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Molecular cloning and expression analysis of BnDHAR in Brassica napus L.

SONG Yan-Hong » FENG Gang , WANG Hao-Jie, ZHANG Lu, WANG Mao-Lin
(College of Life Science, Sichuan University, Chengdu 610064, China)

Abstract: A 230bp partial DHAR-like DNA segments was obtained from a Subtractive hybridization li-
brary of a dwarf mutant vs its wild-type parent in Brassica napus L.. A full-length ¢cDNA sequence of
the gene, namely BnDHAR, was cloned by homologous cloning from Brassica napus. BnDHAR was
fully consistent with nucleotide sequence of the gene in the published Brassica napus genome. The
BnDHAR gene expression in different organizations at different developmental stages of Brassica napus
was analyzed by qRT-PCR technology. The results showed that BaDHAR gene expression in the wild-
type leaves was the highest, almost 5- fold that in the dwarfing mutant, and extremely low expression in
roots and stems. High temperature stress elevated the expression of BnDHAR. Under salt stress,
BnDHAR reached its highest expression after treatment in 9h, whereas, the highest expression was de-
tected after 12 hours treated with drought stress. In summary, the BuDHAR gene expression exhibited
tissue specificity and probably played a role in response to abiotic stress in Brassica napus.
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Tab.1 Primers for cloning and gqRT-PCR of BnDHAR gene
ER/ER S ¥ (5" —3") KB /bp

Ly BiDHAR-F ATGATAAGCCTTGGA CAACC 23
L, BnDHAR-R TTAACCCATCACCTTTGGTCTC 22
L; BnDHAR-qF TTTATCGGTTTTCTCAAGAGC 21
L, BnDHAR-gR CAAGTGCAATCTTTGTGGT 19
P; Bractin-qF TCTTCCTCACGCTATCCTCCG 21
P, Bractin-gR AGCCGTCTCCAGCTCTTGC 19
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Fig. 1 Amplification of the full-length CDS of
BnDHAR gene
M. DL2000; 1. PCR products with cDNA of wild-type plants
as template

2. PCR products with cDNA of dwarf mutant plants as template
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Fig. 2 Alignment of DHAR protein from Brassica napus and other plant species

AtDHAR3.BJDHAR2.OcDHAR .BnDHAR stand for the protein from A. thaliana, Brassica juncea , B. oler-

ceas B.napus, respectively.
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Fig. 4 BnDHAR expression in wild type, dwarf mutant of roots, stems and leaves during the different developmental stages

with qRT-PCR

A. Roots; B. Stems; C. Leaves
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Fig.5 BnDHAR expression under different abiotic stress with qRT-PCR

A. Salt stress; B. Drought stress; C. High temperature stress
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