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Screening of differentially expressed genes in rat brain repeatedly exposed to +Gz

LIN Kai, CAI Qing, BIAN Xiu-wu, LIU Hong-jin, ZHU Mei-cai (Institute of Pathology, Southwest Hospital Third Military Medical U-
niversitys Chongging 400038, China)

Abstract: Objective To screen the differentially expressed genes in rat brain repeatedly exposed to +Gz and
to explore the possible molecular mechanism of brain damage due to repeated +Gz exposures. Methods A c¢DNA
subtractive library with high subtractive efficiency of repeated |Gz exposures in rat brain was constructed by suppres-
sion subtractive hybridization (SSH). Positive clones were screened by differential screen technique. Sequence analy-
siswas performed on 10 clones. The differentially expressed genes were confirmed by RT-PCR. Results Seventy
positive clones were identified from SSH pools. Sequence analysis performed on the 10 positive clones showed that 7
clones were homologous with the genes published in GenBank and 3 clones were unknown genes. The wesults from RT-
PCR confirmed that the expression levels of those differentially expressed genes in rat brain of +Gz exposure group
were significantly higher than those in wntwl group. Conclusion The three novel differentially expressed cDNAs
are found with SSH and they might play an important role in the pathologic course of rat brain damage due to repeated
+Gz exposures.
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Lane 1: PCR products using Adaptor 1-ligated as the tamplate and the
G3PDH 3 primer and PCR primer 1 Lane 2: PCR product using
Adapoor 1-ligated as the template, and the G3PDH 3 and 5’ primers.

Lane 3: PCR products using Tester 1-2 (Adaptor 2R-ligated) as the
template and the G3PDH 3 primer and PCR primer 1. Lane 4; PCR
products using Tester 1-2 (Adaptor 2R-ligated) as the template and
the G3PDH 3" and 5' primers. Lane M: PCR markers
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Fig 1 Results of ligation effciency analysis

2.3 cDNA HRLEHBREAEHE LT

s 141
PCR s GAPDH
PCR , PCR 3041 27.32.37.42
S50 . :
PCR s PCR GAPDH
2.

D94
697 by

S18

Lanes 1 — 4 are subiracted PCR products; Lanes 5— 8 are unsubtracted
PCR products. Lane 1, 5: 27 cycles; Lane 2, 6 32 cycles; Lane 3, 7:
37 cycles; lane 4 8: 42 ¢ycles; Lane M: PCR marker
2 PCR
Fig2 Reduction of G3PDH abundance by PCR Select subtraction
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Fig 3 Identification of clones with restriction endonuclease cleavage
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A: Hybrdiation with foward subtractive probe; B Hybridi mtion
with reverse subtractiveprobe probe; The arovs show the diff erential
cbres to be sequenced
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Fig 4 Differential screening of SSH library by dot hybridization
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