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Stable insertion and expression of the movement protein gene
of Grapevine Virus A (GVA) in grape (Vitis rupestris S.)

L. MartiNELLID, E. CanpioLi?), D. Costal) and A. MINAFRAZ

DIstituto Agrario San Michele all’ Adige, San Michele all’Adige (TN), Italia
2) Dipartimento Protezione delle Piante e Microbiologia Applicata, Universita degli Studi, e Istituto di Virologia Vegetale del CNR,
Bari, Italia

Summary

Transformation with the movement protein gene of
Grapevine virus A, both in sense and antisense orientation,
was done in Vitis rupestris S. somatic embryos through
LBA 4404 Agrobacterium tumefaciens co-cultures, and
plantlets were regenerated. Molecular assays of regener-
ated plantlets, after 4 years of micropropagation cycles,
verified stable insertion and expression of the foreign genes
in both orientations. Plants expressing the sense form of
the viral gene, exhibited morphological and physiological
anomalies, such as slow growth, suppression of buds and
flowering and tendril development.
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Introduction

Among the genes related to agronomically important
traits which have been transferred to grapes, genes associ-
ated with virus resistance are most common (KIKKERT et al.
2001; MARTINELLI and ManDpoLmNo 2001). The expression of
viral protein genes in plants coding for structural and non-
structural proteins - a strategy already known as pathogen-
derived resistance (PDR) (HamiLton 1980) - proved effective
in several crops to induce protection against virus infec-
tions (SANFORD and JOHNSTON 1985; MARTELLI et al. 1999);
moreover, this technique offers interesting perspectives to
investigate virus-plant interactions.

In grapevine, mainly coat protein genes of several vi-
ruses were inserted (LE GALL et al. 1994; GOLLES et al. 2000;
KrastaNova et al. 2000; Mauro et al. 2000), and the first
field trial of transgenic grapes concerned a rootstock (SO 4)
expressing the coat protein of Grapevine fanleaf virus (GFLV)
(notification number B/FR/94/11/04). However, functional
genes, such as movement protein and replicase genes, were
less adopted for exploiting pathogen-derived resistance in
grape (MARTINELLI et al. 2000).

Viral infections which can substantially reduce grape-
vine yields may be overcome by sanitary selection and cer-
tification. This is particularly important if virus is transmit-
ted through insects, and healthy stocks are re-infected; this
is the case of the rugose wood complex, an ubiquitous dis-

ease of grapevine (MARTELLI 1993), in the aetiology of which
several viruses transmitted by pseudococcid mealybugs are
involved (LA NoTTE et al. 1997). Within the 4 syndromes of
the rugose wood complex, Kober stem grooving (KSG) was
consistently associated with Grapevine virus A (GVA)
(Boscia et al. 1997), a single stranded RNA virus of 800 nm
length and 15 nm thickness with a genome length of 7.4 kb
(MINAFRA et al. 1994, 1997). To obtain the resistance to GVA
with molecular strategies, we tested the potential of the
movement protein gene, as this protein is the key factor of
the ’slow cell to cell movement” (CARRINGTON et al. 1996) of
the viruses through plant tissues.

The strategy applied in a previous study (MARTINELLI ef
al. 2000) gave promising results since an interesting level of
protection was found in tobacco plantlets expressing the
GVA movement protein gene in both sense and antisense
orientations, when challenge-inoculated with the homolo-
gous virus. A higher degree of tolerance to virus infection
was detected when the antisense construct was expressed,;
moreover, a partial remission of symptoms and a decrease of
virus accumulation was observed in the apical leaves grown
in the third week after inoculation, which was never detected
when the GVA coat protein gene was used for transforma-
tion (MINAFRA et al. 1998).

In addition to the attempt to produce resistant plants,
the expression of this functional gene in grape tissues pro-
vided us with an interesting tool for studying viral diffusion
in the plant. The movement protein gene of GVA, both in
sense and antisense orientations, was successfully trans-
ferred to V. rupestris somatic embryos, and plants were re-
generated (MARTINELLI et al. 2000). Stability and expression
of both orientations of this viral gene were assayed in trans-
genic plants after 4 years of micropropagation cycles and
results are presented here.

