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GENERAL INTRODUCTION 

Interesting, although underexplored, plant responses to herbivory are the local and 

systemic changes in primary metabolites [1-10]. In N. attenuata, for example, it has been 

documented that, upon M. sexta attack, the reallocation of carbon from shoots to roots is 

increased [10]. The newly reallocated carbon is thought to provide the metabolic energy 

necessary for shoot regrowth when insect pressure decreases and to reduce the nutritional 

value of leaf tissue for herbivores. The aim of this doctoral thesis was to investigate: i) 

whether M. sexta attack impacts soluble sugars and starch content in the leaves and the roots 

of N. attenuata plants ii) which potential plant signals and regulatory mechanisms are 

involved iii) whether the impact of M. sexta on soluble sugars and starch content affects M. 

sexta growth and/or N. attenuata regrowth capacity and iv) the evolution and conservation of 

the above traits.  

Plant responses to insect herbivores 

There is an enormous diversity of living organisms on earth. Some studies estimate 

the existence of three hundred thousand different species of plants and between three to six 

million species of insects, half of which are herbivorous [11, 12]. Although not all plant-

insect interactions are antagonistic, insect herbivory typically has negative effects on plant 

fitness. Perhaps as consequence, plants and insects have been waging a long coevolutionary 

battle, with plants evolving strategies to fight off herbivore insects to minimize insect damage 

and its negative effects, and herbivores evolving strategies to counteract plant defenses to 

ensure their own survival [13].  

Plants recognize insect attack by the perception of elicitors present in insect’s oral secretions 

[14-18]. Upon herbivory perception, plants respond to the attack through the activation of an 

intricate signaling network that includes mitogen-activated proteinase kinase and calcium 

signaling, nitric oxide and reactive oxygen species production and the modulation of 

phytohormonal levels, resulting in a drastic reconfiguration of plant transcriptome, proteome 

and metabolome [19-21]. This reconfiguration eventually triggers the production of plant 

defense and tolerance [10, 19, 22]. Induced direct defenses include, for example, the 

production of toxic secondary metabolites and proteins that aim at deterring or directly 
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intoxicating insect attackers [23-25]. Indirect defenses include the emission of volatile 

organic compounds that attract natural enemies or the provision of cues, shelter and food to 

increase herbivore predation by natural enemies [26, 27]. While much research has focused 

on the identification and understanding plant traits that confer resistance to insect herbivory, 

plant tolerance traits have received less attention [10, 28-32]. Tolerance strategies include, for 

example, the induction of meristematic activity, photosynthesis and the reallocation of 

resources [28, 31]. The activation of such plant responses requires substantial amounts of 

energy and nutrients. Therefore, trade-offs between defense, tolerance and growth are 

expected under limiting conditions. Our knowledge on the signals that govern such trade-offs 

are still very limited [33].  

Impact of herbivory on leaf and root carbohydrates 

Increasing evidence suggests that insect attack alters carbon allocation patterns in 

plants. In some studies, it has been reported that actual and simulated herbivory trigger the 

remobilization of carbon from damaged and undamaged tissues to stems and roots [1-4, 6-10, 

34]. While at the same time, other studies have reported that insect-attacked plants import 

more carbon into the leaves to support plant defenses [5, 35-39]. Although, these studies 

suggest that insect attack might reconfigure carbohydrate profiles in leaves and roots, only 

incipient evidence supports this notion. In N. attenuata, for example, soluble sugars −glucose, 

fructose and sucrose− have been shown to remain unaltered in the roots but decreased rapidly 

in the leaves upon simulated M. sexta attack [10]. While opposite patterns were observed in 

Solanum lycopersicum plants –glucose, fructose and sucrose were depleted in roots and 

remained unaltered in shoots [7]. It is worthy to mention that the carbohydrate measurements 

in these studies were carried out within hours of simulated insect attack, and it remains to be 

determined to what extent these carbohydrate profiles are maintained during a prolonged 

attack [40]. 

Regulation of plant carbohydrate pools 

Numerous phytohormones have the potential to reprogram carbon allocation patterns 

and thereby reconfigure carbohydrate profiles in insect-attacked plants. The list of candidate 

signals includes gibberellins, auxins, cytokinins and jasmonates.  
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Gibberellins. Gibberellins are plant hormones involved in the regulation of plant growth and 

development, seed germination, stem elongation, leaf expansion, root growth as well as 

flower and seed development [41-46]. Gibberellins have a strong influence on photosynthesis 

and carbohydrate metabolism. For example, changes in photosynthesis-related genes and 

proteins have been observed in several plant species upon gibberellin homeostasis alterations 

[47-50]. These changes are often accompanied by an increase in phloem loading, sucrose 

synthesis, photosynthetic activity, soluble carbohydrates pools and starch degradation [51-

57].  

Auxins. Auxins are important phytohormones that regulate plant growth and development, 

plant responses to light, gravity, and to biotic and abiotic stressors [58-60]. Auxins modulate 

other hormone signaling pathways as salicylic acid, jasmonic acid, abscisic acid, and ethylene 

and can thereby alter plant defense responses [61-65]. Auxins influence cell wall 

polysaccharide composition [66-69], regulate sucrolytic enzyme activities [70], sugar 

transport [71] and sugar signaling [72, 73]. 

Cytokinins. Cytokinins play important roles in plant growth and development as well as in the 

regulation of cell proliferation and differentiation, plant senescence, shoot-to-root ratios 

balance, the transduction of nutritional signals and plant defenses [74-82]. Cytokinin 

signaling also modulate other plant hormonal signaling pathways including auxins, 

gibberellins, abscisic acid, jasmonates, ethylene, and salicylic acid [83-89]. Citokinnins 

influence sink/source relations and invertase activity [90-92], glucose transporters [91, 93], 

and photosynthesis [94, 95]. 

Jasmonates. Jasmonates are plant hormones that regulate plant responses to biotic and abiotic 

stress and influence plant growth and development [96]. Perhaps the best studied regulatory 

role of jasmonates is the induction of plant defenses upon insect attack [24, 97, 98]. Although 

they are thought to mainly regulate secondary metabolism, they might also be involved in 

primary metabolism homeostasis. Exogenous jasmonate application to the leaves reduce leaf 

starch concentration in poplar trees, stem sugars in tulip and leaf sugars in tobacco and 

cabbage [1, 99-102], suggesting that jasmonates might be a plant signal that reconfigures 

carbohydrate profiles upon insect attack. However, for N. attenuata plant genotypes with 
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reduced jasmonate biosynthetic capacity, simulated M. sexta herbivory was still capable of 

triggering the reallocation of photoassimilates from leaves to roots suggesting that jasmonates 

might not influence carbon allocation patterns or carbohydrate profiles [10].  

Given that the above mentioned phytohormones are directly or indirectly involved in the 

regulation of plant primary metabolism, the manipulation of their signaling cascades through 

genetic transformation and/or pharmacological treatments might be a powerful tool to shed 

light on whether they influence carbon allocation patterns and/or carbohydrate pools in M. 

sexta-attacked plants.  

The role of leaf carbohydrates in insect nutrition 

Plants, as autotrophic organisms, utilize solar energy to fix carbon dioxide into 

carbohydrates as their primary source of energy that fuels their growth, development and 

reproduction. Insect herbivores, in turn, as heterotrophic organisms, rely on plant tissue 

consumption to obtain carbohydrates and other nutrients for similar purposes. The induced 

reallocation of carbon from shoots to roots observed in insect-attacked plants might alter 

carbohydrate pools in leaves and thereby affect herbivore consumers.  

Many studies have addressed the question of how carbohydrate content in an insect’s diet 

influences their growth and performance. The ratio between carbohydrates and protein seems 

to determine insect growth in a non-linear fashion, with sub-optimal ratios leading to a rapid 

reduction in growth rates [103-105]. Furthermore, protein and carbohydrate ratios influence 

the toxicity of secondary metabolites [106-108]. While these studies have unraveled 

fascinating aspects of insect nutrition, most of them have been carried out in chemically 

defined artificial environments. By contrast, plants as food sources in nature are inherently 

dynamic and variable. Insect attack alters nitrogen and carbon dynamics [1, 6, 35, 37], which 

often results in dramatic changes in primary and secondary metabolite pools [1, 7, 10, 100, 

109]. In addition, primary and secondary metabolite pools vary diurnally in a developmental 

stage-dependent manner [110-113]. Combining the manipulation of carbohydrates in vitro 

and in planta would therefore be a promising approach to understand whether insect attack 

impacts plant carbohydrates and might, in turn, affect insect growth in a plant secondary 

chemistry context. 
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The role of root carbohydrates in tolerance to aboveground herbivory 

Herbivory induced-reallocation of photoassimilates towards roots and stems observed 

in several plant species has been proposed to act as a putative tolerance mechanism by which 

root carbon pools are enriched, safeguarding plant resources necessary for future regrowth 

[10]. This hypothesis is supported by the fact that both the importance of root nonstructural 

carbohydrates and the ability of plants to reallocate resources from roots to shoots to support 

the regrowth of aboveground tissues upon defoliation are widely recognized [3, 114-123]. 

Any plant stressor that compromises the acquisition, storage, utilization and/or partitioning of 

plant carbohydrates might thereby affect the regrowth capacity of plants since the regrowth of 

new vegetative and reproductive tissues upon defoliation requires substantial quantities of 

both nutrients and carbohydrates [117, 124, 125]. 

The herbivore-induced reallocation of photoassimilates might consequently empower roots 

by providing them of more metabolic energy, which may result in an improved capacity of 

roots to regrow new shoots. Nevertheless, the newly acquired carbon might be used to 

support other root functions, such as sustaining growth, foraging and nutrient acquisition, 

maintaining symbiotic interactions with soil microbes, or the biosynthesis of defensive 

secondary metabolites [5, 8, 39, 126-133]. Strikingly, an enrichment of root carbohydrate 

pools upon insect attack has not been demonstrated so far. On the contrary, evidence suggests 

that root carbohydrates may be depleted, indicating that a reallocation of carbon to roots 

might not directly improve tolerance to herbivory per se [7]. Given these evident 

contradictions, an evaluation of root carbon dynamics and regrowth capacity followed insect 

attack in plant genotypes that differ in their carbon reallocation patterns would help to better 

understand the link between herbivory-induced reallocation of carbon and tolerance to foliar 

herbivory. 

Evolution of tolerance traits to aboveground herbivory 

Plants are constantly being challenged by herbivores. Perhaps as consequences, they 

have evolved a vast arsenal of divergent strategies to ensure the production of offspring. For 

example, among milkweeds (Asclepias spp.), tolerance to herbivory (regrowth) appears to 

have increased during the diversification of the genus, while resistance traits such as 
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cardenolides, latex and trichomes declined [134]. The prevalence of several divergent 

defensive strategies might be partially explained by the fact that their efficiency depends on 

the target organism [135-139]. For example, a single amino acid substitution in the α-subunit 

of the Na+/K+-ATPase gene is sufficient to confer cardenolide tolerance in leaf beetles [140], 

indicating that some plant defenses may lose their protective effect in nature rapidly. It is 

under these circumstances that other defensive strategies such as tolerance and regrowth may 

become particularly important [141]. The identification of the mechanisms that govern plant 

tolerance and their potential evolutive history are of crucial importance if we are to 

understand the mechanisms that drive the existence of the enormous diversity of living 

organisms on earth [11, 12, 142-146].  

Several studies have stated the importance of non-structural root carbohydrates and the 

reallocation of resources from roots to shoots to support the regrowth of aboveground tissues 

upon defoliation [3, 114-123, 147], indicating that the bunkering of carbon in the roots might 

confer tolerance to herbivores and therefore an advantage in the face of herbivores that are 

well-adapted to chemical defenses [148]. Contrary to the degree of phylogenetic conservation 

of induced defenses [149-154], less studies have examined the evolution of tolerance in a 

phylogenetic framework [134]. Understanding the link between non-structural carbohydrate 

dynamics and tolerance to insect attack in several related plant species might help us to better 

understand the evolutive importance of plant defensive syndromes [155]. 

The interaction between Manduca sexta and solanaceous plants as a study system  

Manduca sexta is a lepidopteran moth that belongs to the family Sphingidae. The 

larvae feed from various plants of the family Solanaceae, principally from members of the 

genera Solanum, Nicotiana and Datura. It has been used as a model organism to unravel the 

mechanisms of insect olfaction [156-158], host selection and oviposition [159], the effect of 

plant secondary chemical makeup on its growth and development [14, 98, 110, 160-163] and 

insect nutritional requirements [164-167]. 

The Solanaceae are a large plant family consisting of around 98 genera and 2700 species 

[168]. The family members exhibit highly diverse life styles from annual and perennial herbs 

to vines, lianas, epiphytes, shrubs, and trees. The family has a worldwide distribution, and the 
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greatest diversity in species is found in South and Central America. Apart from being widely 

cultivated as crops, some species are extensively used in research as it is the case of tomato 

(Lycopersicum esculentum), tobacco (Nicotiana tabacum) and coyote tobacco (Nicotiana 

attenuata).  

Perhaps one of the best studied plants to understand plant defensive strategies at the 

molecular and ecological level is N. attenuata. N. attenuata is a wild annual tobacco native to 

the Southwestern USA that germinates after fires from long-lived seed banks [169-171]. The 

short generation time, the availability of a vast amount of transgenic genotypes, and a well-

established genetic transformation protocol make N. attenuata a promising model to study 

plant defensive strategies and plant-herbivore interactions. .  

Experimental approach 

Impact of M. sexta attack on soluble sugars and starch content. To evaluate the impact of 

M. sexta attack on plant carbohydrates, I adapted and optimized two already established 

protocols to quantify soluble sugars (glucose, fructose and sucrose) and starch in plant tissue 

[172, 173], and evaluated carbohydrate dynamics in M. sexta attacked plants under different 

developmental stages and times of day.  

Potential plant signals and regulatory mechanisms of M. sexta-induced reconfiguration 

of plant carbohydrates. To investigate the potential signals that reconfigure plant 

carbohydrates profiles in M. sexta-attacked plants, I quantified soluble sugars and starch in 

plant genotypes impaired in jasmonate production (irAOC) and perception (irCOI1) upon M. 

sexta attack. To understand the potential mechanisms by which jasmonates deplete soluble 

sugars, I measured chlorophyll content and the activities of carbohydrate metabolizing 

enzymes in jasmonate perception and/or biosynthesis-impaired N. attenuata plants.  

Ecological consequences of carbohydrate depletion in M. sexta-attacked plants. To 

understand the potential ecological consequences of plant carbohydrates depletion, I 

exploited genetic manipulation, natural genetic variability, micrografting and in vitro 

complementation techniques to manipulate carbohydrate pools and evaluated plant’s capacity 
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to regrow (as a proxy for tolerance) and to suppress M. sexta growth (as a proxy for 

resistance). 

The evolution and conservation of M. sexta-induced changes in root carbohydrates and 

tolerance. To investigate the evolutionary history and phylogenetic conservation of 

herbivory-induced tolerance, I evaluated the regrowth capacity and root carbohydrate 

dynamics upon M. sexta attack in eight solanaceous species covering four genera −Petunia, 

Datura, Nicotiana and Solanum− and estimated the phylogenetic signal of these two traits 

using different evolutionary models.  
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In this study, we found that, M. sexta-induced changes in root carbohydrates pools are 
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Summary

� Herbivore attack leads to resource conflicts between plant defensive strategies. Photoassim-

ilates are required for defensive compounds and carbon storage below ground and may there-

fore be depleted or enriched in the roots of herbivore-defoliated plants. The potential role of

belowground tissues as mediators of induced tolerance–defense trade-offs is unknown.
� We evaluated signaling and carbohydrate dynamics in the roots of Nicotiana attenuata fol-

lowing Manduca sexta attack. Experimental and natural genetic variability was exploited to

link the observed metabolite patterns to plant tolerance and resistance.
� Leaf-herbivore attack decreased sugar and starch concentrations in the roots and reduced

regrowth from the rootstock and flower production in the glasshouse and the field. Leaf-

derived jasmonates were identified as major regulators of this root-mediated resource-based

trade-off: lower jasmonate levels were associated with decreased defense, increased carbohy-

drate levels and improved regrowth from the rootstock. Application and transport inhibition

experiments, in combination with silencing of the sucrose non-fermenting (SNF) -related

kinase GAL83, indicated that auxins may act as additional signals that regulate regrowth pat-

terns.
� In conclusion, our study shows that the ability to mobilize defenses has a hidden resource-

based cost below ground that constrains defoliation tolerance. Jasmonate- and auxin-depen-

dent mechanisms may lead to divergent defensive plant strategies against herbivores in

nature.

