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Abstract: This experiment was conducted to explore the potential regulatory sequences of duck
CD8q« gene and the mechanism of transcription regulation. The CD8a gene promoter was cloned
by genome walking, the sequence of the promoter was analyzed by online software of bioinforma-
tics, and then the promoters from DHV-resistant and DHV-susceptible duck were subcloned into
the luciferase expression vector pGlL3-Basic directly, and their luciferase activity was detected.
The DNA sequence of 2 480 bp was amplified including 56 bp in exonl and 2 424 bp of promoter
region. There were TATA-box, GC-box, CAAT-box and transcriptional start site in the
sequence, 41 transcriptional factor binding sites including CdxA, Nkx-2, GATA-1, SRY, and so
on, were detected. The luciferase reporter gene recombinant pGL3- CD8¢« including correct target

gene was constructed and identified by restrictive endonuclease enzyme cutting and sequencing,
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the pGL3-Gy and pGL3-Gk plamids had strong luciferase activity. The result lay a foundation for

exploring the promoter activity and transcriptional regulation mechanism of duck CD8a gene.

Key words: duck; CD8q gene; promoter; luciferase reporter gene
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Fig. 1 Amplifying protocol of CD8a gene in duck
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Fig. 2 PCR products on 1% agrose gel by genome walking

ORI RS A5 T NS CD8a 2 2 155

The above is sequence got by genome walking, the next is the known sequence
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Fig. 3 Sequence alignment between sequence got by genome walking and known sequence
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-2 017 GGGAGCTGCAGTGATTCGAGCTCGGTACCGTAATACGACTCACTATAGGGCGACATATGATCGATGATATCCCATGGGCGGCCGCCTGCAGACCAGGTCT

-1917 AGAGAAGTAGCATAGGGATATAGTTTAGTGGAGGACTGTTAGTGTTAGGTCAGAGAGCGGACTAGGTGATCTTGGAGGTCTCTTCCAGCCTAGATGGTTC
HSF2
-1817 TGTGATTCTCITATTTCCTGTTACTCAGCACTGTGGCCTTCATCCCGTGCTACACAATGGGCAACATCAGAAGAGGCAGGGCTGGTGGTACCTTTTGTGT
c-Ets  NF-E2

-1717 AGAGGTGAGTCACAAAGAGCCTCAGCAAATAAAAATATGAGGAGGAAAAGGAGTCCTCTGGGTGGTGATGCAGGGCCCAGGGCCTGAACACGATGCAGGA

AP-1 C/EBP GATA-1
-1 617 AGAGGTGGCCTCGTGCGGAAACCACCTCAGTCTGTCAGCCATGAGGACCAAGCTGAAGGTCCTAAGCTGTCCTTATGAGGGGAAACTGGGCTCCTGTTCA
MZF1

-1517 GTGTCTGGGACTGACCCATAATAAAATAACACTTITAAGTGGAGAAGTGGAGTTCCTGGCCCCTGAAGTGGAGAAGTGGAGTTCCTGGCCTAGGCTCCTC

CdxA Nkx-2.1 Nkx-2.1
-1 417 CATTAGGCGGTGAAGCCAGGCACCTCCCAAGAGCAGCTTATCCCATTATAAAGGCAGCACAGATTCCCCTTAGGTTAAGGAGAATAACTTTAAGGAGAAA
Lyf-1 CdxA
-1317 GGAGAATAACTTAATGAGGTTAAGGAGAAAAATGCCCCCCAAAACAGAAGGGGCCTACACAAACAGCATAACTTAGAAGTCACATCCAGAGATGGCCAGA
SRY
-1 217GTCGTAAGAGATTTCTTTACCTCAGGCCTGAAGTTCATGTTTGCTTGATGGGATTTCGAGATTCAGACCCTTGTAATGTTATTTAATTGACAAAACCTTT
SRY HNF-3b S8
-1 117 GTTCTTTTGAAAAAAGAATCTATCTCATGTTGACATCACAAGTCATACAAAGCACATTTTACATACAAAGCTCATATACATGTATACAAAGCTCATCAAA
-1 017 GCACGTTTCATGGATCTTAGTGGGCGTAATACATGCTGTCCTCACTCATGAAAAAGCTTTGAGGCCCGGTGAAATGAGCCCAGTTCCTAGCCCATTTAGC
-917 TCACTTTCTCATAACCATCACGTCTAAGTAGCAGCCAGAACAACAATTTTATCAGTCAACAGCACCTGATTCCTGGCATGCCCAGGAACAGGGGGCTTTC
GATA-1 MyoD SRY