Material and Methods

Construct preparation: The GVA movement
protein gene was amplified from a cDNA template synthe-
sized on purified viral RNA using the following specific prim-
ers: Ampl upstream, 5'-AAGGTG AGGATC CCCATG
GCGCAAG-3'; Amp2 downstream, 5'-AGA AGGATCC
TCAGTTGGTTGG-3". The amplified fragment of 850 bp was
directionally ligated, after digestion and gel elution, in the
sites Ncol and BamHI of a pRT103 transcriptional cassette
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preserving the natural ATG and stop codon, under the CaMV
35S promoter. To allow the transcription of an antisense
RNA, the cloned fragment was excised with the same en-
zymes and religated, after blunt-ending, in the Smal site of
the same vector, selecting the opposite orientation. The cas-
settes containing the promoter and the sense or antisense
constructs were inserted in the HindIII site of pGA482
(Pharmacia Biotech, Uppsala, Sweden), beside the NPT II
selection gene, which was transformed in A. tumefaciens
LBAA4404 by triparental mating (MARTINELLI et al. 2000).

Gene transfer, transgenic plant
regeneration and establishment of sub-
clones: The GVA movement protein gene, either in sense
or antisense orientation, was transferred via Agrobacterium
to Vitis rupestris S. somatic embryos induced to secondary
embryogenesis, and plantlets were regenerated according
to an already established protocol available in our labora-
tory (MARTINELLI and MaNDoLINO 1994, 2001). Several plants
from different lines, after rooting in vitro, were acclimated in
soil according to Iacono and MARTINELLI (1998) and have
been successfully grown in the greenhouse. Besides,
subclones were established starting from respectively 3 and
2 plant lines resulted transgenic for the sense and antisense
orientation of the GVA movement protein genes: monthly
nodal micropropagations were done for 4 years on NN-based
medium (Nirsch and Nitsch 1969) with 15 g1 sucrose and
9 g1'! agarose, and incubated at 25 °C with a 16-h photope-
riod (70 pmol m2 s cool white light), according to
MARTINELLI et al. (1993).

Molecular analysis of transgenic grape:
Genomic DNA was extracted from 300 mg of young leaves of
micropropagated V. rupestris S., either from control and trans-
formed plants (both in sense and antisense orientation) with
the CTAB method (Rocers and BExbpich 1985), and exog-
enous gene presence was detected by Polymerase Chain
Reaction (PCR); the upstream Ampl and the downstream
Amp?2 primers were used for amplifying the 850 bp sequence
of the GVA movement protein gene, by the Platinum Taq
DNA Polymerase (Invitrogen, San Diego, CA, USA). A 14 min
step at 94 °C was followed by 30 amplification cycles (re-
spectively 1.5 min denaturation at 94 °C, 1 min annealing at
56 °C, 1 min extension at 72 °C) and a 10 min final elongation
step at 72 °C. PCR products were separated by agarose gel
electrophoresis according to SAMBROOK et al. (1989).

In addition, Southern blot analysis was performed for
verifying exogenous gene insertion, according to SAMBROOK
etal. (1989); genomic DNA was digested by Xho I (restric-
tion site of which is contained in the pRT103 polylinker be-
fore of the inserted gene), separated by agarose gel electro-
phoresis and transferred by capillarity on nylon Hybond N+
(Amersham Biosciences) filter. Hybridizations were carried
out at high stringency conditions according to Gene Images
kit instructions (Amersham Biosciences) with a fluor-
escein-labelled, PCR-generated DNA fragment (Random
prime labelling kit, Amersham Biosciences, Little Chalfont,
UK) corresponding to the GVA movement protein gene. The
membrane filter was exposed to a radiographic film (Kodak
X-Omat).