Introduction

Plants have evolved mechanisms that allow them to maximize
protection against herbivorous insects whilst minimizing devia-
tions from optimal growth and fitness (Meldau et al., 2012).
Defensive metabolites and proteins, for instance, have been
found to accumulate on herbivore attack (Green & Ryan, 1972;
Baldwin et al., 1998; Zhu-Salzman et al., 2008; Glauser et al.,
2011). However, herbivores can adapt to toxic and deterrent
compounds (Zangerl & Berenbaum, 1990; Berenbaum &
Zangerl, 1994; Lindigkeit et al., 1997; Mao et al., 2006). Possibly
as a consequence, plants have evolved alternative strategies that
may reduce herbivore-imposed fitness costs even in the face of
resistant attackers. The induction of meristematic activity, photo-
synthesis and reallocation of resources, for instance, may increase
plant tolerance and help attacked individuals to grow and
produce offspring even under heavy herbivore pressure (reviewed
by Strauss & Agrawal, 1999; Tiffin, 2000; Schwachtje &
Baldwin, 2008). Recent evidence suggests that many plants
employ mixed tolerance–resistance strategies (Leimu &

Koricheva, 2006; N�u~nez-Farf�an et al., 2007; Carmona &
Fornoni, 2013), allowing them to cope with the spatially and
temporally diverse herbivore communities which they face in
nature.

A growing body of evidence suggests that plants respond to
actual and simulated herbivory by increasing the remobilization
of resources from damaged and undamaged tissues to stems and
roots, a process termed ‘herbivory-induced resource sequestra-
tion’ (Dyer et al., 1991; Briske et al., 1996; Holland et al., 1996;
Babst et al., 2005, 2008; Bazot et al., 2005; Schwachtje et al.,
2006; Kaplan et al., 2008; G�omez et al., 2010, 2012). The molec-
ular basis of this phenomenon has been studied in Nicotiana
attenuata. Schwachtje et al. (2006) found that the b-subunit of
the sucrose non-fermenting-related kinase (SnRK1), GAL83, is
down-regulated in source leaves within hours following simulated
attack by Manduca sexta. GAL83-silenced plants constitutively
allocated 10% more photoassimilates to the roots and had a pro-
longed flowering period on water deprivation (Schwachtje et al.,
2006). Although these results speak in favor of the hypothesis
that induced resource sequestration may be part of a plant’s
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tolerance response, other studies report that attacked plants
import more resources into the leaves to support plant defenses
(Arnold & Schultz, 2002; Arnold et al., 2004; Appel et al., 2012;
Ferrieri et al., 2012, 2013). Indeed, resource reallocation does
not necessarily result in increased carbohydrate pools (Schwachtje
et al., 2006), as the translocated assimilates may be used for other
processes, such as exudation into the rhizosphere (Holland et al.,
1996; Frost & Hunter, 2008), respiration (Clayton et al., 2010)
and the synthesis of defensive metabolites (Shoji et al., 2000). It
is noteworthy in this context that no increase in root primary
metabolite pools following leaf attack has been demonstrated so
far in any of the above plant systems (see, for example,
Schwachtje et al., 2006). On the contrary, a recent study in
tomato has shown that M. sexta attack triggers carbon (C) reallo-
cation to the roots and, at the same time, leads to a depletion of
carbohydrates (G�omez et al., 2012). Clearly, the connection
between resource reallocation and tolerance deserves more atten-
tion if we are to understand the role of primary metabolism in
plant defensive strategies.

Jasmonates (JA) are important regulators of plant resistance
(reviewed by Liechti & Farmer, 2002) and have been implicated
in systemic signaling between leaves and roots (Zhang &
Baldwin, 1997). On herbivore attack, JA levels increase in local
and systemic tissues and trigger the biosynthesis of many defen-
sive metabolites (Howe & Jander, 2008), including, for instance,
nicotine in N. attenuata (Steppuhn et al., 2004). JA deficiency
results in a strong decrease in induced defenses and renders plants
susceptible to a wide range of herbivores (Paschold et al., 2007;
Kallenbach et al., 2012). At the same time, JA reduce plant
growth and defoliation tolerance, suggesting that they mediate
herbivore-induced trade-offs between resistance and tolerance
(Zavala et al., 2006). Two explanations have been proposed for
this phenomenon. First, JA may antagonize gibberellin (GA),
cytokinin and auxin signaling, which may reduce cell elongation
and growth directly (Chen et al., 2011; Yang et al., 2012).
Second, JA-dependent defenses may deplete plant resources and
thereby limit plant growth. The role of JA in tolerance–resistance
trade-offs is complicated by the finding that the exogenous appli-
cation of methyl jasmonate (MeJA) induces C reallocation to the
roots of poplar and Arabidopsis thaliana (Babst et al., 2005, 2008;
Ferrieri et al., 2013) and nitrogen in tomato (G�omez et al.,
2010), whereas changes in C reallocation were found to be inde-
pendent of JA in N. attenuata (Schwachtje et al., 2006). As JA
mediate systemic signals that reprogram both primary and sec-
ondary metabolism in the leaves and the roots, detailed mecha-
nistic studies will be crucial to evaluate the role of JA signaling in
defense and tolerance.

We aimed to obtain an understanding of the role of plant roots
in tolerance–defense trade-offs in N. attenuata. This plant
responds to herbivory by the synthesis of alkaloids in the roots
which are then transported to the leaves for defense (Baldwin
et al., 1997). At the same time, root allocation of photoassimi-
lates increases (Schwachtje et al., 2006), making the species a suit-
able choice to investigate the role of roots in tolerance and
resistance. In the current study, we specifically focused on
whether the enrichment or depletion of photoassimilates in the

roots following leaf-herbivore attack alters the regrowth capacity
of N. attenuata from the roots. To this end, we used genetically
engineered N. attenuata lines and a set of diverse field-collected
genotypes which vary in their defensive strategies. To understand
the metabolic processes that govern tolerance–defense trade-offs,
we measured phytohormone, defensive metabolite and major
carbohydrate levels in the leaves and roots of N. attenuata. Our
results provide a comprehensive picture of the impact of leaf
induction on the metabolism and regrowth capacity of plants as a
function of herbivore-induced phytohormone signaling across
experimental and natural genetic variation, and suggest that roots
play an important and possibly underestimated role in tolerance–
defense trade-offs.

Materials and Methods

Plant material and planting conditions

The following plant material was used in the present study: wild-
type N. attenuata Torr. Ex. Watson plants of the 31st inbred gen-
eration derived from seeds collected at the Desert Inn Ranch in
Utah, UT, USA in 1988; an anti-sense line silenced in the expres-
sion of the sucrose non-fermenting 1 (SNF1)-related kinase
GAL83 (asGAL83; Schwachtje et al., 2006); a JA-deficient
inverted repeat allene oxide cyclase line (irAOC; Kallenbach
et al., 2012); a transgenic control line transformed with an empty
vector construct (EV, line A-03-9-1); a set of 120 ecotypes grown
from seeds that were collected over 20 yr from different locations
in the Great Basin Desert (UT, USA). Before planting, all seeds
were surface sterilized and germinated on Gamborg’s B5
medium, as described by Kr€ugel et al. (2002). For glasshouse
experiments, the seedlings were transferred to Teku pots (P€oppel-
mann GmbH & Co. KG, Lohne, Germany) 10 d after germina-
tion and, 10–12 d later, the seedlings were planted into 1-l pots
filled with washed sand. Plants were grown as described by
Kr€ugel et al. (2002). For the field experiment, seeds of the trans-
formed N. attenuata lines were imported under APHIS notifica-
tion number 07-341-101n and experiments were conducted
under notification number 06-242-02r. Plants were grown as
described by Schuman et al. (2012).

Regrowth capacity from the roots following M. sexta
attack

To understand how Manduca sexta (Linnaeus) attack affects the
regrowth capacity of N. attenuata from the roots, we placed six
neonate larvae on wild-type plants and let them feed freely for
6 d (n = 30). Non-infested plants (n = 30) were used as controls.
To specifically investigate the role of the roots in supplying
resources for leaf growth, all stems and leaves were removed
(hereafter referred to as ‘shoot removal’), together with the lar-
vae, 6 d after infestation, leaving only the root system and the
lowest 0.5 cm of the stalk for regrowth (hereafter referred to as
‘remaining shoot’). Complete shoot removal by browsing mam-
mals can occur under natural conditions (Baldwin, 1998). The
regrowth and fitness of the regrowing plants were monitored by
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determining the average rosette diameter, branch length and
number of flowers. All these parameters have been found to be
positively correlated with total seed production (Glawe et al.,
2003). To determine whether the presence of the main stem
affects the regrowth capacity following M. sexta attack, we
induced plants by simulated herbivory (W +OS) and either
removed the complete shoot or only the leaves. Regrowth was
then measured as described above (n = 5). Herbivory was simu-
lated by wounding (W) three leaves with a pattern wheel to pro-
duce three rows on each side of the midvein and treating the
wounds immediately with 10 ll of a 1 : 5-diluted M. sexta oral
secretions (OS) solution. This treatment mimics the defense
induction triggered by M. sexta without removing extensive
amounts of leaf-tissue (Qu et al., 2004). Every 48 h, three leaves
per plant were treated over a total of 6 d, resulting in nine
treated leaves per plant.

Regrowth capacity from the roots in the field

To evaluate the consequences of leaf induction for the regrowth
capacity of N. attenuata under natural conditions, we conducted
a field experiment in the Lytle Ranch Preserve (UT, USA). EV
and JA-deficient irAOC plants were planted on 14 May 2012 in
quadruplets. Once the plants reached the rosette stage, one EV
and one irAOC plant per quadruplet were subjected to simulated
herbivory (W +OS) as described above (n = 14). Control plants
were left untreated. One day after the last treatment, the shoots
were removed as described above. Nine days after shoot removal,
the rosette diameters of the regrowing shoots were measured.
Plants that died during the regrowing phase were removed from
the analysis (EV W +OS, 2; EV control, 2; irAOC W +OS, 5;
irAOC control, 4).

Resource mobilization for regrowth

To investigate whether N. attenuata roots can mobilize resources
to regrow shoots in the absence of residual photosynthetic activ-
ity, we induced plants as described above and removed their
shoots 6 d after the first treatment. Half of the plants were har-
vested immediately after shoot removal, and their root and
remaining shoot biomass was determined (n = 15). The other half
was left to regrow in total darkness for 9 d, after which their root,
remaining shoot and regrown leaf biomasses were determined
(n = 15). One plant was excluded from the analysis as a result of
pathogen contamination of the rootstock.

Effect of induction on regrowth capacity under water stress

Under natural conditions, soil desiccation is thought to func-
tion as an abiotic signal that is used by N. attenuata to mobilize
its remaining root resources for a final reproductive effort at the
end of the growing season (Schwachtje et al., 2006). However,
water stress also induces C reallocation to the roots (Geiger &
Servaites, 1991). To determine whether soil moisture character-
istics affect the regrowth capacity of N. attenuata from the roots
following leaf induction, we treated EV and JA-deficient irAOC

plants with wounding and M. sexta oral secretions (W +OS) or
wounding and water (W +W) as described above, and gradually
reduced the water supply during the 6 d of induction treat-
ments. For this, pots of control plants were weighed daily, and
the weight loss caused by evaporation and transpiration was
compensated by watering. Water-stressed plants only received a
fraction of the water they had lost: over the 6 d of water stress,
the amount of resupplied water was reduced from 90% to 50%.
After shoot removal, all the plants were again watered normally
(n = 12).

Regrowth capacity of JA-deficient and allocation-altered
transgenic plants

An additional experiment was conducted to evaluate the contri-
bution of JA signaling and the SNF1-related kinase GAL83 to
the regrowth capacity of N. attenuata in detail. asGAL83 plants
have been shown to constitutively allocate more carbohydrates to
the roots (Schwachtje et al., 2006). Thus, we hypothesized that
these plants would have an increased capacity to regrow from the
rootstock. Plants transformed with an empty vector (EV) were
used as controls (n = 12). Plants were induced by wounding and
applications of M. sexta oral secretions or water as described
above. Control plants were left intact. In addition, irAOC plants
were complemented with MeJA to restore JA signaling. For this,
75 lg of MeJA in lanolin paste were applied to one leaf every
other day for 6 d. Following the different treatments, the shoots
of all plants were removed and the regrowth capacity was moni-
tored as described above.

The role of leaf- and root-derived JA as regulators of
regrowth

Root- and leaf-derived JA are likely to have different functions in
plant stress responses, growth and development (reviewed by
Wasternack & Hause, 2013). To determine the role of leaf- and
root-derived JA on the regrowth responses of N. attenuata, we
monitored the regrowth capacity after leaf herbivory of different
JA-deficient chimeric plants. The chimeric plants were created by
micrografting according to the procedures described in Fragoso
et al. (2011). The following micrografting combinations were
evaluated: EV/EV, plants with intact JA signaling (n = 10); EV/
irAOC, plants silenced in root JA production (n = 8); irAOC/
irAOC, plants silenced in both root and leaf JA production
(n = 10). The different grafting combinations were treated and
monitored for regrowth as described above.

Herbivory-induced reconfiguration of primary and
secondary metabolism in leaves and roots

To determine whether leaf herbivory reconfigures leaf and root
primary and secondary metabolism, we treated leaves of EV,
asGAL83 and irAOC plants as described above, harvested the
shoots and roots 6 d after the first treatment and 6 d after the
start of regrowth, and measured nicotine, soluble sugars and
starch in the different tissues (n = 3). To determine the
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concentration of nicotine, previously described procedures were
followed (Kein€anen et al., 2001). Soluble sugars were extracted
from plant tissue using 80% (v/v) ethanol, followed by an incu-
bation step (10 min at 78°C) with constant shaking at 800 rpm.
Pellets were re-extracted twice with 50% (v/v) ethanol (10 min
at 78°C with constant shaking at 800 rpm). Supernatants from
all extraction steps were pooled together, and sucrose, glucose
and fructose were quantified as described by Velterop & Vos
(2001). The remaining pellets were used for an enzymatic deter-
mination of starch content as described previously (Smith &
Zeeman, 2006).

Phytohormone measurements

To find possible systemic signals that trigger the herbivory-
induced reduction in regrowth from the rootstock, we evaluated
the induction of phytohormones in response to M. sexta attack.
For this, three rosette leaves were wounded and immediately
treated with 30 ll of a 1 : 5 (v/v) milliQ water-diluted M. sexta
oral secretions solution (W +OS). Wounded and water-treated
plants (W +W), as well as intact plants, were used as controls.
Roots and leaves were harvested 30 min, 1 and 3 h after treat-
ment. The extraction and quantification of phytohormones were
carried out as described by Glauser et al. (2012) with some modi-
fications (see Supporting Information Note S1 for details).

JA signaling and regrowth in natural populations

To examine potential trade-offs between JA signaling and the
regrowth capacity in natural populations of N. attenuata, we ana-
lyzed the regrowth capacity and herbivory-induced JA production
of 120 different individuals originating from different natural
accessions. To quantify the herbivore-induced jasmonic acid pro-
duction, the S1 leaf was wounded by rolling a fabric pattern wheel
three times on one side of the midvein. The wounds were imme-
diately treated with 10 ll of a 1 : 5 (v/v) milliQ water-diluted
M. sexta oral secretions solution. The S1 leaf is the youngest fully
developed leaf and highly responsive to insect attack (Zavala &
Baldwin, 2004). After 60 min, the tissue of the treated leaf side
was collected and immediately frozen in liquid nitrogen. JA was
quantified as described previously (Stitz et al., 2011). To pheno-
type the regrowth capacity, the shoots of all plants were removed
at the end of the flowering period and the regrowth capacity was
measured as described above. This experiment was embedded in a
large sampling campaign that measured a number of phenotypic
traits in different N. attenuata accessions. Additional results from
this experiment will be published elsewhere.

The role of GAs as regulators of regrowth

To determine the possible role of GAs in the observed re-
growth effects, we induced plants as described above and moni-
tored the internode elongation of regrowing branches.
Internode elongation has been used as a downstream marker to
determine JA-induced alterations in GA signaling (Yang et al.,
2012). The average internode length was determined by

measuring the length of the longest branch and counting its
number of internodes. In addition, we determined the number
of branches and total length of the branches (cumulative
branching; n = 10).

The role of auxins as regulators of regrowth

To determine the importance of auxin (indole-3-acetic acid,
IAA) on the regulation of root responses to insect attack, we
applied either 0.7 mg IAA or 0.3 mg trans-cinnamic acid (TCA)
dissolved in lanolin paste to the petioles of N. attenuata imme-
diately after W +OS elicitation. TCA has been shown to alter
auxin polar transport (An et al., 1999). W +OS elicitation was
carried out as described above. The procedure was carried out
every other day for 6 d. Non-elicited plants and plants treated
with lanolin paste without IAA or TCA were used as controls
(n = 10). The regrowth capacity after shoot removal of
asGAL83, irAOC and EV plants after the mentioned treatments
was monitored as described previously. IAA and TCA concen-
trations were chosen following previous studies (Baldwin et al.,
1997; An et al., 1999).

