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KR ) CTAB 42 BUELFI24H DNA, 1% 3%
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L™"; Taq 439K 0.5, 1.0, 1.5, 2.0U; Mg""

1.5, 2.0, 2.5, 3.0mmol - L™'; 5|¥yuk)E
A35140.2, 0.3, 0.4, 0.5umol - L™"; #ikz ik
5, 10, 15, 20ng JE A 5 Z 4 K Fmi e &,
RIEF 514 MedEm3 | [ i 4 & 28 20pL, &
10 x PCR buffer 2p L., DNA W 20ng, H 40 %
MR 1 b4, @ar 16 MM A, RV A :
94 C ALY Smin, A AT S PMEH 94°C A% Imin,
35 CiR K Imin , 72 CHEH Imin, ZJ5 35 MG
MRS F) 50 °C, fJFIEM Tmin, 72 CLEfH
Smin, 4 CLRFF, PCR PZYIFE SR LEEM 1. 8%
LR MRS, 1L 0.5 x TBE Ay Lk 28 Wi HL Jk 4%
B, B HESME RS (Tanon GIS — 2009) Wi
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HaE dNTP Mg’ Taq i Primer DNA
(pmol - L) (mmol - L™") (U) (pmol - L") (ng)
1 150 .5 0.5 0.2 5
2 150 2.0 1.0 0.3 10
3 150 2.5 1.5 0.4 15
4 150 3.0 2.0 0.5 20
5 200 1.5 1.5 0.3 20
6 200 2.0 2.0 0.2 15
7 200 2.5 0.5 0.5 10
8 200 3.0 1.0 0.4 5
9 250 L5 2.0 0.4 10
10 250 2.0 1.5 0.5 5
11 250 2.5 1.0 0.2 20
12 250 3.0 0.5 0.3 15
13 300 L5 1.0 0.5 15
14 300 2.0 0.5 0.4 20
15 300 2.5 2.0 0.3 5
16 300 3.0 L5 0.2 10
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me3 + + + + + + + + + +
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20ng,
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BT EE s, 45 5 R I Ak BE 5% 1) DMSO (1)
FEL UK P13 1 S5 P S T BT . i I o SRAP J2 1 e
LI R ZR A 20pL RN KRR (F 10 x buffer
2uL), dNTP150wmol - L~", Mg’*3.0mmol + L',
Taq M 2U, 5% 0.5umol - L™", DNA 20ng, Ip
LDMSO, JopzK#h5%, HEMRE A UK LB th 7S
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Establishment of SRAP Reaction System and
Primers Screen for Neopicrorhiza scrophulariiflora
REN Li - yue'”, LIU Xiao - 1i'®
(1. The Centre for Reproducing Fine Varieties of Chinese Medicinal Plants,
Yunnan University of TCM, Kunming Yunnan 650500, China;
2. Yunnan Institute for Food and Drug Control, Kunming Yunnan 650011, China)

[ ABSTRACT ] OBJECTIVE: To develop sequence — related amplified polymorphism reaction system and se-
lect suitable primers for Neopicrorhiza scrophulariiflora, laying a foundation for subsequent genetic diversity study.
METHODS: The orthogonal test with five factors (dNTP Mg2+ . Taq polymerase, Primer, DNA) at four levels
were designed, then gradient annealing temperature for PCR was used in the test. Thirty pairs primers published
were screened as well. RESULTS: The optimum system for N. scrophulariiflora in 20 L reaction system was as
follows: 10 x buffer 2L, dNTP150 pmol + L™", Mg® + 3 mmol + L.™', Taq polymerase 2 U, primer 0. 5umol -
L~", DNA 20 ng, DMSO 1ulL. The optimum gradient anneal temperature ranged from 30. 0°C to 33. 2°C and the
best primers were MelEml, MelEm2, MelEm3, Me3Em3, MelEm4, Me2Em4, Me3Emd4, MedEm4,
MelEm5, Me3EmS, MedEmS5, Me3Em6, Me4Em6. CONCLUSION: This is the optimum system for SRAP —
PCR reaction of N. scrophulariiflora, and this research may lay foundations for the further genetic diversity of N.
scrophulariiflora.
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