For the transcription assays of the inserted gene, total
RNA was extracted according to RENAULT e al. (2000), from
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300 mg of leaves of both control and transformed sense and
antisense plants after a 4-year micropropagation. Reverse
Transcriptase-Polymerase Chain Reaction (RT-PCR) was
performed in the presence of the previously described up-
stream Amp1 and downstream Amp?2 primers, the RNase OUT
Recombinant Ribonuclease Inhibitor and M-MLV reverse
transcriptase (Invitrogen, San Diego, CA, USA). Similar con-
ditions were used for PCR and RT-PCR amplification, how-
ever, an additional initial step of 60 min at42 °C was accom-
plished for the reverse transcription. Resulting fragments
were separated on agarose gel electrophoresis according to
SAMBROOK et al. (1989). For a better resolution, hybridiza-
tion was performed with the same non-radioactive probe, as
described above for the Southern blot analysis.

Results and Discussion

Considering the adoption of molecular strategies for
breeding programs, the stable insertion as well as the per-
manent expression of a foreign gene in a transgenic plant is
a crucial aspect of a genetic transformation strategy. These
are essential prerequisites to be checked before performing
any further evaluation of the new inserted trait.

In the present research, within many independent ge-
netic transformation trials, as confirmed with molecular as-
says, several transgenic lines were regenerated; among these,
3 and 2 lines were selected, being transgenic for the sense
and antisense form of the GVA movement protein genes re-
spectively, and during a 4-year micropropagation, numer-
ous subclones of each line were obtained.

The effectiveness of our transformation technique for
producing stable transformed plants was already proven for
V. rupestris by inserting marker genes, as previously reported
(MarTINELLT and MaNDoLINO 1996, 2001); similar perform-
ance was also obtained with the viral gene. Indeed, PCR
assays proved the presence of foreign genes in both
orientations in the extracted plant DNA (Fig. 1), and South-
ern blot analyses confirmed the insertion of the viral genes
in the plant genomes (Fig. 2). For this latter test, Xhol was
chosen as the most suitable restriction enzyme, according
to the construct restriction map and the results of previous
Southern blot assays , where EcoRI and HindIII were adopted
(MARTINELLI ef al. 2000). DNA length of the detected frag-
ments (25 kb, 18 kb and 5kb) resulted in a larger than ex-

1 2 3
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Fig. 1: PCR analysis on genomic DNA extracted from V. rupestris:

Untransformed control (lane 1), transformed with the sense (lane 2)

and antisense (lane 3) orientations of the GVA movement protein
gene.
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Fig. 2: Southern blot analysis of genomic DNA of V. rupestris

untransformed control (lane 1) and transgenic (lane 2) respectively,

after digestion with Xhol and hybridization with the fluorescein-

labelled GVA movement protein gene. Here a sample transformed

with the antisense orientation of the gene is reported. Molecular

size of the hybridizing bands is compared with a co-migrated
A DNA-HindIII marker.

pected target sequence (Agrobacterium tumefaciens T-DNA
region with Grapevine virus A (GVA) movement protein),
proving the insertion of recombinant DNA in the plant ge-
nome. The presence of several fragments suggests that for-
eign gene insertion occurred in more than one region of the
plant genome.

Finally, the transcription of the foreign viral gene was
also proven in the subclones after a long period of micro-
propagation cycles since RT-PCR analysis detected the cor-
responding gene transcript of 850 nt (Fig. 3).

1 2 3 4 S5

- 0.850 kb

Fig. 3: Southern blot analysis of the RT-PCR products amplified

from V. rupestris extracts, hybridized with fluorescein-labelled GVA

movement protein gene; untransformed control (1); two randomly-

choosen transgenic plants transcribing the antisense orientation of

the gene (2 and 4) after a 4-year-micropropagation, and PCR con-
rols without reverse transcription (3 and 5).

