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Plant protoplasts as genetic tool: selectable markers
for developmental studies

lOAN NEGRUTIU', STEFAN HINNISDAELS, DANIELLE CAMMAERTS, WICHAI CHERDSHEWASART,
GOKARNA GHARTI-CHHETRI and MICHEL JACOBS

Laboratorv of Plant Genetics, Vrije Universiteit Brussel, Belgium

ABSTRACT Protoplasts have usually been presented as a methodological tool. Even as such. they
make possible an impressive array of applications in plant biology. Here we report on the use of
protoplast-derived selectable markers in the study of several disturbed genetic systems with obvious
effects on plant development: (1) auxotrophic mutants and the control of amino acid biosynthesis and
transport in vegetative and reproductive tissues; (2) introgression of alien genetic information across
phylogenetic boundaries by protoplast fusion, a consequence of controlled dedifferentiation.
redifferentiation processes and attenuated incompatibility reactions in cultured cells; (3) expression
(in)stability offoreign genes in transgenic plants during successive meiotic generations and in crosses
between independent transformants.
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Introduction

Plant protoplasts have been in constant use for more than
two decades, and have become one of the most versatile analytical
tools in plant biology. They can be isolated in large quantities from
a variety of tissues or organs. Freed from the cellulosic cell walls,
the plasma membrane becomes accessible for investigation or
purification. The relatively homogeneous population of individual-
ized wa\\-Iess cells can be subjected to various experimental
treatments. Depending upon the species and culture conditions,
the protoplasts can divide mitotically and proliferate clonally.
Eventually they can be induced to differentiate into shoots, roots or
embryos and produce a complete plant.

These characteristics of plant protoplasts make them the ma-
terial of choice for the following applications:

(1) Isolation of valuable biochemical mutants, with emphasis on
recessive metabolic mutations that are difficult or impossible to
obtain in mutagenized seed populations (Jacobs et af., 1985, 1987;
Cammaerts ef al.. 1989).

(2) Introduction of foreign DNA into host genomes: (a) via
protoplast transformation, probably the most universal method of
gene transfer (Gharti-Chhetri ef al., 1992) and (b) via protoplast
fusion, a tool to ~illegitimately" transfer nuclear and/or organellar
genetic information beyondphylogenetic boundaries (Negrutiu et al.,
1989).

(3) Transient gene expression experiments with considerable
implications in (a)elucidating tissue-specific regulation and cis-and

trans-regulatory interactions among foreign and/or endogenous
genes, (b) analyzing translational processes independent of tran-
scriptional events. Examples from the animal field concern the
elucidation of the regulatory cascades of genes controlling pattern
formation in the embryonic development of Drosophila (Belote,
1989), while in plants gene regulation in the photosynthetic
pathway (Sheen, 1990)or seed storage proteins (Hilson et al., 1990)
have been reported.

(4) Molecular cytogenetics, with particular emphasis on in situ

hybridization for gene localization on metaphase chromosomes.
Protoplasting techniques from root meristems contributed to the
development of reproducible and sensitive methods of gene map-
ping in plants (Mouras et a/.. 1987; Mouras, 1991), one example
being the identification in Agrobacterium-induced tumor cells of

~marker" chromosomes containing T-DNA sequences (Mouras and
Negrutiu.1989).

(5) Flow-cytometry experiments, comprising cell-cycle analysis

and chromosome sorting(Brown et al., 1991; Veuskens et al., 1992).
This opens up the possibility of constructing chromosome-specific
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Plate I. Two selectable markers produced in protoplast culture. (1!
Protopfasts after 48 hours in culrure' a dividing protoplast showing an
unequal division and a budding protoplast (2) Kanamvcin resistant and
sensitive progeny in a transgenic N. plumbaginitolia plant indicating high
level of expression and monogenic inheritance (ef. Gharti-Chhetri et aI.,
1990). (3) A nitrate reductase-deficient mutant isolated in a haploid protoplast
culture of N. plumbaginifolia. The mutation segregates 85 a single reces-
sive locus in the F2 generation (ef. Negrutiu et aI., 1983).

libraries or performing transfer experiments with purified chromo-
somes.

(6) Cloning of large DNA inserts (megabase cloning) in DNA

preparations from agarose-embedded protoplasts associated with
DNA analysis and long-range mapping via pulsed-field gel
electrophoresis (Ferretti et al.. 1991; Siedler and Graner, 1991).

Protoplasts as a tool for studying developmental processes

Some of the above-mentioned applications have already been
explored for a better understanding of developmental aspects of
plant biology. For example, in a model system such as Nicotiana
plumbaginifolia(Plate 1/1), protoplasts have been used to select for
fully defective mutants in the various components of the nitrate
reductase (NR) complex, an enzyme of particular significance in
plants (Caboche and Rouze, 1991). Another rare class of mutants,
namely that of auxotrophs defective in defined steps of amino acid
biosynthesis. has been produced exclusively from haploid protoplast
cultures. In both classes, regenerated mutant plants made possi-
ble a genetic evaluation of various complementation groups and an
assessment of inheritance pattern for these traits. Our results
invalidated. for example. speculations on a constitutive inability of
NR mutant lines to differentiate into complete plants (Marton et al.,
1982). Furthermore. protoplast technology made possible a directed
transfer of genetic information among species via:

.organelle transfer. such as mitochondria, with as consequence
genetic imbalance and associated cytoplasmic male sterility in
cybrid plants (Pelletier. 1986).

"chromosome transfer across phylogenetic gradients, estab-
lishing parallels between sexual and somatic hybridization and
incompatibility. meiotic and somatic recombination etc. (Negrutiu
et a/.. 1989).

*transfer of cloned genes, both selectable and non- selectable,
with as major concern the understanding of expression behavior of
foreign DNA in a new genomic environment (Gharti-Chhetri et al.,
1992). Some of these matters are discussed below.

A choice of selectable markers

The genetic approach we have taken involves the isolation and
exploitation of selectable markers isolated in populations of
protoplasts capable of sustained division and regeneration offertile
plants.