Chlorophyll content of induced shoots

To determine whether the decrease in soluble sugar contents
following leaf herbivory could be explained by a reduction in
chlorophyll, we determined chlorophyll concentrations in
induced leaves of EV and irAOC plants. Treatments were per-
formed as described above (n = 17). The chlorophyll content was
quantified using a portable chlorophyll meter (SPAD 502;
Konica Minolta, Tokyo, Japan).

Herbivore resistance of regrowing leaves

To evaluate whether regrowing leaves of previously infested
plants were more resistant to subsequent attack, we measured
M. sexta larval performance on regrowing leaves of previously
treated plants. EV and irAOC plants were treated as described
above (n = 17), and one M. sexta neonate per plant was placed
on the regrowing leaves 6 d after shoot removal and left to feed
freely for 10 d. Larval mass was determined using a micro-
balance (Sartorius TE214S; Data Weighing Systems Inc., Elk
Grove, IL, USA).

Statistical analyses

All statistical tests were carried out with Sigma Plot 12.0 (Systat
Software Inc., San Jose, CA, USA) using analysis of variance
(ANOVA). Levene’s and Shapiro–Wilk tests were applied to
determine error variance and normality. Fitness parameters to
determine the effect of M. sexta attack on regrowth capacity
were tested in a one-way ANOVA and Dunn’s post-hoc tests.
Fitness parameters of regrowing EV, irAOC and asGAL83
plants, as well as metabolite reconfiguration before and after
shoot removal, were tested individually for each genotype in a
one-way ANOVA and Holm–Sidak post-hoc tests. A non-
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parametric Kruskal–Wallis one-way ANOVA on ranks was car-
ried out for variables that did not conform to normality. Two-
way ANOVA and Holm–Sidak post-hoc tests, with treatment
and genotype as factors, were used to determine the effect of
simulated M. sexta attack on regrowth capacity in the field, fit-
ness changes of regrowing grafted plants, chlorophyll contents
after herbivore attack, larval performance on regrowing leaves,
the contribution of stems to regrowth capacity and the role of
GAs in regrowth. Two-way ANOVA and Holm–Sidak post-hoc
tests were carried out to assess herbivory-induced phytohormone
levels, with time and treatment as factors, for each time point
individually, as well as to evaluate the role of auxin in regrowth
capacity, with treatment and OS elicitation as factors. Fitness
parameters to determine the effect of simulated M. sexta attack
(W +OS) and soil moisture characteristics on regrowth capacity
were assessed in a three-way ANOVA and Holm–Sidak post-hoc
tests, with treatment, water condition and genotype as factors.
Correlations between JA signaling and regrowth capacity were
tested using Pearson product moment tests.

Results

M. sexta attack constrains N. attenuata regrowth and
fitness in the glasshouse and the field

Leaf-herbivore-induced C reallocation to the roots has been sug-
gested as a potential tolerance mechanism in N. attenuata
(Schwachtje et al., 2006). However, we observed that M. sexta
attack reduces regrowth from the roots. Shoots regrowing from
rootstocks ofM. sexta-attacked plants had smaller rosettes, shorter
branches and produced fewer flowers than regrowing shoots of
control plants (Fig. 1a–e). Similar effects were observed for
wounded plants treated with M. sexta oral secretions (W +OS) in
the field (Fig. 1f–h). In contrast with EV plants, no differences
were observed between the W +OS and control treatment in JA-
deficient irAOC plants (Fig. 1g), suggesting that JA-dependent
induced defenses might constrain regrowth.

Caterpillars typically only remove the leaves and rarely feed
from stems. To confirm the patterns of the somewhat artificial
shoot removal treatment (which aimed to specifically evaluate the
contribution of rootstocks to regrowth) in a more realistic set-up,
we defoliated plants without removing the stem. Plants with
intact stems produced significantly more flowers at the end of the
flowering period than plants that were regrowing from the root-
stocks (Fig. S1). However, W +OS induction decreased flower
production of regrowing plants independent of the type of shoot
removal (Fig. S1), suggesting that our shoot removal treatment
yields biologically meaningful data.

Roots supply resources for leaf regrowth

To understand whether resources can be mobilized from the
roots to support shoot regrowth, we performed an experiment in
complete darkness. This enabled us to determine shoot biomass
accumulation in the absence of any photosynthetic activity. We
found that N. attenuata plants were able to regrow from the

rootstock in complete darkness. Both the remaining shoot and
the regrowing leaves gained a significant amount of biomass
(Fig. S2b,c). At the same time, root biomass was reduced, imply-
ing resource remobilization from belowground tissues (Fig. S2a).
The aboveground plant parts accumulated c. 30 mg of dry

(a)

(c)(b)

(d) (e)

P

(f)

(g) (h)

Regrowth

Regrowth Senescence

Fig. 1 Simulated and actualManduca sexta herbivory reduces regrowth
from the rootstock in the glasshouse and the field. (a) Timing of the
glasshouse experiment, (b) average (� SE) rosette diameter, (c) cumulative
branching, (d) number of flowers, (e) representative pictures of regrowing
plants, (f) timing of the field experiment, (g) rosette diameter of empty
vector (EV) and jasmonate-deficient irAOC plants, (h) representative
pictures of regrowing plants in the field. (b,c) asterisks indicate significant
differences among treatments within time points (***, P < 0.001). Results
of two-way ANOVAs are shown for (g). Gen, genotype; Tmt, treatment;
G9 T, genotype by treatment; OS, oral secretions; W, wounding.
Asterisks indicate significant differences among treatments within
genotypes (**, P < 0.01).
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matter, whereas the roots lost 100 mg. W +OS pretreatment
reduced the biomass of the regrowing leaves by > 50%, whereas
the reduction in root biomass was not altered significantly
(Fig. S2a,c). Six days of W +OS treatment did not reduce root
biomass compared with untreated controls (Fig. S2a), suggesting
that W +OS treatment reduced root quality or conversion effi-
ciency to support leaf regrowth.

Water stress improves plant regrowth capacity in a
herbivore-independent manner

Water shortage is an important determinant of a plant’s capacity
to regrow as it changes C reallocation patterns (Geiger & Serva-
ites, 1991) and co-occurs with herbivore attack of N. attenuata in
nature (Schwachtje et al., 2006). We found that both EV and
irAOC plants that were subjected to water stress for 6 d regrew
significantly better from the rootstock. However, water stress did
not affect the herbivory-induced reduction of regrowth (Fig. 2).
Although W +OS treatment of EV plants reduced rosette diame-
ter, branch length and number of flowers of regrowing plants,
wounding of the leaves with a pattern wheel and application of
water to the wounds (W +W) did not affect either branch length
or flower production (Fig. 2), demonstrating that herbivore-asso-
ciated molecular patterns are important to trigger the plant
response. Again, irAOC plants did not display any significant
changes in regrowth following either W +W or W +OS treat-
ment.

Herbivore-induced constraints in regrowth are GAL83 and
JA dependent

An earlier study demonstrated that the herbivore-induced down-
regulation of GAL83 increases C allocation to the roots and
improves flower production in herbivore-attacked N. attenuata
plants in a JA-independent manner (Schwachtje et al., 2006).
We therefore tested whether silencing this gene changes the
regrowth patterns from the rootstock after simulated herbivory.
Indeed, in contrast with EV plants, asGAL83 plants did not
suffer from any fitness consequences on W +OS treatment
(Fig. 3). To further understand the role of JA in the system, we
also included irAOC plants and MeJA applications. Contrary to
W +W and W +OS, MeJA treatment reduced regrowth in
irAOC plants (Fig. 3).

Leaf- and root-derived JA constrain herbivore-induced
regrowth

JA have been shown to regulate plant stress responses, growth
and development (reviewed by Wasternack & Hause, 2013) in a
tissue-specific manner (Nalam et al., 2012). By employing a
grafting protocol to create chimeric plants that were either
silenced in root (EV/irAOC) or root and leaf (irAOC/irAOC) JA
production, we investigated the contributions of leaf- and root-
derived JA to regrowth. Similar to our previous observations on
non-grafted plants, W +OS-treated EV/EV plants had smaller
rosettes, smaller branches and fewer flowers than control EV/EV

plants (Fig. 4). No induction effect was observed in irAOC/irA-
OC plants. W +OS-treated EV/irAOC plants showed a reduc-
tion in shoot regrowth from the rootstock relative to non-treated
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Fig. 2 The suppression of regrowth occurs in a herbivory-specific manner
independent of the soil moisture conditions. Control, untreated plants;
W +W, wounded and water-treated plants; W +OS, wounded and
Manduca sexta oral secretion-treated plants. EV, empty vector; irAOC,
jasmonate-deficient plants. Water stress, water supply was gradually
reduced over 6 d. Normal watering, c. 50ml of water per plant every day
during the treatment period. (a) Average (� SE) rosette diameter, (b)
cumulative branching, (c) number of flowers and (d) detailed statistical
analysis. W, watering regime; G, genotype; T, treatment. Different letters
indicate significant differences among treatments within watering regimes
and genotypes (P < 0.05). Asterisks indicate differences among watering
regimes within genotypes (***, P < 0.001). Statistical data (three-way
ANOVAs) are given for the last measured time point of each fitness
parameter. n.s, not significant.
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EV/irAOC plants (Fig. 4). Interestingly, the relative difference
between control and W +OS-treated plants was intermediate
between EV/EV and irAOC/irAOC plants (Fig. S3), suggesting
that both root and leaf JA contribute to the reduction in regrowth
capacity.

Simulated herbivory reconfigures the primary and
secondary metabolism of shoots and roots in a Gal83- and
JA-dependent manner

The induction of defense on herbivory attack might deplete plant
resources that could otherwise be used to regrow. To test this
hypothesis, we profiled soluble sugars and starch in herbivore-
attacked plants. Six days after W +OS induction, concentrations
of starch and soluble sugars were strongly reduced in EV leaves
and roots (Fig. 5a), suggesting resource depletion. Nicotine, how-
ever, was induced in roots after OS elicitation (W +OS) and in
leaves after both W +W and W +OS treatments (Fig. 5b).
asGAL83 plants showed reduced levels of starch and elevated lev-
els of nicotine in wounding and water (W +W)-treated leaves,
but no effect of the application of oral secretions was observed
(Fig. 5a,c). Accordingly, sugar contents in the leaves and roots of
asGAL83 plants remained unaltered (Fig. 5b). irAOC plants did
not display any changes in sugars and nicotine, and starch levels
were only reduced in wounded leaves (Fig. 5a–c). MeJA applica-
tion to irAOC plants restored EV patterns (Fig. 5a–c). Taken

together, these results show that the induction of nicotine and
the depletion of carbohydrates in the roots are positively corre-
lated, and that root C depletion is correlated with a reduction in
regrowth from the rootstock. The regrowing leaves of EV and
asGAL83 plants did not differ in starch and sugar concentrations
(Fig. 5d,e). Nicotine levels were increased more strongly in EV
than in asGAL83 plants (Fig. 5f). Regrowing leaves in irAOC
plants had higher levels of starch on W +W and W +OS pre-
treatment, whereas nicotine levels were reduced (Fig. 5d–f). This
pattern was restored to wild-type levels on MeJA application
(Fig. 5d–f). This suggests that regrowing leaves are better
defended, but potentially also more costly to produce, for EV
plants.

Foliar herbivory induces JA and IAA in the roots and leaves

Systemic signals may be required to trigger the herbivory-induced
reduction in regrowth from the rootstock. We therefore evaluated
the induction of phytohormones in response to M. sexta attack.
As demonstrated previously, JA and (+)-7-iso-jasmonoyl-L-isoleu-
cine (JA-Ile) were up-regulated within 1 h after wounding of EV
plants (Fig. 6a–f). The application of oral secretions (W +OS)
amplified this response. The JA burst was also observed in

(a)

(d)

(g)

(b)

(e) (f)

(c)

(i)(h)

Fig. 3 The herbivore-induced regrowth reduction is jasmonate and GAL83
dependent. Control, untreated plants (open squares); W +W, wounded
and water-treated plants (gray diamonds); W +OS, wounded and
Manduca sexta oral secretion-treated plants (closed triangles); MeJA,
methyl jasmonate-treated plants (closed circles). EV, empty vector plants;
asGAL83, constitutively translocate more photoassimilates to roots;
irAOC, jasmonate-deficient plants. Average (� SE) rosette diameter of EV
plants (a), asGAL83 plants (b) and irAOC plants (c), (d–f) average (� SE)
cumulative branching, (g–i) average (� SE) number of flowers. Different
letters indicate significant differences among treatments within time points
and genotypes (P < 0.05).

(a)

(d)

(g)

(c)

(f)(e)

(b)

(h) (i)

Fig. 4 Leaf- and root-derived jasmonates regulate the regrowth of induced
plants. Control, untreated plants (squares); W +OS, wounded and
Manduca sexta oral secretion-treated plants (triangles); EV/EV, rootstock
and scion from EV plants; irAOC/irAOC, rootstock and scion from irAOC
plants; EV/irAOC, rootstock from irAOC and scion from EV plants. EV,
empty vector plants; irAOC, jasmonate-deficient plants. (a–c) Average
(� SE) rosette diameter, (d–f) average (� SE) cumulative branching, (g–i)
average (� SE) number of flowers. Asterisks indicate significant differences
among treatments within time points and genotypes (*, P < 0.05;
**, P < 0.01).
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asGAL83 plants, even though induced JA-Ile levels were slightly
lower. JA were not induced in irAOC leaves. Neither JA nor
JA-Ile were up-regulated in the roots of EV and irAOC plants.
However, JA-Ile was up-regulated in the roots of asGAL83, 3 h
after W +OS treatment. Within 1 h after leaf elicitation, IAA
was highly up-regulated in the leaves and roots of all genotypes
(Fig. 6g–i). IAA levels were maintained above controls in
W +OS-treated asGAL83 and irAOC plants over 3 h, whereas
they dropped to control levels in EV plants 1 h after elicitation.
ABA levels remained unaffected in the roots and were slightly
induced in the leaves (Fig. S4a–c). Salicylic acid (SA) was highly
induced in the leaves 3 h after treatment in all genotypes. SA
levels in the roots remained unaffected (Fig. S4d–f), apart from a
slight increase in asGAL83 plants 1 h after W +OS treatment.

Taken together, these results show that the JA burst is conserved
in asGAL83 plants and that auxin may act as a systemic leaf-
to-root signal in N. attenuata.

JA signaling and regrowth capacity are negatively
correlated in natural accessions

To confirm the role of JA in determining the regrowth responses
among different natural N. attenuata populations, we measured
both parameters in 120 field-collected individuals from different
populations. We found a significant negative correlation between
W +OS-induced JA production and flower production of
regrowing shoots (Pearson’s correlation r =�0.217, P = 0.0182;
Fig. 7). The relatively low correlation coefficient suggests the

(b)

(c)

(d)

(e)

(f)

(a)

LOD LODLOD

Fig. 5 Jasmonates and GAL83 regulate
herbivore-induced changes in primary and
secondary metabolism of leaves and roots
before and after regrowth. Control,
untreated plants; W +W, wounded and
water-treated plants; W +OS, wounded and
Manduca sexta oral secretion-treated plants;
MeJA, methyl jasmonate-treated plants. EV,
empty vector plants; asGal83, constitutively
translocate more photoassimilates to roots;
irAOC, jasmonate-deficient plants. (a, d)
Average (� SE) starch content, (b, e) glucose
(Glu, white bars), fructose (Fru, grey bars)
and sucrose (Suc, black bars) content, (c, f)
nicotine. Different letters indicate significant
differences among treatments within
genotypes (P < 0.05). LOD, limit of
detection; n.s, not significant.
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presence of JA-independent regulatory elements that determine
regrowth patterns.

Little evidence for the involvement of GAs in regrowth
responses

Plants seem to prioritize defense over growth via an antagonistic
crosstalk between JA and GA signaling (Yang et al., 2012). Moni-
toring of the changes in branch architecture as a GA signaling
downstream marker, however, provided little evidence for the
involvement of GAs in root responses to insect attack. W +OS-
treated EV plants had shorter branches and fewer internodes
than, but similar internode lengths to, control plants 18 and 20 d
after shoot removal (Fig. S5a,d,g,j). W +OS elicitation did not
affect significantly the branch architecture of asGAL83 plants,
apart from a slight reduction in the average internode length 20 d
after shoot removal (Fig. S5b,e,h,k). Simulated herbivory did not
affect the branch architecture of irAOC plants (Fig. S5c,f,i,l).

