechanics and Tissue Engineering under the State Ministry of Education,
Callege of Bivengineering, Chongging University . Chongging 100044, China)

Abstract: Objective The high quality RNA from the plantlet of Dendrobium candidum was isolated
efficientlv. Tt laid a foundation to study the mechanism of molecular expression on its growth and
metabolism under environmental stress. Methods The groups stimulated hy sound wave and the control
groups were established. Total RNA was prepared by a modified phenol-chloroform method. The content
was determined by a spectrophotometer. The integrity of RNA was detected by electrophoresis with 1. 0%
denatured agarose gel. The total RNA obtained was amplified by RT-PCR. The differential cDNA bands
were displayed on 6% denatured polyacrylamide gel by electrophoresis and silver staining. Results The
ratios of total RNA A,/ Asss and Ao/ Ao, were 3. 16 and 1. 96, respectively. The yield was 0. 27 pg/mg
fresh weight. The bands were clear on agarose gel and the integrity of RNA was good. The differential
cDNA bands were screencd with molecular weight of 240—600 bp. Conclusion  The method of modified

phenol-chloroform can be used to isolate RNA from D). candidinm with high quality and high yield.
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PCR R BE % #:95 C.2 min;94 C.30s,42
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Table 1 Comparison of total RNA quantity hetween

stimulated groups and control groups

g g WE/ L4 . Asgnd  Agsaf RNAK 7%/(pg+

" mg  HAl B g As R/pg  mghH
HEAG) sz 100 0168 1,97 3107 1354 0.270
HRYC) 99.9 1% 0167 1.96 .96  13%2 0. 264
MBS, 9sg 100 0159 190 264 1268 0.255
TEEC) 4683 100 0156 L§2 0 ROB 1247 0249
ARA S 495.5 100 018 202 349 14RT 0298
HEHCH b 100 0.178  1.98 350 ML3 028
i 4997 900 I8 L9 316 1353 027
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Lanes 8; Ci, 8:,-C:, and 5:-C; simultaneous isolation RNA
electrophorogram of relative sound stimulation and control
groups respectively

B1 SEAME RNA ug) 1. 0% %065 R Rk E
Fig. 1 Agarose ge_i (1. 0% )electrophorogram of total
RNA (1 ug disolated from callus of D. candidum
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SA7 and CA7, SC2 and CC2. 3G3 and CG2A different primer
couples of an anchored primer and an arbitrary primer of .
stimulated and contral groups, respectively. Band indicated by
an arrow is a differentizlly displayed band. M is known

molccular size marker
B2 #EAMERNA M RT-PCR =% 6% PAGE
BikEEH
Fig.2 Sliver-stained electrophorogram 6% PAGE
ana!ysis'of RT-PCR product from total RNA

extracted from callus of D. cardidum
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B REF LEEA#TTP.
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Analysis of genetic diversity and affinity relationships among 13 species
of Dendrobium Sw. by RAPD
WANG Hui-zhong, LU Jiang-jie, SHI Nong-nong. YING Qi-cai
(Key Laboratory of Hangzhou City for Biochemistry and Molecular Biology . Hangzhou Normal College,
Hangzhou 310036, China)

Abstract: Objective Genetic diversity and affinity relationships among 13 species of Dendrobium Sw.
were analyzed. the result laid a solid foundation for the better use of this resources. Methods Random
amplified polymorphic DNA (RAPD) technique was used to analyze genetic diversity, and the dendrogram
was constructed by UPGMA. Results Ten RAPD primers were applied to do random amplification. A
total of 188 DNA bands was detected, 180 among which were polymorphic, the average rate of
polymorphic bands was 95. 74 %. The result of cluster analysis by using UPGMA method showed that 13
genotypes could be classified into three types in genetic distance 0. 63. This outcome was corresponding to
the result by using traditicnal classification. Conclusion Tt is concluded that RAPD markers can be used
on the studies of genetic relationships and classification of species of Dendrobium Sw. sensitively.

Key words: Dendrobium Sw. ; RAPD; genetic diversity; genetic relatienships
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