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1.1
(Pinus sylvestris L.) 10 Y3088 x AC3065

AC1016 AC4210 , (P. strobus L.) ( P. canariensis C.Smith)
(A bies alba Mill. ) - 20 , DNA
DNA 1F 1R,2F 2R, 3F 3R (P.thunbergii Parl.)

), 43937 44453, 43511 44032, 31377 31946,
ACCCAATTTTGGTTTGATAG ATGTCACCAAAAACAGAGACT,GGACATACGCAA-
TGCTTTAG CCCTGCTTATTCCAAAACTT,CTTCGTCGTTTGTGGATTAC AGT CG-

ATTTATTAGTGAGCA., 55, 510 bp 720 bp 580 bp
4F 4R 5F 5R gap @ ( NAD 3-

) chs( ) , TGACCGAAATTTGACT A-
AACTT ACAGGGCAATCTACACTAACAT,AAGTGGTCAGTAGCAAGAGGCAGAA
TGGCAGTAGCACGATTTATTTCAATG, 52 60

20 pmol*uL™"
1.2
1.2.1 % DNA #9#R 5¢ N ., CrTAB " DNA
,  50uL CTAB DNA
, 50 100ng- uL "
1.2.2 DNA A B&95 3 DNA Gibco BRL PCR .
DNA 2 ul., 10x PCR 2.5 ul., 1 uL. Taqg DNA 0.15 ul.,
25 mmol- L~ 'dNTPs 0. 15 ul, 25 pL Perkin Elmer PCR
(GenAmp PCR System 9600) 94 3 min, 94 1 min,
1 min, 72 2min, 30 , 72 10 min 1. 5%
1.2.3 SSCP ## PCR 1 6uL( 20ng DNA) 10 ul, SSCP (95%
, 10 mmol- L_IEDTA,l mg* mL ™" R lmg' mL™' ) ,95 6
min, 2 min, 6% MDE" (FMC BioProducts, )
MDE"™ \ PROTEAN""- (Bio—Rad, ).
1 mm 200V, 1x TBE , 24 h, 10
ol DNA : : (1) 10% 0. 5% 2,
7 min; (2)  0.15%AgNO3 40 min;(3) 375 mmol- L™ 'NaOH 2 mmol- L~
Na(BH4) 0.4% 5 10 min,
2 EREAM
2.1 PCR

1F 1IR,2F 2R  3F 3R DNA
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Application of PCR-SSCP in Genetic Analysis of Conifers

1 . 2 . 7.2

LU Meng—=hu, WANG Xiao+u , Alfred E.Szmidt
(1. Research Institute of Forestry,CAF,Beijing 100091, China;
2. Department of Forest Genetics, SLU, Umea 90183, Sweden)

Abstract: Five DNA fragments located in chloroplast—and nuclear genome were amplified
from DNA extracted from haploid endosperm and diploid needle of Pinus, and were further
used in the characterization of the PCR-SSCP technique- The results show that the technique
has solid molecular basis, high reproducibility and sensitivity. T he analysis of the SSCP bands
using controlled cross and haploid endosperm has confirmed their Mendelian imheritance.
Therefore PCR-SSCP could find many uses in phylogenetic and population genetic analysis in
conifers.
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