We shall concentrate on biochemical markers, obtained by
mutation or transformation. Most of the marker traits have been
isolated by positive selection, that is, supplementation of the
culture medium by inhibitory combinations of amino acids. amino
acid analogues, purine or pyrimidine base analogues, antibiotics,
herbicides. heavy metals or phytotoxins or application of stress
factors such as salt, chilling or drought. Two main categories of
biochemical markers can be distinguished.

Dominant markers, which confer to the cell resistance against a
wide range of anti metabolites. Most of them have been isolated as
biochemical mutants resulting from a mutagenesis-selection pro-
cedure (Jacobs et al.. 1987). However. transformants in which
selectable markers are cloned genes can also be included (Plate 1/
2; Negrutiu et al., 1990). Preference was usually given to two widely
used bacterial genes, namely the neomycin phosphotransferase
type II (npt) gene from Tn5 and the hygromycin phosphotransferase
gene (hpt). Both code for enzymes which detoxify aminoglycoside
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TABLE 1

LIST OF SELECTABLE MARKERS USED IN VARIOUS GENETIC
STUDIES MENTIONED IN THIS PAPER

compounds. such as kanamycin and hygromycin, basically absent
from plant cells.

Recessive markers require the use of cell cultures derived from

haploid plants and generally result from loss of activity in enzymes
involved in metabolic pathways. Some of them have been isolated
via a positive selection procedure, as exemplified by nitrate-
reductase (NR-) and alcohol dehydrogenase (ADH-) deficiencies. In
the case of NR' mutants, they exhibit chlorate resistance and
inability to use nitrate as the sole source of nitrogen (Plate 1/3;
Negrutlu ef al.. 1983; Mulier and Mendel, 1989). Auxotrophic
mutants represent a category of biochemical mutants isolated by
means of non-selective procedures or enrichment schemes (Jacobs
et al.. 1987). Amino acid auxotrophs are specially considered in a
section of this paper. Worth mentioning here is the successful
attemptto demonstrate genetic complementation in a heterologous
plant-yeast system (Colau et al.. 1987). The ILV-I gene from yeast
was transferred to an isoleucine deficient (ile-) mutant of N.
pfumbaginifolia and shown to restore the corresponding defective
function in the plant cells.

Table 1 describes the main characteristics of selectable markers
reported in this paper as useful tools in genetic studies.

Amino acid auxotrophs from protoplasts of Nicotiana
plumbaginifolia: biased transmission of the auxotrophic
trait to the progeny

Auxotrophic mutants are nutritionally deficient mutants which
cannot grow on a basal medium due to a block in a biosynthetic
pathway. They should only grow on a minimal medium to which the
essential metabolite-an amino acid, a vitamin or a nucleic acid-
is adjoined.

There are several reasons forthe scarcity of plant auxotrophs. As
recessive mutations, the screening for auxotrophs should be best
done in haploids which are not easily available; the lack of viability
of atrue auxotrophic plant is surely an obstacle; genetic redundancy
involving more than one isozyme for a defined step in a biosynthetic
pathway may obscure the effect of a single mutation.

However, successful attempts have been reported in the last few
years; in the case of amino acid auxotrophy, non-selective, total
isolation methods as well as enrichment methods were developed
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with cultured plant cells. Haploid protoplasts appeared to be the
most efficient source for isolating this class of auxotrophs (Gebhardt
ef al., 1981; Sidorov ef al.. 1981; Sidorov and Maliga, 1982;
Shimamoto and King, 1983).

In our laboratory, 13 amino acid.deficient lines were obtained
from UV-irradiated protoplasts of haploid Nicotiana plumbaginifofia
following incubation with BUdR and recovery on complete medium
(Negrutiu et al.. 1985). Most of the lines were characterized by
precursor feeding tests, enzyme assays and protoplast fusion-
complementation experiments (see Table 2).

In the case of the histidine-requiring types, three lines were first
isolated and characterized by a very low activity of the enzyme
imidazole acetol phosphate (lAP) aminotransferase which controls
the second step in histidine biosynthesis. Complementation by
protoplast fusion between these three cell lines could not be
established, indicating that they belong to the same group of
auxotrophs (His1").

Asecond histidine auxotrophic line was isolated using a protoplast
culture system in which non-dividing cells were separated from
dividing ones by centrifugation on sucrose. Somatic hybridization
between this histidine requiring type and lines deficient in lAP
aminotransferase resulted in complementation, indicating the ex-
istence of a second mutation (His2-) in the pathway.

The methionine-requiring auxotroph lacks 8-cystathionase activ~
ity. The biochemical lesions in six other amino acid-requiring
auxotrophic lines have been thoroughly investigated by means of
feeding experiments with 14C, unlabeled substrates and enzyme
analysis. (Wallsgrove et al., 1986). Three of the lines required
isoleucine for growth, were unable to synthesise 2-oxobutyrate in
vivo and have no detectable threonine dehydratase activity in vitro.
The other three lines requiring isoleucine + valine accumulated
radioactive dihydroxymethylvalerate when fed with 14C-L-threonine
and contained no detectable dihydroxyacid dehydratase, the third
enzyme of the common pathway of the branched-chain amino acids,
leucine, valine and isoleucine.
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Among these amino acid auxotrophs. only the histidine and
methionine-requiring types (His"i' His-2,Met) were regenerated into
fertile plants (Plate II and III). Their development strictly depends on
histidine or methionine supplementation, either by spraying or by
root feeding in a hydroponic system. The sexual transmission of the
auxotrophic trait was analyzed in detail in progeny obtained from
selfed regenerants and after crosses with the wild type.

Expression of amino acid auxotrophy in the progeny of homozygous
recessive mutants

Rl seeds obtained by selfing His-i, His-2 and Met 1 regenerants
germinate, open their cotyledons but show no further leaf or root

Plate II. The methionine deficient mutant Met-, (10.1-9) of N.
plumbaginifolia (1! The homozygous recessive regenerant upon
transfer to the greenhouse. Terminal inflorescence and axillary
shootsonadwarf-typeplant(heighti: 12cm). (2) Pollen frommature
flowers of the above plant showing a complete gradient of sterility
to fertility. Alexander's stain was used.

development on non-supplemented medium. The seeds sown or
seedlings transferred on histidine or methionine supplemented
medium produced normal plantlets. An example is shown in Plate
111/1,2 and 5. Thus, the auxotrophy is transmitted as a homozygous
trait to the progeny of first generation mutant plants.

