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Screening and Analysis of the D ifferential E xpressed Sequen ce
of D iamondback M oth P lutella xylostelln

LiuBaiduo, LiFenglang, He Biei, YuXizhong, LiZhongying, Cheng Luogen
(1 School ofLifeScince NanjingNomalU niversiyy Nanjing 210046, China)
(2 Instiute of Plant P wiectin, Guiou A cadany of Agriculure Sciences Guiyang 550006, C hina)
Abstract W e sifted the differential expressed sequence from P lutella xylostelle susceptble strain and the deltam ethrin-
res Btance strain by woway cDNA representatonal difference analyss( ¢cDNA RDA). The wo-way cDNA RDA was per
fom ed respectively using DNA fran the P xybstella susceptb k strain as Tester anp licon and from the deltame thrinrre-
s Btance strain as Driver an plicon, and us ng DNA from the deltam ethrir-resistance strain as Tester an plicon and fran
the susceptb k stran as Driver anplicon The differential sequences betw een P lutella xylostella susceptblk stran and
the deltan ethrir-resistance strain w ere analysed prelin marily A fier three rounds of subtractive hybridizaton the differ-
entil fragn entsw ere cloned with pM D18-T vector then screen ng positive clone with amp cilln and sequenced afier co-
ony PCR. Comparkons between our sequencing result and data in GenB ank shoved that therew ere wo sequences appea-

ring rehtively high hom ology to some knovn sequences One of hem had high han obgy with the sequence encoding s3a

prote n
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1.1
1.2 RNA DNA
TR Io [ (G beo BRL) RNA. ( Eppendorf
AG 22331 H anburg) RNA , 1. 2% . Unwersal R bocbne ¢cDNA
Synthesis System ( Pran ega) cDNA.
1.3
H ubank 2 : R-Bgt24 5-AGCACTCTCCAGCCTCTCACCGCA-3';

R-Bgh12 5-GATCTGC(GGTGA-3% JBgh24 5-ACCGACGTCGACTATCCATGAACA-3; JBghl2 5-GATCI-
GTTCATG-3; N-Bgh24 5-AGGCAACTGTGCTATCCGAGGGAA-3} N-Bgk12 5-GATCTTCCCTCG-3'.

1.4 DNA RDA
Hubank'”' Ll 1ug ONA  DpnI(NEB) I )
, R-Bgl24 s / , PCR , Dpnll R-Bgi24 , tester F
Bgt24 , ( tester) (drwer). :
( tester) 2 ,  SHgDrver cDNA 50 ng Tester
dDNA , 3xEE [30mmol/I, EPPS(Am resco), PH8.0(20C ); 30mmol/LL EDTA; ],
, 98C Smi, 1 BL 3mol/LL NaC] 67C 20h  TE(HS8.0) , PCR
15 , / . 37C 20m in / . PCR 26 ,
:95C 3mu 26 (95C 1mmn; 70C 3mmn), 72C 10m n ,
. , , Driver 5 Hg Tester
Driver 1: 1000 1:200 000 N-Bgl24 JBgl24
28 30
1.5
1. % , W izard SV Gel and PCR Clearup System ( Pum ega)
MD 18TV ecior{ Takara) , Topl0 , , PCR ,
(AB1377)
2 4R
2.1 RNA DNA
TR Il RNA A260/A280 1.97
28S 188 , . , ADNA 200~ 750 bp
2.2 dNA RDA
dDNA,  Dpnll , T4 DNA (NEB)
R , PCR R Tester Driver s 250~ 600 bp
) ) (1
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Fig.1 ¢DNA RDA difference production Fig.2 ¢DNA RDA difference production
(1. 2% agarose gel electrophoresis ) (1. 2% agarose gel electrophoresis)
CASUR S R AE R Tester HUR WA/ R B VADLILWUAE G 6 32 O Tester, U&7 R
Driver =8 7% %8 & Y45 Driver =544 % J7 45
¥ :M.2000 Marker;1 ~3:—, RERTY ¥ :M.2000 Marker;1 ~3:—, LR E
2.3
MD 18T V ector( Takara) , Topl0 s ,
PCR , NCBIBLASIN
2 G enB ank
; G enBank , ,
2 TS39 TS35 TS39
S3a , TS35 S23
DNA CLUB ( 3. ChstalX 1. 83 TS39
89. 8% , 90. J% . , TS35
bnam ia 93. Yo , 91. %% , 91. &% ,
91. %.

