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DNA RAPD
CTAB DNA; RAPD (25
wl) DNA(50 mg+ L.7') 1.5 pL (1 mmol » L7') 1.5 pL 2 x EasyTag PCR SuperMiX 12.5 plL .
Neottopteris nidus; DNA : RAPD;
© 1 949.36 C A
( Neottopteris nidus ( L.) J. Sm.) e o
200 kg *
5
- RAPD 2
o RAPD
o ( Euryodendron excelsum) 6 ( Torreya jackii) [N ( Thyja
sutchuenensis) AN ( Pseudotaxus chienii) N ( Reaumuria trigyna) 10
o DNA RAPD
RAPD o
1
1.1
1.1.1 s34 o
1.1.2 XAl 5354 N @0=2% B- < Tris - N N
; CTAB SDS PVP EDTA RNase ; 2 x EasyTag PCR SuperMiX ( EasyTaq
DNA +dNTPs 2 x) Trangen company; Gene Tech
( Shanghai) company; CTAB (10 mmol » L' Tris-HCl pH8.0 1.4 mol * L™' NaCl w=2%
CTAB 20 mmol * L' EDTA w =2% PVP) ; - (Vv v =24:1);
12012 -11-10
: (31060123 30760025) ; (311021 312056) ;
( hdjy0920) ;
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- - (Vv =25:24:1) , 100 10 bp
1.1.3  =&MNE EPPENDROF N Biotra PCR . TGRADIENT PCR .
Unico ( UV -2000) . ( Tanon4100)
1.2
1.2.1 DNA #Z CTAB NaCl :@Qw=1% CTAB 1.4 mol * L™
NaCl; @Qw =1%  CTAB 2.5 mol * L™"  NaCl; ®w =2% CTAB 1.4 mol * L'  NaCl; @w =2%
CTAB 2.5mol * L™'  NaCl; ®w=3% CTAB 1.4 mol * L™' NaCl; ®w=3% CTAB 2.5 mol * L'
NaCl, @Qw =4% CTAB 1.4 mol * L™" NaCl; ®w =4% CTAB 2.5 mol * L™' NaCl,
CTAB ( 11 ) DNA (1) 65<C
CTAB 1 (2) 300 mg 2 mL
1 (3) 1.5mL.  w=2%CTAB 20 L B- i (4)
65 C 5 min 1 30 min i (5) 2 min 25 °C 12000 r *
min ' 15 min; ( 6) Tris — 4 °C 12000 r * min~"'
20 min; (7) - - (Vv v =25:24:1) 4°C 12000 r °
min ' 20 min; ( 8) (7):(9) - (Vv v =24:1)
4 °C 12000 r * min~' 20 min; ( 10) 200 pL 2 mL 1/10
(pH5.2) -20<C 400 pL 30s -20 C 30 min;
(11)4 °C 12000 r * min "' 10 min 1 (12) ¢ =70% 1
DNA 1 (13) DNA 1.5 ~2 h; (14) 50 uL  TE
DNA 0.5 uL.  RNase 37 C 30 min -20 C o
1.2.2 DNA %4k 12 DNA o
1.2.3 DNA % Z 4 DNA 5ul  TE 100 UV -2000
260 280 nm o 260 nm DNA ; 0D,/ OD,g,
N RNA DNA o 5 nL DNA
lul  6x w=0.8% 1 x TAE 2.5Vecm™ 1.5h
( Tanon4100) o DNA DNA o
1.2.4 RAPD & 4k % RAPD-PCR :94 C 5 min 94 °C 30 s 30 C 30 s
72 C 45 s 5 ;94 °C 30 s 48 C 30s 72 C 45 s 35 ;72 C
7 min 4 C . PCR w=1.0% o
RAPD-PCR
DNA ( DNA 50 mg+ L") ( 1 mmol » L") o DNA
:0.5 1.0 1.5 2.0 2.5 pl; 01,0 1.52.02.53.0pLe 2 28
1 . 12 o
RAPD-PCR PCR o
2
2.1 DNA : @(w=2% CTAB 1.4 mol * L™" NaCl) DNA
DNA RNA (  1);DNA 80 ~100 mg * L~'
OD,g,/ OD,g, 1.78 ~1.96 DNA N o
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1 DNA

2.2 DNA  RAPD : 1.5 pl
( 2); 1.5 pL

M 10 uL LS pl 204l 25 pl 30 ple M M

- 2 000 bp
- 1 000 b

- ' 750 bg
— - 500 bp
- 250 bp
- - 100 bp

100 hpws . - -
M 0.5 L 1.0 pL 1.5 pL 2.0 pL 2.5 pL & -
L

.
2 000 bpss

1 000 bpsss
T50hp™ o - esame

1.0 L 1.5 pL 2.0 pL 2.5 pl 3.0 plw

500 bp ™™
250 bp ™
100 bp
2 3
RAPD-PCR ; 25 ul DNA(50 mg * L™') 1.5 uL
(1 mmol * L™") 1.5 pL 2 x EasyTag PCR SuperMiX 12.5 pL ddH,0 9.5 pL.
12 146.5( A) 46.6(B) 46.8(C) 47.1(D) 47.5
(E) 47.8(F) 48.2(G) 48.9(H) 49.2(1) 49.3(]) 49.4(K) 49.5(L)C
PCR
o 4 WRO2( 49.5 C)

