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Abstract The purpose of this study was to estimate several toxicity effects
of some treatments (electrotherapy in tissue culture) used for decrease PVX
(potato virus X) infection level. The biological material used in experiments
was plants (variety Roclas, virus free biological material) mechanically
inoculated using PVX secondary infected plants from Ostara variety.
Electrotherapy was applied in 9 variants: after washing and sizing explants,
potato stems infected were exposed to either 40, 50 or 100 miliampers (mA),
for 5, 10 or 20 minutes, followed by sterilization and planting the axillary buds
tip in vitro. The biological indicators estimated were the following:
multiplication rate, mean leaf number and mean long stem of the treated
material. The electrotherapy variant 10minutes at 100mA showed the
maximum values of the multiplication rate in all subcultures for all the PVX
infected material. This treatments variant had positive effects on the other
biological indicators estimated by biometric measurements of the material
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obtained from treated vitro-plants.

Potato virus X (PVX), a Potexvirus, is a dangerous
pathogen for potato crop because it occurs throughout
commercial stocks of most varieties and is responsible
for many of the wuncertainties and difficulties
encountered in field inspections. When potato virus Y
is present, synergy between these two viruses causes
severe symptoms in potatoes [1].

Elimination of PVX from potato crop is essential
for seed potato production. Also, in many studies, the
efficiency of some techniques (chemotherapy,
electrotherapy) in eliminating PVX and producing
virus-free plants (cultivar Roclas) was evaluated [3, 4].
But it is very important to know the effects of these
treatments on the plants development [1].

The methods employed to eliminate viruses from
plants like meristem culture, chemotherapy and
thermotherapy are technically demanding and time
consuming. Electrotherapy, however, is a simple
method of virus eradication without the need to use any
special or expensive equipment. In this technique, the
electric current is applied to plant tissues in order to
disrupt or degrade viral nucleoprotein and eliminate its
virulence activity [5, 8, 11]. Sometime the
electrotherapy technique is not more efficient than
other conventional techniques in eliminating viruses
from plant tissues. However, it seemed to be more
effective, faster, easier and less demanding than other
methods in regenerating virus-free plants. It can also be
effectively combined with  chemotherapy as
demonstrated earlier [7, 9].

It has been postulated as a hypothesis that viral
nucleoproteins may be denatured by when it is exposed
to electric current [8]. It has been suggested that
denaturation of viral particles may occur during
transport through the plasmodesmata in the apoplastic
space. Inactivation of specific nucleoprotein that assist
in cell-to-cell movement to three dimensional
structures leads to blockage, which prevents further
penetration of virus particles to healthy cells [5, 6]. The
basis of this observation is still poorly understood.

The study aimed to evaluate the phyto toxicity effects
of several electrotherapy treatments used for PVX
elimination in potato plants and find out the best one
both for virus eradication and for an optimal next
plants development.

Material and Method

Biological material. Solanum tuberosum L. vitro
plants cv. Roclas, tested virus free, were obtained from
the Biotechnology Department of National Institute of
Research and Development for Potato and Sugar Beet
Brasov. The vitro plants were transferred to greenhouse
conditions 30 days. For obtaining positive material, a
part of these plants were mechanically inoculated [1]
using a PVX secondary infected source variety Ostara.
The plants had previously tested positive by ELISA for
PVX, to confirm the occurrence of single infection in
the selected material. Plants with similar levels of virus
concentration were used to obtain stem segments
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containing axillary buds for electrotherapy. Tissue
samples infected mother plants growing in the
greenhouse were used as positive control.

Electrotherapy treatments and regeneration of
virus-free plants. Each infected plant provided for
approximately 3 nodal cuttings that were subsequently
used for electrotherapy treatment. From each stem one
node was cut for the control (untreated by
electrotherapy) and the stem segments remaining were
immersed in natrium chloride solution (1M) in an
electrophoresis tank and exposed to electric currents of
40, 50 and 100 mA for 5, 10 and 20 minutes using a
power supply (Tehsys E250V, fig. 1, table 1) [1].
After treatment, the stems were surface sterilized and
rinsed three times in distilled water (fig. 1). Explants
were prepared by dividing stem segments into nodal

cuttings with a single axillary bud. The cuttings were
cultured in test tubes containing Murashige (MS)
medium [10] (fig. 1). The experiment was repeated
three times for each electrotherapy treatment. Stem
segments excised from infected potato plants were
transferred three times in MS medium (sub-culture S1-
26 days, sub-culture S2 -30 days, sub-culture S3-28
days). Only before the subcultures S1 and S2 the
material was treated by electrotherapy. Plantlets
obtained in all the subculture were divided into single
node cuttings (about 1cm length) and sub-cultured on a
fresh MS medium.

