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Abstract: M eristan-tip of protbcomm sof Cymbidiun sinensewas anployed © study eradication of CymM v
by cambining tisaue culture and chamothergpy. M eristan-tip of protbcoms about 1 - 2 mm in length were ex-
cised and immersed sgparately with 0, 20 and 40 mg- L ™" of antiviral agent, ribavirin for 15 mins, followed
by the sub-culture, the regenerated plantletswere achieved Above materialswere detemined for virus infec-
tion by RT-PCR assy. Experiment indicated that RNA of virus-infected sanpleswere detemined and the an-
plified 767 bp gecific fragnents of CymM v could be visibled clearly in agarose gel electrophoresis, and no
product gppeared in the health control; only 72. 9% of the plantletsobtained merely by meristan of protbcomss
culture were virus-free, while the percentagewas100% for plantlets regenerated from meristan of protocoims,
ever treated by 20mg: L " of ribavirin, though the chemical injured tissue  certain extents, whichwere still
recovered, efficient proliferation of adventitious budswere achieved, and plantlets were regenerated subse-
quently after 5 - 6 months W hen treated with 40 mg- L~ ' of ribavirin following above-mentioned method,
meristan of protocoms becane trangarent and browvned, and the cell vigor could not be recovered
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Table1l Effect on eradication of CymM v fram Cymbidium : 3 RNA; 4
sinense with ribavir n treatment 20mg- Lt ; 5 DL2000 marker,
6 A 0.5 an

Treament RT-RCR Ratio of virus-infected (%)
omg: L™ ! ribavirin 13/48 27.1A
20mg- L~ * ribavirin 0/38 0B
40mg- L ? ribavirin® - -

Positive control 6/6 100

N egative control  0/6 0

* RT-PCR

-

Note:  * Numerator expressed that the number of sampleswere de-
temined with gecific anplified fragnents, and denominator was tal
number of samples, which were detemined; * * Becamed brovn and
plantlet did not fomed

;,
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Fig 1 RT-PCR asaysfor the plantlets of eradication virus

1 Regenerated plantlets inducted from protocom were achieved;

2 The samplewas not treated with ribavirin, regenerated plantlets
from protocom with invisible gmptom were achieved, and the Pecific
767 bp fragnents gopeared; 3 Before eradication the virus, RNA
extracted fram tight callus, the gecific 767 bp fragnents gppeared;

4 Treated with 20mg- L~ of ribavirin, the sample could not amplified
CymMv 9ecific fragnent, 5 DL2000 marker, 6. Possitive control;
7. Meristan-tip of 0.5 an in size for initiation culture, RT-PCR assy
expresed CymMv Pecific fragnent 8 Nagative control
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Explanation of plates Eradicate the CymM v by protocorm s culture and antiviral treatment n Cymbidium sinense 1 Fomation of pro-
tocoms and adventitious buds from meristan tip of Cymbidium sinenss 2 M eristan of protocom s about 1 - 2 mm were peeled off and treated by
20mg- L~ of antiviral agent ribavirin, and sub-cultured in medium containing corresponding ribavirin, which expressed green; 3 Induction re-
generation of the plantlets 4 Treated by 40mg- L ~* of antiviral agent ribavirin inoculated in medium containing correponding ribavirin, proto-
coms expresed trangarent and browvn; 5 Anamalistic, yellovish mottle mptom gppeared in virus-infected leaf of Cymbidium sinense
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