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1 ISSR- PCR

Tab. 1 Optimum design of componenrs for ISSR— PCR protocol

ISSR- PCR

DNA/ng

Mg®* / (mmol L™ 1)

dNTPs/ (mmol L™ ")
/(Hmol* L™ 1)

TagDNA /U

2.5,5,10, 20,30, 40
1,1.5,2,2.5,3,3.5
0.1,0.2,0.3,0.4,0.5,1.0,2.0,3.0,4.0
0.5,1,2,3,4
0.5,0.75,1,1.25,1.5

1.2.3 ISSR- PCR ¥ 35 4 #:a PCR
ABI 2720 T hermal Cycler PCR ,
) :94 C 5
min; 94 C 455,50 C 455,72 C 45 s,
35 ; 72 C 7 min. 1.5%
,EB ,

( GelDoc— It Imaging System)

2
2.1 DNA ISSR- PCR
ISSR , 25 UL
DNA 5~ 50 ng

8] 1 ISSR
DNA , .
20 ML , 5~ 40 ng DNA

) 10 ng

s 10 ng
2.2 Mg¥ ISSR- PCR
M g** ISSR- PCR
1~ 6 2.5,5,10, 20, 30, 40 ng; M: 100
bpDNA Marker

1 DNA ISSR
Fig. 1 Effects of template DNA concentrations on ISSR

reacton

, PCR .

2 : Mgt 1.Ommol/L 1.5
mmol/L | .

, ’ Mg2+

2.0 mmol/L |,

, . 2.5mmol/ L. 3.0
mmol/L

M g2+ 3.5 mmol/L

2.0 mmol/L  Mg™
ISSR

2.3 dNTPs ISSR- PCR
PCR , dNTP 20 ~ 200
Hmol/ L, ,

o107 5 dNTP .3

0.5 mmol/ L.,

;0 0.75~ 1. 25 mmol/L
; 1.5 mmol/L
1. 0Ommol/ L

dNTP

1~ 7Mg* 1.0,1.5,2.0,2.5,3.0,3.5
mmol/L; M: 100bpDNA Marker
2 Mgt ISSR

Fig.2 Effects of Mgz+ concentrations on ISSR reaction
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1~ 5dNT Ps
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Fig. 3 Effects of ANTPs concentrations on ISSR reaction
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2
Tab. 2 Sequences and annealing temperatures of different primers
(5-13) /C
807 (AG)sT 52
810 (GA),T 52
825 (AC)§T 46
834 (AG)sYT 50
836 (AG)sYA 50
840 (GA)sYT 50
846 (CA) sRA 50
849 (GT)sYA 50
880 GGA GAG GAG AGG AGA 50
884 HBH(AG)~ 52
887 DVD (TC) 52
900 ACT TCC CCA CAG GTT AAC ACA 52
T aq , dNTP DNA ,
R T agDN A 0.5U.
el PCR ,0.5~ 2.0 mmol/L
Mg2+ 9] . ’ ’
Mgt 2.0 mmol/L.dNTPs  ISSR- . PCR
PCR , dNTPs R >
PCR , ; ) ) 5
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Optimization of [ISSR- PCR reaction system in Dendrobium f imbriatum Hook

MA Ji&meil’z, YIN Show hua'
(1. Xishuangbanna Tropical Botanical Garden, Chinese Academy of Sciences, M englun 666303, China;
2.T he Graduate of the Chinese Academy of Sciences, Beijing 100049, China)

Abstract: T he major factors in the reaction system of ISSR-PCR reaction for Dendrobium fimbriatum
Hook were optimized. The proper ISSR-PCR reaction system was determined as follow s: 20 HL, reaction system
containing 1 x PCR buffer, 2. 0 mmol/ L. Mg* , 1. 0 mmol/L dNTPs, 1. 0 Bmol/L primer, 0. 5U TagDNA
polymerase, 10 ng template DN A. T he amplification was after 1 cycle initial denaturation at 94 'C for 5 min,
followed by 35 cycles of 45s at 94 C, 45 s annealing at 94 C , and extension of 45s at 72 'C, and a final 7 min
extension at 72 C, after which the samples were held at 4 C .

Key words: Dendrobium fimbriatum Hook; ISSR; reaction system; optimization
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Impact of construction of Dal+ Lijiang highw ay on landscape pattern

DUAN Hexiang', WANG Chong-yun', PENG Mingchun', LANG Xue-dong', LIU Tao', ZHAO Qin’
(L. Institute of Ecology and Geobotany, Yunnan University, Kunming 650091, China;
2. Research Institute of Highway Ministry of Commmunication, Beijing 100088, China)

Abstract: Using the remote sensing and geographical information technology, the landscape of the Dal+ L+
jlang highway were classified and charted and changes in the landscape before and after the highw ay construe-
tion were analyzed. T he result showed: the landscape pattern will change after the highway construction.
Patch number, Patch density increased and Largest patch index decreased show ing the landscape heterogeneity
increased. From the analysis of different buffers we can get: the impact of highway construction on the land-
scape pattern is more serious in the small rang alongside the line.

Key words: highw ay construction; landscape pattern; remote sensing( RS) ; geographic information system( GIS)