It is worth noting that anomalies concerning bud on-
togenesis were observed in the transgenic plants. These
abnormalities - which resulted in a developmental arrest of
both apical and axillary buds and the development of ten-
drils and flowers instead (Fig. 4) - were dramatically evident

Fig. 4: Arrest of bud, flower and tendril development of bud

meristems in V. rupestris plantlets transcribing the Grapevine vi-

rus A (GVA) movement protein gene in the sense orientation, in a

whole plant (a) and in an internode (b; t = tendril, f = flower). The

flower, closed (c; f = flower) and dissected (d), shows the typical

structure of the species, with a 5-petal calyptra, one rudimental
ovary (d: o) and 5 anthers (d: arrows).

in plants transcribing the sense form of the movement pro-
tein gene of Grapevine virus A (GVA); in these plants, the
progressive disappearance of buds (Fig. 4 a and b) resulted
in a loss of propagules for further micropropagations and,
thus, almost total plant loss. Flowers had 5 anthers and one
rudimental ovary, according to the typical V. rupestris mor-
phology (Fig. 4 c and d). Often, a slow growth of the plants
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during the micropropagation cycles was noticed in the sam-
ples exhibiting the described bud anomaly.

The occurrence of mutations (somaclonal variation) as-
sociated with the long in vitro culture period of the transgenic
plants could be advocated as a possible explanation of the
bud development inhibition and alternative organ differen-
tiation. A quite similar abnormal plant development was de-
scribed, for instance, in Arabidopsis thaliana expressing
mutated forms of a gene (REVOLUTA) involved in bud
meristem growth (TALBERT et al. 1995). In our grapes, how-
ever, such an abnormal status was rarely observed when the
antisense form of the viral gene was expressed (Fig. 5) and
was never found in control plants. Moreover, this altered
phenotype was never observed in marker gene expressing
plants (MARTINELLI ef al. 1993; MARTINELLI and MANDOLINO
1994) produced with the same protocol and kept in vitro
under the same culture conditions, even after almost 10 years
of micropropagation cycles. Thus, we believe that such
phenotypical development would be more likely related to
the interference between the viral gene, when constitutively
expressed in the sense form, and the pathway leading to the
meristem development of the plants, rather than to
somaclonal variation.
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Fig. 5: Rooted V. rupestris plantlet expressing the antisense form

of the movement protein gene of Grapevine virus A (GVA) after

one month nodal micropropagation; development of shoots from
internods is clearly visible.

These physiological plant anomalies, as well as the al-
ready mentioned encouraging results obtained in transgenic
tobacco plants (MARTINELLI ef al. 2000) led us to consider
the antisense form of the GVA movement protein gene as a
promising tool for exploiting the pathogen-derived resist-
ance strategy in grape. Moreover, while the sense form of
movement protein transgenes are reported to enhance viral
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movement in transgenic plants or even assist the movement
of defective viruses from other groups, several studies, at
the opposite, reported a significant resistance from expres-
sion of antisense RNAs. Thus, antisense expression resulted
in a reduction of the potential concern of epidemiological
risks (HAMMOND ef al. 1999). Furthermore, in the light of an
eventual in vivo release of the plants, and with regard to a
reduction of environmental contamination, the strategy
based on antisense RNA appears to be very convenient
since no transgenic proteins are translated and thus released.

The stability of the viral movement protein gene in the
transgenic plant genomes allowed us to design experiments
for assessing plant protection from viral infection and for
studying the diffusion of the viruses through the plant tis-
sues. For these assays, in vitro grafting of transgenic shoots
on GVA-infected rootstocks are already established.

Acknowledgements

The present paper was supported by the Italian Ministry of
Agricultural Policies, National Project ”Biotecnologie Vegetali”.
Authors wish to thank VALENTINO PoLETTI for his excellent techni-
cal help, MatTEO Komianc for useful suggestions, RicHARD CIRAMI
for his valuable help in critically discussing the manuscript, and
LuciLLo Carront for the assistance in picture editing.

References

Boscia, D.; MINAFRA, A.; MARTELLL, G. P.; 1997: Filamentous viruses of
the grapevine: Putative trichoviruses and capilloviruses. In: P. L.
MoneTTE (Ed.): Filamentous Viruses of Woody Plants, 19-28.
Res. Signpost, Trivandum, India.