Multiplication rate was estimate by count the single
nodes for each plant, in all the variants.

DAS ELISA test. The analysis was performed
following the protocol Clark and Adams (1977) [2].

Table 1

Variants of the plantlets (cv. Roclas) treatments with electric current (intensity / times)

Variant A0 V1 V2 V3 V4

V5 Vo6 Vi V8 Vo9

(mA/min)

Treatment 0/0 40/5 40/10 | 40/20 50/5

50/10 50/20 100/5 100/10 | 100/20

Sample prelevation

Cutting the stem
segments

30seconds 0.1%. | minute

Alcool 96°  Hipoclorite solution

Tissue culture
MS medium

Fig. 1 Electrotherapy treatments steps and equipment used to produce virus-free plants in potato: Power supply and
electrophoresis tank used for producing electric currents, single node explants prepared for in vitro culture,
electrotherapy variants (intensity of the electric current) of electrotherapy treated plants on MS medium [1].
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Results and Discussions

The phytotoxic effect of the electro therapies
(several variants of electric current intensities, time of
the treatment) was estimate by a specific indicator:
multiplication rate (number of single nodes steam
obtained from the first node propagated). To the
second and third subculture were used only two
explants of apex.

The experimental results (figure 2) highlight the
significant influence, which had the current intensity
and duration of treatment on the rate of explants in
vitro multiplication, in case of all the variants.
Thereby, it was observed that the multiplication rate
increased compared to untreated control, for all
variants, benefic effect of electrotherapy being
significant in all the subcultures .

The evaluation the rate of multiplication, for
variants that has been used the maximum current
intensity (100mA) revealed different results, depending
on the sub subculture. To material infected with PVX
was observed a decrease in multiplication rate,
especially to the long duration (20 minutes),
particularly at subculture 2, at exposure of material to
the electric current 50 and 100 mA (Fig. 2). Maximum
values of multiplication rate were observed in variants
that used the biggest intensity of the electric current
(100mA) (fig. 2)

In the case of plantlets PVX infected,

significantly high multiplication rates were recorded at
S1 subculture, significantly higher values was observed
at variant V9 (100mA/ 20 minutes).
Only at the first subculture (S1), it was observed a
significant and progressive increase in the rate of
multiplication once with increased the severity of
treatments.
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Fig. 2 Effects of the treatments (electric current intensity, times) on the multiplication rate of the material (cv. Roclas)
infected with PVX and treated, comparatively with the positive control (infected untreated), in 3 subcultures. The values
represent mean of 3 repetitions. Values not followed by the same letter are significantly different (P=0.05) according to

Duncan’s test.

Biometric measurements of the potato
plantlets submitted to electrotherapy pursued
estimation of electric current (especially in the case of
the most severe variations of 100 mA / 10-20 minutes)
over development of explants, in order to choose the
optimal variant, allowing not only the elimination of

viral infection, and optimum evolution of material in
vegetation, plants survival.

These measurements aimed estimating the treatments
effect over:

- the number of leaves / plantlets
- the stem plantlets length.
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Measurements were made during subcultures only for effect of electrotherapy treatments over number of

vitro plants that were the starting point for further leaves and length of the stem, for all plantlets measured
subculture. Were chosen each time from each variant as compared to the positive control (infected and
plantlets, that developed the most harmonious. untreated).

The obtained results exemplified graphically for PVX
infected and treated vitroplants highlights the strong
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Fig. 3 Estimation of the effect of electrotherapy treatment on the development of the material (cv. Roclas) infected with
PVX and treated, comparatively with the positive control (infected untreated), in 3 subcultures S1, S2, S3 by biometric

measurements (A) Number of leaves/ regenerated plant. (B) Sum of the stem long / regenerated plant. Values not
followed by the same letter are significantly different (P=0.05) according to Duncan’s test

28



The biggest differences compared with to
untreated control, were recorded for the variants of
treatment more severe, both for the average number of
leaves/plantlet, and for the mean values of the stem
/plantlet.