Fluctuation in segregation rates of the auxotrophic trait in F2
generation according to the amino acid supplementation

F1plants were obtained by back-crossing the three mutant types.
They exhibited complete wild type phenotypes able to grow on a non-
supplemented medium. When F2 seeds were sown on minimal
medium, the observed segregations indicated a marked
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Plate III. Main characteris-
tics of His-, and His-z
auxotrophs in segregation
tests. !,) Seedlings from
Hls-2 seeds obtained by
selfing a homozygous mutant
on minimal (bottom) and
hlstidme supplemented me-
dium (top). (2) Homozygous
His-2 mutants: showing nor-
mal growth on histidme-sup-
plemented medium (top) but
stop growing when trans-
ferred to mrnimal medium
(below). (3) H,s-;mutant in the
F;generatlon, showmgthree--
week-old seedlings segre-
gating on minimal medium.
(4) A large number of His-2
seedlings grown after embryo
rescue. (5) Three-week-old
His-, R, seedlmgs: from teft
to right: His', seedling on
minimal medium; His-, seed-
ling on histidine-supple-
mented medium; an albino
mutation as a comparative
control.
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TABLE 3

SEGREGATION FOR AUXOTROPHY IN F, GENERATION FROM F,
PLANTS SUBMITTED TO TWO TYPES OF TREA TMENT: SPRAYING

WITH AMINO ACID OR NOT (1.5mMI AND BY ADDITION OR NOT
OF AMINO ACID 10.1 mM)ON EMBRYO RESCUE MEDIUM

Segregation ratios were evaluated on minimal medium: (+) growing, (-)not
growing.

underrepresentation of His'2and Metclasses and even a total lack
of His', auxotrophs (Table 3. Plate III).

Therefore, F1plants were supplemented with the corresponding
amino acid. by spraying histidine or methionine and/or byculturing
dissected embryos obtained from in vitro pollinated flowers on a
medium supplemented with the required amino acid (embryo
rescue, Plate 111/4).

The results in Table 3 show that for His-1. segregation rates of
respectively 11% and 6% could only be obtained by embryo rescue
on a histidine-containing medium associated or not with histidine
spraying on F! plants. For His-2 the segregation of the auxotrophic
trait was increased significantly by spraying. while embryo rescue
did not improve the amount of His-2 auxotrophs in F2compared to
the spraying treatment above. For the Mer! trait. the class of
auxotrophic segregants increased to 5% when embryos were
rescued on methionine-supplemented medium and to 6.5% when
the same treatment was combined with the spraying of the Fl plant.

In conclusion. these results show that a continuous supply of the
corresponding amino acid is necessary for the growth, development
and seed production of the histidine and methionine-less mutants.

Both traits are sexually transmitted upon selfing and the seeds
obtained from both homozygote mutants are totally dependent on
histidine or methionine supplementation for their growth. The way
the auxotrophic trait is transmitted to progeny after back-crossing
is rather different. Histidine spraying during the growth of the F1
plants was sufficient to markedly increase the amount of His'2
auxotrophs in F2 progeny_ For His-1 and Met! mutants, embryo
rescue on an amino acid supplemented medium was required to
recover the auxotrophic trait in a substantial ratio in F2generation.

Our results suggest that it is imperative to ensure availability and
translocation of the required amino acid at the time of zygote
formation and throughout the development of the embryo. This
explains why auxotrophic progeny do not segregate out in F2
generation unless an external amino acid supply is provided to the
heterozygous Fl plants. This also explains previous failure in
obtaining amino acid auxotrophs in M2progenyofmutagenized seeds.
In one case, tryptophan auxotrophic mutants were obtained by M2
seed screening and the Mendelian 3:1 segregation in F2 showed
that the nutritional deficiency was inherited as a simple monogenic
trait (Last and Fink. 1988).

Our data do not allow us to conclude that the his' and mer traits
are single gene mutations, but raise questions on the translocation
process of amino acids from leaves to seeds, on their interconversion
in reproductive tissues and availability to the zygote and embryo.

Chromosome transfer: asymmetric hybridization,
phylogenetic gradients and expression constraints

Symmetric and asymmetric hybrids refer to the nuclear consti-
tution of fusion products; symmetric hybrids consist of complete
sets of chromosomes from the two parents. while asymmetric ones
undergo a preferential or unidirectional elimination of chromosomes
belonging to one of the fusion partners. Highly asymmetric hybrids
are defined as containing less than 10% of the chromosomes from
the donor partner.

The method of choice in producing asymmetric somatic hybrids
is the donor-recipient technique in which recipient protoplasts are
fused with irradiated (sub- or lethal doses) donor protoplasts.

Following irradiation of the donor partner. the degree and speed
of asymmetrization depends on several factors, among which the
most relevant are the phylogenetic distance (Le.. the extent of
various incompatibility processes), chromosome number. morphol-
ogy and size. cell cycle duration and degree of chromatin conden-
sation, differentiation status of the cells to be fused. sequence of
in vitro culture steps before morphogenesis is induced, presence or

TABLE 4

EFFECT OF THE SELECTION PRESSURE ON THE EXPRESSION OF MARKER GENES IN FUSION PRODUCTS BETWEEN
N. PLUMBAGIN/FOLIA (RI AND N. TABACUM (DI

The recipient R is a NR/cnx type mutant, the donor (0) being a KmR SR1 tobacco. Percentages are given in brackets.
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Plate IV. Degree of asymmetrization in fusion products between N. plumbaginifolia (recipient) and N. sylvestris or Petunia hybrida Idonars).
Chromosome preparations are from Ro plants (primary regenerants) which have not passed meiosis. (1) A control metaphase plate showing the
chromosome morphology (all te/acentries) ofN. plumbaginifolia. the recipient fusion partner (2n=20).12) An asymmerric fusion productN. plumbaginlfolia
+ N. sylvestris (2n= 24) with numerous fragmenred donor chromosomes present farrowed). (3 and 4) Two highly asymmetric Imes in the combmation
N. plumbaglnlto!ia + P. hybrida (2n= 14), one with a metacentflC chromosome (hybrid PI) (3), the orher \virh a mmichromosome (4) farrowed).

absence of selection pressure and alternance of somatic (such as
embryo rescue) and sexual cycles of regenerated fusion products
(Negrutiu et at.. 19891.