CARRINGTON, J. C.; KasscHau, K. D.; ManaiaNn, S. K.; Scuaap, M. C.;
1996: Cell-to-cell and long-distance transport of viruses in plants.
Plant Cell 8, 1669-1681.

GOLLES, R.; DA CAMARA MACHADO, A.; MINAFRA, A.; GRIBAUDO, I.; SAvINO, V.;
SALDARELLI, P.; MARTELLI, G. P.; KATINGER, H.; LAIMER DA CAMARA
Macuapo, M.; 2000: Fighting grapevine fanleaf disease and the
rugose wood complex by transgenic expression of viral sequences.
In: K. A. RouBeLAKIS-ANGELAKIS (Ed.): 6th Int. Symp. on Grape-
vine Physiology and Biotechnology, June 11-16, 2000, 93.
Heraklion, Crete, Greece.

Hawmirton, R. 1.; 1980: Defences triggered by previous invaders: Vi-
ruses. In: J. G. HorsraLL, E. B. CowLING (Eds.): Plant Diseases and
Advances Treatise 5, 279-303. Academic Press, New York.

Hammonb, J.; Lecoq, H.; Raccan, B.; 1999: Epidemiological risks from
mixed viral infections and transgenic plants expressing viral
genes. Adv. Virus Res. 54, 189-314.

Iacono, F.; MarTINELLL, L.; 1998: CO, assimilation and transpiration
balance in species of genus Vitis cultivated in vivo and in vitro.
Estimation of stomatal and cuticular transpiration in vitro. J.
Int. Sci. Vigne Vin 32, 91-97.

KikkEerT, J. R.; THomAs, M. R.; REiscH, B. 1.; 2001: Grapevine genetic
engineering. In: K. A. RouBteLakis-ANGELAKIS (Ed.): Molecular Bi-
ology and Biotechnology of the Grapevine, 387-404. Kluwer
Acad. Publ., NL.

KrastaNOvA, S.; LiNG, K. S.; Znu, H. Y.; XUE, B.; BUrr, T. J.; GONSALVES,
D.; 2000: Development of transgenic grapevine rootstocks with
genes from grapevine fanleaf virus and grapevine leafroll associ-
ated closteroviruses 2 and 3. In: A. BouQuer, J. M. BoursiQuot
(Eds.): Proc. VII"" Int. Symp. on Grapevine Genetics and Breed-
ing, ISHS, Vol. I, Acta Hortic. 528, 367-372.

La Norttg, P.; Buzkan, N.; CHOUERI, E.; MINAFRA, A.; MARTELLL, G. P.;
1997: Acquisition and transmission of grapevine virus A by the
mealybug Pseudococcus longispinus. J. Plant Pathol. 78, 79-86.



Movement protein gene of GVA 193

LE GaALL, O.; TORREGROSA, L, DANGLOT, Y.; CANDRESSE, T.; BOUQUET, A.;
1994: Agrobacterium-mediated genetic transformation of grape-
vine somatic embryos and regeneration of transgenic plants ex-
pressing the coat protein of grapevine chrome mosaic nepovirus
(GCMV). Plant Sci. 102, 161-170.

MARTELLL, G. P;; 1993: Graft-transmissible Diseases of Grapevines. In:
G. P. MarteLLl (Ed.): Handbook for Detection and Diagnosis, 45-
35. FAO, Rome.

MARTELLI, G. P.; GaLLITELLL, D.; Russo, M.; 1999: An appraisal of patho-
gen-derived resistance for the control of virus diseases. In: G. T.
Scarascia MuaNozza, E. Porcepbu, M. A. Pagnotta (Eds.): Genetics
and Breeding for Crop Quality Resistance, 223-232. Kluwer Acad.
Publ., Dordrecht, NL.

MARTINELLI, L.; BRAGAGNA, P.; POLETTI, V.; SciENza, A.; 1993: Somatic
embryogenesis from leaf- and petiole-derived callus of Vitis
rupestris. Plant Cell Rep. 12, 207-210.

