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Materials and Methods
- Cultivars — T101, 168, Cho

1. Materials
- Strain - LBA4404
- Genes - Odontoglossum ring spot virus (ORSV) coat protein

Cymbidium mosaic virus (CymMV) coat protein

- ORSVS} CymMVe] coat proteine #2]3}7] €8l virusel infection® Z 3o 2 HE]
AT 2 nlo]g] 29 total RNAE Proteinase K/SDS methodS o] 838 £g
[e]

2. Methods :

- RT-PCR Z3} 477bpe] ORSVE} 651bp2] CymMVel FAxE E2Y

- RT-PCR product:= selection marker® hygromycin¥} spectinomycing 7}A 11 Q=
and gene gun

pMJ102 binary vector®l] subcloning
Transformation by  Agrobacterium (LBA4404) strain

(Biolistic PDS-1000)
- Selection by hygromycin
- Analysis by GUS, PCR, RT-PCR and Southern blot

Results and Discussion

Tca ity |

Fig 1. The full-length ¢cDNA of CymMV gene(A) and ORSV gene(B)
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Fig 3. RT-PCR detection of ORSV gene in Phalaenopsis
BB 8
ORSY CP 3’ Nos H PES-Hygromein-IP358

2
R
I

1

Cwm¥ CF

Fig 4. Structure of the vector with CymMV and ORSV coat protein genes. OsCcl;O.sativa
cytochrome C promoter, att ;attR cassette of gateway system, MAR; 5'-Matrix Attachment
Region of chicken lysozyme gene

Table 1. Effect of pre-culture time on transformation effciency in Phalaenopsis.

(cv. T101)
Pre—culture time (Day)
0 1 2 3 4 5
Regeneration rate (%) 13.6 20.3 383 59.3 72 60
regr\g?w?arr]at,jag. Fglst 13 27 38 2 . = 4
Transformation rate (%) 23 27 31 28 22 24

Table 2. Effect of infection time on transformation effciency in Fhalaenopsis.

(cv. T101)
Infection time (Min)
5 15 30 45
Regeneration rate (%) 39 54 50 46
Mean No. of 53 61 57 58

regenerated PLBs
Transformation rate (%) 232 34 27.8 26.3
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Table 3. Effect of distance of gene gun on transformation in FPhalaenopsis.

(cv. T10D)
Distance(cm) Regen(e(yroa;tion rate regr\é%?a?at,\é% F?IIBS Transfo(%ation rate
3 73 2.3 26.5
6 76 2.7 30.8
9 57 2.7 28.2
12 52 3.0 27.8

Table 4. Effect of helium gas of gene gun on transformation in FPhalaenopsis.

(cv. T10D)
Tungten particle size Regeneration rate Mean No. of Transformation rate
(micron) (%) regenerated PLBs (%)
Tl 76 2T 30.8
0.7 3 2.3 27

Table 5. Effect of helium gas of gene gun on transformation in FPhalaenopsis.

(cv. T101)
Helium gas Regeneration rate Mean No. of Transformation rate
pressure(psi) (%) regenerated PLBs (%)
1350 52.5 1.9 28.2
1100 76 2.7 30.8
900 47.5 1.2 2T.2

Fig 5. A. GUS assay of PLB after co-cultivation B. The selection of transgenic plants in
hygromycin medium. C. The putative transgenic plants
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Fig. 6. PCR and RT PCR analysis of transgenic plants with CymMV(A-C) and ORSV(D-F) genes.
A, D. PCR amplification of CymMV(A;667bp) and ORSV(D;493bp) genes specific primers in
transgenic plants, M: marker, +:positive control, —:negative control, 1-3:transgenic plants. B, E.
PCR amplification(564bp) of hygromycin primers in transgenic plants. C, F. RT PCR amplification of
CymMV(C:667bp) and ORSV(F;493bp) genes specific primers in transgenic plants.
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Fig. 7. Southern hybridization analysis of transgenic plants with CymMV gene(A) and ORSV
gene(B)





