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Construction and Bioinformatics Analysis of Suppression Subtractive Hybrid-

ization Library for Cotton Induced by Spodoptera Litura (Fabricius)
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tion, Chinese Academy of Agricultural Sciences, Beijing 100193, China)

Abstract: To explore insect resistant genes induced by Spodoptera litura (Fabricius) larvae from cot-
ton, forward and reverse suppression subtractive hybridization(SSH) libraries were constructed. 1000
clones were selected from each library, the inserted fragment sizes ranged between 200 bp and 1000
bp, which meet the requirements of a plant cDNA library. 250 positive clones from the forward librar-
y were screened by using the Reverse Northern Dot-blotting technique, then sequenced and analyzed,
and 35 expressed sequence Tags (ESTs) were obtained, in which 24 ESTs were obtained from the
positive clone in reverse library. Based on BLASTx in GenBank analysis, it was found that those ES-
Ts make important roles in signaling pathway regulation, gene regulation, anti-stress ability, defense
responses, energy synthesis and metabolism, proliferation of cells, and so on. Those genes play an
important role in regulating and defending against S. litura larvae directly and indirectly.
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Plant RNA Extraction Kit | Tt T HER R
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PCR-Select™ cDNA Subtraction Kit #§ £ g
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Easy 8 B Promega /A #] ; B AL AR HH
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ZEShAFHAAE -~ RHBEXZARES
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Fig.1 Total RNA from different treatments of cotton leaves
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Fig.2 Agarose gel electrophoresis analysis of mRNA from

different treatments of cotton leaves
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Fig.3 Result of 1* and 2™ PCR amplification after SSH
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Fig.4 Clone carrying inserts screened by PCR amplification
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Fig.5 Results of Northern dot blot
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Table 1 Homologous analysis of ESTs from the forward and reverse libraries by BlastX

F3iE R BEE AL
FE659328 EZHEEH 4E-40 72/75 (96%)
FE659330 41 i 5, P450 2E-48 80/91 (87%)
FE659332 BEFRRL R 4E-28 60/68 (88%%)
FE659333 L-$5 35 I B8 5 | AL Bg 6E-33 68/68 (100%)
FE659334 NBS-LRR HitE £ EEH 3E-99 221/230 (96%)
FE659335 F-box/LRR Z &k EH 15 1E-27 61/92 (66%)
FE659336 HERB S8 P 9E-83 164/165 (99%)
FE659337 CEZRKER 2E-23 57/72 (79%)
FE659338 “HEREFEEL 1E-24 58/58 (100%)
FE659341 BELGHMHITEREEA 6E-52 101/102 (99%)
FE659345 HEEH 3E-23 55/55 (100%)
FE659346 Smr B EH 2E-27 63/76 (82%)
FE659347 ST | L Eg 2E-05 23/23 (100%)
FE659348 gag/pol BREEH 6E-124 216/325 (66%)
FE659349 RERrEH 5E-39 80/80 (100%)
FG234927 “ERR . BB 3E-95 194/195 (99%)
FE896837 BEEBREEH B3 9E-34 68/81 (83%)
FE896838 EREBEAME 3E-06 23/26 (88%)
FE896839 IR/ ARKRFIKEEH 7E-35 95/126 (75%)
FE896840 B AR I 1E-30 64/96 (66%)
FE896843 HEH 3.2 2E-70 137/137 (100%)
FE896844 HEETA/BESEH 5E-74 132/135 (97%)
FE896845 HEELE 1 PsaD T 2E-42 102/135 (75%)
FE896846 ERFERBEEBEEANGE 0 404/427 (94%)
FE896849 MEEREER 4E-22 51/81 (62%)
FE896851 —REBR K TR B AL BE /D T 3 5E-32 62/63 (98%)
FE896852 FEr- G EETERE b 2E-28 61/70 (87%)
FE896853 WM Hpp REEH 9E-49 80/105 (76%)
FE896854 HEENEEES 2E-05 22/31 (70%)

WM R E T, 5SEOEMBHRXN
—EHEFNE FERE, MBREEERED (polyu-
biquitin) .72 &% H (ubiquitin protein)%, K%
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Bk EO R E RSN B e,
iR ER A A SR REEEEME
A, MRS R IR )G R R —
H BS54 32 BI R A BER I IE R ThEE, 7
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F, U EEESNA BT RESRAREE.
VEL7/b -3 % 1 S

BB Rk —BESH% S ER, thin Fbox
BEARBEEAMHIE.2ERSBSE . X5~
BAREEAR B, Fbox EAKRNFHIZEL
EOGERERTTRREMYERNREAAENEER
PL B RS 5K R & EMRFREE Y,
BEAH HUREENRERZARS SHGREY
BRIt BRMY AR ARG S % FNERA

At R REN, AR a R
B R SILG AL & ABA K& BB & 8
H WHEA G2 SEYH R G0 F 5 MEd R, 7
RELFEESHIUBRFEN T EEALBE
B E RN . RN A T R AR A AR
WESHS, AR EERE, 71EHE Y HE 4
F A AL B AR AL R R AR T3

BIRE, AR E KRB, FESBERKR
BEA R KGR T BRG] E Y R, RIBK TV B
5T R A ARSI B F DY MR
LR EEXR, J5E W REBRREIRRY RS
FIBERBRIE R Y R, T H C sk — s
TR IR S R R EE tpsd.1ps5.1ps10
bl AT KRR EAH XEYERE
BAaYRERENCBAEER, TREIL
et WA RREEEFH 2 REERFE
FERBHTFRHENESHERMEHE

FRFEFEY PR B RESEA
BERYNRBIEE R 2R, Wi REsH
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