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Abstract

overcome by newly emerged CPA biotypes.

explaining 39% of the antibiosis resistance.

Background: Cowpea aphid (CPA; Aphis craccivora) is the most important insect pest of cowpea and also causes
significant yield losses in other legume crops including alfalfa, beans, chickpea, lentils, lupins and peanuts. In many
of these crops there is no natural genetic resistance to this sap-sucking insect or resistance genes have been

Results: In this study, we screened a subset of the Medicago truncatula core collection of the South Australian
Research and Development Institute (SARDI) and identified strong resistance to CPA in a M. truncatula accession
SA30199, compared to all other M. truncatula accessions tested. The biology of resistance to CPA in SA30199 plants
was characterised compared to the highly susceptible accession Borung and showed that resistance occurred at
the level of the phloem, required an intact plant and involved a combination of antixenosis and antibiosis.
Quantitative trait loci (QTL) analysis using a F, population (n=150) from a cross between SA30199 and Borung
revealed that resistance to CPA is controlled in part by a major quantitative trait locus (QTL) on chromosome 2,

Conclusions: The identification of strong CPA resistance in M. truncatula allows for the identification of key
regulators and genes important in this model legume to give effective CPA resistance that may have relevance for
other legume crops. The identified locus will also facilitate marker assisted breeding of M. truncatula for increased
resistance to CPA and potentially other closely related Medicago species such as alfalfa.
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Background

Phloem-feeding aphids are a common pest of important
crops world-wide. In temperate regions, approximately a
quarter of all plant species are colonized by at least one
aphid species [1]. In many cases, the highly specialized
mode of aphid feeding causes little apparent, but never-
theless significant damage to the plant and it appears
that aphids are able to evade plant defenses while mov-
ing their stylets intercellularly, as well as manipulate
their host through secretion of saliva into the phloem
sieve elements [2,3]. Sap-sucking insects cause damage
in susceptible cultivars, directly by modifying plant me-
tabolism and ingesting plant nutrients and in many cases
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indirectly, for example, through the transmission of
plant-pathogenic viruses [4].

Studies using the model plant Arabidopsis have pro-
vided valuable contributions to our understanding of
basal defense mechanisms against aphid feeding [5-11],
whereas the molecular mechanisms underlying resist-
ance gene mediated aphid resistance remain less well
understood. The cloning of the Mil.2 gene in tomato
conferring resistance to potato aphid has given us some
insight into R gene mediated defense to aphids [12-15],
and with studies in soybean [16-18] and the model leg-
ume Medicago truncatula Gaertn [19-27] a picture is
emerging around resistance gene-mediated defense
against aphids. For example, these studies have shown
the recruitment of specific defense signalling pathways
in resistant, but not susceptible plants [15,19,28].
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Cowpea aphid (CPA; Aphis craccivora Koch) is a ser-
ious pest in legume agriculture and has been reported
on all continents except the Antarctic. This species has
been described as the most important worldwide pest of
cowpea, Vigna unguiculata L. Walpers, causing signifi-
cant yield losses when either young seedlings or the pods
of adult plants are attacked [29]. Cowpea is a protein-
rich legume relied on by over 200 million people in
Africa and is highly adapted to poor soils and drought
conditions. In recent years, cowpea genetic resources
have been developed to aid breeding efforts to improve
the crop with a focus on drought tolerance and resist-
ance to diseases, nematodes and pests including cowpea
weevil (Callosobruchus maculates), thrips (Thrips tabaci
and Frankliniella schultzei), CPA and viruses vectored
by CPA [30-34].

CPA also causes serious yield losses in chickpea, a
major pulse crop in the Indian sub-continent, where
transgenic chickpeas expressing the Allium sativum leaf
agglutinin (ASAL) gene resulted in a significant reduc-
tion in survival and fedundancy of CPA [35]. CPA has
also been reported to be a pest on peanuts in Africa,
where it vectors several viruses which cause groundnut
rosette disease [36] and can also be a serious pest of len-
tils on the Indian subcontinent [37]. In Australia, CPA
has been reported to infest pasture legumes such as sub-
terranean clover (Trifolium subterraneum L.), common
burr medic (Medicago polymorpha L.), alfalfa (M. sativa
L.), barrel medic (M. truncatula Gaertn.) as well as Aus-
tralia’s major grain legume, narrow leaf lupin (Lupinus
angustifolius 1.); [38,39]. In the US, this aphid species
has become a more serious pest of alfalfa in the last dec-
ade where high population densities of CPA in alfalfa
have been reported in over 20 states [40]. Apart from re-
sistance to CPA in lupins [38] and several resistance loci
in cowpea, most of which have been overcome by newly
emerged CPA biotypes [29,41], natural resistance to
CPA has not been identified in other cultivated legumes
including Medicago species. [20,37,39].

The most common aphid species recorded on legumes
in Australia include: bluegreen aphid (BGA; Acyrthosi-
phon kondoi Shinji), pea aphid (PA; Acyrthosiphon pisum
Harris), spotted alfalfa aphid (SAA; Therioaphis trifolii f.
maculata Buckton), spotted clover aphid (SCA; Therioa-
phis trifolii Monell), green peach aphid (GPA; Myzus
persicae Sulzer) and cowpea aphid (CPA; A. craccivora).
In recent years resistance to most of these aphid species
has been identified and characterised in the model leg-
ume Medicago truncatula Gaertn [21-24] with the ex-
ception of CPA resistance. Resistance to BGA, PA and
SAA in M. truncatula are controlled by single dominant
genes and were identified in a pair of closely related lines
(Jester and Jemalong A17) [21-24]. No resistance to CPA
was found in this pair of closely related lines and neither
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in two other pairs of closely related lines (Mogul/Borung
and Cyprus/Caliph), [20].

The South Australian Research and Development In-
stitute houses the largest collection of M. truncatula
accessions comprising over 4000 different accessions
collected from the Mediterranean basin since the 1960s.
A random selection of 192 individuals constituting the
M. truncatula core collection were analysed for genetic
diversity and relationship using six simple sequence
repeats (SSRs) [42]. This subset of 192 individuals has
already proven to be a genetically diverse set with vari-
ous sources of resistance to different isolates of necro-
trophic fungal pathogens [43,44].

Here we screen a subset of 17 M. truncatula acces-
sions present in the different clades of the phylogentic
tree of the 192 individuals of the genetically diverse core
collection to identify potential sources of CPA resistance.
One accession, SA30199, showed enhanced resistance to
CPA in comparison to all other M. truncatula accessions
tested. The CPA resistance in accession SA30199 was
characterised and involves antibiosis, antixenosis and
tolerance. Electrical penetration graph (EPG) studies re-
veal that resistance is phloem based and genetic analysis
identified a major quantitative trait locus (QTL) on
Linkage Group 2 (LG2) explaining 39% of the antibiosis
resistance phenotype. These results lay the groundwork
for further molecular and biochemical elucidation of this
agriculturally important trait in a well-developed plant
model system.

