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Analysis of DDK Syndrome Related Gene by Real-time PCR

CHEN Xiu-dong' , GUI Hong-xiang' ,ZHAO Xiao-yang’, WANG Shan-giang',
YANG Ya-meng' ,JING Ya-xing? . ZHENG Zhen-yu''**
(1. College of Arimal Science and Veterinary Medicine, Henan Agricultural University, Zhengzhou
450002, China; 2. College of Life Science, Henan Agricultural University,Zhengzhou 450002, China)

Abstract: In order to screen the genes associated with DDK syndrome, four significantly differen-
tial expression genes including EGF, Bcl-2, Mcl-1 , and EGF-R were analyzed by RT-PCR. The
8—10 weeks old mice of clean grade were mated in accordance in the way that male and female ra-
tio was 1 ¢ 1,using the DDK$ XBALB/c$ mating combination as the experimental group while
the BALB/c$ XBALB/c?{ mating combination as control group. According to embryonic devel-
opment,embryos implanted in the early 2-cell,4~cell,and 8-cell stages were observed and collect-
ed. The total RNAs were extracted, reversly transcribed and analyzed using quantitative PCR
technique to compare the expression differences of selected genes in different mating combinations
and different stages of embryos. The expression differences of three genes, EGF, Bcl-2, and
Mecl-1 ,in the three periods were extremely significant while the expression difference of EGF-R
was extremely significant in the 4-cell and 8-cell stages,suggesting that the four candidate genes
were related to the DDK syndrome.
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. DNA 10. 0 uL, RNase-free
. . dde () 20. O },LL, o 37 OC
41 Master Mix, 5 X Pri- 2 min,85 C 5s.,4 C R
meScriptTM Buffer 24. 0 pL. PrimeScriptTM RT 1.2.5 %2 % PCR GenBank
Enzyme Mix 1.0 pL.RT Primer Mix 1. 0 pL, cDNA , 2,
2
/C /bp
EGF 5'-CCTCATATGATGGATACTGCCTCAA -3’ 64 199
5 -ACCAGTGCCACCATGCAGA -3’
Bel-2 5'-TGAAGCGGTCCGGTGGATA-3' 65 104
5'-CAGCATTTGCAGAAGTCCTGTGA-3'
Mcl-1 5 -GGGACTGGCTTGTCAAACAAAGA-3’ 65 192
5 -AGTTTGGTGGCTGGAGCTTTAAGA-3'
EGF-R 5-TTGGGTATCCCGAAG-3' 65 225

5'-GCCTGATAACTGGACTGA-3'
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3 Ct
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2 28.6040. 64 28.2640.57 32.0140. 83 0 28.7640.75
30.1040.42 29.5840.58 33.2940.47 0 27.80 £0.55
4 28.03740.67 27.75+0.76 30.05740. 54 26.6540.45 25.1040. 87
29.7540.63 30.1840. 66 31.2140.74 28.0540.48 25.9640.72
8 23.3640.48 24.6240.59 22.0740.62 22.43740.42 15.45+0. 91

26.9040.51 29.9520.42 23.9840. 47 23.5640.53 16.68=£0. 62
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