One Of the major issues in somatic hybridization is gene
introgression via legitimate or illegitimate recombination. Any at-
tempts to control such processes have to take into account the fact
that the fate of parental genomes in fusion products in culture is
first of all dependent on the dynamics of chromosome distribution
in time and space within the heterokaryon: chromosomes are
known to have specific organizational relationships with the nuclear

--

membrane and between them. During the very first division cycles
the separation pattern of the two genomes is .sectorial-, changing
with time into a .radial. pattern (Gleba et af" 1987), It is obvious
that the sectorial pattern during the first mitotic divisions is a major
handicap in facilitating mechanical opportunities for recombination,
This is of particular importance in cases where irradiation is being
used to direct elimination of donor chromosomes: chromosome
fragments, which are the major source of recombination material,
are eliminated during the first mitotic divisions. Actually the system
selects for fragmented chromosomes with functional centromeres
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TABLE 5

EVOLUTION OF CHROMOSOME NUMBER FROM RECIPIENT AND
DONOR PARTNERS IN N. PLUMBAGIN/FOLIA + A. BELLADONNA

FUSION PRODUCTS IN F, VERSUS BC, GENERATION

Figures repr-esent range of variation as established In at least 6 distinct
lines. 45 metaphase plates were analyzed per progeny

(plate IV) . Their subsequent elimination depends on factors such
as p~lylogenetjc distance. type of selection pressures applied
(metabolic and/or morphogenetic) and opportunity to perform
backcrosses (passage through meiosis). The specific role of such
parameters is detailed in Table 4, 5 and 6. The results show that:

(1) The irradiation determines the direction of elimination but not

the extent of elimination within the donor genome. This suggests
that the number of induced breaks is relatively small and that the
recipient cells have the ability to efficiently rescue the damaged
chromosomes by cross-acting repair mechanisms. The extent of
asymrnetrization in fusion products increases with the phylogenetic
distance, the transfer of limited amounts of genetic information to
the recipient species being more rapidly achieved in wider cross
combinations (cf. Plate IV).

In most intrageneric combinations, a limited elimination of donor
chromosomes seems to be the rule. The degree of asymmetrization
was by far more Important in intergeneric tlybrids or, as reported by
others, in interfamily combinations (Dud its et al..1979). Within this
general frame. the outcome of a novel combination is unpredictable,
strongly depending on additional parameters such as chromosome
number in the donor, chromosome morphology (telomeric versus
metacentric) in ttle recipient, duration of defined cell cycle stages
and premature chromatin condensation, etc.

(2) Selectable marker genes that act as early as possible after

fusion (e.g., resistance to kanamycin) in combination with in vitro
culture and regeneration conditions specific to recipient partner
undoubtedly favor the production of highly asymmetric hybrids.
Donor marker genes used for fusion product selection appeared to
be relatively stably expressed under selection conditions, while non-
selectable genes, such as isozymes or opine genes exhibited a
highly variable level of expression (Gleba and Sytnik, 1984: Famelaer
et al., 1989). Interestingly, in many asymmetric hybrids under
investigation, changes in the copy number of rDNA from both
parents were shown to occur rather independently of other (isozymes,
RFLP) markers(Miesfeld and Arnheim, 1984; Pijnacker and Ferwerda,
1987: Gleba et a/., 1988: Moore and Sink, 19881. The physical
presence of other alien genes may not necessarily result in
appropriate expression, both because one of the adverse side-
effects of irradiation is inactivation of non-selected genes by
mutation, and because correct expression of these genes may be
altered in the context of the recipient genome.

(3) The in vitro culture passage is perceived as an environment

where developmental controls and incompatibility barriers are. at
least temporarily, attenuated or absent. As a matter of fact. fusion
products from a variety of wide species combinations usually
proliferate actively at callus stage but fail to develop further.
Furthermore. the ability of certain fusion combinations or products
to regenerate, reveals built-in selection pressures that accentuate
the asymmetrization process. On the other hand, an improved
regeneration response is observed at higher levels of
asymmetrization, this being true in several species combinations
tested.

(4) Gene introgression, via legitimate or illegitimate recombination,

in irradiation-induced asymmetric hybrids remains an extremely rare
event. probably because the opportunities for intergenomic ex-
changes are rather limited and unpredictable. Since in most cases
entire or fragmented donor chromosomes are retained, a Mende-
lian genetic transmission of donor traits is the exception ratherthan
the rule (Table 6). It was only in a combination of somatic fusion,
successive backcrossing associated with embryo rescue and ploidy
reduction. that we were able to ensure an appropriate level of
genomic balance and Mendelian inheritance in the intergeneric
combination N. plumbagfnifolia (2n= 20) + Atropa belladonna (2n=
72) (Table 5, Gleba et al.. 1988). In the interspecific combination
N. plumbaginifolia + N. sylvestris (2n= 24), the genetic transmis-
sion could be improved from 4 to 17% with an increase in the degree
of asymmetrization (Famelaer et al.. 1989). In both cases, the
passage through meiosis was the critical factor. indispensable for
both transfer of large blocks of genes and for establishing an
appropriate balance in fusion products.

Ideal cases are two intergeneric combinations, namely N.
plumbaginifolia + Petunia hybrida (2n= 14) and N. plumbaginifolia
+ Lycopersicum esculentum (2n= 24) in which rapid and extensive
asymmetrization was associated with efficient production of fertile
regenerants, Mendelian transmission of the selectable marker
gene and evidence of illegitimate recombination events (Hinnisdaels
et a/., 1991).