Results

Screening of M. truncatula accessions for resistance to
CPA

To assess whether there is any natural resistance to CPA
in M. truncatula, a subset of the SARDI core collection
of M. truncatula accessions was assayed for its perform-
ance following CPA infestation. Seventeen genetically di-
verse accessions representing each of the major clades in
the phylogenetic tree of the SARDI core accessions gen-
erated by Ellwood and associates [42] were selected and
included accessions A17 and Borung, previously identi-
fied by Gao and colleagues [20] as being susceptible to
CPA. In an initial no choice glasshouse screen we found
very few differences in the performances of the plants,
with all accessions surviving CPA up to five weeks post
infestation. Borung, SA8618 and SA9357 eventually suc-
cumbed to CPA infestation after six weeks. Typical
aphid infestation phenotypes in M. truncatula following
infestation with aphids other than CPA, such as necrotic
flecks on local leaves or systemic vein chlorosis on unin-
fested leaves were not observed. Most accessions showed
severe stunting and wilting, and damage symptoms ap-
pearing as yellowing patches or leaf chlorosis surrounding
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the aphid infestation sites within 1 week after infestation,
with the exception of SA30199.

In contrast to the plant phenotypes, there were some
distinct differences in the population sizes of CPA on
the different accessions with a notably lower population
density on SA30199 (data not shown). In a subsequent
short term infestation experiment the performance of
CPA nymphs over a four day period was monitored and
this reflected the plant damage and aphid densities ob-
served at four and five weeks post infestation (Figure 1).
The CPA nymph population had a significantly lower
mean relative growth rate (MRGR) on SA30199 com-
pared to all other accessions tested, with the exception
of SA3054 (Tukey Kramer HSD test; P < 0.05). No sig-
nificant differences between the accessions were found
for the survivorship of CPA nymphs over this four day
period (data not shown).

Alatae prefer susceptible line Borung over resistant line
SA30199

Observation of host choice by alatae (the winged, migra-
tory morph) can reveal clues to mechanisms of aphid re-
sistance, such as whether antixenotic (deterrent) factors
are present and the speed with which they influence be-
havior of a foraging aphid. In the host-choice test, alatae
quickly dispersed from the point of release in the centre
of the cage and moved around the cage prior to settling
on a plant. The average number of settled alatae in-
creased in both Borung and SA30199 plants up to 24 h
after CPA release, suggesting there was no immediate
effect of an antixenotic factor (Figure 2). After 24 h, the
number of aphids on SA30199 started to decline,
whereas the number of alatae settled on Borung
throughout the 72-h time course increased significantly
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(P<0.01 at 48 and 72 h), suggesting a host preference
by CPA.

Resistance in SA30199 is exerted through the phloem
The electrical penetration graph technique is a powerful
method to observe in real time the locations and activ-
ities of aphid stylets during probing, including their sali-
vation into sieve elements and passive uptake of phloem
sap [45,46]. Representative traces produced by CPA
probing on Borung and SA30199 are presented in
Figure 3A and 3B. The proportions of time that tethered
apterae spent outside the cuticle (non-probing), pene-
trating between cells en route to the vascular tissue
(pathway phase), contacting xylem, derailed stylets or
briefly puncturing cells (of unknown cell types) did not
differ significantly between Borung and SA30199
(Figure 3C).

In contrast to events prior to successful puncturing of
the phloem sieve element, the proportion of time spent
by CPA secreting saliva in the sieve element (E1 phase)
and the subsequent ingestion of phloem sap (E2 phase)
were significantly reduced for CPA feeding on the resist-
ant SA30199 plants compared to the susceptible Borung
plants. Whereas the secretion of saliva on Borung plants
occupied an average of 3.4% of total recorded activity, it
only occupied 0.7% on SA30199 plants. Similarly, the in-
gestion of phloem sap on Borung plants recorded an
average of 12.4%, whereas on SA30199 it averaged 1.3%.
In the 16 replicates tested for each line, 87% of Borung
plants had phloem sieve contact, whereas only 63% of
SA30199 had phloem contact. This reduction in saliva-
tion into the sieve element and the reduction of phloem
sap ingestion in contrast to all the other (pre-feeding)
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Figure 1 Mean relative growth rate of cowpea aphid nymphs on 17 Medicago truncatula accessions over four days. Values are mean
and standard error of six replicates. The * for SA30199 is to denote that the MRGR value of this accession is significantly different from the other
accessions by Tukey Kramer HSD test (P < 0.05) with the exception of SA3054.
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Figure 2 Settling of cowpea aphid alatae in a host choice test. Values are mean and SE of 12 biological replicates. Means labelled with * for
M. truncatula accession SA30199 are significantly different from those for accession Borung (P < 0.05).

24 48 72

activities measured suggests that resistance to CPA is
phloem mediated.

Resistance in SA30199 requires an intact plant

The aphid’s performance on shoots excised from the
host plant in comparison with an intact plant was tested.
Excision and maintenance of shoots on nutrient supple-
mented agar did not cause any visible wilting or other
signs of damage during the four day assay. Furthermore,
the aphids managed to settle on excised shoots, produce
honeydew and nymphs as they would on intact plants.
There was no significant difference (P> 0.05) in aphid
survival in any of the treatments (data not shown).
However, the mean relative growth rate of the aphid
population on intact plants was significantly lower on
the resistant SA30199 than on the susceptible Borung
(P<0.01; Figure 4). This resistance in SA30199 was
lost on excised shoots, with aphids growing as well as
they did on Borung. Excision did not significantly
affect the MRGR of CPA on Borung.

Prior infestation does not affect cowpea aphid
performance on SA30199 or Borung

To determine whether aphid feeding causes systemic
effects on colony development, we compared aphid sur-
vival and the mean relative growth rate of the aphid col-
ony either with or without prior infestation of Borung
and SA30199. Prior infestation with CPA had no signifi-
cant effect on survival relative to the no-aphid control
treatment for either genotype. Similarly, no significant
effect on the growth rate of the CPA population relative
to the no aphid control was found (Figure 5). Therefore,
we conclude that the resistance response in SA30199
does not appear to induce a systemic resistance response

effective against subsequent infestations of the same
aphid species.

