AL F A T 20090 41~44

SSR

T8, LR, EHAY

(L s 450002 2

100083 3.

450008)

N T AT ET P ERA A S DNA 3IRGY 77k A 5 8409 SSR RUEARR , %X
IV IR M wrt B AL GBI AT CTAB A 892 R, R B T £ F B4 DNA 69 8807 %, A
BR =2\ 6h B R B 5 AlE DUSFARAR AT T IR0 BIET 2 16 3BRAR SSR 3140 3 IRAR AT T 545
AS, RAFT AWa A9y R ER AR RV AR AR 285, Bl AR BRIKR
3t EHah SSR T R T AT 89; 5 3T#ef JEMRA R 40 DNA &9 4] & R 38 RS ] & 3H47 7 14 2695

Aritie.
; DNA ; ;
:S 664.4 :A
SSR(Simple sequence repeats SSR)
DNA'" (Short tandem re-
peat, STRH 20 80 :
[3
SSR ) ,
s DNA
QTL
4

(Ostryopsis davidiana Decne)

(Betulaceae) (Ostryopsis Deme ),
) . SSR
) 16 SSR
SSR

: EHAR978), 2 Tzl A i, ST, 1R
e AR A A LS %, Emal wangyanmeil978 @yahoo. com.
CNo
B E(1942-), B, LB K RA, L R, £ R
Fri6) AR AR £ % E-mail: zhaimingpu @126, com.
. BR AH S8 3R A 85918 (2004BAS15B12).
: 2009— 02— 16

: 1001—0009(2009)06—0041— 04

DNA SSR s

, , 2.0¢g 4
. —20°C
1.2 DNA
CTAB DNAY,
10 mL 3%
, 100 mM Tris -HC1 pH 8.0, 1.4 M
NaCl,20 mM EDTA,2 % PVP40), 65 C
i 2g )
, 100 L 0.1%B-
. ;65 C 2.5~3h,
3 10 mL / Q4 1 v tv)
. 5 ~10 min, ;15°C
8 000 rpm 10 min, 50 mL
. 7 mL —2 C ) 580UL3M
,—20C  30~60 mim; 1 DNA
, 6 000 rpm
900 #L70%  (—20C ) 100ML4M
2, 5 ~10 min, 100%
1.5mL , 6350 1, 1X TE
DNA . 2 “L RNase (10 mg/mL), 37 C
60 min RN A; / (24 *1;
v iv) 1-2 , 1710
5M —20C )

50 mL

10 min

8 mirb

41



° ° At & T 200906); 41~ 44
., —20°C  30~60 min, uC  5min . . 7 1L
. DN A, . 6% . 1200V
. DNA 50 ~300 “L 1X TE 2.5 h, :10% 5 min,
,—20C 30 ~60 s 1% 5 min, 30~
1.3 DNA 60 s, 0.2% 30 ~40 min, 30~
(Eppendorf Biophotometer 6131) 60 s 3 % +400 #1/ L +0.2 mg/ L
DNA , OD260/ ODzso, ODx0/ 5 ~10 min 10%
0 D230 DNA . 0.8% ( 1 ~2 min.
,DYY-III ), 0.5X TBE, 3
80V, 1~2h; N ; 3.1 DN A
SYBR" Green] ’ (Alphalmager) Eppendorf Biophotometer DNA 1
, DNA , DNA DNAOD:2a/2% 1.6~1.8 ,
DN A ,
2 SSR 1 DN A
2.1 Table 1 DNA content of the samples as detected by UV
SSR Biometra T1 Theromeycler PCR spectrophometry
. 25 L : 10 mM Tris-HCI (pH No.  260mm  280mm 2600w 280mm /le LT
1 0.543 0.315 1.69 267.1
8.3) 1.5mM MgCh, 0.2 mM dNTPs, 0.2*M  , 1.0 ) . . 50
U Tag DNA » 50~100 ng DNA ( 3 0.349 0.208 1.68 257.5
)O : 94 °C 4 0.322 0. 190 1.69 161.0
3min94C  30s51~8C 405, 2C 405, Eppendorf Biophotometer ;
45 . 7°C 8 min. 10 ng/ L, DNA.
2.2 1: DN A . ADNA
. , . RNA . RNA
34 98% ~ ’
, 10 mmol/ LEDTA , 0.025% ) SSR
M 1 2 3 4 M 1 2 3 4
1 DN A 2 14 PCR
Fig. 1 Electrophoresis inspection for DNA samples ex tracted from the Fig.2 Agrose ded rophoresis inspection of the microsatellite
Ostryapsis davidiana Dewe with different methods 14 in the Ostryopsis davidiana Decne
3.2 SSR , DNA .
PCR , SSR .
DNA , Taq DNA . .
", , SSR PCR .,  CAC-BOl4, (GA s,
DNA ¢ 2 5'-CTTCCAAGGATGGCTCAG -3,
DNA 5“TTTCAGGACGAGGA CTCTG-3',
3.3 PCR DNA .
, 16 SSR (74 PCR .
PCR . 94°C 5 min, 1.2X TBE . (AT )n ( 4),
5°0) 60 ~80 O,
3 , 10.11.13



