Journd of Anhui Agii. Sdi. 2008 ,36(33) :14422 - 14424 ,14430

1,2 1,2 1,2 1,2 1=
] ] ] ]
(1. , , 810001 ;2. , 100039)
[ ] ( Ochatona curzoni ag) ISR , ISR
[ 1 DNA , , Mg?* dNTPs Tag
[ ] , ISSR PCR 25Ul PCR , 441 DNA 1.5 mol/L
Mgd, 0.2 mmol/L dNTPs,1.25 U Taq 1.5unol/L , 4560 ) 1 PCR
6 [ ]
JISR; PCR
$813.3 A 0517 - 6611(2008) 33 - 14422 - 03

Optimization and Screening o ISSR Primer Reaction Sysem for Ochotona curzoniae

GE Yarrlietal  (KeyLaboraory of Adgptation and Evolution of Rateau Biota ,Northwest Indtitute of Aateau Biology ,Chinese Acadeny of Stiences , Xin-
ing ,Qnghai 810001)

Absract  [Objective] The ressarch aimed to sudy the suitable ISSR reaction sysemfor Ochotona curzoniae ,to obtain high resol ution and muitiple poly-
morphic bands. [Method] Based on the gerorric DNA extracted from Ochotona curzoniae the effects of the mein reaction sysem elements such as Mg?* |
dNTPs primer tenplate DNA , Tag DNA polymerase and anneding tenperature were presented by snde factor experiment. [ Resut] The resuts showed
that the optimum conditions of 1ISSR PCR anplification were asfollow : The totd volume o the reaction sysemwas 251 ,conssed of 4141 DNA tenplate,
1.5 mmol/L Mgd;,0.2 nm/L dNTPs,1.25 U Tag DNA polymerase,1. 54 nol/ L primer and annedling tenperature of 45- 60 . The 11 ISSR primers
were used to screen the suitable primers ,of which 6 1ISSR primers were screened. [ @ndudon] Thisoptimd sysemdfered atechnicd sygemd ISSR andl-
yss suitable to Ochatona curzoniae.
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DNA pl 0.5 1.0 25 40 50 7.5 .-
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1.1 concertretion
Mg mol/ L 1.0 15 20 25
4 Mdf " concertration
0 P ol/L 0.5 1.0 15 20
% % Rimer concertration
1.2 ISSR (UBQ) 100 oNTPs mol/ L 0.10 0.15 0.20 0.25
dNTPs concertration
ISR 1 UBCB09 ,UBC827 , Tq U _ 0.50 1.00 125 1.50 2.00
UBC813,UBC812 ,UBC829 , UBCB16 , UBC823 , UBCS72 , UBCS55 , Taq erzyme concertration
47 49 51 5 5 59
UBC834 ,UBC819, TaKaRa Anneding tenperaure
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Fig.1 The dectrophoretogram o DNA in Ochatona curzoniae

4  TagDNA
Fig. 4 Hfectsd Tag DNA pdymerase concentration on the amplifi-
cation resuts
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Fig.2 Hfects d template DNA concentration on the amplification
results
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Table 2 Sequences d 6 ISSR primers and the optimum annealing tempera-
ture
Rimer No. Anneding temperaure  Theoreticd terperaure

uBC323 57 52

UBCB12 56 50

UBC329 59 52

UBGC872 45 40

UBC855 60 51

1749 51 53 55 57 59 61M47 49 51 5 UBGBI3 8 0

! , UBCST2 24
Fg.7 Hfedts d annealing temperature on the amplification resuts 8 8
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Note:1- 17 gand for popuaionsfrom Bad Town of Langkezi Gounty ;18 - 24 sand for populaions from Reong Town of Jiangd Courty.
8 uBCg72 24 ISSR
Fig.8 ISSRamplification results d 24 samplesd O. curzoniae with primer UBC872
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Table 8 The bacteriodatic cirde o grain Y-1 againg antibictics

Badteriogatic drde

Mz
Goncertraion . .
TMosn Furazdlicone
10my m 2.8 3.9%5 2.90
5my m 2.82 3.60 2.75
2.5my m 2.80 3.44 2.61
1.25my ml 2.73 3.3 2.82
0.625 mgy/ ml 2.65 2.9 2.41
312.5ug m 2.60 2.80 2.25
156.25u ¢/ m 2.49 2.90 1.9
78.125u g/ m 2.40 2.40 1.89
Pdugm 1.60 2.2 1.68
19.5p ¢/ mi 1.31 1.8 1.45
9.8ug m 1.25 1.50 1.35
4.9ug m 1.25 1.30 1.35
2.5ug m 1.15 1.30 1.30
1.250g/ m 1.00 1.20 1.20
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