Resistance in SA30199 is controlled in part, by a major
quantitative trait locus (QTL) on chromosome 2

For genetic analysis of CPA resistance, we used F;
hybrids and F, populations from reciprocal crosses in
which SA30199 was the aphid-resistant parent and Bor-
ung the aphid-susceptible parent. The F; hybrids were
assayed for CPA resistance and showed an intermediate
resistance level between the parents SA30199 and Bor-
ung as shown in Additional file 1: Figure S1. A total of
150 F, individuals (94 SA30199 x Borung individuals
and 56 Borung x SA30199 individuals) were phenotyped
for their response to CPA by weighing the aphid popula-
tion 15 days after placing two apterous adults on each
individual plant. Aphid colony weights differed markedly
between parental controls (31.59 mg+7.53 mg SE for
Borung; 1.30+0.34 mg SE for SA30199; P <0.01) and
the distribution of the log transformed aphid weights of
the F, population followed a normal distribution using
the Shapiro-Wilk test (as shown in Figure 6).

To identify the region controlling CPA antibiosis in
SA30199, QTL analysis was performed using the CPA
colony fresh weight data. This analysis identified a highly
significant locus with a LOD score of 5.71 explaining
39.0% of the phenotype for CPA fresh weight (Figure 7)
on chromosome 2 (LG2). No other QTLs for CPA col-
ony fresh weight were identified.

Discussion

The use of M. truncatula as a model system to
characterize and determine the genetic basis of aphid re-
sistance provides an opportunity to improve resistance
to sap-sucking insects in agriculturally important legume
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Figure 3 EPG showing representative waveform patterns produced when cowpea aphid apterae feed on susceptible accession Borung
(A) or on resistant accession SA30199 (B). The horizontal axes represent a 1-h time period; the vertical axes represent voltage. Histological
studies of plant-aphid interactions have correlated stylet positions in plant tissues with specific EPG waveforms [47]. “Non-penetration” indicates
stylets are outside the plant. "Pathway” indicates mostly intramural probing activities between mesophyll or parenchyma cells. “Sieve element
phase,” consisting primarily of sap ingestion with short periods of salivation into sieve elements, was frequently seen with plants of Borung and
only rarely seen with plants of SA30199. Sharp, downward spikes, named potential drops, indicate cell puncture events by stylets, each lasting
approximately 5 s. The percentage of time aphids spent in various activities on Borung or SA30199 during 9h exposure to the host plants is
shown in C. Each value represents the mean and SE of 16 biological replicates. Means for the cultivars labeled with * are significantly different
(P<001).

crops, where aphids can be significant problems [48].
The use of this system has already lead to the identifica-
tion of single dominant and semi-dominant resistance
genes for BGA, PA and SAA [21-25]. Besides these re-
sistance genes, quantitative trait loci controlling different
aspects of aphid resistance (e.g. antibiosis and tolerance)
have also been identified in M. truncatula for BGA and
PA [49]. While no resistance to CPA has previously been
identified in M. truncatula, only three pairs of closely-
related lines of M. truncatula were assayed and no

significant differences were identified following CPA in-
festation [20]. The present study screened a subset of
the SARDI core collection of M. truncatula accessions,
that span the genetic diversity in this collection, for re-
sistance to CPA. One accession, SA30199, was found to
have an increased resistance to CPA compared to all
other M. truncatula accessions tested with the exception
of SA3054 (Figure 1). In initial no choice glasshouse
screens, no visual differences were found in plant per-
formance, with all M. truncatula accessions showing
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Figure 4 Effects of plant genotype and shoot excision on the population growth rate of cowpea aphid. Each value represents the mean
and SE of ten biological replicates. Means labelled with the same letter are not significantly different (P > 0.05).
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degrees of stunting and wilting, and no obvious other
macroscopic phenotypes such as local necrotic flecks as
observed following bluegreen aphid or pea aphid infest-
ation in some M. truncatula accessions [21,23] or sys-
temic vein chlorosis as seen following spotted alfalfa
aphid infestation in susceptible M. truncatula accessions
[24]. However, distinct differences in the population
sizes of CPA on the different accessions with a notable
lower population density on SA30199 was observed and
confirmed in a subsequent short term experiment, where
CPA had a significantly lower MRGR on M. truncatula
SA30199 compared to all other M. truncatula accessions
tested (Figure 1).

Host selection by alatae is regarded as the first stage of
colonisation and therefore plays a major role in aphid

establishment in the field. In repeated host choice
experiments with alatae of CPA, we found that the alatae
preferentially settled on the susceptible accession Borung
compared to the resistant SA30199 from 48h after re-
lease (Figure 2). This is in contrast to the response of
BGA in similar experiments where a clear preference for
the susceptible line A17 compared to the resistant line
Jester was visible within 6 h of release [23]. However, the
response of PA in a similar experiment using the lines
Jester and A17 showed a similar result in host prefer-
ence as seen for CPA with the settling preference only
becoming apparent after 48 from release [21], suggesting
antixenosis is involved in the response and is likely
derived from the inability to establish a successful feed-
ing site.
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Figure 5 Effects of plant prior infestation with cowpea aphid. Values represent the mean and standard error of ten biological replicates.
Means labelled with the same letter are not significantly different (P> 0.05).
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In Electrical Penetration Graph (EPG) studies using
adult CPAs, a reduction in salivation into the sieve elem-
ent and a reduction of phloem sap ingestion on resistant
SA30199 plants compared to susceptible Borung plants
were identified. These significant differences, in contrast
to the all other (pre-feeding) activities measured, suggest
that resistance to CPA is phloem mediated. This com-
bined with the host choice results also suggest the anti-
xenotic effect of resistance, observed in the choice test,
may be derived from the inhibition of sap uptake rather
than cues from volatile compounds or surface waxes
from SA30199. This is supported by the proportion of
time that tethered apterae spent outside the cuticle,
penetrating between cells en route to the vascular tissue,
contacting xylem, derailed stylets or briefly puncturing
cells, which did not differ significantly between Borung
and SA30199 (Figure 3C). The similarities between the
behaviour of the aphids for these activities suggest that
neither surface features (e.g. epicuticular waxes or tri-
chomes) nor cell wall properties play a role in the resist-
ance mechanism of SA30199. Feeding behaviour of CPA
was also examined in narrow-leafed lupin, where CPA
spend significantly more time in non-probing and stylet
pathway activities and significantly less time in the
phloem sieve element on the resistant cultivar Kalya
compared to the susceptible cultivar Tallerack [50].
Similarly, resistance to CPA in cowpea resistant cultivar
ICV-12 compared to susceptible cultivar ICV-1 showed
a reduction in the phloem sieve element phase [29]. In
all three cases a phloem-based deterrence therefore plays
the major role in CPA resistance. Similar experiments
conducted in M. truncatula lines resistant and suscep-
tible to BGA and PA revealed significant reductions in
phloem feeding on the resistant lines and therefore all
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the identified aphid resistance in M. truncatula to date
appears to be exerted through the phloem [21,23].

