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Identification of Rat Ischemia Related Gene KIAA0280 by Fluorescence

Differential Display PCR
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(Department of Pharmacology, Preclinical Medical School, SUN Yat-sen University, Guangzhou 510080, China)

Abstract  Objective To study the differences in gene between acute focal ischemia and non is-
chemia tissues in rat so as to clone the related gene of brain ischemia.  Methods The fluorescence
differential display was applied to screen the differential expression gene between focal brain ischemia
and non ischemia region. After identification by reverse Northern blot and RT-PCR, the full length of
the target EST R6 that was not highly homologous with the known gene was cloned by 5'RACE.

Results R6 in 4 821 bp full length was successfully cloned by 5'"RACE and the open reading frame
(ORF) was obtained. The results of Northern blot and RT-PCR were accorded with the cloned re-
sults. Homologous analysis showed that ORF of R6 was highly homologous (96% ) with human brain
gene KIAA0280, which encoded 166 amino acids. Nevertheless, the protein structure and function of
KIAA0280 was unknown. This KIAA0280 gene was located in 11th Chromosome (11q.13) of rat.

Conclusion The gene similarity to KIAA0280 is successfully cloned by fluorescence differential dis-
play from rat focal brain ischemia. It is up regulated in rat focal ischemia. The structure and function
of KIAA0280 has not been reported. Its markedly differential expression suggests that it plays an impor-

tant role in the pathogenesis of brain ischemia.
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Fig.3  Northern blot analysis in rat brain ischemia
Northern Blot analysis was performed in cerebral ischemia area, 4 KIAA0280 RT-PCR

hich shows onl ific band (4 821 bp band in R6 lane) . Thi
which shows only one specific band ( p band in R lane) . This Fig.4 RT-PCR Result of KIAA0280 in Rat brain ischemia

result conformed the full length of the gene we got is 4 821 bp (M lane is ) . . )
M: DNA marker; Lane 1: KIAA0280 in non ischemia rat brain;

maker) . . . .
Lane 2: B-actin band 1N non ischemia rat brain; Lane 3: KI-
2.6 RT-PCR AA0280 in ischemia rat brain; Lane 4: B-actin in ischemia rat brain
1 R6 B-actin RT-PCR
Table 1~ The volume ratio of R6 and B-actin band in RT-PCR

Vi6 /mm® V-actin/mm’ Vie/mm® /' Vpeactin/mm’

Ischemia 6 382 910 +5 892 201 876 +2 374 1.896 8 +0.235 6

Non-ischemia 6 109 823 +1 562 213 875 +3 122 0.5135+£0.102 1

Compare of ischemia and non-ischemia with student test ¢=0.000 186 P <0.001
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