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Phenotypic and molecular characteristics of second clone (ToV3)
plants of the LeLs-antisense gene-transgenic chrysanthemum line

exhibiting non-branching
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Abstract  This study examined the phenotypic and molecular
characteristics of the 2™ clone (ToV>) plants of LeLs-antisense
gene-transgenic chrysanthemum line (LeLs80) that exhibited
non-branching, proving the relevance of these characteristics
as a factor for use in environmental risk assessment. Results
of the Southern blot analysis showed that three copies of the
LeLs-antisense gene were introduced into the transgenic
line, and northern analysis showed that the transcripted gene
was normally expressed in the transgenic line. A flanking
T-DNA sequencing method was used to determine that
sequences of 184 and 464 bps flanked the LeLs-antisense
gene in the transgenic line. These sequences, respectively,
matched the 35S promoter for expression of the npt I/ gene
and the NOS terminator for expression of the LeLs-antisense
gene within the pPCAMBIA 2300 vector.
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Fig. 1 Representation of the flanking T-DNA sequencing method
used to analyze sequences flanking the LeLs-antisense gene in
the genome of the 2" clone (ToV2) plants of the LeLs-antisense
gene-transgenic chrysanthemum line (LeLs80)
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Fig. 2 Southern blot analysis of the 2" clone (ToVa) plants of
the LeLs-antisense gene-transgenic chrysanthemum line (LeLs80).
Total genomic DNA of non-transgenic plant and transgenic
plant was digested by EcoRI. M: 1kb plus ladder marker, Lane
1; non-transgenic plant, Lane 2: transgenic plant

Table 1 Phenotypic characteristics of the 2" clone (ToV>) plants of the LeLs-antisense gene-transgenic chrysanthemum line (LeLs80)

Number of nodes with axillary Number of nodes without axillary

Percentage of nodes

Genotype  Number of nodes bud bud without axillary bud (%)
LeLs80 35.8+12.5 20.449.0 15.5473 42.9+14.4
NC 37.346.3 35.546.3 1.8+1.8 49448
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Fig. 3 Northern blot analysis of the 2" clone (ToV>) plants of
the LeLs-antisense gene-transgenic chrysanthemum line (LeLs80).
M: 1kb plus ladder marker, Lane 1; non-transgenic plant, Lane
2: transgenic plant
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Fig. 4 The second PCR product produced by the flanking
T-DNA sequencing method used to analyze sequences flanking
the LeLs-antisense gene in the genome of the 2" clone (ToV2)
plants of the LeLs-antisense gene-transgenic chrysanthemum
line (LeLs80)
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Table 2 Analysis of sequences flanking the LeLs-antisense gene in the genome of the 2" clone (ToV>) plants of the LeLs-antisense
gene-transgenic chrysanthemum line (LeLs80) identified using a flanking T-DNA sequencing method

Identity of inserted fragment

Name of inserted fragment
Length (bp)

Region

HaelllIRB 186 35S promoter of nptIl gene
MSP IRB 464 NOS terminator of LeLs-antisense gene
lacZ promoter
Left Border | Tnos.
CaMV 3UTR /CaMV 35S promoter Right Border
nptil (kanamycin resistance) gene  LeLs gene P35S
1,000 2,000 3,000 4,000 5,000 6‘0‘&) 11.I

Sequence of pPCAMBIA2300 with LeLS

) LelLS80-MspiRB

. LeLS80-HaelllRB

Fig. 5 Comparison between sequences of pCAMBIA230 vector including LeLs-antisense gene and ones flanking the LeLs-antisense
gene in the genome of the 2" clone (ToV>) plants of the LeLs-antisense gene-transgenic chrysanthemum line (LeLs80)
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