If CPA resistance in SA30199 is based on phloem
properties, the causal factor may be produced locally.
This could be achieved by either a physical blockage of
sap uptake at the feeding site through rapid poly-
merization and deposition of macromolecules such as
callose or phloem proteins or by biosynthesis of resist-
ance factors in the vicinity of aphid feeding sites. How-
ever, our finding that shoot excision eliminates CPA
resistance in M. truncatula SA30199 (Figure 4) raises
the possibility that a resistance factor(s) imported from
the root or a root to shoot signal could be required to
retain CPA resistance. The loss of phloem-based resist-
ance to CPA on excised shoots of SA30199 (Figure 4)
has also been observed in the resistance to BGA and PA
in the M. truncatula accession Jester [21,23]. Reciprocal
grafting experiments between SA30199 and Borung will
be necessary to confirm the hypothesis that a resistance
factor(s) is imported to the feeding site.
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Pre-infestation (with CPA) had no significant effect on
subsequent CPA feeding and the growth rate of the CPA
population (Figure 5), which is similar to the obser-
vations made by Gao and colleagues [21] who charac-
terised PA resistance in M. truncatula. However, the
CPA and PA findings contrast with BGA resistance char-
acterised in M. truncatula, where prior infestation with
BGA on resistant lines showed a significant reduction in
the population growth rate of a subsequent BGA infest-
ation [23].

The biology of CPA resistance in M. truncatula
SA30199 shares similarity with resistance to other aphid
species in M. truncatula as it involves a combination of
antibiosis, antixenosis and tolerance and resistance is
phloem based. All the major aphid resistance loci in M.
truncatula have been mapped to chromosome 3 in
regions rich in open reading frames (ORFs) encoding
nucleotide-binding-sitesleucine-rich-repeats (NBS-LRRs).
The three cloned aphid resistance genes identified to
date; the AMi gene to potato aphid (Macrosiphum
euphorbiae) in potato, the Vat gene to cotton-melon
aphid (Aphis gossypii) in melon and the resistance gene
to lettuce root aphid (Pemphigus bursarius) in lettuce
belong to the CC-NBS-LRR class of resistance genes
[14,51,52]. Furthermore, the AIN locus, which explains
88% of the antibiosis resistance in M. truncatula A17
to BGA and 23% of the antibiosis effect to PA, resides
in a cluster of paralogous NBS-LRR genes [25]. The
major CPA antibiosis QTL was identified on the short
arm of chromosome 2. The homologous region span-
ning the QTL on chromosome 2 in the reference gen-
ome of A17 was queried for the presence of NBS-LRR
domains. This identified 9 Toll-like Interleukin 1 Re-
ceptor (TIR) and 5 CC-NBS-LRR domains respectively.
This region is thus not as dense in, but does contain
NBS-LRR domains. Further fine-mapping and sub-
sequent cloning of this locus will elucidate whether
the locus controlling CPA antibiosis belongs to the
NBS-LRR class of aphid resistance genes.

Conclusion

With the frequent breakdown of single dominant R
genes in our extensively monocultured agricultural sys-
tems, it is important to pyramid multiple resistance genes
into crops with major R genes to help inhibit the occur-
rence of new virulent biotypes. CPA is the most import-
ant insect pest of cowpea and also causes significant yield
losses in other legume crops including alfalfa, beans,
chickpea, lentils, lupins and peanuts [29,35-37,40,53].
Here we have identified the first strong antibiosis resist-
ance in M. truncatula against CPA, an economically
important legume pest. The identified locus will facili-
tate marker assisted breeding of M. truncatula for in-
creased resistance to CPA and potentially other closely
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related Medicago species such as alfalfa. Using synteny
with soybean (Glycine max) and M. truncatula, candi-
date resistance genes have been identified within mapped
QTL intervals in cowpea for Macrophomina phaseolina
resistance [30] and synteny studies could also help iden-
tify homologous genes to the CPA resistance gene (s)
identified in M. truncatula. The identification and
characterization of this novel resistance locus to CPA in
a model plant further adds to the potential M. truncatula
has for studying plant defense against sap-sucking
insects. It has proven difficult to introduce resistance
from wild relatives into certain cultivated legume species
due to sexual incompatibilities and high degrees of au-
togamy. The M. truncatula-CPA system would allow us
to identify key regulators and genes important on the
plant side of the interaction to give effective resistance.
The homologous genes in cowpea, chickpea and other
legume crops could then serve as targets for over-
expression to enhance resistance to CPA.

In the last decade, increasing efforts in the area of
aphid genomics have been made and include the se-
quencing of the first aphid genome [54], the availability
of numerous EST and transcriptome sequence datasets
(see [55]) and RNA interference approaches to knock
down aphid genes [56,57]. Using these resources and the
advances in next generation sequencing technology
would also allow us to further the development of novel
strategies to identify key CPA genes involved in host ma-
nipulation to establish a feeding site and/or effectors
recognized by the resistance locus. Using RNAi-based
approaches in legume crops targeting these essential
aphid genes could lead to effective durable resistance to
this destructive pest.

Methods

Plants and aphids

M. truncatula seeds were obtained from the Genetic Re-
source Centre, SARDI (South Australian Research and
Development Institute, Adelaide, South Australia). To
ensure even germination, seeds were scarified using
sandpaper and transferred to a Petri dish lined with blot-
ting paper, and irrigated with sterile water. The seeds
were kept at room temperature for 48 h, and germinated
seedlings were planted in Arabidopsis mix (Richgro Gar-
den Products, Jandakot, Western Australia 6164). The
plant growth conditions were as described previously by
Klingler et al. [25]. Plants were grown in individual 0.45
L pots in a temperature controlled glasshouse.

The cowpea aphids used in this study were from an
asexual, parthenogenetic strain collected in Western
Australia, derived from single-aphid isolates, and main-
tained in the laboratory as described by Gao et al. [20].
Aphids were transferred to experimental plants with a
fine paintbrush.
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Aphid performance on caged leaves

CPA was infested on seventeen genetically diverse acces-
sions from each of the major clades in the phylogenetic
tree by Ellwood et al. [42]. The survival and growth rate
of CPA were measured after four days on individual
plants of each M. truncatula accession with six repli-
cates for each accession. Two weeks after sowing, a co-
hort of eight pre-weighed, early-instar nymphs was
placed on a trifoliate leaf of each plant and caged. Four
days after the infestation, the number and weight of
surviving aphids on each plant were recorded. The
mean relative growth rate (MRGR) of surviving nymphs
was calculated as the difference between the logarithms
of the initial mean weight of aphids placed on the plant
(Worig) and the final, mean weight of living aphids re-
moved from the plant (W) [20]: MRGR = (log W, - log
Woiig)/number of days. The proportion of aphids that
survived and MRGR were compared using the Tukey-
Kramer Honestly Significant Difference test with the
JMP-IN 5.1 software (SAS Institute, Cary, NC).