In the case of N. plumbaginifolia+ P. hybrida, selection of hybrids
relied on the presence of kanamycin resistance in the irradiated

TABLE 6

EFFECT OF PHYLOGENETIC GRADIENT AND TYPE OF SELECTION
PRESSURE Or< THE EXTEm OF HYBRID ASYMMETRIZATION AND

ABILITY TO TRArJSMIT THE MARKER TRAIT TO PROGENY

"14% (1/7) highly asymmetric hybrids in R; generation; Embryo rescue;
NP. Nicotiana plumbaginifolia. AS. Atropa belladonna; NS, N. sylvestris;
NT, N_ tabacum; PH. Perunia hybrida; LE, Lycopersicon esculentum
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donor species (Petunia). All shoots that have been regenerated
resembled the recipient partner Nicotiana plumbagin/folia. The
presence of the kanamycin gene in hybrid regenerants has been
shown at the biochemical level (by enzyme assay) and also by
Southern hybridization on genomic DNA. The gene segregated in
a Mendelian fashion with some slight deviations in few lines (Table
6). Ninety-two percent of N. plumbaginifolia + P. hybrida hybrids
followed Mendelian segregation. 80% showing monogenic and 12%
exhibiting digenic or more pattern of transmission. Genetic analysis
of N. pfumbaginifolia + L. escufentum hybrids also followed similar

trends: 88% of the hybrids segregated for monogenic and 5% of
them had digenic or multiple gene inheritance. Most of the lines
analyzed only contained Nicotiana type chromosomes. In some

lines we were able to demonstrate the presence of a few donor
chromosome fragments (Plate V).ln yet another line one metacentric
chromosome could be identified besides a nearly complete Nicotiana
complement (19 chromosomes) (hybrid Pi) (plate IV/3).

Chromosome pairing at meiosis and in situ hybridization made
it possible to demonstrate the occurrence of illegitimate recombi.
nation between recipient and donor chromosomes. Indeed. in
metaphase I or at diakinesis, one arm of the metacentric chromosome
paired with one chromosome of the recipient N. plumbaginifolia to
form a heteromorphous bivalent (plate V. 1 and 2). Moreover. this
abnormal bivalent was closely related with the nucleolus. indicating
the presence of nucleolar organizers in this bivalent. As we previ-
ously demonstrated that in N. plumbaginifofia the nucleolar or.
ganizers are present on chromosome 9 (Mouras et al.. 1986), the
heteromorphous bivalent resulted from the translocation of a
Petunia chromosome fragment to one chromosome 9 of N.
pfumbaginifolia. The presence of rDNA on chromosome 9 and on
one arm of the metacentric chromosome has been demonstrated
by in situhybridization./nsituhybridization experiments using labeled

total genomic DNA of Petunia as a probe. in competition with
unlabeled total genomic DNA of Nicotiana. further demonstrated
that one arm of the metacentric chromosome hybridized with the
Petunia probe.

Direct gene transfer-from expression instability to genomic
disorders

Integrative transformation of foreign genes and their fate and
stability in successive generations determine the applicability of
direct gene transfer. In Nicotiana plumbaginifoJia. a true diploid
species. one to 10 copies of foreign DNA usually integrate into the
plant genome with simple to complex patterns of integration. In
general. the passage through meiosis (comparing Roand R1)will not

~--
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Plate V. Analysis of meiotic chromosome pairing in asymmetric
somatic hybrids between N. plumbaginifolia and kanamycin resist-
ant P. hybrida. (11 DiploId N. plumbaginifoha showing 10 blva/ents at
metaphase I. (2) Hybrid PI, having a metacentrlc chromosome in the

complement (see Plate IVI3J. At dlplorene a heteromorphic bivalent /s
observed bemg always associated with the nucleo/us 13 and 41 Ddferenr
N, plumbaginifolia + Petunia asvmmerric hvbrids showing late migrating

chromosome fragments (arro'NedJ at anaphase / and /I respective/v. The
bivafents migrared already towards the cell poles
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TABLE 7

INSTABILITY PROFILE OF npt GENE EXPRESSION IN CROSSES
BETWEEN INDEPENDENT TRANSFORMANTS ACCORDING TO THE

NUMBER OF INSERTION LOCI

Valups are expressed as % of the number of analyzad cases (a total of appro,,_ 200
transformantsl. Observed segregation ratios were compared to axpected ones for
each analyzed combination. Constructs used are as reported In Ncgrutiu er ai. (1990)
and Ghartl-Chhetri er al. (19921.

affect the overall integration profile. There is no direct correlation
between copy number of inserted DNAand the number of independ-
ently segregating loci. Genetic analysis showed that in more than
50% of the cases DNAinserted at two or more loci in the genome
(Gharti~hhetri et a/.. 1990. 1992).

The constructs used in the integrative transformation experi-
ments reported here contain the CaMV-derived expression cas-
settes 195 or 355 that control npt (kanamycin resistance) or hpt
(hygromycin resistance) (Negrutiu et af..1990). The transformants
retained for further analysis were screened at the Ro/Rl generation
for their average to high levels of kanamycin resistance (Plate 1/2).
Deviations from the initial level of npt expression or segregation
pattern during successive meiotic generations are considered as
instability and/or inactivation events.

From a large sample of analyzed monogenic transformants, we
concluded that the loss of foreign gene expression occurred both in
successive selfing generations (up to 20% of the lines in F3and F4)
and in crosses between Fl transform ants (25%) or more (Table 7
and Gharti~hhetri et a/.. 1992).

Physical loss of the inserted gene was less than 1% among
approximately 150 analyzed cases. Instead, loss of gene expres-
sion resulted from inactivation processes. such as methylation
(Cherdshewasart, 1991) or extensive rearrangements of npt se-
quences, such cases probably being associated with co-suppres-
sion (Jorgensen. 1990).