A7 & 7 200%6): 41~ 44

4
DN A A
Doyle 1987 CTAB
- « . ),
DNA.
. DNA
DNA , DNA 434bp
° ) 267bp
, 3%CTAB
. (30 min) a1 , 184 bp
2.5~3h, . .
SSR . . SSR
’ 4 : @ 89 bp
’ ’ - @ ’ 3 16 SSR PCR
’ ; ’ Fig.3 PCR amplification and electrophoresis of 16 pairs
o of SSR primers in the Ostryopsis davidiana Decne
TTTCAGGACGAGGACTC TGAAGAGG TTGAGGACATGAC TATTAATCCGATGGATGCTGTCATAGTTTGT
GCAGCGTAGTAG TAATGAGGATGATGTCACGTCATC TTGAGGCATGTAC TACTAGCTAGAAAAATACTT
CCTCTCTCTCTCTCTATATATATATATATATCACATGC CAGTGCATGTGAGCCATCCTTGGAAG
4 PCR ( )
Fig. 4 Aligment of sequences of the Ostryopsis david iana Decne(The repeat with the length polymorphism was show ed in bokl)
(PAGE) . . DNA
. SSR .
[1213 . ,
, SSR . .
. PCR
DNA . . . DNA SSR ., PCR
. 94C 3 min DNA SSR
[14 s . s
%°C 5 min , .
; ( )2 5
; , PV P40 B-
T :
5 ’ ’ 5
. . . 2.5~3 DNA
. . . , . DNA .
. ,—20C 10 min
16 . .
. SSR . 10
. Po/ AL 3
(16 t 2 51~58 G 94°C " Smin

?1994-2016 China Academic Journal Electronic Publishing House. All rights reserved. http://www.cnki.n

o3



° ° At & T 200906); 41~ 44

, ; 1.2X TBE [71 Bassil N V, Botta R Mehlenbacher S A. Additional Microsatellite
s 0@30 min, . Markers of the European Hazelnut[ J] . J. AMER SOC. HORT. SCI, 2005
130(4): 543-549.
800 ~1 200V ’ ; ’ [§ Gokirmak T, Mehlenbacher S A, Bassl N V. Investigation of G enetic
’ ’ Diversity among European Hazelnut (Corylus avellana) Cultivars Using SSR
’ ’ 1h Markers J] . Acta Hot (ISHS) 2005, 686: 141-147.
A SSR R [9 Klimyuk V I Carwoll BJ, Thomas C M, et al. Alkali treatment for
SSR , SSR preparation of plant material for reliable PCR analysig J]. Plant J, 1993(3):
493-4%4.
[ 10 Thomson D, Henry R. Single-step protocol for preparation of plant tis-
N ° SSR ’ sue for analysis by PCR J] . Biotechnique 1995, 19 3%4-400.
SSR [11] DoyleJJ, Doyle J L. A rapid DNA isolation procedure for small quan-
tities of fresh leaf tissue [ J]. Phytochem Bull, 1987, 19: 11-15.
[ 12] Bassam B }J Caetano A G, Gresshoff P M. Fast and senstive silver

staining of DNA i ; id gely J| . Anal Biochem, 1991, 196, .
[ Amos W, Rubinstzein D C. Microsatellite are subject to directional e- staming o in polyacryamid gely J] . Anal Biochem. 1991. 196 8083

volutio J]. Nat Genet 1996 12( 1. 13-14.
[2] Debrauwere H Gendrel C G, Lechat S, et al. Differences and similari-

[ 13] Sanguiretti C J» Dias N E Simpson A J. Rapid silver staining and re-
covery of PCR products separated on polyacrylamide gely J]. Biotechniques
1994, 17(5): 914-921.
[14 . s AFLP

[J. » 2003 11(4).:265275.
[ 15] Guilford P, Prakash S, Zhu J M, et al. Microsatellitesin Malus X do-

ties between various tandem repeat sequences minisatellites and microsatel-
lite J] . Biochimie 1997 79(9-10); 577-586.
[3] Toch G GaspariZ, Jurka J. Microsatellites in Different eukaryotic ge-
nomes; survey and analysig J] . Genome Research, 2000(10):967981.
(4 . ) [M].

,2001.
[5]  Doyle J J, Doyl J L. Isohtion of plant DNA from fresh tissue[ J] .
Focus, 1990(12); 13-15.
[6] Galderis U, Cipollato M, Di Bemardo G et al. Identification of hazel-

mestica (apple): abundance polymorphism and cultivar identification [ J] .
Theor Appl Genet, 197 94: 249-254.

[ 16] Huang W G, Cipriani G, Morgante M, et al. Microsatellite DNA in
Actinidia chinenss isolation characterization and homology in related spe-
cies[ J]. Theor Appl Genet, 1998, 97. 1269-1278.

[ 17 s , s SSR

nut (Corylus avellana) cultivars by RAPD analysis[J] . Plant Cell Reports
( ), 2002, 41(1); 8991.

199, 17(7/8); 652-6%. L

DNA Extraction and Construction on the SSR Reaction
System of Ostryopsis Davidiana Decne

WANG Yanmei®% MA Tianxiao®, ZHAT M ing-pu’
(1.College of Forestry, Henan Agricultural Universitys Zhengzhou, Henan 450002 China; 2. Key Laboratory for Silviculture and Conserva-

tion Ministry of Education Beijing Forestry University, Beijing 100083, China; 3. Huanghe Science and Technology Collegs Zhengzhou
Henan 450008 China)

Abstract: This study presented to probe DNA extraction and to wnstruct the SSR reaction system of Ostryopsis davidi-
ana Decre. A procedure for DNA extraction from the leaves of Ostryopsis davidiana Decne was constructed by modif-
ying the method CTAB. Quality of DNA was evaluated by yield and purity of genomic DNA and gel eletrophoresis
inspection, at the same time, the genome DNA of Gstryopsis davidiana Decne was amplified using 16 pairs of SSR cory-
lus primers and obtained clear and stable amplification patterns, which indicated the DN A was good and the system was
feasible. The factors affecting the DNA extraction and amplification of genome DNA of Ostryopsis davidiana Decne were
discussed in the paper.
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