Aphid performance on caged plants

In a test of CPA colony growth on genotypes SA30199,
Borung and their F; progeny twelve individual three-
week-old plants were each infested with two apterous
adults of CPA in a growth chamber. Each individual
plant was subsequently covered with a whole plant cage
made from a clear plastic bottle modified with a cut-off
base and large mesh-covered ventilation holes. Fifteen
days after infestation the bottles were removed and the
aphids on each plant were gently brushed off and imme-
diately weighed. Means of the aphid fresh weight were
subjected to one-way ANOVA and compared using the
Tukey-Kramer Honestly Significant Difference test with
the JMP-IN 5.1 software. This method was selected to
subsequently phenotype an F, population derived be-
tween SA30119 and Borung.

Host selection behaviour

Twenty plants each of SA30199 and Borung were grown
in separate 0.45L pots in a temperature controlled glass-
house. Three weeks after sowing, two plants of Borung
and two plants of SA30199 were placed in each of ten
insect-proof cages (38 cm length x 28 cm width x 46 cm
height) covered with fine, light-transmitting mesh on the
top and on three sides, and a sliding Perspex cover on
the remaining side. Two plants of each genotype were
randomly placed in the cage so that one plant occupied
each of the four corners. Pots were spaced so that no
leaves touched other plants. A 5 c¢cm Petri dish was
placed in the centre of the cage, suspended at a height
of approximately 10 cm above the soil level of each pot.
Fifty CPA alatae were placed on the platform in each
cage and allowed to choose host plants on which to feed
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and reproduce over the next 72 h. Settling of aphids on
each plant was observed at 3, 6, 9, 24, 48 and 72 h after
release. The significance of the difference in the settling
of aphids (pooled data) between SA30199 and Borung
and among time points was analysed with two-way
ANOVA (genotype x time points) using JMP-IN 5.1
software.

Aphid feeding behaviour

The feeding behaviour of CPA on SA30199 and Borung
was studied using the direct-current electrical penetra-
tion graph (EPG) technique [45] as described in Klingler
et al. [23] with modifications. Plants were grown with 16
h light (22°C)/8 h dark (20°C) under metal halide and in-
candescent lamps producing 300 mE m22 s21. When
plants were 3 to 4 weeks old, a single apterous adult
CPA was placed on a single trifoliate leaf and the feeding
behaviour was monitored. Fifteen biological replicates
were included for each SA30199 and Borung genotype.
A six channel amplifier simultaneously recorded six in-
dividual aphids on separate plants, three SA30199 and
three Borung per day for five days. Waveform patterns
in this study were scored according to categories
described by Tjallingii and Esch [46]: non-penetration;
pooled pathway phase activities; salivary secretion into
sieve elements; phloem sap ingestion; xylem ingestion;
and cell puncture events of several seconds’ duration
(referred to as potential drop). The mean proportion of
time spent in each behaviour on each plant of the two
cultivars was analysed by one-way ANOVA using JMP-
IN 5.1 software.

Aphid development on intact plants and excised leaves

The survival and growth rate of CPAs were measured
after 4 days on individual intact plants or excised shoots
of each M. truncatula accession, SA30199 or Borung,
with ten replicates for each treatment. The plant growth,
leaf excision and culture, and measurement of the sur-
vival and growth rate have been previously described by
Klingler et al, [23] and Gao et al,, [20], with some modi-
fications. For the excised leaves, a stem tip with one
node was excised from each plant of Borung or SA30199
three weeks after planting and inserted into agar supple-
mented with soluble fertilizer in an inverted 90-mm-
diameter Petri dish. A cohort of eight first- or second-
instar nymphs was placed on each of the intact plants or
excised leaves of SA30199 or Borung. The proportion of
aphids that survived and aphid MRGR were analysed by
two-way ANOVA (genotype: SA30199 and Borung; treat-
ment: leaf excision and intact plant) using JMP-IN 5.1.

Aphid performance on pre-infested plants
To assess the effect of pre-infestation with CPA on the
performance of CPA on SA30199 and Borung, aphid
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survival and growth were measured after 4 days on pre-
infested and control plants of each cultivar using cohorts
of 10 pre-weighed, early-instar CPA nymphs as de-
scribed by Klingler et al. [23]. Plants were grown in indi-
vidual 0.45 L pots in a growth chamber. Four weeks
after sowing, a linen mesh cage (35 x 200 mm) was
placed on a single trifoliate leaf of each plant with a
wooden stake supporting the stem and cage. The cage
was placed on either the fourth or fifth trifoliate leaf to
emerge on the primary stem of each plant. Twenty CPA
adults were placed inside the cage and none in the unin-
fested caged control. Aphids had access to the stem, a
single trifoliate leaf, and its petiole. At the end of the 2
day pre-infestation treatment, a mesh cage was placed
on the next trifoliate leaf distal to (younger than) the ori-
ginal caged leaf on the same stem. A cohort of 10 pre-
weighed, early-instar nymphs of CPA was placed inside
this second cage, whereas the original aphids remained
in their cage on the other leaf. Four days after the sec-
ond infestation, the number and weight of surviving
aphids in the second cage were recorded. The MRGR of
surviving nymphs was calculated as described above.
The proportion of aphids that survived and MRGR
were compared by two-way ANOVA (genotype: SA30199
and Borung; treatment: pre-infestation and no pre-
infestation) and compared by the LSD test at a 5% sig-
nificance level using JMP-IN 5.1.

Genetic analysis of cowpea aphid resistance

Parental M. truncatula accessions were identified from
the resistance phenotype screens described above as
being most resistant (SA30199) and most susceptible
(Borung) and reciprocal crosses between SA30199 and
Borung were obtained by a manual crossing procedure
described by Thoquet et al, [58] and their nature con-
firmed by polymerase chain reaction (PCR) using DNA
markers polymorphic between the parental lines. One
hundred and fifty F, individuals were screened for their
resistance to CPA by placing two apterous adults on a
three week old individual F, plant. Each individual plant
was covered as described above and after fifteen days
the aphids were gently brushed off and immediately
weighed.

DNA was isolated from the parental lines and the 192
F, individuals (as described in Kamphuis et al., [44] and
genotyped using 100 polymorphic primer pairs out of
204 primer pairs tested for polymorphisms between the
parents. The primer pairs were designed by the Medi-
cago genome sequencing project (http://www.medicago.
org/genome/) and the polymorphic markers were geno-
typed using the high-throughput multiplex ready tech-
nology (MRT; [59]) optimized for M. truncatula as
described by Guo et al. [49]. A genetic map was con-
structed using the Multipoint version 1.2 software
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(http://www.multiqtl.com; Institute of Evolution, Haifa
University, Haifa, Israel) with the parameters as
described by Kamphuis et al. [60].

