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Table 1 The levels and factors
of SSR-PCR reaction system
5 JKF Levels
Factors 1 11 111
it DNA/pL 1 2 3
Template DNA

Master Mix/plL 8 9 10
519/ L Primers 1 2 3

*2 PCREEEZRKFR L (3)EXEITHE
Table 2 L, (3°)orthogonal design for
different factors and levels
of PCR reaction

Master 514/ L
%% No. DNA/P{L Mix/p,L Prime}:s
1 1 8 1
2 1 9 2
3 1 10 3
4 2 10 1
5 2 8 2
6 2 9 3
7 3 9 1
8 3 10 2
9 3 8 3
1.2.3 SSR-PCR ¥ ¥ =4 & = ##m PCR
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1 DNA $#Z2BUSCR
Fig. 1 The extraction of template DNA
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100 bp
250 bp —p
100 bp—>
250 by
100 b, m
P2 BRI UG L e Uk 2

AB,CHl 3NEHELR
Fig. 2 PCR reaction effect of agarose gel electrophoresis

A,B and C mean three repeats

1 000 hp —w]
750 bp —
500 bp —
250 bp —p

CENE T T
Fig. 3 PCR reaction result of PAGE
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2.3.1 #H&RAHH WIEER3WFEENK
A FREAT I 2 S HT RN TT 22 53 B A5 R LR 3 3K
4, 38 XA AR L Master Mix F 5| ¥ B9 % 22 50 ¥
AL, A 22 B R BN/ S 51 ) > Bk > Mix,
TS5 A 0 I 45 L 5 e e K AR AR IR
2 sMaster Mix % PCR %55 220 & /N .

i A ] SPSS B 73 B 3544 x4 A~ Ak 2 i

M (g 3 58 O KA 6 AR 8 2
TR E 2, BP0 m . 2R M AH 4
AbPE 8 F1 9 Z[H] FEAE Mt 3 25 5, AL B 9 Filib
B3 EFALE AP 3 AP 5 Z R EH T
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Table 3 Scores of 9 treatments in orthogonal design

i % AbFHIE > 45 5 Score of treatments
Repeat 1 2 3 4 5 6 7 8 9
1 1 4 6 2 5 9 3 8 7
11 3 5 6 1 4 9 2 8 7
111 1 4 6 2 5 8 3 9 7
B4 Total 5eD 13 ¢C 18 bB 5 eD 14 ¢C 26 aA 8 deD 25 aA 21 bB

L ARRIR NG FRER IR 22 F i 3 525 5 B2 (P<C0. 01, P<C0. 05).,

Note: Different capital letters and lowercases mean significant difference at 0. 01 and 0. 05 level respectively.

&4 SSRPCRBBEZERENH
Table 4 Range analysis of SSR-PCR
reaction factors by orthogonal design

Wi H A% Factors
Items A Fifgy DNA BMaster Mix C 5% Prime
K1 36 40 18
K2 45 47 52
K3 54 48 65
X1 4 4. 44 2
X2 5 5.22 5.78
X3 6 5.33 7.22
R 2 0. 89 5.22
TE - Ki 357 54> 1 52 0 A0 A5 23 A, X8 A N 2 1 B R
BfE .

Note: Ki means corresponding scores of each repeat, Xi

means average total score accordingly repeat.

S5 B NG W B R P, K 45 SR R SR TN T M B e
HLUK S5 S R IR ar i 4 & b FE 6, A PR 8 IR
Z . HMEZE IR EES ., Frll Master Mix ff
i fE 8~10 pl i34 2 Al LA . DNA #5752~
3 pLYgAT LU ABAE 2 pl 2o A5 ORBHF L 51 )k T2
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IOEARY/P i N T A QNS IO I | B 3 g
RO, HE AR AT 5 DA 30 XF 514 vh e ik th A5 22
BYEM T 11 X 5251 36. 720 (LK 5),

by i — 2 B E 5 | W) Y 22 25 P R SRR 2 1Y T
Sk, A R B S 4 SSR306., LEaat003 F11 120 4
TR X B 25 R EAT i — P R . S5 R L
K5 RN 6, 15 drikeml iy 3 A7 Sk A2 B A 43
SRR 3 RN [A] /N By Al Y, BB 514 SSR306
FEIX 120 3 ARk p A 3 Rl A, HWE A 28 & 1.