Application of electrotherapy on the potato
cultivar Roclas resulted in partial elimination of PVX
from potato tissues when the most severe treatments
were applied (100 mA for 10-20 minutes) [1]. The
figure 3 showed that the biological indicators were not
very different in responding to electrotherapy applying
to PVX infected material (excepting the variant
100mA, 10minutes). In spite of developing of many
virus-free plants [1], increasing levels of biological
indicator values were observed in all variants even if
the regenerated plantlets remain infected [1]. The
success of electrotherapy in producing virus-free plants
depends upon both plant multiplication rates, upon the
next development of the plants. Usually, this indicator
depends upon several factors, including genotype,
physiological state of the explant, culture medium, the
cultivation conditions and the interactions between
these factors [12]. The electric pulses are also reported
as stimulants of plant differentiation in vitro [5]. It was
demonstrated that regeneration of potato plant tissues
could be improved by exposing explants to mild
electric currents [8].

The results of the present research work show that
the multiplication rate of explants in vitro is influenced
by electrotherapy treatment and depends upon the
electric current intensity. Many papers suggest that the
multiplication rate of virus-free plants obtained after
electrotherapy is higher than that of plants exposed to
more conventional virus elimination techniques
including in vitro tissues culture and chemotherapy [7,
9]. In our study we obtained good results regarding the
multiplication rate when higher intensities of the
electric current was used (100mA/10minutes).
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Conclusions

This preliminary study revealed that the electrotherapy
(100mA, 10 minutes) of PVX infected material had
beneficial effects on the multiplication rate of the
plants. Further investigations are needed for
improvement and optimization of these techniques,
because it is possible to obtain virus free material using
electrotherapy treatment [1].

References

1.Badarau Carmen Liliana, Chiru Nicoleta -2014-
Effect of some therapies on potato plantlets infected
with  potato virus X (PVX), Journal of
EcoAgriTourism, Vol. 10 (2014) Nr. 1(28), p.11-17.
2.Clark, M.F. and A.N. Adams-1977- Characterization
of the microplate method of the enzyme-linked
immunosorbent assay for the detection of plant virus.
In: Journal of General Virology, 34, 1977, p. 475-483.
3.Danci, O., Erdei, L., Vidacs, L., Danci, M., Baciu,
A., David, 1., Berbentea, F.- 2009- Influence of
ribavirin on potato plants regeneration and virus
eradication. Journal of Horticulture, Forestry and
Biotechnology. 13, 421-425

4.Danci M., Danci Oanal, Mike Luiza, Baciu Anca,
Olaru Daniela, Petolescu Cerasela, Berbentea F., David
1.-2012- Production of virus free potato plantlets .
Journal of Horticulture, Forestry and Biotechnology
Volume 16(1), 232-238

4.Hormozi-Nejad, M. H., Mozafari J. &
Rakhshandehroo F.- 2010- Elimination of Bean
common mosaic virus using an electrotherapy
technique. Journal of Plant Diseases and Protection,
117 (5), p. 201-205

5.Hull R.-2002- Induction of disease: Virus movement
through he plant and effect on plant metabolism. In:
Matthew’s Plant Virology, Fourth Edition, p.373-411
6.Jung-Yoon, Y., S. Hyo-won, C. Young-Mee, P.
Young-Eun -2003- Ribavirin, electric current and shoot
tip culture to eliminate several potato viruses. In:
Journal of Plant Biotechnology, 5, p. 101-105.
7.Lozoya-Saldafia, H., F.J. Abell6, G. Garcia -1996-
Electrotherapy and shoot tip culture eliminate potato
virus X in potatoes. In: American Potato Journal, 73,
p-149-154.

8.Mahmoud, S.Y.M., M.H. Hosseny, M.H. Abdel-
Ghaffar -2009- Evaluation of some therapies to
eliminate potato Y potyvirus from potato plants. In:
International Journal of Virology, 5, p. 64-76.
9.Murashige, T.and F. Skoog- 1962- A revised medium
for rapid growth and bioassays with tobacco tissue
cultures. In: Physiologia Plantarum, 15, p. 473-497
10.Sabry Y.M., Mahmoud, Maher H. Hosseny and
Mamdouh H. Abdel-Ghaffar — 2009- Evaluation of
some therapies to eliminate Potato Y Potyvirus from
potato plant. In: International Journal of Virology, 5, p.
64-76

11.Svetleva, D., M. Velcheva, G. Bhowmik 2003-
Biotechnology as a useful tool in common bean
(Phaseolus vulgaris L.) improvement. In: Euphytica,
131, p. 189-200.