QTL analysis was performed with MultiQTL v2.5 by
applying a general interval mapping and marker restor-
ation method as described by Kamphuis et al. [44] with
the evaluation of the hypotheses that a single locus or
two linked loci have an effect on resistance to CPA.
Firstly, 5000 permutation tests were performed on the
hypothesis that one locus on a chromosome has an ef-
fect on the disease resistance (H;) versus the null hy-
pothesis (Hy) that the locus has no effect on the disease
resistance. Secondly, 3000 permutation tests were run
on the hypothesis that a single locus has an effect on
CPA resistance versus two linked loci. The model with
the highest LOD score was fitted to the QTL and when
the models did not differ significantly the simpler model
was chosen (‘one locus-one trait'). Five thousand boot-
strap samples were run to assess the estimates and the
standard deviation (SD) of the main parameters: locus
effect, its chromosomal position, its LOD score and the
proportion of explained variability (PEV).

Additional file

Additional file 1: Figure S1 Mean relative growth rate of cowpea
aphid on the parents SA30199 and Borung and the F; individuals over
four days. Values are the mean and standard error of 11 biological
replicates for the parents and the F; individuals (nine and two for the
SA30199 x Borung cross and Borung x SA30199 cross, respectively).
Means with a different letter are significantly different by Tukey Kramer
HSD test (P < 0.05)

Abbreviations
CPA: Cowpea aphid; EPG: Electrical penetration graph; LG: Linkage group;
MRGR: Mean relative growth rate; QTL: Quantitative trait locus.

Competing interests
The authors declare they have no competing interests.

Authors’ contributions

LGK, LLG and KBS designed the experiments. LGK conducted the
experiments. LGK drafted the manuscript with help from LLG and KBS and all
authors discussed results, commented on and approved the final manuscript.

Acknowledgments

We thank Elaine Smith for technical support, Jenny Reidy-Crofts for help in
maintaining the aphid colonies and members of the Singh laboratory for
helpful advice. We thank Katherine Zulak and Danny Llewellyn for helpful
comments on the manuscript. Lars G. Kamphuis was the recipient of a CSIRO
Office of the Chief Executive (OCE) Post-Doctoral Fellowship.

Received: 30 March 2012 Accepted: 25 June 2012
Published: 4 July 2012

References

1. Dixon AFG: Aphid ecology: an optimization approach. 2nd edition. London:
Chapman and Hall; 1998.

2. Walling LL: Avoiding effective defenses: strategies employed by
phloem-feeding insects. Plant Physiol 2008, 146:859-866.


http://www.medicago.org/genome/
http://www.medicago.org/genome/
http://www.multiqtl.com
http://www.biomedcentral.com/content/supplementary/1471-2229-12-101-S1.docx

Kamphuis et al. BMC Plant Biology 2012, 12:101
http://www.biomedcentral.com/1471-2229/12/101

20.

21,

22.

23.

24.

25.

Will T, Tjallingii WF, Thonnessen A, van Bel AJE: Molecular sabotage of
plant defense by aphid saliva. Proc Natl Acad Sci USA 2007,
104(25):10536-10541.

Blackman RL, Eastop VF: Aphids on the world's crops: an identification and
information guide. Chichister: John Wiley & Sons; 2000.

Couldridge C, Newbury HJ, Ford-Lloyd B, Bale J, Pritchard J: Exploring plant
responses to aphid feeding using a full Arabidopsis microarray reveals a
small number of genes with significantly altered expression. Bull Entomol
Res 2007, 97:523-532.

Kusnierczyk A, Winge P, Jorstad TS, Troczynska J, Rossiter JT, Bones AM:
Towards global understanding of plant defence against aphids - timing
and dynamics of early Arabidopsis defence responses to cabbage aphid
(Brevicoryne brassicae) attack. Plant Cell Environ 2008, 31:1097-1115.
Pegadaraju V, Knepper C, Reese J, Shah J: Premature leaf senescence
modulated by the Arabidopsis PHYTOALEXIN DEFICIENT4 gene is
associated with defense against the phloem-feeding green peach aphid.
Plant Physiol 2005, 139:1927-1934.

Pegadaraju V, Louis J, Singh V, Reese JC, Bautor J, Feys BJ, Cook G, Parker JE,
Shah J: Phloem-based resistance to green peach aphid is controlled by
Arabidopsis PHYTOALEXIN DEFICIENT4 without its signaling partner
ENHANCED DISEASE SUSCEPTIBILITY1. Plant J 2007, 52:332-341.

Adio AM, Casteel CL, De Vos M, Kim JH, Joshi V, Li B, Juéry C, Daron J,
Kliebenstein DJ, Jander G: Biosynthesis and defensive function of
N&-acetylornithine, a jasmonate-induced Arabidopsis metabolite.

Plant Cell 2011, 23:3303-3318.

Louis J, Gobbato E, Mondal H, Feys BJ, Parker JE, Shah J: Discrimination of
Arabidopsis PAD4 activities in defense against green peach aphid and
pathogens. Plant Physiol 2012, 158:1860-1872.

Pitino M, Coleman AD, Maffei ME, Ridout CJ, Hogenhout SA: Silencing of
aphid genes by dsRNA feeding from plants. PLoS One 2012, 6:225709.
Bhattarai KK, Li Q, Liu Y, Dinesh-Kumar SP, Kaloshian I: The Mi-T-mediated
pest resistance requires Hsp90 and Sgt1. Plant Physiol 2007, 144:312-323.
Bhattarai KK, Xie Q-G, Pourshalimi D, Younglove T, Kaloshian I: Coi1-
dependent signaling pathway is not required for Mi-1-mediated potato
aphid resistance. Mol Plant Microbe Interact 2007, 20:276-282.

Rossi M, Goggin F, Milligan SB, Kaloshian |, Ullman DE, Williamson VM: The
nematode resistance gene Mi of tomato confers resistance against the
potato aphid. Proc Natl Acad Sci USA 1998, 95:9750-9754.

Martinez Dellarduya O, Xie Q-G, Kaloshian I: Aphid-induced defense
responses in Mi-T-mediated compatible and incompatible tomato
interactions. Mol Plant Microbe Interact 2003, 16:699-708.

Li'Y, Hill CB, Carlson SR, Diers BW, Hartman GL: Soybean aphid resistance
genes in the soybean cultivars Dowling and Jackson map to linkage
group M. Mol Breed 2007, 19:25-34.