Pl 6 R P A 88 1 i Sk 2 P RO TR R A R
553 A w17 Sk BT 45 8 59 R R [R] 5 B AT PR
LRV HO Ze G A . B SRS R R HT L X 120
U 2 i M RHE AN R 51 4 22 8] 9 2 25 PR R HOAN
[Fi) 64 5 0y 014 Sz g 235 2R 3 B e
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Fig. 4 The polymorphism of 8 different tomato cultivars
in SSR33,SSR34,SSR142 (from left to right)

i 61~120
~— i 1~60

5 SSR306 7£ 120 43 F i b1 # o i 2 250
Fig.5 The phlymorphism of SSR306

in 120 tomato ctrivars

i{Ff: 61~120
iFE 1~60

6 LEaat003 7EHR 20 {7 7 Al b4 kLo i 2 26544
Fig. 6 The plymorphism of LLEaat003

in 120 tomato cultivars
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Table 5 Polypeptide SSR primers were selected in the experiment
EE7] 1E 18] 77 51 B 18] T 41
Primers Forward primer Inverse primer
SSR320 5'-ATGAGGCAATCTTCACCTGG-3' 5'-TTCAGCTGATAGTTCCTGCG-3'
SSR33 5-GTCTTTACACAATCTCTCACTTGG-3' 5'-CTGGTCACTGAACTGCCAGA-3'
SSR34 5-TTCGGATAAAGCAATCCACC-3’ 5'-TCGATTGTGTACCAACGTCC-3'
SSR142 5'-CGAACAGATGCATAGATGAAGA-3' 5'-ACGGTGTGGACTCATGTGAA-3’
SSR306 5'-ACATGAGCCCAATGAACCTC-3' 5'-AACCATTCCGCACGTACATA-3'
LEaat003 5'-CTTGAGGTGGAAATATGAACAC-3' 5'-AAGCAGGTGATGTTGATGAG-3'
SSR13 5'-GGGTCACATACACTCATACTAAGGA-3' 5'-CAAATCGCGACATGTGTAAGA-3'
SSR46 5'-CCGAGGCGAATCTTGAATAC-3' 5'-GCACCATCTCTTGTGCCTCT-3'
TES6 5'-GCTTACTCTCCAATGGCGGAC-3' 5'-CGATTCAGAAGGCGAAGAAG-3'
LEgata001 5'-CTCTCTCAATGTTTGTCTTTC-3' 5'-GCAAGGTAGGTAGCTAGGGA-3'
SSR345 5'-AAGCCAAGCTCGAACCTGTA-3' 5'-ATCCATGCTGTCGCTTTCAT-3'

3 4k
SSR Ay —Fh 26 4> 7 5 P B T B A

B2 AR A0 T h A A — R S BT MR 2R

SR/ IR T g WE S b B B L. SSR-

PCR 2 %2 3| Taq B Mg (dANTPs, 54 Ktk

DNA 7K [F] 5 2 0952 ), 1% 320 5 >k ) Master Mix,

¥ Taq B Mg®" . dNTPs 2 4 4 ok #:47 % &, ik

TR R IF HAE T, SRR e

R BE Y BB DY L 5 S o SR R e B K, A A

Bl 2~3 pl; HRJE DNA JI 4, &35 13 o

2~3 pL X 45 F52 ) e /N A Master Mix H & .

BIEJE Y 8~10 pl. fe 2 i e fd OV AR &

B M DNA 2 pL, Master Mix 9 pL, 514

3 ul.
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