IAA application restores wild-type patterns in asGAL83, but
not in irAOC, plants

Nicotiana attenuata responds to M. sexta herbivory by inducing
auxin levels in both leaves and roots. To explore the possible role
of auxin homeostasis in tolerance responses, we applied IAA or
TCA to alter auxin transport and monitored plant regrowth fol-
lowing elicitation. The application of the auxin transport inhibi-
tor trans-cinnamic acid to EV plants attenuated the fitness cost
of simulated M. sexta herbivory (Fig. 8a,d,g). IAA application,
however, did not change the regrowth pattern of EV plants.
However, IAA application to asGAL83 plants resulted in an
increase in regrowth from the rootstock in controls, but not in

W +OS-treated plants. As a consequence, IAA-supplemented
asGAL83 plants behaved like EV plants in terms of their herbi-
vore-induced regrowth patterns (Fig. 8b,e,h). TCA application

(b) (c)

(d) (e) (f)

(a)

(i)(h)(g)

Fig. 6 Herbivore-induced phytohormones
are regulated locally and systemically in a
jasmonate- and GAL83-dependent manner.
EV, empty vector plants; asGal83, con-
stitutively translocate more photoassimilates
to roots; irAOC, jasmonate-deficient plants.
Control, untreated plants (open circles);
W +W, wounded and water-treated plants
(closed squares); W +OS, wounded and
Manduca sexta oral secretion-treated plants
(gray triangles); JA, jasmonic acid; JA-Ile,
(+)-7-iso-jasmonoyl-L-isoleucine; IAA, indole
acetic acid. (a–c) Average (� SE) JA, (d–f) JA-
Ile, (g–i) IAA. Different letters indicate
significant differences among treatments
within genotypes and time points (P < 0.05).

(a)

(b)

Fig. 7 The jasmonate burst and regrowth capacity are negatively
correlated across Nicotiana attenuata ecotypes. (a) y-axis, number of
flowers at the end of the flowering period; x-axis, jasmonic acid (JA)
produced 1 h after elicitation withManduca sexta oral secretions
(W +OS). Each point corresponds to one individual from an independent
accession. (b) Number of flowers produced by regrowing shoots.
*Significant statistical difference, P < 0.05.
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also increased the growth of asGAL83 plants. irAOC plants were
not influenced by either IAA or TCA application (Fig. 8c,e,i).
Taken together, these experiments suggest a role for IAA in
determining the herbivory-induced regrowth patterns in EV and
irGAL83 plants.

Attacked leaves have lower chlorophyll contents

The reduction in non-structural carbohydrates in herbivore-
attacked plants might be explained by an increase in energy
demand or a decrease in photosynthetic energy supply. We there-
fore measured chlorophyll content as an indication of photosyn-
thetic capability. Overall, chlorophyll contents did not differ
between EV and irAOC plants (Fig. S6). Wounding reduced the
chlorophyll contents of the treated leaves in both genotypes. The
application of oral secretions further reduced chlorophyll levels in
EV, but not in irAOC, plants. These results indicate that, in
addition to the energy required for the biosynthesis of defensive
compounds, reduced photoassimilation may contribute to the
herbivory-induced JA-dependent depletion of carbohydrates.

JA signaling determines the induced resistance of
regrowing leaves

Our previous results suggested that regrowing shoots of previ-
ously attacked plants might be better defended (Fig. 5f) and
therefore more costly to produce. To further evaluate the defen-
sive status of regrowing leaves, we measuredM. sexta performance
on regrowing pretreated plants. Overall, caterpillars performed
better on regrowing shoots of irAOC than EV plants. Plants
growing from EV rootstocks that had previously been subjected
to simulated herbivory supported less M. sexta growth than
untreated plants (Fig. S7). Surprisingly, M. sexta performed bet-
ter on regrowing shoots of irAOC plants that had been wounded
before. No effect of W +OS treatment was observed in irAOC
plants, whereas MeJA treatment reduced M. sexta performance
(Fig. S7).

Discussion

In this study, we provide evidence for a role of roots in resource-
based trade-offs between resistance and tolerance to herbivory.
We found that simulated M. sexta herbivory reduces starch and
sugar contents and induces nicotine production in the roots and
leaves of N. attenuata. The reduction of non-structural carbohy-
drates in roots was correlated with a reduction in regrowth from
the rootstock in both the glasshouse and the field. In many
plants, an increase in C transport from both damaged and
undamaged tissues to the roots has been observed (Dyer et al.,
1991; Briske et al., 1996; Holland et al., 1996; Babst et al.,
2005, 2008; Bazot et al., 2005; Schwachtje et al., 2006; Kaplan
et al., 2008; G�omez et al., 2010, 2012; Ferrieri et al., 2012).
Although it has been proposed that the herbivory-induced
resource sequestration acts as a putative tolerance mechanism by
increasing root reserves for future regrowth (Schwachtje et al.,
2006), the lack of evidence for an actual accumulation of carbo-
hydrate resources in the roots has called this view into question
(Steinbrenner et al., 2011; G�omez et al., 2012). In our experi-
ments, we expected that induced resource sequestration would
increase the capacity of N. attenuata to regrow after shoot
removal. However, in none of the investigated plant genotypes
and environmental conditions was such an effect observed.
Although Schwachtje et al. (2006) demonstrated that silencing
GAL83 increases C allocation to the roots and prolongs flower-
ing in N. attenuata, that study did not provide any direct evi-
dence for herbivore-induced plant tolerance via increased C
storage. Early flower production in wild-type plants was reduced
on elicitation (Schwachtje et al., 2006). Our results confirm this
finding and show that the down-regulation of GAL83 improves
regrowth on herbivory. It is noteworthy that C reallocation doc-
umented by Schwachtje et al. (2006) was independent of JA,
whereas the C depletion and regrowth patterns in this study
were influenced by JA. Based on this evidence, we propose that
M. sexta-induced resource sequestration in N. attenuata does not
increase root C storage and defoliation tolerance per se, but may
support the synthesis of plant defensive metabolites below
ground (Shoji et al., 2000) and/or buffer against a breakdown of

EV asGAL83 irAOC

(a)

(d)

(g)

(e)

(h) (I)

(f)

(b) (c)

Fig. 8 Auxin regulates the regrowth response in a jasmonate (JA)-
independent manner. EV, empty vector plants; asGal83, constitutively
translocate more photoassimilates to roots; irAOC, jasmonate-deficient
plants. Control, plants without OS induction (closed bars); W +OS,
wounded andManduca sexta oral secretion-treated plants (open bars);
IAA, indole-3-acetic acid in lanolin paste; TCA, trans-cinnamic acid in
lanolin paste; Lanolin, lanolin-treated plants. (a–c) Average (� SE) rosette
diameter, (d–f) average (� SE) cumulative branching, (g–i) average (� SE)
number of flowers at the end of the flowering period. Asterisks indicate
significant differences between control and W +OS treatments within
genotypes and auxin manipulation type (*, P < 0.05; ***, P < 0.001).
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root primary functions in the face of carbohydrate depletion.
A good mechanistic understanding of resource allocation pro-
cesses and C fluxes will be necessary to test these hypotheses in a
more comprehensive manner in the future. In this context, it
will also be important to compare regrowth patterns across dif-
ferent plant species. Nicotiana attenuata synthesizes large
amounts of nicotine in the roots which are then transported to
the leaves. Plants that do not directly engage their roots in
defensive processes may show different regrowth patterns.

Our study demonstrates that JA play a central, but not exclu-
sive, role in root-mediated growth–defense trade-offs: Contrary
to wild-type plants, JA-deficient irAOC plants did not suffer
from herbivory-induced reduction of root carbohydrates and
were not impaired in their regrowth capacity in the glasshouse
and the field. Furthermore, the induction of defenses was abol-
ished in irAOC plants, and the regrowing leaves were more sus-
ceptible to M. sexta attack. MeJA application restored wild-type
patterns in irAOC plants. The central role of JA as determinants
of the defensive make-up in nature is illustrated by the fact that
the JA burst is negatively correlated with defoliation tolerance
across field-collected N. attenuata genotypes. A reduction in the
herbivore-induced suppression of leaf growth has also been docu-
mented in JA-deficient asLOX3 plants (Zavala & Baldwin,
2006), and it has been proposed that a JA-dependent reduction
in leaf photosynthesis may be responsible for this effect (Nabity
et al., 2009, 2013). In accordance with this hypothesis, we found
that simulated herbivory reduces leaf chlorophyll concentrations
in a JA-dependent manner. It is therefore likely that JA signaling
depletes the plant’s C pools by inducing the production of defen-
sive metabolites on the one hand and reducing photoassimilation
on the other. Even though our micrografting approach suggested
that the aboveground JA burst is sufficient to trigger a reduction
in the plant’s regrowth capacity from the rootstock, we found
that plants silenced in root JA production displayed an interme-
diate regrowth phenotype. It is therefore likely that the de novo
synthesis of JA in the roots (Wang et al., 2008; Bonaventure
et al., 2011) also contributes to the regulation of plant tolerance,
for example by contributing to induced nicotine biosynthesis.

Resource-based trade-offs between growth and defense have
long been discussed (McKey, 1974; van der Meijden et al., 1988;
de Jong & van der Meijden, 2000; Schwachtje & Baldwin, 2008;
Anten & Pierik, 2010; Orians et al., 2011) and hormonal cross-
talk has been proposed as a possible mechanism (Chen et al.,
2011; Yang et al., 2012). A recent study in rice and A. thaliana
proposed that JA may reduce plant growth by interfering with the
GA-mediated promotion of internode elongation (Yang et al.,
2012). We found little morphological evidence of JA/GA
crosstalk in regrowing shoots, and propose that the depletion of
storage carbohydrates, rather than a hormone-dependent reduc-
tion in cellular activity, may restrain N. attenuata regrowth.
Nevertheless, the relatively weak correlation between JA produc-
tion and regrowth among natural accessions suggests that regula-
tory elements other than JA may influence the plant’s root storage
regime and regrowth capacity. One prominent candidate in this
context is IAA, which has been proposed as a negative regulator of
nicotine biosynthesis and JA accumulation in Nicotiana sp.

(Baldwin et al., 1997; Shi et al., 2006; Onkokesung et al., 2010).
In contrast with our expectations, we found that IAA rapidly accu-
mulated in the leaves and roots of herbivore-attacked N. attenuata
plants, and that the root auxin response was prolonged in both as-
GAL83 and irAOC lines. The fact that the inhibition of auxin
transport reduced the herbivore-induced reduction in regrowth in
EV plants, whereas IAA application restored wild-type patterns in
asGAL83 plants, strongly suggests that auxin homeostasis is an
important determinant of plant tolerance against herbivory.

Our understanding of how plants coordinate and fine tune JA
and IAA signaling is still limited. Glucose signaling has been pro-
posed to coordinate plant growth by interfering with auxins
(Moore et al., 2003; Sairanen et al., 2012), and SNF-related ser-
ine/threonine-protein kinases (SnRK kinases) can regulate carbo-
hydrate partitioning (reviewed by Halford & Paul, 2003;
Rolland et al., 2006) and mediate the binding of the 26S protea-
some to SCF ubiquitin ligases (Farras et al., 2001), suggesting
that the SnRK1 kinases promote auxin signaling via the activa-
tion of auxin-responsive gene transcription. Furthermore, the
A. thaliana auxin-responsive genes GH3.3, GH3.5 and GH3.6
have been found to conjugate jasmonic acid to amino acids, lead-
ing either to JA degradation or affecting the synthesis of JA-Ile
(Gutierrez et al., 2012). Therefore, it is conceivable that a tight
interplay between root/shoot auxin ratios and GAL83-mediated
resource partitioning coordinates growth and root defenses in
N. attenuata in addition to JA. Further experiments involving a
tight spatio-temporal control of auxin and carbohydrate fluxes
will be necessary to disentangle the exact mechanisms in detail.

In conclusion, we have shown that herbivore attack results in
the depletion of non-structural carbohydrates in the roots which
is likely to constrain the plant’s capacity to regrow and, at the
same time, enable the deployment of effective defenses. Both JA
and IAA regulate trade-offs between induced defenses and toler-
ance. The underlying regulatory network is likely to provide a
robust mechanistic basis for the divergent intraspecific strategies
that plants display to survive in a hostile environment.
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Summary

� Jasmonates regulate plant secondary metabolism and herbivore resistance. How they influ-

ence primary metabolites and how this may affect herbivore growth and performance are not

well understood.
� We profiled sugars and starch of jasmonate biosynthesis-deficient and jasmonate-insensi-

tive Nicotiana attenuata plants and manipulated leaf carbohydrates through genetic engi-

neering and in vitro complementation to assess how jasmonate-dependent sugar

accumulation affects the growth ofManduca sexta caterpillars.
� We found that jasmonates reduce the constitutive and herbivore-induced concentration of

glucose and fructose in the leaves across different developmental stages. Diurnal, jasmonate-

dependent inhibition of invertase activity was identified as a likely mechanism for this phe-

nomenon. Contrary to our expectation, both in planta and in vitro approaches showed that

the lower sugar concentrations led to increased M. sexta growth. As a consequence, jasmo-

nate-dependent depletion of sugars rendered N. attenuata plants more susceptible to

M. sexta attack.
� In conclusion, jasmonates are important regulators of leaf carbohydrate accumulation and

this determines herbivore growth. Jasmonate-dependent resistance is reduced rather than

enhanced through the suppression of glucose and fructose concentrations, which may con-

tribute to the evolution of divergent resistance strategies of plants in nature.

Introduction

Jasmonates regulate plant responses to biotic and abiotic stress
and influence plant growth and development. They are part of
the regulatory networks of plant–symbiont (Pozo & Azc�on-Agui-
lar, 2007; Stein et al., 2008; Jacobs et al., 2011), plant–pathogen
(Landgraf et al., 2012) and plant–herbivore interactions
(reviewed by Wu & Baldwin, 2010), and are involved in the reg-
ulation of seed germination (Corbineau et al., 1988), root growth
and development (Staswick et al., 1992), leaf movement
(Nakamura et al., 2006) and flower development (Li et al.,
2004). Perhaps the best known function of jasmonates is their
stimulatory effect on plant secondary chemistry. Plants impaired
in jasmonate production or perception generally display reduced
levels of constitutive and induced secondary metabolites (Chen
et al., 2006; Paschold et al., 2007; Shoji et al., 2008; Zhang et al.,
2011).

Although our understanding of several aspects of jasmonate
signaling is increasing, knowledge about its possible role as a reg-
ulator of primary metabolism in plants is unclear. Recently, leaf
glucose and fructose concentrations were found to be constitu-
tively higher and less depleted in response to simulated Manduca

sexta herbivory in jasmonate biosynthesis-deficient Nicotiana
attenuata plants, an effect that can be mimicked by the exogenous
application of jasmonic acid (JA; Machado et al., 2013). More-
over, exogenous jasmonate application to the leaves reduced leaf
starch concentration in poplar trees, stem sugars in tulip, leaf sug-
ars in tobacco, and leaf sugars and amino acids in cabbage (Babst
et al., 2005; Skrzypek et al., 2005; van Dam & Oomen, 2008;
Hanik et al., 2010; Tytgat et al., 2013), suggesting that jasmo-
nates might act as negative regulators of plant primary metabo-
lism. By contrast, starch concentrations in jasmonate signaling-
impaired tobacco plants were significantly lower (Wang et al.,
2014) and jasmonate application to the leaves induced amino
acids in tobacco leaves (Hanik et al., 2010), suggesting that jasm-
onates can also promote starch and amino acid accumulation. A
detailed analysis of primary metabolites in jasmonate signaling-
impaired plants is therefore required to clarify the potential role
of endogenous jasmonates in the regulation of plant primary
metabolism. Constitutive and induced jasmonate levels change
over plant development (Abdala et al., 2002; Diezel et al., 2011),
a phenomenon that correlates with a reduction in the magnitude
of induction of jasmonate-dependent secondary metabolites and
defensive proteins (van Dam et al., 2001; Kaur et al., 2010;
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Onkokesung et al., 2012). It is therefore possible that the impact
of jasmonates on leaf carbohydrates is dependent on a plant’s
developmental stage.

Sugars are the dominant soluble leaf carbohydrates of plants.
They are produced through the incorporation of carbon dioxide
(CO2) into ribulose-1,5-bisphosphate (RuBP) by the action of ri-
bulose-1,5-bisphosphate carboxylase/oxygenase (RuBisCO), fol-
lowed by the spontaneous formation of two molecules of 3-
phosphoglyceric acid (3PGA). RuBisCO activase (RCA) activates
RuBisCO by removing inhibitory sugar phosphates from the
active site. 3PGA is subsequently converted to glucose, fructose,
sucrose and starch via several enzymatic steps. Sucrose and starch
can be stored, transported and/or metabolized further (Braun
et al., 2014). Soluble sugars and starch accumulate during the day
and are catabolized during the night to meet the energy demand
of the plant. Therefore, their concentrations rise and fall in a
diurnal manner. Diurnal patterns therefore need to be taken into
account when studying the impact of jasmonates on leaf carbohy-
drates.