Mensah CC, DiFonzo C, Nelson RL, Wang D: Resistance to soybean aphid
in early maturing soybean germplasm. Crop Sci 2005, 45:2228-2233.

Li'Y, Zou J, Li M, Bilgin DD, Vodkin LO, Hartman GL, Clough SJ: Soybean
defense responses to the soybean aphid. New Phytol 2008, 179:185-195.
Gao L-L, Anderson JP, Klingler JP, Nair RM, Edwards OR, Singh KB:
Involvement of the octadecanoid pathway in bluegreen aphid resistance
in Medicago truncatula. Mol Plant Microbe Interact 2007, 20(1):82-93.

Gao L-L, Horbury R, Nair RM, Singh KB, Edwards OR: Characterization of
resistance to multiple aphid species (Hemiptera: Aphididae) in Medicago
truncatula. Bull Entomol Res 2007, 97:41-48.

Gao L-L, Klingler JP, Anderson JP, Edwards OR, Singh KB: Characterization
of pea aphid resistance in Medicago truncatula. Plant Physiol 2008, 146
(3):996-1009.

Guo S, Kamphuis LG, Gao L-L, Edwards OR, Singh KB: Two independent
resistance genes in the Medicago truncatula cultivar Jester confer
resistance to two different aphid species of the genus Acyrthosiphon.
Plant Signal Behav 2009, 4:1-4.

Klingler J, Creasy R, Gao L, Nair RM, Calix AS, Jacob HS, Edwards OR, Singh
KB: Aphid resistance in Medicago truncatula involves antixenosis and
phloem-specific, inducible antibiosis, and maps to a single locus flanked
by NBS-LRR resistance gene analogs. Plant Physiol 2005, 137(4):1445-1455.
Klingler JP, Edwards OR, Singh KB: Independent action and contrasting
phenotypes of resistance genes against spotted alfalfa aphid and
bluegreen aphid in Medicago truncatula. New Phytol 2007, 173(3):630-640.
Klingler JP, Nair RM, Edwards OR, Singh KB: A single gene, AIN, in Medicago
truncatula mediates a hypersensitive response to both bluegreen aphid

26.

27.

28.

29.

30.

31

32

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Page 11 of 12

and pea aphid, but confers resistance only to bluegreen aphid. J Exp Bot
2009, 60:4115-4127.

Stewart SA, Hodge S, Ismail N, Mansfield JW, Feys BJ, Prosperi JM, Huguet T,
Ben C, Gentzbittel L, Powell G: The RAPT gene confers effective,
race-specific resistance to the pea aphid in Medicago truncatula
independent of the hypersensitive reaction. Mol Plant Microbe Interact
2009, 22:1645-1655.

Gao L-L, Kamphuis LG, Kakar K, Edwards OR, Udvardi MK, Singh KB:
Identification of potential early regulators of aphid resistance in
Medicago truncatula via transcription factor expression profiling.

New Phytol 2010, 186(4):980-994.

Mantelin S, Bhattarai KK, Kaloshian I: Ethylene contributes to potato aphid
susceptibility in a compatible tomato host. New Phytol 2009, 183:444-456.
Annan B, Tingey WM, Schaefers GA, Tjallingii WF, Backus EA, Saxena KN:
Stylet penetration activities by Aphis craccivora (Homoptera: Aphididae)
on plants and excised plant parts of resistant and susceptible cultivars
of cowpea (Leguminosae). Annu Entomol Soc Am 2000, 93:133-140.
Muchero W, Ehlers JD, Close TJ, Roberts PA: Genic SNP markers and
legume synteny reveal candidate genes underlying QTL for
Macrophomina phaseolina resistance and maturity in cowpea [Vigna
unguiculata (L) Walp.]. BMC Genomics 2011, 12:8.

Muchero W, Ehlers JD, Roberts PA: QTL analysis for resistance to foliar
damage caused by Thrips tabaci and Frankliniella schultzei
(Thysanoptera: Thripidae) feeding in cowpea [Vigna unguiculata (L.)
Walp.]. Mol Breed 2010, 25:47-56.

Muchero W, Diop NN, Bhat PR, Fenton RD, Wanamaker S, Pottorff M, Hearne
S, Cisse N, Fatokun C, Ehlers JD, et al: A consensus genetic map of cowpea
[Vigna unguiculata (L) Walp.] and synteny based on EST-derived SNPs.
Proc Natl Acad Sci USA 2009, 106:18159-18164.

Muchero W, Ehlers JD, Close TJ, Roberts PA: Mapping QTL for drought
stress-induced premature senescence and maturity in cowpea [Vigna
unguiculata (L) Walp.]. Theor Appl Genet 2009, 118:849-863.

Timko MP, Ehlers JD, Roberts PA: Cowpea. In Pulses, sugar and tuber crops.
Edited by Kole C. Heidelberg, Germany: Springer-Verlag GmbH; 2007:49-67.
Chakraborti D, Sarkar A, Mondal HA, Das S: Tissue specific expression of
potent insecticidal, Allium sativum leaf agglutinin (ASAL) in important
pulse crop, chickpea (Cicer arietinum L.) to resist the phloem feeding
Aphis craccivora. Transgen Res 2009, 18:529-544.

Herselman L, Thwaites R, Kimmins FM, Courtois B, van der Merwe PJA, Seal
SE: Identification and mapping of AFLP markers linked to peanut
(Arachis hypogaea L.) resistance to the aphid vector of groundnut
rosette disease. Theor Appl Genet 2004, 109:1426-1433.

Edwards OR: Interspecific and intraspecific variation in the performance
of three pest aphid species on five grain legume hosts. Entomol Exp Appl
2001, 100:21-30.

Edwards OR, Ridsdill-Smith TJ, Berlandier FA: Aphids do not avoid
resistance in Australian lupin (Lupinus angustifolius, L. luteus) varieties.
Bull Entomol Res 2003, 93:403-411.

Nair RM, Craig AD, Auricht GC, Edwards OR, Robinson SS, Otterspoor MJ,
Jones JA: Evaluating pasture legumes for resistance to aphids. Aust J
Agric Res 2003, 43:1345-1349.

Berberet RC, Giles KL, Zarrabi AA, Payton MA: Development, reproduction,
and within-plant infestation patterns of Aphis craccivora (Homoptera:
Aphididae) on alfalfa. Environ Entomol 2009, 38:1765-1771.

Ofuya TI: Control of the cowpea aphid, Aphis craccivora Koch
(Homoptera: Aphididae), in cowpea, Vigna unguiculata (L.) Walp. Integr
Pest Manage Rev 1997, 2:199-207.