AGCCAGCGAAACTTCAAATACA CGGTTCITCAAA CCCTCAGAG GCGATTTTGGTA CCCTGGGTGCGGT
S Q R NF K Y TV L QTLIRGDVFGTUL G A V
TGACAAGGGTGGTTCCCACTTG TCTCTTGGT GAACATGGA CGG TGCCTTGA CATCG TACCAGTCTTTA
D K 666G SHULSLGEHG G R CTLUD IV P V FT
CGGGTGAAAG GGTCCACA ATCTTCTTCTTAA CACCCTTTTTGCCA CCCTT CGA CAGA CCTTTATTTTT
G ER V HN L L L NTULFA TILIRQT F I F
GCCCACCGCCATGA
A H R H
3 TS
Fig 3 Nucleotide ssquence and deduced an ino acid sequence of T S39
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Spodoptera  GGCCAGCGATACTT CAAAGACA CGGCCCITCAAA CCCTCAGAA GCGATTTTGGTG CCCTG
Heliohis GGCCAGCGAGACTTCAAAAA CACGGCCCTTCAATCCCTCAGAGGCAATITTGGTGCCCTG
TS39 AGCCAGCGAAACTTCAAATACA CGGTTCITCAAA CCCTCAGAG GCGATTTTGGTA CCCTG
Spodoptera A GTACGGTTGACAAGGGTGGTTCCCACTTG TCTCTTGGT GAACATAGA CGGAGCCTTGAC
Heliohis  AGTACGGTTGACAAGGGTGGTTCCCACTTGTCTCTTGGT GAACATAGA CGGTGCCTTGA C
TS39 GGTGCGGTTGACAAGGGTGGTTCCCACTTGTCTCTTGGT GAACATGGA CG GTGCCTTGA C
Spodoptera ATCGTACCAAT CTTTACGGGTGA AGGGATCGA CGATCTT CITCTTAACACCCTTITTACC
Heliohis ATCGTACCAGTCITTACGGGTGA AGGGATCGA CAATCTTCITCTTAACACCCCT ————
TS39 ATCGTACCAGTCITTACGGGTGA AAGGGTCCA CAATCTTCTT CTTA ACACCCITTTTGCC
Spodoptera  GCCTTTCGACAGGCCTTTATTTTTACCAACCG CCATGT
Heliothis e e e e
TS39 A CCCTTCGA CAGA CCTTTATTTTTG CCCACCGCCATGA
4 TS39 GenBank Sa
Fig 4 The can parison between TS39 sequence and another nucleo tide sequences known to encode S3a gene
of all oher species n GenBank
: Spodoptera , Helothis

TCAGGAACGGTAAGA AGGTGA CA GCGTTCGTG CCCCGTGACGGTTGCCT CAA CCA CGTTGAAGAG AACGACGAAGTGCT
s G T V R R . QR s C PV TV A S TTL K R T T K C
AGTGGCGGGATTCG GTCGTAAG GGCCA CG CCGTCGGTGACATT CCCGGAGT CCGATTCAAGGTTGTCAAGG TCG CCAAC
W R D SV V R AT PS VTFPE SD SRULS R S PT
GTTTCTCTTTTGGCTCTGTA CA AGGAAAA GAAGGAGAGGCCATGGT CT GTT CATG GATAGT CGA CGTCGGT

F L FW L CTIRI KRR RSGHG L FM D S R R R

5 TS
Fig S Nucleotide sequence and deduced an ino acid sequence of TS35
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