MARTINELLL, L.; BuzKAN, N.; MINAFRA, A.; SALDARELLI, P.; CosTa, D.; POLETTI,
V.; FestL, S.; PERL, A.; MARTELLL, G. P.; 2000: Genetic transforma-
tion of tobacco and grapevines for resistance to viruses related
to the rugose wood disease complex. In: A. BouqQuer, J. M.
Boursiquot (Eds.): Proc. 7th Int. Symp. on Grapevine Genetics
and Breeding, ISHS, Vol. I, Acta Hortic. 528, 321-327.

MAaRTINELLI, L.; MaNpoLINO, G.; 1994: Genetic transformation and re-
generation of transgenic plants of grapevine (Vitis rupestris S.).
Theor. Appl. Gen. 88, 621-628.

MARTINELLI, L.; MANDOLINO, G.; 1996: A study on insertion efficiency of
an exogenous gene in a RO population of grape (Vitis rupestris S.).
S. Afr. J. Enol. Vitic. 17, 27-30.

MAaRTINELLI, L.; MaNDoLINO, G.; 2001: Genetic transformation in Vitis.
In: Y. P. S. Basas (Ed.): Biotechnology in Agriculture and For-
estry, Vol. 47, 235-338. Springer-Verlag, Berlin.

Mauro, M. C.; Coutos-THEVENOT, P.; BouLay, M.; BARBIER, P.; WALTER, B.;
PiNek, L.; Varar, L.; 2000: Analysis of 41B (Vitis vinifera x Vitis
berlandieri) grapevine rootstocks for grapevine fanleaf virus

resistance. In: A. BouQuer, J. M. Boursiquot (Eds.):, Proc 7th Int.
Symp. on Grapevine Genetics and Breeding, ISHS, Vol. I, Acta
Hortic. 528, 313-319.

MINAFRA, A.; GOLLES , R.; DA CAMARA MACHADO, A..; BuZKAN, N.; SALDARELLI,
P.; Savino, V.; MARTELLI, G.P.; KATINGER, H.; LAIMER DA CAMARA
MacHADO, M.; 1998: Expression of the coat protein gene of
grapevine virus A and B in Nicotiana, and evaluation of the
resistance conferred to transgenic plants. J. Plant Pathol. 80,
197-202.

MINAFRA, A.; SALDARELLL P.; GrIECO, F.; MARTELLL G. P.; 1994: Nucleotide
sequence of the 3” terminal region of the RNA of two filamentous
grapevine viruses. Arch. Virol. 137, 249-261.

MINAFRA, A.; SALDARELLIL, P.; MARTELLIL, G. P.; 1997: Grapevine virus A:
Nucleotide sequence, genome organization, and relationship in
the Trichovirus genus. Arch. Virol. 142, 417-423.

NitscH, J. P.; NitscH , C.; 1969: Haploid plants from pollen grains.
Science 163, 85-87.

RENAULT, A. S.; DELOIRE, A..; LETINOIS, I.; KRAEVA, E.; TESNIERE, C.; AGEORGES,
A.; RepoN, C.; BiernE, J.; 2000: &1,3 glucanase gene expression
in grapevine leaves as response to infection with Botrytis cin-
erea. Am. J. Enol. Vitic. 15, 81-87.

Rocers, S. O.; BENDICH, A. J.; 1985: Extraction of DNA from milligram
amounts of fresh, herbarium and mummified plant tissues. Plant
Mol. Biol. 5, 69-76.

SAMBROOK, J.; FritscH, E.; Maniatis, T.; 1989: Molecular cloning: A
Laboratory Manual. Cold Spring Harbor Laboratory, Cold Spring
Harbor, New York.

SANFORD, J. C.; JounsTON, S. A.; 1985: The concept of parasite-derived
resistance. Deriving resistance genes from the parasites’s own
genome. J. Theor. Biol. 113, 395-405.

TaLBerT, P. B.; ApLER, H. T.; PARKS, D. W.; Comal, L.; 1995: The
REVOLUTA gene is necessary for apical meristem development
and for limiting cell divisions in the leaves and stems of
Arabidopsis thaliana. Development 121, 2723-2735.

Received May 27, 2002



