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Abstract Total RNA was extracted from petals of Carnation Dianthus caryophyllus L.  and reverse tran-
scripted to first strand of cDNA. For getting the 1-Aminocyclopropane-1-Carboxylic acid Oxidase ACO
¢DNA  a pair of primer was designed and synthesized according to the sequence reported. The PCR prod-
uct of the ACO cDNA was obtained by using the first strand of cDNA as template. This product was ligased
to pGEM R -T easy vector and sequenced. The sequencing data showed that the PCR product was 1156bp
which containing a 915bp coding region and encoding 304 predicted amino acid residues. Comparation of

the ¢cDNA sequence from this experiment with that reported by GenBank 135152 indicated the homology
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was 100% . We give the results that this ACO gene among the species of Dianthus caryophyllus 1. is
highly conserved. The ACO gene antisense sequence was then inserted between the CaMv 35S promoter and
NOS terminator into the expression vector pBI121. This expression vector called pBO  Then the flower-spe-
cific promoter PchsA was first inserted into the sites of the expression vector pBI121/HindlIl + Xbal This
recombinant plasmid called pCHB then inserted the ACO antisense gene into the sites of the plasmid
pCHB/Xbal + Sstl. Hence the antisense plant expression vector pCBO was constructed.
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E. coli XLI blue
1.2
1.2.1 RNA RNA Promega RNA
RNAgents ® Total RNA Isolation System RNA
1.2.2 ¢DNA 0.5ml  Eppendof 1 pg RNA 10 pd 1 pg Oligo dT 5
0.5 pg/pl  Promega Rnase-free H,O 15 70C 5 min
5 x first strand buffer 5pl  2.5mM dNTPs 1l rRNasin 40 w/pd 1 pd 40 mM 2.5ul AMV
0 uwpl 0.5pu 25 pl 42°C 60 min  95°C 5 min -
20°C
1.2.3 PCR PCR GenBank 135152 ACC cDNA
Pl 5'GCTCTAGATTTTGTTTATGTTTATGT 3’
P2 5" GGGAGCTCACTTAAAAGGAAGCTCT3' cDNA Taq DNA poly-
merase c¢DNA 10 uI Taq DNA polymerase buffer 5 1 2.5 M MgCl,
A351B 4pl 2mM dNTPs 4l P1 10 pmol/pd 2.5pl P2 10 pmol/pd 2.5l Taq DNA polymerase 5 u/
pl 0.5ul ddH,0 16.5 pl 50 pd 94°C 5 min 94°C 1 min
51C 40s 72°C 1min20s 35 cycles 72°C 10 min PCR 1%
PCR
1.2.4 PCR pGEM ® -T easy vector E. coli XL1
blue EcoRI 1.2kb
PEG ABI377
1.2.5 ACC cDNA
A. pBO pGOS5  Xbal + Sacl
pBI121 Xbal + Sacl
E. coli XL1 DNA  Xbal + Sacl
B. pCBO pBI121  HindIII + Xbal
pCHSAP HindIII + Xbal PchsA
E. coli XL1 pCHB pCHB
Xbal + Sacl pGO5  Xbal + Sacl
E . coli XL1 DNA
2
2.1 RNA
RNA ODag/0Dygg RNA
Promega RNA B-
RNase RNase
RNA RNA RNA
DNA RNA
/ / RNA ODygp/
ODyg 1.90 3 28srRNA
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Fig. 5 Carnation ACO Antisense plant expression vector pCBO
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