-817 TTTGCAAAGGAGTAGTAGAAATACACCTCCCACATAAAGGAAAATCATCACCATCATCATAGAATCATTAAGGTTGGAAAAGACCTTCAAGATATCTGGT

CdxA CdxA GATA-1 GATA-2
-717 CCAACCACCCCCCCGACCACCACTGTCACCACCAAACCAGGCCCAACATTTCCTTGAACACCCCCAGGGACGGTGACGCCACCACCTCCCTGGGCAACCC
CREB
-617 GTCCCAACGCCTGACTGCTCTTTCTGACAGAAATGTCTCCTCATTTCCAACCTGAACCTCCCCTGACACAACTTCAGGCCATTCCCTCTGGTCCTATCAC
CdxA GATA-3
=517 TGGTTACCTGTGAGATATAATAATTAAAAAAAAAATAAGTACGAAGACCAGGAAATACCAGCAAATAACACCAGCAGCCTGGTGAAACCGTTGCTACTCT
CdxA S8 c-Rel v-Myb
-417 ATGTGCAAATACCAGGAAGCCCAACCCTCCCAATGTACAAGTGGTCACCTGGAGGCAAAAACAAGGGCCCTGAATGCTGAAACGTGTAAAGTTTTTTTTG
Nkx-2.1 SRY
=317 GCAGTACGGAAGTCCC'@TTGGAGTTGAAAACCACGAGATGCTCAAAAAAAAAAAAAAAAAGAATGCCTGCCACTGGGCACAGGGCTTTCTTGATGG
GC-box GATA-1
217 GTTTTGCATCTGCGACCACCTGCCTTGCACAAAGCAGCTTTTTCAAAGAACAAGGGCAGAGAGICAATITGGGCTGATGGACTCAGCTACACGTCA
E47 CAAT=box CAAT=box
-117 CATGGGCTTGGATGTAGGTGTATCTATATAICTGATAGATAGATGGGTATATGCTGTAAAACATTCCTGCGTCTTGATCGCTCTGTAATAAAAAAGCTCTT
r_) TA=box
-17 CCACCTACACCAGGCTGIQITGAGCACACACAAGTGAAGGCCTGTGCCCATGGCATGGCACTCACCCACGTTTTCTGCAGAGCTGGACCTGATGTGAGTGC
7SS Nkx-2.1
84 CCCAAACGGCTGGGAGACAGCAGTCTGCGGTGGCTGATCCTATTTCAAGCCCACAAGTTGTGAGTCTGAATCTCTAGTGAAGTTGCCACAGTGAAATCCT
AML-1a
184 CAAGGCACCATTGAAATAAATGCCATAAAGACAAATGAGCCCAAGTTCTGGAACAGAAATGAATTTCTTCAGAAATCATTGCTTGTTTCATTTCACCTCA
CdxA CdxA CdxA SRY deltaE
284 GATGCTGAACACCGGCTCTTTGCTTAAGAGGGTCCTGGTGACATCACATCCTCTCCAAAAAGCTGCACAGCCTCCGAAGGCAAGCGAGAAAGATCATCTG

384 TGCTCCGCTGCCTCGTCCCCGAGGATGACGGACGCATCTCTGCGCTGCTCCTCCTGCTCAGCCTGGGGCTCTGTGAGTAT

B4 B CDSo EEBFEXFFISH
Fig. 4 Analysis of promoter region of duck CD8o. gene
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