Ellwood SR, D' Souza NK, Kamphuis LG, Burgess TI, Nair RM, Oliver RP: SSR
analysis of the Medicago truncatula SARDI core collection reveals
substantial diversity and unusual genotype dispersal throughout the
Mediterranean basin. Theor Appl Genet 2006, 112(5):977-983.

Ellwood SR, Kamphuis LG, Oliver RP: Identification of sources of resistance
to Phoma medicaginis isolates in Medicago truncatula SARDI core
collection accessions, and multigene differentiation of isolates.
Phytopathology 2006, 96(12):1330-1336.

Kamphuis LG, Lichtenzveig J, Oliver RP, Ellwood SR: Two alternative
recessive quantitative trait loci influence resistance to spring black stem
and leaf spot in Medicago truncatula. BMC Plant Biol 2008, 8:30.

Tjallingii WF: Electronic recording of penetration behaviour by aphids.
Entomol Exp Appl 1978, 24:721-730.



Kamphuis et al. BMC Plant Biology 2012, 12:101 Page 12 of 12
http://www.biomedcentral.com/1471-2229/12/101

46.  Tjallingii WF, Esch TH: Fine-structure of aphid stylet routes in plant tissues
in correlation with EPG signals. Physiol Entomol 1993, 18:317-328.

47. Tjallingii WF: Electrical recording of stylet penetration activities. In Aphids,
their biology, natural enemies and control. vol. 2B. Edited by Minks AK,
Harrewijn P. Amsterdam: Elsevier; 1988:95-108.

48.  Edwards OR, Singh KB: Resistance to insect pests; what do legumes have
to offer. Euphytica 2006, 147:273-285.

49. Guo S, Kamphuis LG, Gao L-L, Klingler JP, Lichtenzveig J, Edwards OR, Singh
KB: Identification of distinct quantitative trait loci associated with
defense against the closely related aphids Acyrthosiphon pisum and A.
kondoi in Medicago truncatula. J Exp Bot 2012, doi:doi:10.1093/jxb/ers084.

50.  Zehnder GW, Nichols AJ, Edwards OR, Ridsdill-Smith TJ: Electronically
monitored cowpea aphid feeding behavior on resistant and susceptible
lupins. Entomol Exp Appl 2001, 98:259-269.

51. Dogimont C, Bendahmane A, Pitrat M, Burget-Bigeard E, Hagen L, Le Menn
A, Pauquet J, Rousselle P, Caboche M, Chovelon V: Gene resistant to Aphis
gossypii. In United States of America patent no. 0070016977. 2009.
http://www.google.com/patents/US20070016977.

52. Wroblewski T, Piskurewicz U, Tomczak A, Ochoa O, Michelmore RW:
Silencing of the major family of NBS-LRR-encoding genes in lettuce
results in the loss of multiple resistance specificities. Plant J 2007, 51
(5):803-818.

53. Larocca A, Fanti P, Molinaro A, Mattia MF, Battaglia D: Aphid performance
on Vicia faba and two southern Italy Phaseolus vulgaris landraces.

Bull Insectology 2011, 64:101-106.

54. IAGC: Genome sequence of the pea aphid Acyrthosiphon pisum. PLoS Biol
2010, 8:21000313.

55. Gerardo NM, Altincicek B, Anselme C, Atamian H, Barribeau SM, de Vos M,
Duncan EJ, Evans JD, Gabaldén T, Ghanim M, et al: Immunity and other
defenses in pea aphids. Acyrthosiphon pisum. Genome Biol 2010, 11:R21.

56.  Mutti NS, Louis J, Pappan LK, Begum K, Chen M-S, Park Y, Dittmer N,
Marshall J, Reese JC, Reeck GR: A protein from the salivary glands of the
pea aphid, Acyrthosiphon pisum, is essential in feeding on a host plant.
Proc Nat Acad Sci U S A 2008, 105:9965-9969.

57. Mutti NS, Park Y, Reese JC, Reeck GR: RNAi knockdown of a salivary
transcript leading to lethality in the pea aphid. Acyrthosiphon pisum.

J Insect Sci 2006, 6:38.

58. Thoquet P, Ghérardi M, Journet E, Kereszt A, Ané J, Prosperi J, Huguet T:
The molecular genetic linkage map of the model legume Medicago
truncatula: an essential tool for comparative legume genomics and the
isolation of agronomically important genes. BMC Plant Biol 2002, 2:1.

59. Hayden MJ, Nguyen TM, Waterman A, Chalmers KJ: Multiplex-Ready PCR: A
new method for multiplexed SSR and SNP genotyping. BMC Genomics
2008, 9:80.

60. Kamphuis LG, Williams A, Pfaff T, Ellwood SR, D' Souza NK, Groves E, Singh
K, Oliver RP, Lichtenzveig J: Medicago truncatula reference accession A17
has aberrant chromosomal arrangement. New Phytol 2007, 174:299-303.

doi:10.1186/1471-2229-12-101

Cite this article as: Kamphuis et al.: Identification and characterization of
resistance to cowpea aphid (Aphis craccivora Koch) in

Medicago truncatula. BMC Plant Biology 2012 12:101.

Submit your next manuscript to BioMed Central
and take full advantage of:

¢ Convenient online submission

¢ Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

* Research which is freely available for redistribution

Submit your manuscript at ( -
www.biomedcentral.com/submit BiolVed Central



http://dx.doi.org/doi:10.1093/jxb/ers084
http://www.google.com/patents/US20070016977

	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Screening of M. truncatula accessions for resistance to CPA
	Alatae prefer susceptible line Borung over resistant line SA30199
	Resistance in SA30199 is exerted through the phloem

	link_Fig1
	Resistance in SA30199 requires an intact plant
	Prior infestation does not affect cowpea aphid performance on SA30199 or Borung
	Resistance in SA30199 is controlled in part, by a major quantitative trait locus (QTL) on chromosome 2

	Discussion
	link_Fig2
	link_Fig3
	link_Fig4
	link_Fig5
	link_Fig6
	link_Fig7
	Conclusion
	Methods
	Plants and aphids
	Aphid performance on caged leaves
	Aphid performance on caged plants
	Host selection behaviour
	Aphid feeding behaviour
	Aphid development on intact plants and excised leaves
	Aphid performance on &b_k;pre-&e_k;&b_k;infested&e_k; plants
	Genetic analysis of cowpea aphid resistance

	Additional file
	show[contri]
	Acknowledgments
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35
	link_CR36
	link_CR37
	link_CR38
	link_CR39
	link_CR40
	link_CR41
	link_CR42
	link_CR43
	link_CR44
	link_CR45
	link_CR46
	link_CR47
	link_CR48
	link_CR49
	link_CR50
	link_CR51
	link_CR52
	link_CR53
	link_CR54
	link_CR55
	link_CR56
	link_CR57
	link_CR58
	link_CR59
	link_CR60