29



JOURNAL of Horticulture, Forestry and Biotechnology Volume 18(3), 2014

Table of Contents

Bhattarai Prakash, Gautam L.P. - Participatory Evaluation of True Potato Seed
(F1C2 Tuberlets) for Potato Production at Kabhrepalanchok district, Mid Hills of
Nepal

Adascalului M., Hoza D., Moale Cristina, Ion Ligia - Researches on phenotypic
evaluation of apricot hybrids concerning the genetic resistance to ppv (Plum pox
virus)

Adascalului M., Hoza D., Ion Ligia - Behavior study for pollination a romanian
apricot varieties using different source of resistance to sharka

Alexe Constanta, Lamureanu Gh., Chira Lenuta, Pricop Simona -
Assessment of storage capacity of some white cabbage varieties according to
histological and histochemical structure

Carmen Liliana Badarau, Damsa Florentina, Nicoleta Chiru - Effects of some
electrotherapy treatments of pvx infected potato plantlets cv. Roclas, on several
biological development indicators

Cadar N., Merce O., Turcu D. O., Cantar I. C. - Management measures in “Bazos
Arboretum” protected area

Cantar I. C., Simon-Cernescu Nicoleta - Research on renaturation process in
forest plantation installed on tailing dumps from Moldova Noué area

Cantar I. C., Merce O., Cadar N., Simon-Cernescu Nicoleta - Expanding of
Tuber melanosporum truffle in culture - case study

Caplan I., Lamuranu Gh., Alexe Constanta - Behavior in the nursery of some
new cherry tree varieties in the conditions from Dobrogea

Lamureanu Gh., Alexe Constanta, Vintila M. - Suitability for processing as
puree of some fruit varieties of peach group

Lamuranu Gh., Alexe Constanta, Caplan I. - Behaviour of Excelsior peach
variety grown in the conditions of Romanian seacost zone

Merce O., Turcu D. O., Cantar I. C., Cadar N. - Specific management measures
for the 9260 habitat — Forest vegetation with Castanea sativa

Moatar Mihaela, Chisalita I., Stefan Carolina, Stanciu S., Fora C. - Study on
forest accessibility and collection distances from Moldova Noua, as the key in defining
of eco-productive technologies

Moatar Mihaela - Researches concerning the behavior of torrents correction works
from Valea Minis River Watershed

Turcu, D. O., Merce O., Cantar I. C., Cadar N. - Investigating forest canopies

13

18

25

30

34

40

45

51

58

64

67

73

77



using modern field-based methods

Turcu, D. O., Merce 0., Cadar N., Simon-Cernescu, Nicoleta - Specific
management measures for the beech forest habitats from Western Romania

Simina Alina, Botau Dorica, Popescu Sorina - The evaluation of somatic
variability in the callus of bitter melon (Momordica charantia L.) using molecular
methods

Petrisor Cristina - Physical and chemical traits of new apricot fruit selections

Simon-Cernescu Nicoleta - Ecological reconstruction of Pinus nigra spp. banatica
stands from the South-Western Romania

Vizitiu Diana, Onache Anca - The influence of main climatic factors on
Chardonay, Feteasca regala, Sauvignon and Feteasca neagra varieties

Vasca- Zamfir Diana, Balan Daniela, Luta Gabriela, Gherghina Evelina -
The response of Coleus sp. plants to treatment with growth regulators

Saif Malik, Shoaib ur Rehman, Adnan Younis, Muhammad Qasim,
Muhammad Nadeem, Atif Riaz - Evaluation of quality, growth, and physiological
potential of various turf grass cultivars for shade garden

Misca Corina, David I., Jianu C., Rinovetz A., Bujanca G., Misca C.B.,
Marginean Oana-Maria, Misca L.C. - Evaluation of the microbiological
contamination of air in a company designed to obtain wooden packaging and sticks
used in the food industry

Costescu Corina Iuliana, Hadaruga Nicoleta Gabriela, Szakal R., Pogor
Veronica, Popescu (Pintilie) Georgeta Sofia, Rivis A., Hadaruga D. 1. -
Antioxidant activity of thyme extracts. Influence of the extraction solvent

Popescu (Pintilie) G. Sofia, Velciov Ariana-Bianca, Costescu Corina,
Gogoasa 1., Gravila Corina, Petolescu Cerasela - Chemical characterisation of
white (Morus alba), and black (Morus nigra) mulberry fruits

Iancu T., Hurmuzache Tabita Cornelia - Characterization of tourism activity
from Central Region, Romania

Iancu T. - Issues characterizing Romanian agricultural production

83

87

92

95

100

106

110

122

126

133

136

143



797

iotechnology
SN 2066

-

FACULTY OF HORTICULTURE AND SYLVICULTURE

«
n
m
e
=
2
8
2
2
[
&
2
<
@
o
4
-
3
el
b
m!;
£
2
=
m
T
o
=
g
%
5
,.k
3




