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Optimization of SSR reaction system of peach

Li Yinxia, Li Tianhong
(College of Agronomy and Biotechnology , China Agricutural University , Beijing 100094 , China)

Abstract * Shinokubo' peach ( Prunus persica (L.) Batsch.) was used to set up a SSR-PCR amplification system for
peach. The results showed that the optimal SSR-PCR reaction system for peach was 1. 5—2. 0 mmol/L Mg2+ concentra-
tion, 0.20 —0. 28 mmol/L dNTP, 0.2 —0. 6 mol/L primer, 50 —00 ng DNA and 1U in 254 L Tag DNA polymerase.
To retest the above SSR system, 30 cultivars of peach were used. SSRfragments between 100 —300 bp were detected
by polyacrylamide gel (8 %) , indicating that the SSR reaction system was steady and reproducible.

Key words peach; simple sequence repeats; system optimization; orthogonal design-direct analysis; completely ran-
domized design
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1 3) SSR- PCR PCR PTC
1.1 -100 (MJ Research. Inc. USA)
30 ( Prunus persica (L.) 195 5 min ,94 455s,48.2
Batsch.) 45 s,72 45s, 35 172 8
min (8.0 g/ 100 mL
, - 80 ) .
1.2 4) SSR 30
1) DNA 0.5¢ SSR- PCR ,
, DNA CTAB , 5
(Q/OAGD-97,
) 1g/100 mL 2.1 DNA
DNA CTAB 6
2) SSR- PCR ¢ ! DNA 2 ,ODogol
(P. persica (L.) Batsch. cv. Shinokubo) , OD2s0 1.82 1.89 , DNA
Cipriani " UDP97- 402 227.27 460.92u g/ mL ,
P1 5 TCCCA TAACCAAAAAAAACACC 3 DNA (1,
P2 5 TGGA GAA GGGTGGGTACTTG3 , DNA ) ) SSR
2 6 DNA OD 260/ OD2go
SSR- PCR Lo (3% Table 2 DNA concentration and ODygo/ OD2go
, 4 (Tag DNA LONTP, , of different peach cultivars
M92+)3 [16] 9 ( 1) DNA /
OD260/ OD2go
1 PCR [Le(3%] (g m)
Table 1 The table of ortlonal design of PCR[Lg¢ (3% ] c 297.52 1.82
PCR 261. 41 1.89
TagDNA  dNTR / I Mgt 2 246. 54 1.89
/U (mmol/L) {4 mol/L) (mmol/L) 227.27 1.89
1 0.5 0.16 0.2 1.0 305. 02 1.87
2 0.5 0.20 0.4 1.5
460. 92 1.88
3 0.5 0.24 0.6 2.0
4 1.0 0.16 0.4 2.0 2.9 SR
5 1.0 0.20 0.6 1.0
6 1.0 0.24 0.2 1.5 1) ‘
7 1.5 0.16 0.6 1.5 ’ ( 2) SSR
8 1.5 0.20 0.2 2.0 2 ’ 1 9
9 1.5 0.24 0.4 1.0 13798456 2 [14]
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Table 3 Completdy randomized desgn of two factors and

four levelson concentrationsof Mg?* and dNTP
(P. persica (L.) Batsch. cv. Shinokubo)

Mg " dNTR Mg " dNTR
/ / / /

(mmol/L) (mmol/L) (mmol/L) (mmol/L)
1 1.0 0.16 9 2.0 0.16
2 1.0 0.20 10 2.0 0.20
3 1.0 0.24 1 2.0 0.24
4 1.0 0.28 12 2.0 0.28
5 1.5 0.16 13 2.5 0.16
6 1.5 0.20 14 2.5 0.20
7 1.5 0.24 15 2.5 0.24
8 1.5 0.28 16 2.5 0.28
3) DNA

2 4

DNA ( 4

W RS

dNTP SSR

Fig.3 Hfectsof different concentrationsof Mg?* and dN TP on SSR of  Shinokubo' peach
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, 0.2 0.6umol/L 4 DNA 2 4
: : ( 4 ( S
, DNA 20 ng Table 4 Completdy ranobmiz_ed dedgn of two factors
and four levelson primer and DNA
) 50 100 ng ) ' (P. persica (L.) Batsch. cv. Shinokubo)
SSR
23 SSR /  DNA /' DNA
) ¢ mol/L) /' ng @ mol/L) /ng
25U L SSR : Tag DNA
1 U DNA 50 na- 1 0.2 20 9 0.6 20
’ 9; 2 0.2 50 10 0.6 50
Mg®* 1.5 mmol/L ;dNTP 0.20 mmol/L ; 0.4 3 0.2 80 11 0.6 80
Hmol/L; 30 SSR , 4 0.2 100 12 0.6 100
5 : , , : 5 0.4 20 13 0.8 20
6 0.4 50 14 0.8 50
7 0.4 80 15 0.8 80
8 0.4 100 16 0.8 100
SSR ,

4 ,
Fig.4 Hfectsof different concentrationsof primer and dosage of DNA on
SSR of* Shinokubo’ peach
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