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Orthogonal experiment optimization of RMAPD in crested ibis

ZHANG Yong-de' ,FAN Guangli* L El Chu-zhao' ,CHAN G Xiuyun®,
ZHAN GJun-feng® ,CHEN hong'

(1 Collegeof Animal Science and Technology , Northwest A & F University, Yangling, Shaanxi 712100, China;
2 The Forestry Department of Shaanxi Province, Xi’ an, Shaanxi 710000, China)

Abstract : L1s (4°) orthogonal experiment design was performed with 5 factors of the concentration of
Mg’* , Tag DNA polymerase ,dN TP and primers for the RMAPD reaction system in crested ibis. The re-
sultsindicated that the RMAPD reaction system in crested ibis was 10 x Buffer 2.0 L ,Mgd2 3.13 mmol/L ,
TaqDNA polymerase 1 U ,dN TP 0. 10 mmol/L ,microsatellite primer 0. 200 mol/L ,random primer 0. 50
M mol/L ,template DNA 3.75 mg/L ,and adding ddH:0 to 20M L. Results of RMAPD in crested ibis with
good repeatability and stability were obtained by us ng the optimized reaction system.
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(&9l , (101 ( Biometro , T gradient 96
DNA , PCR Biometro , Kodak DC120
DNA (random mi-
crosatdlite amplify polymorphic DNA ,RMAPD) 1.2 DNA
, - ,DNA 8 g/L
) ) , , 50
RAPD (101 RMAPD mg/ L
PCR , 1.3
, PCR 1.3.1 [13]
, PCR , 43
, PCR , DNA PCR 1
, , , HEL1F:5-CAG TGA GAC
, GAT TAC CTT GG3 ; HEL1IR:5-AGG CTA
: (2] CAGTCCATG GGA TT-3
, Mg’* TaqDNA 1.3.2 [14]
dNTP 5 4 , 30 2
, RMAPD , RB06:5-GGT CTA CAC C3 RA10:5-CAA
, AGC GCT C3
RMAPD PCR ,
1.4 RMAPD
1 1
1.1 ,
1.1.1 43 Mg**
,- 80 (A) TagDNA (B) dNTP (O
1.1.2 Tris Taq DNA (D) (BE)5 ,
dNTP  SD004 Marker 4 : L1 (4°)
, K Merk M-22R , 1
1 RMA PD L1 (4°)
Table 1 Orthogonal experiment design scheme of L s (4%)of RMAPD in crested ibis
Factors
Groups A/ (mmol - L -1 B/ U ¢/ (mmol - L-1) D/ @mol - LY E @mol - LY
1 1(1.88) 1(0.50) 1(0. 10) 1(0.10) 1(0. 20)
2 1 2(0.75) 2(0.15) 2(0.20) 2(0. 30)
3 1 3(1.00) 3(0.20) 3(0.30) 3(0.40)
4 1 4(1.25) 4(0.25) 4(0.40) 4(0.50)
5 2(2.50) 1 2 3 4
6 2 2 1 4 3
7 2 3 4 1 2
8 2 4 3 2 1
9 3(3.13) 1 3 4 2
10 3 2 4 3 1
1 3 3 1 2 4
12 3 4 2 1 3
13 4(3.75) 1 4 2 3
14 4 2 3 1 4
15 4 3 2 4 1
16 4 4 1 3 2
1.5 RMA PD DNA (50 ng/M L) 1.5uL ,
1 PCR ,PCR 1 , ddH20 200 L
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30 s,56 30s,72 455,94
30 s,36 60 s,72 90 s,35 )
72 10 min 20¢g/L
, 5 6V/cm,
0.5x TBE, 0.5 1h 1 DNA
1 12. 12 DNA
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:M. SD004 Marker
Fig.3 RMAPD amplified results of crested
ibis (RA10 and HEL1F)
1- 14. RMAPD amplified results of 14 crested ibis (RA10
and HEL1F) ;M. SD004 Marker

1 14. 14
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1 16. 1 16
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Fig.4 RMAPD amplified results of crested
ibis (RBO6 and HEL1F)
1- 14. RMAPD amplified results of 14 crested ibis (RB0O6

and HEL1F) ;M. SD004 Marker
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PCR
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Taq DNA
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