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800 uL.  CTAB (50 mmol * L™" Tris-HCl 20 mmol * L' EDTA 700 mmol * L™
NaCl ¢ =1% B - ¢ =2% CTAB pHS.0) ; 65 °C 30 ~40 min 2-~3
v v V=25 24 1 4 °C 12000 r * min "' 10
min; 1/10 3 mol * L' NaAc
10 ~15 min 4 °C 12 000 r * min "' 10 min; ¢ =70% 2 800 L TE
Vv Vv Vv =25 24 1 4 °C 12000 r * min™" 10 min;
v V=24 1 4 °C 12000 r * min~' 10
min; 1/10 3 mol * L' NaAc
10 ~15 min 4 °C 12 000 r * min "' 10 min; 70% 2 2 ~3 min
100 pL. TE  ddH,0 10 g* L™ RNase 2 pL 37 C 30 min -20 C
1.2.2 SDS 100 mg 2 mL
800 wL.  SDS (100 mmol * L™" Tris-HCl 50 mmol * L™" EDTA 500 mmol * L'
NaCl ¢ =1%p - ¢ =3% SDS pHS8.0) ; 65 C 10 min; 1/5 5 mol * L™" KAc
30 min 4 °C 13 000 r * min "' 15 min; |/
Vooo=25 24 1 4 °C 12000 r * min "' 10 min;
v Vooo=24 1 4°C 12000 r * min~' 10 min; 0.6
10 ~15 min 4 °C 12 000 r * min " 10 min; ¢ =70%
2 2 ~3 min 100 L. TE ~ ddH,0 10g+ L' RNase 2 plL 37 C
30 min -20 C o
1.2.3 TIANGEN DNA DNA.
1.3 DNA
1.3.1 DNA Thermo Nanodrop 2000 3 DNA
230 260 280 nm 0D, /0D, 0D,y /0D, DNA .
1.3.2 5 pL DNA Loading buffer w=1% 0.5 x
TBE 3Veem™ 1 ~2 h( Power PAC3000 BIO-RAD) ., DNA .
1.3.3 PCR 3 DNA
ITS PCR e 3 DNA PCR
DNA PCR . PCR 110 pL 2 x PrimeStar Max premix
( TaKaRa) 0.4 wmol = L~ 6~10mg=L" DNA  ddH,0 20 Lo 94 C
8 min; 94 °C 45 s 60 °C 45 s 72 C 1 min 35 272 C 6 min 4 C o
1% DL2000 marker ( TaKaRa) o
2
2.1 DNA 1 DNA OD,,,/OD,,, 1.8 ~1.9
OD,s,/0D,,, 2 RNA. . DNA DNA
2 . CTAB DNA DNA 0D,,,/OD,, 1.7~1.9
RNA 0D, /0D, 2.0 . SDS
DNA DNA 0D, /0D, 1.8 0D, /0D, 2.0 DNA

“RNA. N o
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1 8 DNA
Tab.1 The quality and concentration of DNA exiracted by using 3 methods

0D, /0Dy 0D /0D, DNA/( mg+L™)
Species CTAB SDS CTAB  SDS CTAB SDS
. 1.78 1.68 1. 81 2.06 1.85 2.18 531.5 443.0 163. 6
D. nobile
. 1.76 1.57 1.88 1.93 1. 87 2.10 487. 8 477. 4 153.9
P. appletonianum
C. goeringii 1.82 1.53 1.85 1.98 1.72 2.16 615.2 510. 8 165. 4
var. goeringii
. 1.75 1.63 1.87 1.96 1.70 2.15 577.0 393.6 159. 8
V. pumila
. . 1.73 1. 56 1.90 1.99 1.85 2.09 566. 7 405. 6 168. 6
R. imschootiana
p . 1. 81 1. 61 1.89 1.92 1.90 2.12 590.5 485.5 155.7
. equestris
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Fig. 1  Gel electrophoresis of DNA extracted by using 3 methods
A. Improved CTAB method; B. Improved SDS method; C. Kit method; 1. Dendrobium nobile; 2. Paphiopedilum appletonia—
num; 3. Cymbidium goeringii var. goeringii; 4. Vanda pumila; 5. Renanthera imschootiana; 6. Phalaenopsis equestris
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Fig.2 PCR amplification with primer ITS
A. Improved CTAB method; B. Improved SDS method; C. Kit method; 1. Dendrobium nobile; 2. Paphiopedilum appletonia—

