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Design Chemical Synthesis and Cloning of the Opioid Peptide Gene

WU Xiao-bing LE Guo-wei  SHI Yong-hui
School of Food Science and Technology Southern Yangtze University Wuxi 214036  China

Abstract Many bioactive peptide have potential availability in animal husbandry but the source of
these peptide is limited. It is difficult to express oligo-peptide by gene engineering. We designed the
gene of these peptide by repeating its splice and three primers under the aid of software primer 5.0.
The interest gene was synthesized after extension reaction of the primers and PCR reaction and then
it was cloned into plasmid pPIC9K. The recombinant plasmid was identified by PCR reaction and by
cutting with Sca [ . Sequencing result showed that the gene sequence is correct.
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SDS-PAGE Ecor I Not I DNA
Arg  Lys. pPICIK invitrogen
Arg  Lys Sca 1
PCR JM109
Arg-Tyr-Pro-Phe-Pro-Gly-Pro-1Ile-Arg-Tyr- 1.4.2
Gly-Gly-Phe-Met-Thr-Ser-Glu-Lys-Tyr-Pro-Phe-Pro- 1 DAN F2 0.01 OD pL 5
Gly-Pro-lle-Arg-Tyr-Gly-Gly-Phe-Met-Thr-Ser-Glu- me R1 0.01 OD plL 5 plb 10 Takara LA
Lys-Tyr-Pro-Phe-Pro-Gly-Pro-Ile. 10 oL ANTP 16 pL. H,O 63 pl.. 94 C
1.3 5 min 10 min 55 C. Takara
1.3.1 LA Tag 1 pL 5min.72 C 5 min
3 pPICIK DNA 4.
2 PCR F1 0.01 OD pl 1 pL
EcoR 1 R1 0.01 OD pLL 1 . DNA 1 pLL ANTP
v 10 pLL 10 10 pL Taq 1 pLb H,O 76
CGGAA TTC AGA TAC CCA TTC CCA GGT CCA pl 94 C 30s 55T 30s 72°C 30s
ATC AGA TAC GGT GGT TTC ATG ACT TCC 30 72 C 4 min.
GAG AAG TAC CCA TTC. 100 L. TE PCR
CCA GGT CCA ATC AGA TAC GGT GGT TTC
ATG ACT TCC GAG AAG TAC CCA TTC CCA F1
GGT CCA ATC TGA GT F2
ACT GCGG CCG CAT TCT TAT R1
TGA CGCC GGC GTA AGA ATA 3 PCR EcoR 1
A A Not [ EcwR 1 Not [ pPIC9K 14 C
Sca 1 Not 1 JM109 200
5 3 Ecor ne AMP-LB 37°C
I Nol Not [ 1.4.3 AMP
Sca 1 Sca 1 7 PCR 3 Eppendorf
kb 2 kb Sca 50 L 0.1% Triton 2min 5 pl
1 9.3kb . PCR 94 T 1 min 55T 1 min
1.3.2 Primer5. 0 72 C I min 30 . a-
5"-TACTATTGCCAGCATTGCTGC 3’
F1 AOX1 3’ 5'GCAAATGGCATTCT-
CGGAATTCAGATACCCATTCCCAGGTCCAAT  GACATCC-3" . 330 bp PCR
CAGATACGGTGGTTTCATGACTTCCGACAAGTA 10 pl 2% .
CCCATTCCC DNA Scal
F2
TCCGACAAGTACCCATTCCCAGGTCCAATC
AGATACGGTGGTTTCATGACTTCCGAGAAG 2
R1
ATAAGAATGCGGCCGCAGTACTCAGATTGG 2.1 PCR
ACCTGGGAATGGGTACTTCTCGGAAGTCATGAA PCR 14 330 bp
AC 1. 14
1.4 DNA Sca | 7kb 2 kb
1.4.1 Takara LA Tag ~ dNTP 2 .
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I 1. CAGpPIC9K 2.DNA 3.1ispPICIK.
2 Scal
i Fig.2 Analysis of the recombinant plasmid cut by Scal

1. CAGpPIC9K  PCR 2. DNA
1 DNA PCR

Fig. 1 PCR analysis of recombinant DNA
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Fig.3 The map of sequencing interest gene
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