Phytophagous insects feed on plants to acquire nutrients to
fuel growth, development and reproduction, and are therefore
affected directly by the metabolic make up of their food source.
Both primary and secondary metabolites influence insect perfor-
mance (Roeder & Behmer, 2014). Secondary metabolites are
directly toxic or reduce the digestibility of the plant material in a
quantitative manner (Bennett & Wallsgrove, 1994). The influ-
ence of primary metabolites on herbivores is more context depen-
dent (Behmer, 2008). The ratio between carbohydrates and
protein, for instance, determines insect growth in a nonlinear
fashion, with suboptimal ratios leading to a rapid reduction in
growth rates (Thompson & Redak, 2000; Simpson & Rauben-
heimer, 2009; Roeder & Behmer, 2014). Furthermore, protein
and carbohydrate ratios influence the toxicity of plant secondary
metabolites (Raubenheimer & Simpson, 1990; Raubenheimer,
1992; Simpson & Raubenheimer, 2001). Most studies on insect
nutrition have been carried out in chemically defined artificial
environments. However, plants as food sources in nature are
inherently variable. Herbivore attack, for instance, alters nitrogen
and carbon dynamics (Arnold & Schultz, 2002; Babst et al.,
2005; G�omez et al., 2010; Appel et al., 2012), which often results
in dramatic changes in primary and secondary metabolite pools
(Babst et al., 2005; Skrzypek et al., 2005; Schwachtje et al., 2006;
Steinbrenner et al., 2011; G�omez et al., 2012; Machado et al.,
2013) that might affect the nutritional quality of foliar tissue and
could potentially affect herbivore nutrition. If we are to under-
stand the importance of carbohydrates for insect nutrition, com-
bining in vitro assays with experiments in planta would therefore
be a promising approach.

One approach to manipulate plant chemistry is to target
defensive signals. Jasmonates, for instance, have been silenced in
a number of plant species, and the susceptibility of the jasmonate
signaling-impaired plants to herbivores has subsequently been
attributed to deficiencies in secondary metabolite production and
accumulation (Steppuhn et al., 2004; Paschold et al., 2007; Step-
puhn & Baldwin, 2007; Heiling et al., 2010). Given that jasmo-
nates also regulate primary metabolites in plants (Machado et al.,

2013; Wang et al., 2014) and that the primary metabolites can be
equally important for insect performance (Fernstrom, 1987; Co-
hen et al., 1988; Waldbauer & Friedman, 1991; Thompson &
Redak, 2000; Simpson & Raubenheimer, 2009; Roeder & Beh-
mer, 2014), the question arises as to whether they could be
responsible for the observed susceptibility of jasmonate-deficient
plants. We investigated this potentially overlooked aspect of
plant–herbivore interactions by studying the role of jasmonates
in the regulation of carbohydrate accumulation in N. attenuata
leaves, including potential underlying mechanisms, and the con-
tribution of jasmonate-dependent carbohydrate depletion to her-
bivore resistance. To answer the first question, we measured
sugar concentrations and invertase activity in N. attenuata geno-
types that are impaired to different degrees in their jasmonate
biosynthesis, signaling and/or perception. To answer the second
question, we evaluated M. sexta growth when feeding on plants,
artificial and semi-artificial diets with different sugar concentra-
tions. Our results reveal that soluble sugar concentrations reduce
rather than enhance jasmonate-dependent plant resistance.

Materials and Methods

Plant material

Transgenic inverted repeat (ir) and empty vector (EV) control
(A-03-9-1) Nicotiana attenuata Torr. Ex. Watson plants were
used in this study. The characteristics of these previously charac-
terized different genotypes are summarized in Table 1. In addi-
tion, we produced a hemizygous cross between inverted repeat
allene oxide cyclase (irAOC; line A-07-457-1) and inverted
repeat ribulose-1,5-bisphosphate carboxylase/oxygenase activase
(irRCA; line A-03-462-7-1) lines by removing anthers from flow-
ers of irRCA plants before pollen maturation and pollinating the
stigmas with pollen from irAOC plants.

Planting conditions

Before planting, all seeds were surface sterilized and germinated
on Gamborg’s B5 medium (Kr€ugel et al., 2002). Ten-day old
seedlings were transferred to Teku pots for another 10 d (P€oppel-
mann GmbH & Co. KG, Lohne, Germany) before planting
them into 1-l pots filled with washed sand or standard substrate.
Plants were grown at 45–55% relative humidity and 24–26°C
during days and 23–25°C during nights under 16 h of light
(06:00–22:00 h). Plants were watered twice every day.

Soluble sugar, starch and protein concentrations in
jasmonate signaling-impaired lines across different
developmental stages

To investigate the possible role of jasmonates in the regulation of
primary metabolism in N. attenuata, we measured glucose, fruc-
tose, sucrose, starch and soluble protein concentrations in the
rosette leaves of jasmonate biosynthesis-deficient irAOC and
jasmonate perception-impaired inverted repeat coronatine insen-
sitive 1 (irCOI1) plants. As endogenous jasmonate levels change
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over plant development (Abdala et al., 2002), we measured sugar
concentrations at four different developmental stages: early
rosette (32 d after germination; DAG), rosette (38 DAG), elon-
gation (44 DAG) and early flowering (50 DAG). Sugar and
starch concentrations were quantified as described by Machado
et al. (2013). Briefly, soluble sugars were extracted from plant tis-
sue using 80% (v/v) ethanol, followed by an incubation step
(20 min at 80°C). Pellets were re-extracted twice with 50% (v/v)
ethanol (20 min at 80°C). Supernatants from all extraction steps
were pooled together, and sucrose, glucose and fructose were
quantified enzymatically as described by Velterop & Vos (2001).
The remaining pellets were used for an enzymatic determination
of starch (Smith & Zeeman, 2006). In addition, total soluble
protein was quantified (Bradford, 1976). As protein solubility is
affected by pH, total soluble protein levels may be underesti-
mated by this method. Five independent replicates of each
genotype and developmental stage were analyzed. Plant leaves
were harvested at 13:00 h and flash frozen in liquid nitrogen for
analysis.

Constitutive jasmonate and soluble sugar concentrations in
jasmonate-deficient plants

To assess the importance of jasmonates for sugar accumulation,
we evaluated eight different genetically engineered lines that dif-
fer in their capacity to produce jasmonates because they are defi-
cient in either jasmonate biosynthesis or in the upstream
signaling network. We measured glucose, fructose and sucrose
concentrations, as well as constitutive JA and jasmonoyl-L-isoleu-
cine (JA-Ile), in the leaves of rosette stage plants of all genotypes.
Phytohormone measurements were carried out as described by
Machado et al. (2013). Plants were harvested at 10:00 h (n = 5).
Sugars were then correlated with phytohormone levels.

Diurnal changes in invertase activity and soluble sugar
concentrations in jasmonate-deficient irAOC and EV plants

Invertases cleave sucrose into glucose and fructose following a
diurnal pattern (Sturm & Tang, 1999; N€agele et al., 2010).

Higher invertase activity might therefore lead to higher glucose
and fructose pools. To investigate whether the higher glucose and
fructose concentrations observed in jasmonate biosynthesis-defi-
cient irAOC plants can be attributed to higher invertase activity,
we measured the activity of soluble and insoluble invertases and
correlated the ratio of sucrose (precursor) to glucose and fructose
(products) with the measured enzyme activities. Invertase activi-
ties and sugar concentrations were measured from leaf extracts of
rosette stage EV and irAOC plants at five times of the day: 07:00,
10:00, 13:00, 17:00 and 21:00 h. Five independent replicates
(plants) of each genotype were harvested per time point. Enzyme
activities (Ferrieri et al., 2013) and sugar concentrations were
measured as described by Machado et al. (2013).

Effect of soluble sugars on caterpillar growth

Low secondary metabolite levels are generally assumed to be
responsible for the increased larval growth of herbivores on jasm-
onate signaling-impaired plants (Halitschke & Baldwin, 2003;
Rayapuram & Baldwin, 2006; Paschold et al., 2007). To deter-
mine whether the higher soluble sugar concentrations in jasmo-
nate-deficient plants contribute to the increased M. sexta larval
growth, we manipulated sugar concentrations in planta and
in vitro and measured caterpillar growth in five different experi-
ments as follows.

Caterpillar growth on sugar-restored, jasmonate biosynthesis-
deficient plants To decrease soluble sugars in irAOC plants, we
produced a hemizygous irAOC9 irRCA line by crossing an irA-
OC line with an irRCA line. Silencing RCA slightly impairs pho-
tosynthetic activity in N. attenuata (Mitra & Baldwin, 2008),
and we therefore hypothesized that a reduction in the photosyn-
thetic capacity should reduce sugar concentrations and, conse-
quently, the hemizygous jasmonate-deficient plants should have
restored wild-type (WT) sugar concentrations. To test the valid-
ity of this assumption, sugar concentrations were measured in the
leaves of EV, irRCA, irAOC and irAOC9 irRCA plants at
05:00 h (end of the dark period) and 13:00 h (middle of the light
period). As M. sexta herbivory has been shown to reduce sugar

Table 1 Characteristics of the inverted repeat (ir) Nicotiana attenuata transgenic lines used in the present study

Genotype Gene silenced Impaired function Phenotype Reference

irSIPK Salicylic acid-induced protein kinase Early jasmonate signaling Reduced levels of jasmonates Meldau et al. (2009)
irWIPK Wound-induced protein kinase
irGLA1 Glycerolipase A1 Jasmonate biosynthesis Bonaventure et al. (2011)
irAOS Allene oxide synthase Kallenbach et al. (2012)
irAOC Allene oxide cyclase
irOPR3 12-oxo-phytodienoic acid reductase
irJAR4/6 JA-Ile synthetase Reduced levels of JA-Ile Wang et al. (2008)
irCOI1 Coronatine-insensitive 1 JA-Ile perception Reduced JA-Ile perception Paschold et al. (2007)
irRCA Ribulose-1,5-bisphosphate

carboxylase/oxygenase activase
Photosynthesis Reduced photosynthetic activity Mitra & Baldwin (2008)

irAOC9 irRCA Allene oxide cyclase and
ribulose-1,5-bisphosphate
carboxylase/oxygenase activase

Jasmonate biosynthesis
and sugar metabolism

Reduced sugar concentrations
compared with irAOC plants

Present study

JA-Ile, jasmonoyl-L-isoleucine.
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concentrations in N. attenuata (Machado et al., 2013), we also
measured sugar concentrations after simulated (wounding and
M. sexta oral secretion treatments, W +OS) and actual (three
neonates per plant for 6 d) M. sexta herbivory. Intact plants
served as controls (n = 5). Manduca sexta herbivory (W +OS)
was simulated by rolling a fabric pattern wheel three times on
each side of the midvein of fully developed rosette leaves. The
wounds were immediately treated with 20 ll of a 1 : 5 (v/v) mil-
liQ water-diluted M. sexta oral secretion solution. The treatments
were repeated three times every other day. Following the valida-
tion of this in vivo approach, we determined caterpillar growth
on the different genotypes. Two M. sexta neonates were placed
on rosette stage plants and allowed to feed freely (n = 25). Seven
and 9 d later, their mass was determined using a microbalance
(Sartorius TE214S; Data Weighing Systems Inc., Elk Grove, IL,
USA). Manduca sexta eggs were derived from an in-house colony
and reared as described by Grosse-Wilde et al. (2011).

Caterpillar growth on plants with reduced photosynthetically
active radiation (PAR) As an alternative means of reducing sol-
uble sugars in irAOC plants, we reduced the amount of PAR by
covering rosette leaves with a green filter (Roscolux #4430; Rosco
Laboratories Inc., Stamford, CT, USA). We hypothesized that
reducing PAR supply should reduce sugar concentrations in the
leaves. Plants covered with a clear filter (Roscolux #000; Rosco
Laboratories Inc.) were used as controls. Sugar concentrations
were quantified 3 d after the start of the PAR reduction treatment
as described by Machado et al. (2013). Plants for the sugar mea-
surements were harvested at 09:00 h. Head space temperature
and humidity, red to far-red ratios, starch (Machado et al.,
2013), soluble proteins (Bradford, 1976), average internode
length and number of flowers were also quantified to assess
whether the filters elicited shade avoidance responses and other
secondary effects. To evaluate caterpillar growth, two M. sexta
neonates were placed on rosette stage plants (n = 30) and allowed
to feed freely. Seven and 9 d later, larval mass was determined as
described earlier.

Caterpillar growth on semi-artificial diets Manduca sexta-
induced jasmonate signaling depletes soluble sugars and induces
secondary defensive metabolites in the leaves of N. attenuata
plants; in contrast with EV plants, sugars are not depleted and
secondary defensive metabolites are not induced in response to
M. sexta simulated herbivory in jasmonate biosynthesis-deficient
irAOC plants (Machado et al., 2013). To understand whether
the better M. sexta growth on jasmonate-deficient plants is a
result of their increased sugar concentration and/or their
decreased levels of secondary metabolites, we performed an
experiment with semi-artificial diets in which sugars were com-
plemented to match those of WT and control plants. The diets
were prepared as described later, but the wheat germ was replaced
with 25 g of dried N. attenuata leaves. To generate the necessary
plant material, we treated irAOC and EV plants with M. sexta
oral secretions (W +OS induction) as described by Machado
et al. (2013). These treatments induce plant defenses and deplete
sugars in the leaves of N. attenuata in a JA-dependent manner

(Machado et al., 2013). After the treatments, we collected and
dried the leaves (24 h at 50°C). Plants were harvested at 13:00 h.
Diets prepared with untreated plant material served as controls.
Sugar concentrations in the semi-artificial diets were determined,
and subsets of diet cubes were complemented with pure sugars to
match WT and control levels. Manduca sexta growth on the dif-
ferent diets was then measured over 12 d. Forty-four neonates
per diet type (four larvae per plate; 11 plates per diet type) were
fed ad libitum and the diet cubes were replaced every other day.
In addition, caterpillar survivorship was recorded. As sugar com-
plementation of plants may induce secondary responses (Rolland
et al., 2006), the above approach allowed us to test the direct con-
tribution of soluble sugars to herbivore growth in a plant matrix.

Caterpillar growth on artificial diets enriched in glucose and
fructose To evaluate the individual effect of glucose and fruc-
tose on M. sexta growth, we prepared artificial diets with different
concentrations of glucose and/or fructose (see later, Fig. 7, for
treatment combinations) and measured M. sexta growth. The
diets were prepared essentially as described by Pohlon & Baldwin
(2001) without sucrose, plant material and antibiotics. Briefly,
17 g of agar were dissolved in 500 ml of water at 50°C and mixed
with 55 g wheat germ, 12 g yeast extract, 9 g Wesson salt mixture,
3.5 g ascorbic acid, 2.5 g cholesterol, 1.5 g sorbic acid, 5 ml raw
linseed oil, 1.5 ml formalin and 9 ml vitamin mixture (100 mg
nicotinic acid, 500 mg riboflavin, 233.5 mg thiamine, 233.5 mg
pyridoxine, 233.5 mg folic acid and 20 mg l�1 biotin in water).
The produced food was aliquoted into small plastic boxes and
kept at 8°C until use. Glucose and fructose were dissolved in
water and added to the diet cubes. Diets were freshly prepared
and replaced every other day. Forty caterpillars (four larvae per
plate; 10 plates per diet type) were fed ad libitum in a climate
chamber (45–55% relative humidity, 24–26°C during days and
23–25°C during nights under 16 h of light). Larval mass was
determined as described earlier, 7 and 9 d after the beginning of
the experiment (n = 40).

Interaction between protein and soluble sugars The perfor-
mance of insect herbivores depends, among other factors, on pro-
tein : carbohydrate ratios (Raubenheimer et al., 2005; Simpson &
Raubenheimer, 2009; Roeder & Behmer, 2014). To investigate
whether the observed negative effect of increased dietary soluble
sugars on M. sexta growth changes with the amount of available
protein, we prepared artificial diets with variations in sugar and
protein concentration and measured M. sexta larval mass and the
amount of ingested diet, and calculated the efficiency of conver-
sion of ingested food (Waldbauer, 1968). Diets were prepared
according to Pohlon & Baldwin (2001). Sucrose was replaced by
increasing concentrations of glucose and fructose (1, 6 and
12 mg g�1 of diet) to mimic the actual differences in soluble
sugar profiles between jasmonate biosynthesis-deficient irAOC
and WT plants. To increase the protein concentration of the
diets, casein was added at concentrations of 50 or 150 mg g�1

FW. Soluble protein concentrations in plants estimated by the
Bradford method can reach 14.47 mg g�1 in the leaves of some
plant species (Ruiz & Romero, 1999). Thirty neonates (three
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larvae per plate; 10 plates per diet type) were fed ad libitum and
the above parameters were determined 9 d after the beginning of
the experiment (n = 30).