num; 3. Cymbidium goeringii var. goeringii; 4. Vanda pumila; 5. Renanthera imschootiana; 6. Phalaenopsis equestris
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2.3 PCR DNA 2 CTAB DNA
PCR ; SDS DNA PCR
; CTAB DNA PCR
DNA o
3
DNA
DNA DNA DNA
DNA N DNA
o SDS DNA PCR
; CTAB DNA DNA
DNA CTAB
DNA 2 N
DNA o CTAB DNA o
DNA N N
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Extraction of Genome DNA from Endangered Orchid Plants

PAN Yingwen ZHANG Ling WANG Anshi LI Jiatong XIE Tianwei
CHEN Shiming LIU Fuxiu LIN Mingguang

( Post-Entry Quarantine Station for Tropical Plants Hainan Entry-Exit Inspection and Quarantine Bureau Haikou Hainan 570311 China)

Abstract: Endangered Orchid plants contain polysaccharides and polyphenols and it is difficult to extract high—
quality DNA from these plants. Three extraction methods 1i.e. improved CTAB method improved SDS method
and Kit method were used to extract genomic DNA of endangered Orchid plants ( Dendrobium nobile Paphiope—
dilum appletonianum  Cymbidium goeringii var. goeringii Vanda pumila Renanthera imschootiana and Phalae—
nopsis equestris)  and the extracted DNA was compared in quality concentration and purity to optimize DNA ex—
traction methods for these orchid plants. The results showed that the improved CTAB method and Kit method re—
moved effectively polysaccharides and polyphenols from the Orchidaceae plants and had a higher positive effect
on DNA extraction while the improved SDS method was poorest in DNA extraction. The DNA extracted by the
improved CTAB method was higher in concentration than that by the Kit method and its follow-up PCR amplifi—
cation was better as well.

Keywords: Endangered Orchidaceae; genomic DNA; extraction methods

( 82 )
Effective Evaluation of Open Space of Urban Street System

CHEN Long LIN Shiping

( Institute of Tropical Agriculture and Forestry Hainan University Haikou Hainan 570228 China)

Abstract: In order to quantitatively evaluate the actual utilization efficiency of urban street open space the con—
cept of open space utilization value and open space value was introduced. In this concept the index factor assign—
ment score was used to evaluate the actual use value of open space (M) and a multivariate linear regression
model is constructed based on the Hedonic model to calculate the open space value of the sample ( a) so that
the actual utilization efficiency of the open space is obtained that is n = M/a. In order to judge whether the
open space is inefficient the optimal utilization efficiency of the open space has to be calculated. The govern—
ment reference and questionnaire survey were used to determine the standard reference sample. The Jurenfang
Community were determined as the standard reference sample based on which the actual utilization efficiency
standards of thecommunity were calculated and compared with that of the other sample communities under study
to judge the inefficiency of the open space. If the actual utilization efficiency of the open space in a sample is
higher than that of the standard sample the open space in the sample is fully utilized. Conversely if the actual
utilization efficiency of the open space in a sample is lower than that in the standard sample the actual utilization
efficiency of the open space in the sample is in a course of inefficient use. The research results showed that the
actual utilization efficiency of the open space in the sample Gaodeng Community was greater than that in the
standard sample Jurenfang Community indicating that the open space in the Gaoden community was fully uti-
lized. The actual utilization efficiency of the open space in Aithua Community and Wanfu Community was less
than that in the standard sample suggesting these two communities were had inefficient actual utilization efficien—
cy in the open space.

Keywords: Urban street; evaluation based on Hedonic model; multiple linear regression model; actual utiliza—

tion efficiency; open space