WRO6( 46.6 C) o

Primer code WRO2 Primer code WRO6

M ‘ M

o)
2 000 bp 2 000 bp

1 000 bp
000 bp . & 750 bp
750 bp **

i = 500 bp
500 bp

250 bp
250 bp

(€, J0) 5 T (@ Ik L 100 bp

100 bp

4 RAPD-PCR
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100 RAPD 10
. 1 . . . 5
WR23 3 60 . 5
CK .
1 10 RAPD
(5—3) /C /°C

WR02 AACCGCGGCA 34 49.5

WR03 AACGGGCGTC 34 40.1

WR06 AAGCGACCTG 32 46.6

WRI15 ACGAGCATGG 32 47.8

WR20 AGATGCGCGG 34 36.6

WR23 AGTCACTCCC 32 40.8

WR28 CAGTGCCGGT 34 49.4

WR39 CCTCACGTCC 34 39.0

WR65 GGGAACCCGT 34 40.1

WR4 TTCCGCCACC 34 36.6

_-—!--H-----.;-a------g-l-- [ —

5 RAPD

~

CTAB .SDS

DNA 7%
phyllum) . ( Adiantum pedatum)

CTAB SDS

22

o

DNA.,
yTaq DNA

+Tag DNA
+dNTPs
DNA.,

+dNTPs.PCR

W - -!-!!i--.-;—---d_nn-—"_-—-—-

WR23

. PCR

MCKM

M

3 60

DNA
DNA
( Cyrtomium macro—

( Pteris cretica) .
CTAB
DNA

( Pyrrosia lingua)

Ay

20-21

CTAB

o

RAPD o
2 x EasyTag PCR SuperMiX
Tag DNA +dNTPs

5 min 94 °C 30 s 30 C

o Eas-

2 x
194 C

~

30
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s 72 C 45 s 5 ;94 C 30 s 48 C 30s 72 C 45 s 35 ;72 C
7 min 4 °C o RAPD (25 ub) DNA(p =50 mg * L")
1.5 pL (1 mmol * L") 1.5 pL 2 x EasyTag PCR SuperMiX 12.5 pL.
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Research Advances on Propagation of Drynaria fortunei

Ll Cui HUANG Xue-yan LV Huizhen HUANG Bao-you ZHANG Zhan-iang

( Guangxi Botanical Garden of Medicinal Plants Guangxi Key Laboratory for Conservation and

Genetic Improvement of Medicinal Plant Resources Nanning 530023 China)

Abstract: Drynaria fortune a medicinal fern is used as a kind of medicine to improve bone cell activities pre—
vent the toxic reduce blood lipid and so on. The researches on D. fortune were mainly focused on the herbal-
ism pharmacological action chemical constituents physiology and artificial propagation. In recent years wild
D. fortunei resources have sharply decreased as their living environment has been damaged due to their excessive
collection driven by market demand. For conservation and sustainable utilization of the wild resources the meth—
ods for propagation of D. fortunei were reviewed based on available literature. Clearly the tissue culture is the
best way to propagate D. fortune in the future and problems arising from D. fortunei propagation are pointed out.

Key words: Drynaria fortune; sporogony; rhizome division; tissue culture
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Extraction of Genomic DNA of Neottopteris nidus and Optimization
of the RAPD Reaction System

WANG Xue-bing' * YU Xu-dong' > ZHU Hui§un'> WU Fan-hua' HUANG Xiaofeng* HU Xin-wen'
(1. College of Agronomy Hainan University Haikou 570228 China; 2. Research and Development Center for Fine Chemicals/

State Key Laboratory Breeding Base for Green Pesticide and Agricultural Bioengineering/ Ministry of Education Key Laboratory
Guiyang Guizhou 550000 China; 3. Ministry of Education Key Laboratory for Conservation and Utilization of Tropical Crops
Germplasm Resources Haikou 570228 China; 4. Dongguan Botanic Garden Dongguan Guangdong 523086 China)

Abstract: In order to study the genitic diversity and genetic structure of Bird’ s nest fern ( Neottopteris nidus)

populations fresh tender fronds of the Bird” s nest fern were collected and resorted to genomic DNA extraction
through optimized RAPD reaction system by using different concentrations of CTAB and NaCl different volumes
of template DNA and primer. The improved CTAB DNA extraction method was the best to extract the genomic
DNA of the fronds of the Bird” s nest fern. The optimum reaction system (25 wL) for RAPD amplification of the
Bird’ s nest fern DNA was listed as follows: The template DNA (50 mg * L™") 1. 5uL; the primer (1 mmol *

L™") 1.5 pL; 2 x EasyTag PCR SuperMiX 12.5 plL.

Key words: Bird’ s nest fern; Neottopteris nidus; Asplenium nidus; extration of genomic DNA; RAPD; molecu-

lar marker



