Chinese Journal of Zoology 2006 41 2 61 ~ 65

PCR

710062
PCR Acridoidea NCBI
36 cytochrome b Cyt b  cytochrome oxidase subunit [[ COII
cytochrome oxidase subunit [ CO [ LPO3 LP4 COI Cyt
b LPCyt b LPCOIl Cytb COI 1 kb
10
PCR
Q955 A 0250-3263 2006 02-61-05

Amplification of Grasshoppers Complete Mitochondrial
Genomes Using Long PCR

LIU Nian HU Jing HUANG Yuan
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Abstract Long PCR was used to amplify complete mitochondrial genomes of 10 Acridoidea species. Two sets of
primers were designed based on conserved regions of Cyt & COIl and CO I genes which were downloaded from the
NCBI. One pair of primers 1P03 and L.PO4 amplified the region from CO I to Cyt b while the other LPCyt b and
LPCOIl  amplified the region from Cyt b to CO Il . There was about 1 kb overlapping region between the two
fragments . Although the primers used in this study were examined only in grasshoppers a possibility of their application
to other insects is very high since the high degree of sequence conservation is shown on primer sites in other insects.
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65°C 3h pH7.6~7.8
! Cl =24:1
1.1 DNA 10 -20C 100%
1 0.005 mol/L Tris 70% DNA DNA
0.01 mol/LL NaCl 0.01 mol/LL EDTA pH 7.0 ~ 4°C 12000 g
8.0 B 0.5%SDS C 0.2 mg/ml DNA
K A B =8:1:1
1
Table 1 Summarization of sample in experiment
Family Genus Sample Location Tif"e Preservation
Oedipodidae Locusta Locusta migratoria manilensis 2003.10
Arcypteridae Arcyptera Arcyptera coreana 2002.07
Pamphagidae Haplolropis Haplotropis brunneriana 2002.07
Acridoidae Acrida Acrida cinerea 2002.07
Catantopidae Calliptamus Calliptamus italicus 2001.08
Ocdipodidac Gastrimargus Gastrimargus marmoratus 1998.07
Catantopidae Sinopodisma Sinopodisma houshana 2002.09
Pamphagidae Filchnerella Filchnerella yongdengensis 2001.08
Oedipodidae Angaracris Angaracris rhodopa 2001.08
Catantopidae Oxya Oxya chinensis 2004.09
1.2 TATCATTC-3" LPCOIl 32mer 5'-TGATTAGCT
36 CCACAAATTTCTGAACATTGACC -3" LPCytb 32
Hemiptera O Plecoptera mer  5'-WACACCAGTTCATATTDAACCAGAATG
1 1 ATATT-3’
Blattodea 1 Lepidoptera 5
Diptera 11
Psocoptera Hymenoptera BGI Life Tech Co. Lid.
2 Thysanoptera 1 1.3 PCR 2
Coleoptera Orthoptera 1 PCR
Cytb COIl COI Mg**
Clustal X 1.83 ! 3 dNTP
Ccol
TaKaRa La Tag"™ TaKaRa Biotechnology Co.
Cyt b COIl col Lid. 50 pl 10x LA
CB-N-11328 > CB-J-11338 2 COI-RLR" €O  PCR Buffer [ Mg* Free 2.5 mmol/L. MgCl,
[I-Cro2 ° e PCR dNTP 400 pmol/L 0.8 pmol/L
[PO3 32mer 5'-CATTTATTTTGATTYTTTG 2.5 TAKARA LA Tag 0.1~1
GWCAYCCAGAAGT-3' 3 LpPO4 pg  DNA 50 pd Bio-
32mer 5'-AAAATWGCRTAWGCAAATARAAAA Rad Myeycler PCR PCR
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94°C 2min 92°C 30 s 64C gene Biotechnology Co. Litd. Big-Dye
30 s 68°C 12 min 20 Terminator v3.1 Cycle sequencing kit  Applied
20 20 s Biosystems Pty Lid. LPCOIl  LPCytd
68°C 7 min AB  3100-Avant  Genetic  Analyzer  Applied
PCR Biosystems Pty Lid. PCR
1.0% ADNA \ Hind [l NCBI
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Locusta sp. JD-2003 cytochrome oxidase
2 subunit ]| CO1 gene LP04
1 LPO3 Locusta migratoria mitochondrion cytochrome b
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Fig.1 PCR amplification of complete mitochondrial genomes with LP03 and LP04 in ten Acridoidea species
1. 2. 3. 4. 5.
6. 7. 8. 9. 10.
. Locusta migratoria manilensis 2. Areyptera coreana 3. Haplotropis brunneriana 4. Acrida cinerea 5. Calliptamus italicus
6. Gastrimargus marmoratus 7. Sinopodisma houshana 8. Filchnerella yongdengensis 9. Angaracris rhodopa 10. Oxya chinensis .
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