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Construction and analysis of suppression subtractive hybridization
cDNA library about the diapause and non-diapause larvae
of Grapholita molesta (Busck)
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Yangling  Shaanzi 712100, China)

Abstract: [Objective] This research was to obtain the diapause-related genes from Grapholita molesta
(Busck) ,and then to get the genes sequenced and analyzed. [Method)] Two suppression subtractive hybrid-
ization cDNA libraries were constructed with diapause and non-diapause G. molesta as positive and reverse
library. [Result) 128 fragments from the positive library and 132 fragments from the reverse library were
respectively selected for sequencing. 42 ESTs with diapause difference and 46 ESTs with non-diapause
difference were obtained finally,after cluster analysis and ordering repitition sequences. [Conclusion) Most
of the genes screened from two libraries are related to diapause and basically reflect gene expression pro-
files of G. molesta in duration of diapause and non-diapause by BLASTN. The study establishes a founda-
tion for further research of the molecular mechanism of diapauses of G. molesta.
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Fig.2 Agarose gel electrophoresis for detection
of tester cDNA adaptor ligation efficiency
DI1. Products amplified with diapause larvae cDNA as template,
and ActinF and Primerl as primers;D2. Products amplified with
diapause larvae cDNA as template,and ActinF and ActinR as
primers; N1. Products amplified with non-diapause larvae
c¢DNA as template,and ActinF and Primerl as primers;
N2. Products amplified with non-diapause larvae ¢cDNA as

template,and ActinF and ActinR as primers
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Fig. 1 Agarose gel electrophoresis for analysis

of total RNA from G. molesta larvae
D. Total RNA of diapause larvae;
N. Total RNA of non-diapause larvae
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Fig. 3 Agarose gel electrophoresis for detection of the
primary and secondary PCR products
M. Marker D1.2000; D1. Primary PCR products from diapause
larvae; D2. Secondary PCR products from diapause larvae;
N1. Primary PCR products from non-diapause larvae;

N2. Secondary PCR products from non-diapause larvae
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M. DNA 43 FHFr#E DL2000;

T~d4. JH WA H JE 20,25,30,35 MEHE PCR =415
5~8. AR WA E 20,25,30,35 MEF G PCR =4
Fig.4 Agarose gel electrophoresis for detection

of subtraction efficiency
M. Marker D1.2000;1—4. Products of subtracted sample from
diapause larvae after 20,25,30 and 35 cycles of PCR
amplification; 5— 8. Products of unsubtracted sample from

diapause larvae after 20,25.30 and 35 cycles of PCR amplification
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Fig. 5 Agarose gel electrophoresis for detection of subtract EST in SSH library
M. Marker DL.2000;1—23. Subtract EST sequences
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Choristoneura fumi ferana . Diapause-associated
protein 2
N, {5 B 2R B0 ik ; .
s e, . 58 Sk 25 N
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Adoxophyes sp. L . Diapause-associated
activating neuropeptide
. PR 41 2R U Mk T2 A ; .
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ey e g
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A = 2 L s
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R 5 |
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Types of gene

Bl 6 2% SCHE EST R0 i e
LACIH G 2. A7 AR 5 3. B FEAHOG
455 5. W H A6, RN AR AL A
Fig. 6 Putative function analysis of EST
from SSH libraries
1. Metabolic enzymes;2. Storage protein;

3. Transcription-associated; 4. Signal transduction;

5. Diapause-associated; 6. Unknown
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