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Opti mization & RAPD Readiion Systemfor Liliumfor mdong

HUANG Z-feng et d ( Dongguan Inditute d Agncdturd Seeds in Quangdong Province , Dongguan , Quangdong 523063)

Aostradt [ (jective] The a md the research vas to set up a kind of RAPD opti mized syste mfor lily ger ndasm. [ Method] Geno nic DNA vas extracted
from Liliumforndongi to make RAPDreaction. Through the orthogond expen nertad design, RAPDreaction condtiors and reaction syste mfor L.fa no-
long were opti nized . [ Resut] The opti nized conditions of RAPD reaction vere as follows: DNA S0 ng,Rinmer 0.3 pynol/ L, Tag 1.0 U,d NI’ 200
pnol / L and My * 3.0 mmol/ L. In RAPDandification programof L .fa ndong the sigrificarce of eachfactor in order wes as cycle nurrber > elongation
ti ne > anneding tenperature > anreding tine . The opti num RAPD reaction programfor L .formdong wes as fdlove : annedingfor 50sa 37, elon
gaing for 60 s, recycling for 35tines . [ @relusion] Aset of stade RAPDreection syste mvas set Up inths research and it had better angification ef-
fects.
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RAPD( Random Andified Pdynorphic DNA) PCR fl/ , 2u 0.5 ug nh
(Pdynerase Chein Reaction) DNA 1.4%( WV , 1xTBE 6
RAPD ( 10 - DNA V/icm 3h ,

) ( 45 ), RAPD

RAPD ,  RAPD 12.3 Lx(59 ( 1),
RAPD dNTPs Fri ner My>* Taq
[1-2]

, , , , S21( CAGGCCCTTC)  Sl1
, ( GTAGACCCGT) S17( AGGGAACGAG)

: , RAPD ( 1 1 9

[5]

( bliumfar nolongi) RAPD

1.1 ,
ADNA EcoR + Hnd Taq
dNTRs Tis CTAB EDTA Rnese A,
EB
;PE2400 PCR Perkin H ner Gtuws
1.2
121 DNA 2 x CTAB : 1 16( ) 9 25
DNA , Couch [3 DNA 21, 17 ADNAY EooR + Hnd
[4] Note :Lane 1 16: Test No. 9 25 df orthogond test design ; Ri ner S21,
122 20U, Lane 17 : ADNA EcoR + Hnd
. 20y , RAPD | 1
| 5 ’ 4 Fg.1 Angdification effeds d orthogord design
124 S29( GGGTAACGCC) S32
( 200044) ( TOGGCGATAG) . Ly(3Y ( 2
(1977-), , , , ( 2 1 9
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[6] ( 1)
( 1) , 13
, :DNASO g ,Ainmer 0.3 unol/ L, Tag 1.0
U,dNTRs 200 pmd/ L, My2*3.0 mma/ L
R
1 :
:DNA80 g ,Riner0 .3 ynd/ L, Tag 1.0
U,dNTR 200 pnd/ L, M*" 3 .0 mml/ L ,
DNA ’ DNA 1 9 ) 29 1
RAPD , RAPD i ) 2
or . 19 10 ADNA/ EcoR + Hnd
My Riner Tag dNTPs DNA Nte :Lanel 9: Nb.1 9 in angification test of orthogonal design
22 2 2 ’ R wthpriner 29 ;lane 11 19: Nb. 1 9in angificdiontet o
3.33 A atlogond design with priner S32; Lane 10: ADNAY EOR +
Hnd
8 2
Hg2 Odinizaiond readion programby athogord design
1 L5
Tade 1 L 5) athogord dsign andits resut
Qder DNA Ri ner T dNITPs My 1 sl S17 Aerage
1 10 01 10 29 20 7 4 4 5.0
2 20 01 25 30 30 1 1 3 1.7
3 40 01 20 10 25 5 7 8 6.0
4 80 01 05 20 10 0 0 0 0
5 10 01 15 190 15 7 7 8 7.3
6 10 0.2 15 20 25 0 0 0 0
7 20 0.2 10 190 10 2 5 1 2.7
8 40 0.2 25 290 15 2 3 4 3.0
9 80 0.2 20 3m 20 5 4 6 5.0
10 10 0.2 05 10 30 6 3 3 4.0
11 10 03 05 30 15 5 9 7 7.0
12 20 03 15 10 20 6 2 7 5.0
13 40 0.3 10 20 30 9 9 9 9.0
14 80 03 25 190 25 9 8 8 8.3
15 10 03 20 290 10 0 0 0 0
16 10 04 20 190 30 8 4 6 6.0
17 20 04 05 29 25 7 5 5 5.7
18 40 04 15 3 10 0 0 0 0
19 80 04 10 10 15 6 6 3 5.0
20 1@ 04 25 20 20 4 3 5 4.0
21 10 05 25 10 10 2 3 7 4.0
2 20 05 20 20 15 4 4 4 4.0
23 40 05 05 190 20 7 7 6 6.7
24 80 05 15 290 30 4 5 6 5.0
25 10 05 10 30 25 3 I 7 5.7
Ky 4.053 4 000 4 667 4.800 1.333
Ko 3.800 2 933 5 467 5.853 5.267
Ks 4.933 5.866 7 3 467 5.667 5.133
K4 4.667 3.787 2.853 3.733 5.133
Ks 4.200 5.067 4 .200 3.867 4 787
R 1.133 2.933 2 .613 2.120 3.933
37 , 0s, 60 s, 35 ( 7594 )
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M DNA Mrler ;1
pLjl PT3 GUB
Nte: M, DNA Mrker ;1 , Qorstructed vector pylIPT3 GUS ;2 , Bwzyne
digestion resuts of pljIPT3 GLS.
3 YIPT3
Icertification & || PT3 pronttar exqression vedor by en
zyne dgetion

pLIPT3 GUS 2
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2 Ly 3)
Tade 2 Lg(34) orthogond  designin readtion programand test resut
S S SO S
Awrage
Tt Nb. Aveding tenperaue Aveding ti ne Honcdion ti ne Nunder of cycles Riner 9 Pinar S32
1 36 30 120 35 9 4 6.5
2 37 30 60 30 1 1 1.0
3 38 30 0] 40 7 7 7.0
4 40 20 30 4 3 3.5
5 37 40 120 40 5 9 7.0
6 40 60 35 2 6 4.0
7 36 50 60 40 3 5 4.0
8 37 50 0] 35 8 8 8.0
9 38 50 120 30 6 2 4.0
K1 4 .67 4 .83 3.000 2.833
Kz 5.333 4 .83 6.167 6.167
Ks 5.000 5.3 5.833 6.000
R 0.67 0.5 3.167 3.333
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