Of particular relevance are the results obtained in crosses
between independent transformed lines. The chosen transformants
exhibited good seed setting in selfed generations indicating a
stabilized genomic context. The results showed that the level of
instability increased with the increase in number of insertion loci.
reaching 100% whenever a trigenic partner was involved. (Table 7).

Crosses between monogenic transformants produced evidence
of frequent recombination events, since as much as 10% of the
analyzed cases exhibited an increase in the number of expressing
loci. In crosses between digenics or whenever one of the parents
was a trigenic transformant, instability was exclusively due to

inactivation events. The results indicated that the new genomic
context produced in crosses among independent transformants
generated genetic instability at high rates. This was further con-
firmed in a series of diallel crosses among digenic or trigenic
transformants (Table 8). In such crosses, embryo or seed abortion
occurred at particularly high frequencies indicating extensive genomic
imbalance in particular combinations of otherwise stabilized
transgenomes (compare seed setting in selfing versus diallel
crosses). A possible explanation is that insertion sites behave as
areas of .genomic disorders. when combined in one individual and
in a given conformation (-position. effect). The above facts recall
the other type or genomic disorders described in somatic hybridi-
zation experiments and demonstrate that such disorders and
expression inconsistencies can be produced even in the presence
of relatively reduced amounts of foreign genetic information.

Concluding remarks

Auxotrophic mutants have been an invaluable tool for the
development of microbial and mammalian cell genetics, as well as
selectable markers in the elucidation of biochemical pathways and
their r~gulation.

Amino acid biosynthesis is a major event in the primary and
secondary metabolism of plants. It turned out that amino acid
auxotrophic mutants were difficult to isolate, as such mutations
have developmental implications: the homozygous recessive mu-
tants are dwarfs and the analysis of genetic transmission to
progeny shows non-Mendelian, fluctuating segregation ratios. This
can be explained by an irregular diffusion and translocation to the
reproductive tissues of exogenously supplied amino acids. Genetic
evidence of this sort is shedding new light on complex patterns of
interaction and distinct developmental constraints in vegetative
and emb/)'onic tissues.

Data accumulated in sexual and somatic hybrids from both
plants and animals share important similarities in a number of
essential processes. such as chromosome elimination. pairing and
recombination. In plants, as far as the obtention of highly asymmet-
ric hybrids between phylogenetically unrelated species is con-
cerned, the protoplast technology may represent the method of
choice. Selectable and/or detectable nuclear and cytoplasmic

TABLE 8

SEED SETTING IN SELFED VERSUS DIALLEL CROSS COMBINA-
TIONS IN TRANSFORM ANTS WITH DEFINED npt GENE INSERTION

PROFILES: MONO-. DI- AND TRIGENIC TYPE OF INHERITANCE

- -

Inheri1ance profile
Monogenlcs Digenics Trigenics

Inpr+hpt) npt npt npt
-- --

Specification
selflng
dlalle! crosses

+
100 a
100 0

+
96 4
100 0

+
100 0
28.5 71.5

+
57 43
9.5 905

-- --
Successful seed setting is classified (+J. rack of seed setting is classified
(-). Figures represent % of the total cases analyzed (at least 7 transformants
per profile. i.e.. 49 combmationsf_ Crosses between npt IKmR) and hpt
(Hy~) monogenic transformants are presented as an additional control.



markers have played an important role in understanding and
controlling asymmetrrzation processes in somatic hybridization
experiments between phylogenetically related and unrelated spe.
cies.

Functional asymmetric hybrids are restricted to interspecific,
some intergeneric and few interfamily combinations, with evidence
that induced somatic asymmetric hybrids can reach more rapid
meiotic balance or cover a wider range of species combinations
than their symmetric or sexual counterparts. Screening for recipi.
ent-type phenotypes involves identification of individuals that undergo
important unidirectional elimination of donor material. As centromere
retention is the major event with respect to both intra- and
intergenomic recombinations in heterokaryons produced by fusion,
retention of asynthenic gene combinations must also be poor.

The association of irradiation with fusion, in vitro culture, se-
lection, regeneration, and passage through meiosis represents a
more versatile experimental tool of gene introgression compared to
the available breeding methods.

Transfer to plant cells of cloned genes under the control of plant
expression signals is considered the simplest and most refined
technique to genetically modify plants. We show that in atrue diploid
species, N. pfumbaginifoJia, the npt gene is incorporated in one to
ten copres per genome at one or several insertion sites, The results
indicated that the plant cells do -recognize- such limited amounts
of foreign genetic information during several successive meiotic
generations, its expression being modulated by a variety of proc.
esses: physical loss, inactivation with or without rearrangements,
via methylation, co-suppression, etc. Such phenomena occur with
high frequency and can result. once multiple insertion loci are
combined in one transgenic plant. in genomic imbalance and
disorders, such as embryo lethality.

Acknowledgments
This work was funded by the European Community Research Programme

.SAP. (0-111-B) and by the .Instituut voor Aanmoediging voor
Wetenschappelijk Onderzoek in Nijverheid en Landbouw. (IWONL Research
contract 4972A). I. Negrutiu is .bevoegdverklaard navorser. and S,
Hinnisdaels is .aangesteld vorser. of the Belgian N.F. W.O. (National Fund
of Scientific Research). The helpful assistance of Mrs. Johanna Cafcoen in
the preparation of the manuscript is gratefully acknowledged.

References

BElOTE. J.M. (1989). Thecontrolof se:\ual development in Drosophilamelanogaster:
genetic and molecular analysis of a genetic regulatOr). hierarchy. a mini review.
Gene 82: 161.167.

BROWN. S.C., BERGOUNIOUX, C.. TALlET, S. and MARIE, D. (1991). Aow c)'tometry of
nuclei for plOIdyand cen cycle analysIs. In A Laboratory Guide for Cellular and
Molecular Plant BIology(Eds. I. Negrutiu and G. B. Gharti-Chhetri).Blrkhauser
VerlilgAG. Basel/Switzerland. pp. 326-345.

CABOCHE. M. and ROUZE. P. (1991). Nitrate reductase: a target for molecular and
cellular studies in higher plants. Trends Genet. 6: 187.192.