Statistics

Unless otherwise stated, statistical tests were carried out with
Sigma Plot 12.0 (Systat Software Inc., San Jose, CA, USA)
using analysis of variance. Levene’s and Shapiro–Wilk tests were
applied to determine error variance and normality. Holm–Sidak
and Dunn’s post hoc tests were used for pairwise or multiple
comparisons. Datasets from experiments that did not fulfill the
assumptions for ANOVA were natural log-, root square- or
rank-transformed before analysis. The effect of semi-artificial
diets on caterpillar survivorship was analyzed in R (R Develop-
ment Core Team, 2012) using generalized linear models
(GLMs), under a quasibinomial distribution with F-test. Resid-
ual analysis was carried out to verify the suitability of error dis-
tribution and model fitting. Details on specific tests carried out
in each experiment are provided in Supporting Information
Notes S1.

Results

Jasmonate signaling negatively affects leaf glucose and
fructose concentrations

Leaf soluble protein levels of jasmonate perception-impaired ir-
COI1 and jasmonate biosynthesis-deficient irAOC plants were
similar to those observed in jasmonate-competent EV plants
across different developmental stages (Fig. 1a–d). Starch did not
differ between genotypes at early rosette (Fig. 1e), rosette
(Fig. 1f) and elongated (Fig. 1g) stages. Early flowering irCOI1,
but not irAOC, plants contained higher leaf starch concentra-
tions than EV plants (Fig. 1h). Glucose and fructose concentra-
tions were higher in jasmonate signaling-impaired plants
compared with EV controls at early rosette (Fig. 1i), elongated
(Fig. 1k) and early flowering (Fig. 1l) stages. At the rosette stage,
only fructose concentrations in irAOC plants were elevated
compared with EV controls (Fig. 1j). Sucrose concentrations
did not differ between genotypes at any of the evaluated devel-
opmental stages (Fig. 1i–l).

JA concentrations are negatively correlated with leaf
soluble sugars across different jasmonate-deficient
genotypes

Across eight jasmonate-deficient transgenic lines (Fig. 2a), we
found significant variations in soluble sugar, JA and JA-Ile con-
centrations (Fig. 2b,c). A significant negative correlation between
soluble sugar and constitutive JA concentrations (P < 0.001) was
observed (Fig. 2b). By contrast, no significant correlation
between soluble sugar and JA-Ile concentrations (P = 0.213) was
found (Fig. 2c). Together, the above experiments demonstrate
that jasmonates negatively affect soluble sugar concentrations in
N. attenuata leaves.

Jasmonate-dependent sugar suppression is correlated with
decreased invertase activity

Over the course of the day, we found that leaves of jasmonate
biosynthesis-deficient irAOC plants accumulated less sucrose
from 13:00 to 17:00 h, but more glucose and fructose from
10:00 to 21:00 h, compared with EV controls (Fig. 3a,b). More-
over, soluble invertase activity was increased in jasmonate biosyn-
thesis-deficient irAOC plants compared with EV plants from
13:00 to 21:00 h (Fig. 3c), an effect which correlated negatively
with the ratios of sucrose to fructose and glucose across the differ-
ent samples and time points (Fig. 3d). By contrast, insoluble
invertase activity was not altered by jasmonates and not corre-
lated with soluble sugar ratios (Fig. 3e,f).

Jasmonate-dependent sugar suppression improves
herbivore weight gain

To understand whether higher leaf sugar concentrations in jasm-
onate biosynthesis-deficient irAOC plants improve M. sexta
growth, we reduced sugar concentrations in irAOC plants by
silencing RCA activity. A reduction in RCA activity did not
affect soluble sugars in EV plants, but decreased glucose and fruc-
tose concentrations in irAOC plants (Fig. 4, S1). The partial res-
toration of WT sugar concentrations in the irAOC9 irRCA
crosses was even more pronounced in herbivory-induced plants
(Fig. 4). Sucrose and soluble protein concentrations remained
largely unchanged (Figs 4, S2), apart from a slight increase in
constitutive sucrose concentrations in irAOC9 irRCA plants.
From these results, we deduced that silencing RCA partially
restored WT sugar concentrations in jasmonate biosynthesis-defi-
cient irAOC plants, and these lines could be used to test the
influence of soluble sugars on M. sexta growth in planta. Our ini-
tial expectation was that increased glucose and fructose concen-
trations would increase M. sexta growth. In contrast with this
hypothesis, we found that the reduced sugar concentrations in
irAOC9 irRCA plants increased M. sexta growth even beyond
the highly increased mass gain in the irAOC plants (Fig. 4j). This
result suggests that jasmonate-dependent sugar depletion reduces
rather than enhances plant resistance.

Manduca sexta gains more weight on PAR-limited, sugar-
deprived plants

As a second approach to manipulate plant sugar concentrations,
we reduced PAR supply by 43% (Fig. 5a). As expected, reduc-
ing PAR significantly reduced sugar concentrations in both EV
and irAOC plants (Fig. 5b). Although the green filters slightly
changed the red : far-red ratios (Fig. S3a), we found little pheno-
typic evidence for the activation of shade avoidance responses in
PAR-reduced plants (Fig. S4a,b). We also found no changes in
head space temperature and humidity (Fig. S3b,c). Starch and
soluble protein concentrations also remained unaltered
(Fig. S3c,d). Overall, M. sexta larvae gained more weight on irA-
OC plants than on EV plants (Fig. 5c). PAR reduction signifi-
cantly increased caterpillar weight gain independent of the
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plant’s capacity to produce jasmonates (Fig. 5c). As irAOC
plants contain higher sugar levels, but also lower secondary
metabolites, compared with EV plants, both factors potentially
contribute to the observed caterpillar growth rates.

Manduca sexta grows better on low secondary metabolite
and low sugar-containing semi-artificial diets

In a third approach, we complemented semi-artificial diets with
soluble sugars. This resulted in seven different diets with different
sugar concentrations and added plant materials (Fig. 6a). Sugar
complementation effectively increased control EV sugar

concentrations to match those of control irAOC plants, and her-
bivory-suppressed EV sugar concentrations to match those of
control EV and herbivory-induced irAOC concentrations
(Fig. 6a).Manduca sexta weight gain did not differ between larvae
that fed on uninduced EV and irAOC diets (Fig. 6b, bars A, C).
When sugar concentrations in uninduced EV diets were comple-
mented to uninduced irAOC concentrations, M. sexta growth
was reduced (Fig. 6b, bar B). When feeding on W +OS-induced
plant material, M. sexta growth was lower on EV than on irAOC
diet (Fig. 6b, bars D, G). When sugar concentrations of W +OS-
induced EV plant material were complemented to uninduced EV
controls or to uninduced irAOC concentrations, M. sexta growth

P
P

× P×
P

×
(a) (e) (i)

(b) (f) (j)

(c) (g) (k)

(d) (h) (l)

Fig. 1 Jasmonate signaling-impaired
Nicotiana attenuata plants accumulate
higher sugar concentrations than jasmonate-
competent empty vector (EV) plants across
different developmental stages. Average
(� SE) (a–d) soluble protein, (e–h) starch and
(i–l) soluble sugar concentrations of rosette
leaves at (a, e, i) early rosette, (b, f, j) rosette,
(c, g, k) elongated and (d, h, l) early
flowering stages. Different letters indicate
significant differences (P < 0.05, Holm–Sidak
post hoc tests) in total sugar (glucose,
fructose and sucrose) concentration among
genotypes within developmental stages.
Asterisks indicate significant differences of
each individual metabolite (glucose, fructose
or sucrose) concentration among genotypes
(irAOC or irCOI1) compared with EV within
developmental stages (Holm–Sidak post hoc
tests: *, P < 0.05; ns, not significant) (n = 5).
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was further reduced (Fig. 6b, bars E, F). A similar pattern was
observed for caterpillar survival (Fig. 6c). Taken together, these
results show that the W +OS-triggered induction of defense
reduces M. sexta growth and survival in a jasmonate-dependent
manner, but that the jasmonate-dependent W +OS-induced
sugar depletion increases M. sexta growth and thereby compro-
mises induced resistance.

Manduca sexta grows better on low sugar-containing artifi-
cial diets

To disentangle the individual contribution of glucose and fruc-
tose to M. sexta growth suppression, we complemented artificial
diets with different combinations of the two sugars at physiologi-
cally relevant concentrations. Manduca sexta growth strongly
decreased with increasing amounts of glucose and fructose in a
dose-dependent manner, independent of the combination of sug-
ars (Fig. 7). On an individual basis, increased fructose decreased
M. sexta growth to a greater extent than did increased glucose
(Fig. 7).

Excess protein reverses the negative effect of soluble sugars
onM. sexta weight gain

At a protein supply of 50 mg g�1 FW, M. sexta grew less well on
higher soluble sugar diets in a dose-dependent manner (Fig. 8a).
However, when excess protein at a concentration of 150 mg g�1

FW was offered, the opposite effect was observed: M. sexta now
gained more weight on sugar-rich diets (Fig. 8a). We also found
that the amount of ingested diet decreased with increasing sugar
concentrations in a protein-independent manner (Fig. 8b). The

efficiency of conversion of ingested food did not change under
normal protein supply, but tended to increase with sugar con-
centrations under excess protein (Fig. 8c). These results demon-
strate that the negative effect of soluble sugars on M. sexta
growth depends on the protein content of the food source.
Under natural conditions, the amount of available protein in the
leaves would result in a negative effect of sugars on M. sexta
growth, as protein concentrations in plant leaves are below
50 mg g�1 FW.

Discussion

Our experiments demonstrate that jasmonates inhibit soluble in-
vertases and reduce glucose and fructose concentrations in
N. attenuata leaves, and that this reduction directly compromises
plant resistance by increasingM. sexta growth and survival.

Across different developmental stages, times of day, and trans-
genic events, jasmonate signaling negatively influenced the con-
centrations of glucose and fructose in N. attenuata leaves, whereas
only minor changes in starch and sucrose were found. This sug-
gests that jasmonates specifically influence soluble monosaccha-
ride concentrations. The differences between WT and jasmonate
signaling-impaired plants were weaker at the late rosette stage
than in younger and older plants. It remains to be determined to
what extent this variation is a result of variation in jasmonate bio-
synthesis or downstream signaling. Constitutive and induced
jasmonate levels are reduced in flowering N. attenuata plants, an
effect that is correlated with the lower expression of jasmonate-
dependent defenses (van Dam et al., 2001; Kaur et al., 2010; Die-
zel et al., 2011; Onkokesung et al., 2012). The fact that jasmo-
nate-dependent sugar regulation did not follow this pattern

GLA1

AOS

AOC

OPR3

JAR4/6

FACs

SIPK

WIPK

P 

(a)
(b)

(c)

Fig. 2 Constitutive jasmonic acid and soluble
sugar concentrations are negatively
correlated. (a) Schematic representation of
the jasmonate signaling cascade. (b, c)
Correlation between average (� SE) soluble
sugars (glucose, fructose and sucrose;
Glu + Fru + Suc) and (b) average (� SE)
constitutive jasmonic acid levels (JA) or (c)
constitutive jasmonoyl-L-isoleucine (JA-Ile)
levels. GLA1, glycerolipase A1; SIPK, salicylic
acid-induced protein kinase; FACs, fatty
acid–amino acid conjugates; WIPK, wound-
induced protein kinase; AOS, allene oxide
synthase; AOC, allene oxide cyclase; OPR3,
12-oxophytodienoic acid (OPDA) reductase;
OPC-8:0, 3-oxo-2-(20-pentenyl)-
cyclopentane-1-octanoic acid; JAR 4/6, JA-
amino acid synthetase; COI1, coronatine
insensitive 1; JAZ, Jasmonate ZIM-domain
protein; TF, transcription factors. Metabolite
analysis was carried out in five independent
replicates of each Nicotiana attenuata

genotype.
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suggests a role of downstream signaling, rather than a direct effect
of jasmonate biosynthesis, on the observed developmental pat-
terns.

We found that the total soluble protein remained constant in
the leaves of N. attenuata plants across different developmental
stages, times of day, transgenic events and plant treatments. It is
important to note that we measured protein concentration by the
Bradford method. As this method requires acidic conditions, and
as the solubility of RuBisCO, one of the most abundant proteins,
is decreased under low pH, we may have underestimated the total
protein concentrations. However, using 15N labeling and LC-
MSE, it was demonstrated that investment into RuBisCO biosyn-
thesis is not changed in jasmonate-deficient inverted repeat

lipoxygenase (irLOX3) N. attenuata plants (Ullmann-Zeunert
et al., 2013). However, herbivore attack decreased RuBisCO lev-
els in WT and, albeit to a lesser extent, irLOX3 plants (Ullmann-
Zeunert et al., 2013). A detailed analysis of the most abundant
soluble proteins in jasmonate signaling-impaired plants using
similar approaches might help us to understand whether and how
jasmonate signaling regulates soluble protein levels in plants in
more detail.

Over the course of the day, we observed that deficiencies in
jasmonate signaling increased glucose and fructose concentra-
tions, as well as invertase activity, in the leaves of rosette stage
N. attenuata plants during the light phase. We also noted a slight
suppression in sucrose concentrations around midday. Based on
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Fig. 3 Diurnal jasmonate-dependent
suppression of soluble sugars is associated
with decreased invertase activity. Average
(� SE) (a) sucrose and (b) glucose and
fructose concentrations. Average (� SE) (c)
soluble and (e) insoluble invertase activity.
(d, f) Correlation between the ratio of
sucrose (Suc) to glucose (Glu) and fructose
(Fru) and (d) soluble invertase activity or (f)
insoluble invertase activity. Asterisks indicate
significant differences within each time point
(Holm–Sidak post hoc tests: *, P < 0.05; **,
P < 0.01; ***, P < 0.001; ns, not significant).
Metabolite and enzyme activity
measurements were carried out in five
independent replicates (individual Nicotiana
attenuata plants) for each genotype and time
point. EV, empty vector; irAOC, allene oxide
cyclase-silenced plants.

New Phytologist (2015) � 2015 The Authors

New Phytologist� 2015 New Phytologist Trustwww.newphytologist.com

Research

New
Phytologist8



the positive correlation between invertase activities and precursor
to product ratios of the different sugars, we propose that jasmo-
nates might regulate sugar concentrations through the suppres-
sion of invertase activity. Invertases are well known to control the

(a) (b) (c)

(d) (e) (f)

(g) (h)

(j)

(i)

Treatment

P
P

×

P
P

× P

P

×

P 
P 

× P 

Fig. 4 Reducing soluble sugar concentrations through ribulose-1,5-
bisphosphate carboxylase/oxygenase activase (RCA) inhibition increases
Manduca sexta growth. Average (� SE) (a, b, c) glucose, (d, e, f) fructose
and (g, h, i) sucrose concentrations of (a, d, g) control, (b, e, h) wounding
andM. sexta oral secretion (W +OS)-treated and (c, f, i)M. sexta-
attacked plants harvested at 13:00 h. (j) Average (� SE) mass ofM. sexta

larvae reared on different Nicotiana attenuata genotypes (n = 35–50).
irRCA, ribulose-1,5-bisphosphate carboxylase/oxygenase activase-
silenced plants; irAOC, allene oxide cyclase-silenced plants;
irRCA9 irRCA, hemizygous crosses between AOC- and RCA-silenced
plants; EV, empty vector-transformed plants. Different letters indicate
significant differences (Holm–Sidak post hoc tests: P < 0.05) among
genotypes within each treatment and metabolite for (a–i) and within time
point for (j). Asterisks indicate significant differences among each
treatment and control plants within each genotype and metabolite (Holm–
Sidak post hoc tests: ***, P < 0.001). Dashed lines indicate the levels of
each metabolite for intact EV plants. Metabolite measurements were
carried out in five independent replicates of each genotype and treatment.
(j) The lower portion represents the weight that caterpillars reached after
7 d, and the total height of the bars represents the weight that caterpillars
reached after 9 d. Therefore, the upper portion represents only the weight
that caterpillars gained between day 7 and 9.
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Fig. 5 Reduction in photosynthetically active radiation (PAR) in Nicotiana
attenuata plants decreases soluble sugars and increasesManduca sexta

growth in a jasmonate-independent manner. (a) PAR under PAR-reduced
and normal glasshouse PAR conditions. (b) Average (� SE) sugar
concentrations of N. attenuata plants under PAR-reduced and normal
conditions. (c) Average (� SE) mass of 7- and 9-d-oldM. sexta larvae
feeding on plants grown under PAR-reduced and normal conditions
(n = 36–48). Asterisks in (a) indicate a significant effect of filter treatments
on PAR (Holm–Sidak post hoc tests: ***, P < 0.001). Asterisks in (b)
indicate significant differences in sugar concentration between plants
under PAR-reduced and normal PAR conditions within each genotype
(Holm–Sidak post hoc tests: *, P < 0.05). Different letters indicate
significant differences (Holm–Sidak post hoc tests: P < 0.05) among
treatments within caterpillar age. Metabolite measurements were carried
out in five independent replicates of each genotype and treatment. EV,
empty vector; irAOC, allene oxide cyclase-silenced plants.
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ratio of glucose and fructose to sucrose (Zrenner et al., 1996;
Ohyama & Hirai, 1999; Tang et al., 1999; Jin et al., 2009; Bhas-
kar et al., 2010). Silencing of a vacuolar invertase gene in potato,
Solanum tuberosum, was found to decrease vacuolar invertase
activity, increase sucrose and reduce glucose and fructose (Bhas-
kar et al., 2010). Similarly, Zrenner et al. (1996) found a positive

correlation between the ratio of hexoses to sucrose and acid-solu-
ble invertase activity in different potato cultivars. Silencing of a
soluble acid invertase resulted in lower ratios of hexoses to
sucrose. It is noteworthy to mention that other studies in poplar
and thale cress have documented that exogenous jasmonate appli-
cation increases invertase activity (Arnold & Schultz, 2002; Boga-
tek et al., 2002; Arnold et al., 2004; Ferrieri et al., 2013; Horibe
et al., 2013). The fact that constitutive jasmonate deficiency led
to higher invertase activity in N. attenuata leaves suggests that the
outcome of induced jasmonates on invertase activity might be
determined by their endogenous concentrations.

