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The method of Cdc42 gene accurate tissue location and quantitative analysis in the wheat aphids. YU
Wen-Juan™ CHEN Ju-Lian™ CHENG Deng¥a SUN Jing-Rui ( The State Key Laboratory for Biology of
Plant Diseases of Insect Pests Institute of Plant Protection Chinese Academy of Agricultural Sciences Beijing
100193 China)

Abstract To determine the temporal and tissue — specific profile of Cdc42 gene expression we performed in
situ hybridization (ISH) on different tissues from different nymph instars and adults of alate and apterous
English grain aphids Sitobion avenae (Fabricius). After dipping in the hybridization solution some tissue
biopsies stained brown indicating Cdc42 gene expression but no staining was apparent on the negative control.
Staining indicated the presence of the Cdc42 gene transcript in multiple tissues in different life stages including
the head region and abdomen of both alate and apterous adults and between the compound eyes on the head
region. In embryos staining was mainly evident on the abdomen. There was faint staining on the thorax of alate
aphids but hardly any staining in apterous aphids. Tissue and stage specific transcriptive levels were
determined by Real Time fluorescence quantitative RT — PCR. This showed that the level of transcription was
higher in the first and forth instar than in others in adults than nymphs in general and in alate than apterous
aphids. We conclude that in situ hybridization and real — time fluorescence quantitative PCR can determine the
location and degree of expression of the Cdc42 gene in wheat aphids
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1.2.1.1 Cdc42
mRNA

(1) 5'-TACAC GACAA ACAAG TTTCC
TTCAG AATAT GTACCS3’

(2) 5'-GAGCC ATATA CATTG GGTTT
ATTTG ATACA GCAGG3'

(3) 5'-ACTGA TGTGT TICTIT GTTTG
TTTCT CCGTG GTTTC3’
1.2.1.2

34 4%
/0. 1M PBS(pH7.0 -7.6) 60 min;
75% 95% 100% 100%

60 min;
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2 52 ~54°C
1 60 min; 1
54 ~56C
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TOP10



* 1098 - Chinese Bulletin of Entomology 47

PCR . . 4.5kb 1.9 kb (28sRNA
RT-PCR : SYBY 18sRNA) RNA
Green Mix 10 pL (10 pmol/pL) DNA o
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