CAMMAERTS. D.. DIRKS. R.. NEGRUTIU.I.. FAMELAER. I.. HINNISDAELS. 5.. DEBEVS.
D.. VEUSKENS.J. and JACOBS. M. (1989). Plant biotechnology and nitrate
assimilation. In Molecular and Genetic Aspects of Nrtrate ASSimilation IEds. J. L
Wray and J. R. Kinghorn). Odord Science Publ.. pp. 364-389.

CHERDSHEWASART,W. (1991). Assessing methylation of Inserted DNAby restriction
with Isoschizomeric enzymes and inducing demethylatlon with 5.azac}1IdlOe. In A
LatJoratoryGuide for Cellular and Molecular Plant BiolOgy(Eds. I. Negrutluand G.
B. Ghartl-Chhetn)_Bir1<.hauserVerlagAG. Basel/Switzerland. pp. 277-2B6.

COLAU, D.. NEGRUTIU, I., VAN MONTAGU, M. and HERNAlSTEENS. J.P. (1987J.
Copmplmentation of a threonine dehydratase deficient Mcotiana plumbagin/folia

Plal11 pr()wplasts as genctic tool 8,3

mutant utter Agrobacterium-mcdlated transfer of the Saccharom}ces cerevisiac

ILV1 gene. Mol. Cell. Bioi. 7: 2552-2557.

DUDITS. D.. HADLACZKY. G.Y., BAJSZAR,G.Y., KONCZ.CS., LAZAR, G. and HORVATH,
G. (19791. Plant regeneration from intergeneric cell hybnds. Plant SCI. 15: 101-112.

FAMELAER.I..GLEBA. Y.Y., SIDOROV. VA KALEDA. V.A.,PAROKONNY, A.S.. BORYSHUK,
N.V.. CHEREP. N.N.. NEGRUTIU.I. and JACOBS. ~1. (1989).lntrageneflc asymmet.
ric hybrrds betv.een Nicotiana plumbagimfolia and Nicotlana sylyestris obtained by
gamma-fusion. Plant Sci. 61: 105.117.

FERRETTI. L,CUZZONI. E. and SALA. F. (1991). Pulsed field gel electrophoresis of plant
DNA.ln A LatJoratory Guide forCel/ular and MOlecularPlant B/ology(Eds.l. Negrutiu
and G.B. Gharti-Chhetri). BirXhauser Verlag AG. Basel/Switzerland. pp. 267-276.

GEBHARDT. C., SCHNEBLI. V. and KING. P.J. (1981). Isolation of biochemical mutants
using haploid mesoph~'11 protoplasts of Hyoscyamus muticus II. Au~otrophic and
temperature sensitive clones. Planta 153: 81-90.

GHARTI-{;HHETRI, G., CHERDSHEWASART. W., DEWULF, J.. JACOBS. M. and
NEGRUTIU, I . (1992). PEG-mediated direct gene transfer in Nicotiana sp. Physiol.
Plant. (In press).

GHARTI-CHHETRI. G.B.. CHERDSHEWASART. W.. DEWULF, 1., PASlKOWSKI.
J"JACOBS M, and NEGRUTIU. I. (1990). Hybrid genes in the analysis of transform a-

Uon conditions. 3. Temporal/spatial falc of NPTJI gene integration. its inheritance
and factors affecting these processes in Nlcot/ana plumbaglni(oUa. Plant AlaI. Bioi.
1.J: 687-696.

GLEBA. Y.V.. HINNISDAElS. S" SIDOROV. V.A., KALEDA, VA, PAROKONNV. A.S"
BORYSHUK. N.V., CHEREP, N.N.. NEGRUTIU. I. and JACOB. M. (1988). IntergenerlC
asymmetric hybrids between Nicotiana plumbaginifolia and Atropa belladonna
obtained by gamma- fusion. Theor. Appl. Genet. 76: 760-766.

GLEBA. Y.Y.. PAROKONNY. A., KOTOV. V.. NEGRUTIU.I. and MOMOT. v. (19B7). Spatial
separatlCf1 of parental genomes in h~bnds of somatic plant cells. Proc. Natl. Acad.
Sci. US4 84: 3709.3713.

GLEBA. Y.Y., SYTNIK. K.M. (1984). Proroplast Fusion and Parase:\ual H}'bridlzation of
Higher Plants (Ed. E. Schoeman). Springer-Verlag. Bertin. pp. 1.220.

HILSON. P.. DE FROIDMONT. D., LEJOUR. C., HIRAI, S.-I., JACQUEMIN. J.-M. and VANIV,
M. (1990). Fos and jun oncogenes transactlVate chimeric or native promoters
containing APljGCN4 binding sites in plant cells. Plant Ce//2: 651-658.

HINNISDAElS. S.. BARILlER, L.. f>.lOURAS. A.. SIDOROV, V.. DEL-FAVERO. 1..
VEUSKENS. J.. NEGRUTIU, I. and JACOBS. M. (1991). HighlyasymmetrlC intergenenc
nuclear hybrids bet een Nicotiana and Petunra: evidence for fecombinogenic and
translocation events In somatic hybrid plants after .gamma..fusion. Thear. Appl.
Genet. 82: 609-614.

JACOBS. M.. NEGRUTIU. I.. CAMMAERTS, D., CATTOIR. REVNAERTS. A.. DIRKS, R..
DOLFERUS. R. and FAMELAER. I. (1985). Strategies to select biochemical mutants
with potential use in genetic manipulation of plants. In Plant Generics. UCLA
S~mposia on Molecular and Cellular Biology, New Series, Vol. 35 (Ed. M. Freeling).
(Alan R. llSS, Inc.. N.Y.). pp. 685-700.

JACOBS. M.. NEGRUTIU. I., DIRKS. R. and CAMMAERTS. D. (1987). Selection
programmes for isolation and analysis of mutants in plant cell cultures. In Plant

Tissue and Cell Culture (Eds. C.E. Green. D.A. Somers. W.P. Hackett and D.D.
Biesboer). Alan R. Liss. !nc.. pp. 243-264.