Although alteration in invertase activity can change the ratio of
glucose and fructose to sucrose, the increase in glucose and fruc-
tose is not always proportional to the decrease in sucrose concen-
tration (Tang et al., 1999; Bhaskar et al., 2010), indicating that
total sugar pools might also be regulated by other factors, includ-
ing, for example, changes in photosynthetic efficiency, carbon
assimilation, glycolytic activity, sucrose synthase activity, sucrose
transporter activities and mechanisms of phloem loading/unload-
ing. Indeed, reducing the activity of RCA, which modulates the
activity of RuBisCO, the enzyme that carries out the first major
step of CO2 fixation in plants (Raines, 2003), in jasmonate bio-
synthesis-deficient irAOC plants reduced glucose and fructose
concentrations by 54% and 57%, respectively, suggesting that
jasmonate deficiency might affect sugar accumulation via the reg-
ulation of this enzyme. Although we have no evidence for
changes in glycolytic enzyme activity, sucrose synthase activity,
sucrose transporter activities and mechanisms of phloem loading/
unloading, future studies might investigate their contribution to
the higher accumulation of glucose and fructose in jasmonate sig-
naling-impaired plants.

Given the importance of jasmonates for plant–herbivore inter-
actions, we were interested in understanding whether and how
the jasmonate-dependent reduction of soluble sugars influences
the resistance of N. attenuata to M. sexta caterpillars. Through
four orthogonal lines of evidence, we show that M. sexta growth
is reduced, rather than enhanced, through increased dietary
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Fig. 6 Soluble sugar complementation of a semi-artificial diet reduces
Manduca sexta growth and survival. (a) Average (� SE) soluble sugars in
diets. (b) Average (� SE) mass ofM. sexta larvae reared on semi-artificial
diets that differ in their primary and secondary chemical profiles (n = 10–
38). (c) Average (� SE) proportion of living caterpillars at the end vs the
beginning of the experiment. Different letters in (a) and (b) indicate
significant differences in total sugar and caterpillar growth (Dunn’s post
hoc tests: P < 0.05). Different letters in (c) indicate significant differences in
caterpillar survival (F-test: P < 0.05). Uppercase letters (A–G) serve as a
guide for the comparisons. EV, empty vector; irAOC, allene oxide cyclase-
silenced plants.
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Fig. 7 Manduca sexta grow less well on artificial diets containing higher
glucose and fructose concentrations. Average (� SE) mass of 7- and 9-d-
oldM. sexta larvae reared on artificial diets containing variable amounts of
glucose and fructose (n = 32–39). Different letters indicate significant
differences within a time point (Holm–Sidak post hoc tests: P < 0.05).
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carbohydrates, an effect that is associated with a reduction in the
amount of ingested food. First, reducing sugar concentrations
through RCA silencing in jasmonate-deficient plants significantly
improved M. sexta growth. irAOC plants are almost completely
deficient in many defensive secondary metabolites (Machado
et al., 2013; Fragoso et al., 2014). Therefore, this result points to
a secondary metabolite-independent growth effect of soluble sug-
ars on M. sexta. The better growth of M. sexta on nonhemizygous
irRCA plants has been attributed to the reduced levels of second-
ary metabolites, an effect driven by the RCA-mediated redirec-
tion of the bioactive oxylipin JA-Ile to the inactive methyl
jasmonate (Mitra & Baldwin, 2008, 2014). However, it is possi-
ble that this effect is also the result of reduced sugar

concentrations in this line at certain times of the day (see Sup-
porting Information, Fig. S1). Second, reducing sugars by limit-
ing PAR supply also improved M. sexta growth independent of
the plant’s capacity to produce jasmonates. Although PAR reduc-
tion may have additional effects on plant physiology, we did not
find any evidence for either the shade avoidance response or
changes in starch and protein production in plants growing under
PAR-reduced conditions. Furthermore, the fact that we observed
similar PAR effects on caterpillar growth in EV and irAOC
plants allows us to exclude secondary effects on plant secondary
metabolites as key determinants of insect growth (Paschold et al.,
2007). Third, supplementing minimal artificial diets containing
dried plant material with sugars reduced M. sexta growth and sur-
vival. Artificial diets containing plant material have been used in
previous studies to assess the contribution of jasmonate-induced
changes in plant metabolism to M. sexta growth (Pohlon & Bald-
win, 2001). Manduca sexta grows less well on artificial diets con-
taining jasmonate-treated N. attenuata plant material than on
diets containing nontreated plant material, an effect that is posi-
tively correlated with the jasmonate-dependent induction of
protease inhibitors (PIs) and nicotine (Pohlon & Baldwin,
2001). The fact that caterpillars grew less well on induced EV
than irAOC plants confirms that this assay can be used to repro-
duce natural resistance patterns, whilst allowing for the comple-
mentation of semi-artificial diet with soluble sugars without the
confounding effect of sugar signaling on plant physiology.
Fourth, complementing artificial diets with physiologically rele-
vant concentrations of individual soluble sugars confirmed their
negative, dose-dependent effect on M. sexta growth at physiologi-
cally relevant protein concentrations.

Carbohydrate-rich artificial diets have been shown to reduce
insect performance (Raubenheimer & Simpson, 1997; Lee et al.,
2003; Raubenheimer et al., 2005; Babic et al., 2008; Merkx-Jac-
ques et al., 2008) and survival (Raubenheimer et al., 2005) in ear-
lier studies, effects that are associated with a greater propensity to
store the excess of ingested carbohydrate as body fat (Chippindale
et al., 1996; Simpson et al., 2004; Warbrick-Smith et al., 2006).
Although we did not determine lipid concentrations in the cater-
pillars, the fact that the semi-artificial diet experiment showed
that larval survival and weight gain were positively correlated
indicates that the heavier caterpillars are not necessarily fatter,
but also fitter. Direct measurements of body fat would be neces-
sary to confirm this hypothesis. The post-ingestion mechanisms
that insects use to cope with an excess of dietary carbohydrates
include the down-regulation of carbohydrate-catabolizing
enzymes (Kotkar et al., 2009; Clissold et al., 2010), the increase
in respiration rates (Zanotto et al., 1997), the up-regulation of
glucose-oxidizing enzymes (Merkx-Jacques & Bede, 2005) and
the increase in carbohydrate egestion (Telang et al., 2003; Babic
et al., 2008). In addition to the storage of excess dietary carbohy-
drates as body fat, the earlier mentioned mechanisms might result
in metabolic costs for caterpillars that potentially reduce their
optimal growth and development.

Insect guts host an enormous and phylogenetically diverse
group of microorganisms (Engel & Moran, 2013). Although
their beneficial roles are increasingly being recognized (Salem
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Fig. 8 Increasing protein supply beyond natural concentrations inverts the
effect of sugars onManduca sexta growth. (a) Average (� SE) mass of
M. sexta larvae reared on artificial diets containing different amounts of
protein and soluble sugars (n = 23–30). (b) Average (� SE) amount of
ingested diets byM. sexta larvae. (c) Average (� SE) efficiency of
conversion of ingested food. Different letters indicate significant
differences (Holm–Sidak post hoc tests: P < 0.05) within type of diet.
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et al., 2013, 2014), they are also potentially deleterious (Basset
et al., 2000; Nehme et al., 2007; Buchon et al., 2013). Alteration
in the gut microbial homeostasis is known to influence insect
behavior (Sharon et al., 2010) and probably also affects insect
performance. We hypothesize that increasing dietary carbohy-
drates could negatively impact M. sexta growth in two ways. The
ingestion of high levels of carbohydrates might increase the size
of microbial communities to levels that first outcompete M. sexta
for limiting nutrients, such as nitrogen, and, second, alter the
microbial community homeostasis so as to increase the preva-
lence of pathogenic microorganisms. Consistent with the first
hypothesis, we found that the negative effects of ingesting an
excess of dietary carbohydrates on M. sexta growth were reversed
by increasing the amount of dietary protein. It remains to be
investigated to what extent this process might be driven by
changes in theM. sexta gut microbial community.

We found that the efficiency of conversion of ingested food
tended to increase with increasing dietary protein concentration
and, as a consequence, M. sexta might have been able to cope bet-
ter with excess dietary carbohydrates. Protein quality and quan-
tity are subject to considerable variation (Bloem & Duffey, 1990;
Felton, 1996), and proteins can interact with plant secondary
chemistry to affect digestibility (Zucker, 1983). Trypsin protein-
ase inhibitors (TPIs) could also modulate the effect of dietary
protein content on tissue digestibility. It is worth mentioning
that locusts have been shown to perform better on low-nitrogen
plants (Cease et al., 2012), indicating species-specific responses to
this nutritional parameter. An experimental approach to manipu-
late protein levels in planta is to target RuBisCO, one of the most
abundant leaf proteins (Felton, 1996; Taiz & Zeiger, 1998) and
one of the main dietary proteins for herbivores (Felton, 1996,
2005). Mitra & Baldwin (2008) reduced the transcript levels of
RuBisCO in N. attenuata by an Agrobacterium-mediated trans-
formation, resulting in a decrease in this protein of up to 1.5-
fold. Silencing the expression of this gene, together with reducing
PAR and RCA transcripts, and/or sugar supplementation to
semi-artificial diets, may allow for a better understanding of the
contribution of protein, carbohydrates and their ratios to insect
performance in a plant secondary chemistry context. It is impor-
tant to note that the negative effect of sugars on caterpillar
growth was only inverted when protein levels were increased sig-
nificantly beyond those typically found in leaves. We therefore
expect the magnitude, but not the direction, of the jasmonate-
dependent sugar depletion effect to change with more modest
changes in protein levels.

The results of our study are of potential significance for the
evolution of plant defense syndromes. Natural N. attenuata pop-
ulations exhibit high phenotypic plasticity in herbivory-induced
jasmonate production (Machado et al., 2013), which is posi-
tively correlated with secondary metabolite biosynthesis (Gaqu-
erel et al., 2009) and might therefore be correlated with
herbivore resistance (Royo et al., 1999; Halitschke & Baldwin,
2003; Li et al., 2004; Kallenbach et al., 2012). We found that
jasmonate deficiency leads to higher sugar concentrations in
leaves which may, in turn, reduce M. sexta performance. There-
fore, this jasmonate-dependent sugar depletion might lead to

trade-offs that contribute to natural variation in jasmonate
signaling in nature and may favor jasmonate-independent
resistance mechanisms.
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Fig. S1 Silencing RuBisCO activase (RCA) reduces sugar
concentrations in the leaves at the end of the dark phase.

Fig. S2 Soluble protein concentrations remain unaltered in
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Note S1. Detailed Statistical tests 
 

Unless otherwise stated, all statistical tests were carried out with Sigma Plot 12.0 (Systat 
Software Inc., San Jose, CA, USA) using analysis of variance (ANOVA). Levene’s and 
Shapiro–Wilk tests were applied to determine error variance and normality. Two-way 
ANOVA and Holm–Sidak post-hoc tests were carried out to test the effect of jasmonate-
deficiency on leaf sugar (each sugar type was tested individually), starch and protein 
levels with genotype and developmental stage as factors. Correlations between jasmonic 
acid (JA) and jasmonoyl-L-Isoleucine (JA-Ile) constitutive levels and soluble sugar 
content were tested using Pearson product moment tests. To assess the effect of 
jasmonate-deficiency on sugar levels and invertase activity, two-way ANOVA and 
Holm–Sidak post-hoc tests, with time of harvesting and genotype as factors, were 
carried out. Correlations between soluble sugars and invertase activity were tested using 
Pearson product moment tests. To test the effect of simulated and actual M. sexta 
herbivory on sugar and protein levels in EV, irRCA, irAOC and irAOC*RCA plants, 
two-way ANOVA and Holm–Sidak post-hoc tests, with genotype and treatment as 
factors were carried out for each time point individually. Caterpillar mass on EV, irRCA, 
irAOC and irAOC*irRCA plants was assessed by two-way ANOVA and Holm–Sidak 
post-hoc tests, with genotype and caterpillar age as factors. To test the effect of PAR-
reduction on sugar, starch and soluble protein levels and average length of internodes 
and number of flowers, two-way ANOVA and Holm–Sidak post-hoc tests, with 
genotype and type of filter as factors, were carried out. Caterpillar mass on PAR-
reduced plants was tested by two-way ANOVA and Holm–Sidak post-hoc tests, with 
genotype and type of filter as factors within each caterpillar age individually. The effect 
of glucose and fructose on caterpillar mass was tested by a two-way ANOVA and Holm–
Sidak post-hoc tests, with type of diet and caterpillar age as factors. Sugar levels of and 
caterpillar mass on semi-artificial diets were assessed by one-way ANOVA and Dunn’s 
post-hoc tests. In the caterpillar experiments, due to practical restrictions, we had 
multiple larvae per box and multiple boxes per type of diet (replicates). We assessed the 
effect of the diet type on caterpillar mass using either each caterpillar as an independent 
replicate or the mean values within each box as an independent replicate; similar 
statistical results were obtained. The effect of semi-artificial diets on caterpillar 
survivorship was analyzed in R (R Development Core Team, 2012) using Generalized 
Linear Models (GLM), under Binomial distribution with Chi-square tests. Residual 
analysis was carried out to verify the suitability of error distribution and model fitting. 
When the data were over dispersed, a quasi-binomial distribution with F-test was carried 
out. Caterpillar mass, amount of ingested food and efficiency of conversion of ingested 
food on artificial diets with variable concentrations of protein/and or sugars were tested 
by two-way ANOVA and Holm–Sidak post-hoc tests, with sugar and protein content as 
factors. Datasets from experiments that did not fulfill the assumptions for ANOVA were 
natural log-, root square- or rank-transformed prior to analysis.  
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Abstract 

Root carbohydrate pools are commonly assumed to determine plant defoliation tolerance. 

However, the connection between herbivory-induced changes in root soluble carbohydrates 

and regrowth remains unclear, as different plant species show divergent patterns. We 

attempted to link these two traits in a phylogenetic context by using eight solanaceous plant 

species from the genera Petunia, Datura, Nicotiana and Solanum. Changes in soluble root 

carbohydrate pools were strongly correlated with the plant’s regrowth capacity: species that 

reduced root carbohydrate pools in response to simulated Manduca sexta herbivory regrew 

less, while species that maintained root carbohydrate levels tolerated herbivore attack. No 

species accumulated more soluble carbohydrates or increased their regrowth capacity in 

response to M. sexta attack. Furthermore, we found no phylogenetic signal in these responses. 

Even within the four closely related Nicotiana species, both negative and neutral carbohydrate 

and regrowth patterns were observed. These results suggest that root-mediated tolerance 

strategies are highly divergent and subject to rapid evolution within the Solanaceae. As 

induced tolerance and resistance in the Solanaceae are regulated by jasmonic acid signaling 

and subject to similar resource constraints, trade-offs between the two strategies may shape 

plant defenses of this family. 

Introduction 

Insect herbivores threaten the performance and fitness of plants. To minimize the 

impact of herbivory, plants have evolved several mitigating strategies, including resistance 

and tolerance. Resistance traits include the production of secondary metabolites and proteins 

that deter or intoxicate herbivores, or act as cues which increase herbivore predation by 

natural enemies (Baldwin 1998; Green& Ryan 1972; Heil 2015; Schuman et al. 2012; Zhu-

Salzman et al. 2008). In turn, herbivores have evolved strategies to counteract plant defenses, 

for instance by detoxifying or excreting secondary metabolites, avoiding toxic tissues or 

minimizing predation risk (Berenbaum& Zangerl 1994; Kaplan& Thaler 2010; Lindigkeit et 

al. 1997; Mao et al. 2006; Zangerl& Berenbaum 1990). Resistance traits may therefore only 

be of limited value for plants facing specialized herbivores (Lefort et al. 2015; Machado et al. 
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2013; Mao et al. 2006; Robert et al. 2012). It is under these circumstances that tolerance traits 

may become particularly important (Agrawal& Fishbein 2008; Robert et al. 2014). Plant 

tolerance to herbivory is defined as the capacity of plants to reduce the fitness costs imposed 

by herbivore damage and is typically expressed as fitness as a function of damage (Strauss& 

Agrawal 1999). Induced tolerance traits include the induction of dormant meristems, increase 

growth rates, increased photosynthesis, phenological delays and bunkering of carbon 

(Schwachtje& Baldwin 2008; Strauss& Agrawal 1999). Together, these strategies may allow 

plants to sustain growth and produce offspring even under attack by specialized herbivores 

(Strauss& Agrawal 1999; Tiffin 2000). While much research has focused on identifying and 

understanding plant traits that confer induced resistance to insect herbivory, induced tolerance 

traits have received less attention (Fornoni et al. 2003; Juenger& Bergelson 2000; Schwachtje 

et al. 2006; Stahl 1888; Stowe et al. 2000; Strauss& Agrawal 1999; Tiffin 2000). 