JORGENSEN. R. (1990). Altered gene e:\pression in plants due to trans interactions
betv..een homologous genes. Trends 8iotechnol. 8: 340-344.

LAST. R.L. and FINK. G.R.(19881. Tryptophan-reqUIring mutants of the plant ArabidopSls
th;lllana. Science 240: 305-310.

MARTON. L.. DUNG,T.M.. MENDEL. R. and MALIGA. P. (1982). Nitrate reductase
deficient cell lines from haploid protoplast cultures of Nlcotiana plumbaginifolia. Mol.
Gen. Genet. 182: 301.304.

MIESFELD. R. and ARNHEIM N, (1984). Species-specific rDNAtranscription is due to
promoter.speClfic binding factors. .\101. Cell. Bioi. 4: 221-227.

MOORE. P.P. and SINK, C. (1988). Molecular analysis of single copy and repetitive
genes on chromosome 2 In intergeneric tomato somatic hybrid plants. Plant Mol.
Bioi. 11: 139-145.

MOURAS, A. (1991). Gene targeting In plant metaphase chromosomes by In situ
hybridizatIon with tntiated probe DNA. In A LatJoratory GUIde for Cellular and Mo-
lecular Plant Biology (Eds. I. Negrutlu and G.B. Gharti-Chhetri). Bir1<.hauser Verlag
AG. BaseljSwitzerland. pp. 296-307.

MOURAS. A. and NEGRUTIU. I. (1989). Localization of the T-DNA on marker chromo-
SOmes in transformed tobaccoceUs by In sltuh}undlzation. Theor. Appl. Genet. 78.-
715- 720.

MOURAS. A.. SAUl. M.W., ESSAD, S. and POTRYKUS, t. (1987). Localization by In Situ

hybridization of a lo er copy chimaeric resistance gene mtroduced Into plants by
direct gene transfer. Mol. Gen. Genet. 207: 204.209.



84 I. Negri/till et "I.

MDURAS. A., WILDENSTEIN.C. and SALESSE G. (1986). Analysis of karyotype and C-
banding pattern of Nicotiana plumbaginifolia using two techni..jues. Genetica 68:
197-202.

MULLER, A.J. and MENDEL. R.R.

nitrate reduction in Nicotiana
lation (Eds. J.L. Wray and J.R.
pp.166-185.

NEGRUTIU, I., DEWULF, J.. PIETRZAK, M, BQTTERMAN. J. RIETVELD, E.. WURZER-
FIGURELLI,E.M.. YE. D. and JACOBS, M. (1990). Hybrid genes in the analysis of
transformation conditions: II. Transient e~pression V5. stable transformation

-
analysis of parameters influencing gene expression leyels and transformation
efficiency. Physiol. Plant. 79: 197-205.

NEGRUTIU, I.. HINNISDAELS, S.. MOURAS.A.. Gill, B.S., GHARTI-CHHETRI. G.B ,

DAVEY, M.R., GLEBA.Y.Y., SIDOROV. V. and M. JACOBS (1989). Somatic versus
sexual hybridization: features, facts and future. Acta Bot. Neerl. 38 (3): 253-272.

NEGRUTIU, I.. DE BROUWER. Do, DIRKS, R. and JACOBS. M. (1985). Amino acid
auxotrophs from protoplast cultures of Nicotiana plumbaglnifolia, Viviani. I. BUdR
enrichment selection. plant regeneration. and general characteriza,ion. Mol. Gen.
Genet. 199: 330-337.

NEGRUTIU. I., DIRKS, R. and JACOBS, M. (1983). Regeneration of fully nitrate-
reductase deficient mutants from protoplast cultures of Nicotiana plumbaginifolia.
Theor. Appl. Genet. 66: 341-347.

PELLETIER, G.R. (1986). Plant organelle genetics through somatic hybridization. Oxford
Surv. Plant Mol. Cell. Bioi. 3: 97-121.

(1989). Biochemical and somatic cell genetics of

In Molecular and genetic aspects of nitrate assimi-
Kinghorn). Oxford Science Publications, New York.

PIJNACKER, L.P. and FERWERDA, M.A. (1987). Karyot~pe variation in aminoethylcystein
resistant cell and calluscultures and regenerated plants of a dihaploid potato. Plant
Cell Rep. 6: 385-388.

SIDOROV, V.A. and MALlGA, P. (1982). Fusion-complementation analysis of auxotrophic
and chlorophyll-deficient lines isolated in haploid Nicotiana plumbaginifolia protoplast
cultures. Mol. Gen. Genet. 186: 328-332,

SHEEN, J. (1990). Metabolic repression of transcription in higher plants. Plant Ce//2:

1027-1038

SHIMAMOTO.K.and KING,P.J. (1983). Adh1-Dselectable marker in Zeamayscell culture.
Mol. Gen. Genet. 191: 271-275.

SIDOROV, V.A. and MALIGA.P. (1982). Fusion-complementation analysis of auxotrophic
and chlorophyll-deficient lines isolated in haploid Nicotiana plumbaginifo/ia
protoplasts cultures. Mol. Gen. Genet. 186: 328.332.

SIDOROV, VA. MENCZEL. L. and MALI GA. P (1981). Isoleucine.requiring Nicotiana
plant deficient in threonine deaminase. Nature 294: 87.88.

SIEDLER, H. and GRANER. A. (1991). Construction of physical maps of the Horllocus
of two barley cultivars by pulsed field gel electrophoresis. Mol. Gen. Genet. 226:
177-181.

VEUSKENS, J., MARIE. D.. HINNISDAELS, S. and BROWN. S, (1992). Flow cytometry
and sorting of plant chromosomes. In Flow Cytometry and Cell sorting, Techniques
and Methods in Biology and Medicine. Springer (in press).

WALLSGROVE. R.M.. RISIOTT, R.. NEGRUTIU,I. and BRIGHT. S,W.J. (1986). Biochemi-
cal characterization of Nicotiana plumbaginifolia auxotrophs that require branched-
chain amino acids. Plant Cell Rep. 3: 223-226.