The importance of non-structural root carbohydrates and the reallocation of resources 

from roots to shoots to support the regrowth of aboveground tissues in response to defoliation 

are widely recognized (Alberda 1966; Bokhari 1977; Briske et al. 1996; Cook 1966; 

Danckwerts& Gordon 1989; Detling et al. 1979; Donart& Cook 1970; Lee et al. 2009; 

Machado et al. 2013; Myers& Kitajima 2007; Ryle& Powell 1975; White 1973). Accordingly, 

the herbivore-induced allocation of photoassimilates towards roots and stems observed in 

several plant species has been proposed to be an induced tolerance mechanism that enables 

plants to bunker carbohydrates and use them for future regrowth (Babst et al. 2005; Babst et 

al. 2008; Briske et al. 1996; Dyer et al. 1991; Gómez et al. 2012; Holland et al. 1996; Kaplan 

et al. 2008; Schwachtje et al. 2006). However, an increased allocation of photoassimilates to 

roots and/or stems does not necessarily increase plant tolerance to aboveground herbivores 

through the enrichment of root carbohydrates. The newly allocated carbon may, for instance, 

be used for other purposes including the synthesis of plant defenses, root respiration and/or 

exudation (Barber& Martin 1976; Clayton et al. 2010; Erb et al. 2009; Ferrieri et al. 2013; 

Ferrieri et al. 2005; Frost& Hunter 2008; Holland et al. 1996; Keith et al. 1986; Machado et 

al. 2013; Shoji et al. 2000). Furthermore, the newly allocated carbon may be sequestered and 

may not be available for subsequent reallocation to the shoots (Marshall& Sagar 1965). 
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Interestingly, despite the large number of tracer studies demonstrating a higher net carbon flux 

to the roots in response to herbivore attack, there is little evidence for an increase in non-

structural carbohydrates in the roots (Castrillón-Arbeláez et al. 2012; Gómez et al. 2012; 

Machado et al. 2013; Schwachtje et al. 2006; Steinbrenner et al. 2011). On the contrary, a 

number of studies have shown that roots are depleted in sugars and starch following leaf-

herbivore attack (Gómez et al. 2012; Machado et al. 2013). Therefore, the link between the 

herbivory-induced carbon allocation to roots and tolerance deserves more attention. 

Two recent studies have investigated the link between herbivory-induced changes in 

root carbohydrate pools and tolerance to aboveground herbivory. Machado et al. (2013) found 

that aboveground herbivory depletes root carbohydrate pools and constrain the regrowth 

capacity of Manduca sexta-attacked Nicotiana attenuata plants. Both effects were absent in 

jasmonate-deficient transgenic plants impaired in the production of plant resistance 

metabolites, indicating that the plants face a trade-off between resistance and tolerance, or that 

jasmonate signaling regulate both resistance and tolerance traits. In contrast, Korpita et al. 

(2014) found that Solanum lycopersicum plants regrew better when attacked by M. sexta 

larvae, despite the herbivore-induced reduction in root carbohydrates in this species (Gómez 

et al. 2012). The contrasting results of these two studies suggest that the connection between 

herbivore-induced changes in root carbohydrates and tolerance can be explored within the 

Solanaceae using a comparative evolutionary framework.  

In contrast to the numerous studies of phylogenetic conservation of induced defenses 

(Agrawal 2007; Campbell& Kessler 2013; Gonzales‐Vigil et al. 2012; Haak et al. 2014; 

Kempel et al. 2011; Thaler& Karban 1997), few studies have examined induced tolerance 

responses in a phylogenetic context (Agrawal& Fishbein 2008). Constitutive tolerance and 

resistance strategies were predicted to be mutually exclusive (van der Meijden et al. 1988) and 

subject to resource-based trade-offs (Fineblum& Rausher 1995; Herms& Mattson 1992). 

Among different milkweed species (Asclepias spp.), tolerance to herbivory appears to have 

increased, while resistance traits such as cardenolides, latex and trichomes declined during the 

diversification of the genus (Agrawal 2007; Agrawal& Fishbein 2006, 2008), lending some 
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support to this concept. However, a recent meta-analysis suggests that resistance and tolerance 

evolve independently (Leimu& Koricheva 2006), and that most plants follow mixed strategies 

(Núñez-Farfán et al. 2007). The role of inducibility in the context of resistance tolerance 

trade-offs remains unexplored. 

Based on the above considerations, we studied the dynamics of root carbohydrate 

responses and regrowth capacity in eight solanaceous plant species following M. sexta attack. 

Manduca sexta is specialized on the Solanaceae and is among the most damaging insect 

herbivores in this plant family (Kessler et al. 2004). We specifically focused on the following 

two questions: 1) Do changes in root carbohydrate pools correlate with herbivore tolerance 

across species? 2) Are the two traits phylogenetically conserved? Our results suggest that 

there is a strong correlation between changes in root carbohydrates and regrowth capacity 

across different species, and that root carbohydrate mediated tolerance and susceptibility 

strongly diverge between closely related species and are therefore likely to evolve quickly.  

Materials and methods 

Plant material 

The following plant species were used in this study: Datura wrightii, Petunia axillaris 

axillaris, Solanum lycopersicum LA2696, Solanum peruvianum LA2744, Nicotiana attenuata, 

Nicotiana miersii, Nicotiana pauciflora and Nicotiana obtusifolia (Goldberg et al. 2010). 

Together, these species sample most branches of the phylogenetic tree of the Solanaceae. The 

seeds of Datura wrightii and Nicotiana obtusifolia were collected in Utah (USA) and inbred 

for one generation. Nicotiana miersii and Nicotiana pauciflora seeds were obtained from the 

United States Nicotiana germplasm collection and inbred for one generation. Seeds of 

Solanum lycopersicum LA2696 were obtained from the tomato genetics resource center 

(TRGC) at Davis University in California (USA) and inbred for one generation. The seeds of 

S. peruvianum LA2744 were initially obtained from the TRGC and propagated by bulk 

pollination. Petunia axillaris axillaris seeds were derived from a wild accession by self-

fertilization. Nicotiana attenuata seeds were originally collected in Utah (USA) and inbred for 

31 generations.  
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Germination and planting conditions 

N. attenuata, N. miersii, N. pauciflora, N. obtusifolia and P. axillaris seeds were 

germinated on Gamborg’s B5 medium as described by Krügel et al. (2002). N. attenuata 

seeds were smoke-treated to trigger germination. Approximately 9-10 days later, all seedlings 

were transferred to Teku pots (Pöppelmann GmbH & Co. KG, Lohne, Germany) for 12 days 

before transferring them into 1 L pots filled with sand. Datura wrightii, S. lycopersicum 

LA2696 and S. peruvianum LA2744 seeds were germinated directly in Teku pots. Between 16 

and 20 days later, the seedlings were transferred into 1 L pots filled with sand. To synchronize 

the first day of flowering of all plant species, D. wrightii seeds were germinated first, 

followed by S. lycopersicum LA2696, S. peruvianum LA2744, N. attenuata, N. pauciflora and 

N. obtusifolia 5 days later and N. miersii and P. axillaris another 5 days later (Fig. S1a). All 

plants were grown at 45-55% relative humidity and 23-25 °C during days and 19-23 °C 

during nights under 16 h of light (6am-10pm). Plants were watered twice every day by a flood 

irrigation system. 

Manduca sexta-induced changes in regrowth 

Upon M. sexta attack, N. attenuata plants regrowth less while S. lycopersicum plants 

regrow better (Korpita et al. 2014; Machado et al. 2013). We determined whether the M. 

sexta-induced changes in regrowth differ between different species grown under similar 

conditions. Simulated M. sexta attack and the regrowth capacity evaluation were carried out as 

described by (Machado et al. 2013)(Fig. S1b,c). Briefly, a pattern wheel was rolled over the 

leaf 3-4 times on each side of the midvein and the resulting wounds (W) were immediately 

treated with 20-30 µL of a 1:5 (v/v) milliQ water-diluted M. sexta oral secretion (OS) 

solution. Three to four leaves per plant were treated every time and the treatments were 

repeated every other day three times to obtain a total of 9-12 treated leaves per plant over 6 

days of treatments (Fig. S1b). The number of treated leaves and the amount of applied OS to 

the wounds were proportionally increased in plant species that produce greater number or size 

of leaves to ensure that all plants were treated in a standardized manner. Intact plants served 

as controls (N=19). To specifically evaluate the contribution of belowground tissues to the 
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regrowth capacity of aboveground tissues, all plant species were defoliated 24 h after the last 

treatment, leaving only the roots and the lowest 0.5 cm of the main stem. Since S. 

lycopersicum and S. peruvianum do not recover from full shoot defoliation, plants were 

defoliated, and the stem base (10 cm above the shoot-root junction) with two axillary 

meristems was left to regrow. Regrowth was monitored for all species until senescence (Fig. 

S1c). A subset of plants was used for the quantification of root carbohydrates (see below). 

Manduca sexta-induced changes in root carbohydrates 

 Non-structural root carbohydrates are depleted upon M. sexta herbivory in N. 

attenuata and S. lycopersicum (Gómez et al. 2012; Machado et al. 2013) and correlate to the 

magnitude of regrowth upon defoliation in N. attenuata (Machado et al. 2013). To determine 

whether other solanaceous species respond in a similar manner, we measured root 

carbohydrates upon simulated M. sexta herbivory across eight species. Root carbohydrate 

pools (glucose, fructose, sucrose and starch) were determined by an 

enzymatic/spectrophotometric method (N=5) adapted and optimized by Machado et al. (2013) 

from Smithand Zeeman (2006) and Velteropand Vos (2001). The sum of glucose, fructose, 

sucrose and starch was used as a proxy of total non-structural carbohydrates (Bokhari 1977; 

Cook 1966; Smith 1973; White 1973). 

Phylogenetic analysis 

To gain insight into the evolutionary history and phylogenetic conservation of 

herbivory-induced tolerance, we evaluated the regrowth capacity and root carbohydrate 

response upon simulated M. sexta herbivory in eight species covering four genera (Petunia, 

Datura, Nicotiana and Solanum) of Solanaceae (Goldberg et al. 2010). The phylogenetic 

relationship among the studied species was determined based on two DNA regions: one 

nuclear – internal transcribed spacer region of nuclear 5.8S ribosomal DNA (ITS1 and ITS2) 

and one chloroplastic – tRNA-Leu gene, inter gene spacer, and tRNA-Phe gene (trnLF), 

which have been broadly used in phylogenetic studies (Chase et al. 2003; Goldberg et al. 

2010). The DNA sequences were obtained from the Genbank 

(www.ncbi.nlm.nih.gov/genbank) and the accession numbers are listed in Supplementary 
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Table 1. The DNA sequences of ITS and trnLF were aligned using MUSCLE (v. 3.8.31) and 

manually curated (Edgar 2004). The phylogenetic trees based on both nuclear and 

chloroplastic DNA sequences were constructed using PhyML (v. 20140206) with a molecular 

evolution model estimated by jModeltest2 (v.2.1.5) (Darriba et al. 2012; Guindon et al. 2010). 

The phylogenetic signal of M. sexta-induced regrowth suppression and root carbohydrate 

depletion was analyzed using three approaches following Haak et al. (2014): K statistics 

(Blomberg et al. 2003), Pagel's lambda (λ) (Pagel 1999), and three fit of trait evolution 

models: Brownian motion (BM), Ornstein-Uhlenbeck (OU), and white noise (WN). K 

statistics provides a Brownian-motion-based estimate of phylogenetic signal and indicates if 

the evolution of a trait is equivalent (K=1), above (K >1) or below (K<1) the expected trait 

similarity among related taxa. Pagel's lambda (λ) calculates trees that have complete or no 

phylogenetic structure by multiplying the off diagonal elements of the variance/covariance 

matrix and indicates weak (0) or strong (1) phylogenetic signal. Brownian motion (BM) 

assumes single random walk rates, with the correlation structures among trait values being 

proportional to the extent of shared ancestry. Ornstein-Uhlenbeck (OU) incorporates an 

additional parameter to characterize the central tendency in addition to the rate of the random 

walk. White noise (WN) assumes no covariance structure among species. The different 

models were compared using akaike information criterion (AIC) values, weights (ω), and 

likelihood ratio testing (LRT). In addition, phylogenetic generalized least squares (PGLS) 

models were constructed to estimate the relationship between regrowth and root 

carbohydrates. Phylogenetic signal analyses were performed based on the phylogenetic tree 

constructed from both ITS and trnLF DNA sequences, respectively. Since both analyses 

showed highly similar results, we only present the results based on the phylogenetic tree 

derived from ITS sequences. The M. sexta induced regrowth suppression and root 

carbohydrate reduction were normalized to the control samples in each species. All 

phylogenetic analysis were performed in R (v.3.1.1) using the packages picante (K statistics), 

geiger (λ and fit of trait evolution models) and caper (PGLS analysis) (Harmon et al. 2008; 

Kembel et al. 2010; Orme et al. 2012; R Development Core Team 2012). 
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Statistics 

Unless otherwise stated, statistical tests were carried out with Sigma Plot 12.0 (Systat 

Software Inc., San Jose, CA, USA) using analysis of variance (ANOVA). Levene’s and 

Shapiro–Wilk tests were applied to determine error variance and normality. Holm–Sidak post 

hoc tests were used for multiple comparisons. The effect of simulated herbivory on all 

vegetative and reproductive parameters measured in regrowing plants was tested by two-way 

repeated measures ANOVA with time and treatment as factors. The effect of simulated 

herbivory on soluble sugars, starch and total non-structural carbohydrates was evaluated by 

two-way ANOVA with plant species and treatment as factors. Datasets from experiments that 

did not fulfill the assumptions for ANOVA were natural log-, root square- or rank-

transformed before analysis. 

 

Results 

The regrowth response in response to simulated M. sexta attack is species-specific 

Across the eight tested solanaceous plant species, we observed neutral to negative 

regrowth patterns in plants under simulated M. sexta attack compared to unelicited controls 

(Fig. 1). While simulated M. sexta attack did not affect either the vegetative growth or 

reproductive output of P. axillaris, S. lycopersicum, N. miersii and N. obtusifolia, it reduced 

the leaf number, branch length and number of flowers in S. peruvianum, N. pauciflora and N. 

attenuata.  In D. wrightii, simulated M. sexta attack did not affect the growth of vegetative 

tissues, but strongly reduced the number of flowers (Fig. 1).  



69 
 

 

Figure 1. Impact of M. sexta attack on regrowth capacity of eight solanaceous plant species. Average (±SE) 
rosette diameter (a, m, p, s, v), number of leaves (d, g j), cumulative branch length (b, e, h, k, n, q, t, w) and 
number of flowers (c, f, i, l, o, r, u, x) of regrowing Petunia axillaris (a-c), Solanum peruvianum (d-f), Solanum 
lycopersicum (g-i), Datura wrightii (j-l), Nicotiana miersii (m-o), Nicotiana pauciflora (p-r), Nicotiana attenuata 
(s-u) and Nicotiana obtusifolia (v-x) plants. Asterisks indicate significant differences (*: P<0.05; **: P<0.01; 
***: P<0.001) among W+OS-treated and control plants within each plant species and time point (N=19). Control 
(closed squares): intact plants; W+OS (open squares): plants treated with wounding and M. sexta oral secretions 
(simulated M. sexta attack).   

 

 



70 
 

The root carbohydrate response upon simulated M. sexta attack is species specific 

Similar to the measured regrowth responses, we found neutral to negative effects of 

simulated M. sexta herbivory on root carbohydrate pools (Fig. 2). Total non-structural 

carbohydrate pool—calculated as the total amount of glucose, fructose, sucrose and starch—in 

P. axillaris, S. lycopersicum, N. miersii and N. obtusifolia plants remained unaffected by leaf 

induction (Fig. 2). By contrast, a significant reduction in total root carbohydrates was 

observed S. peruvianum, D. wrightii, N. pauciflora and N. attenuata. Glucose and fructose 

contributed most strongly to these changes and correlated with the overall response (Fig. 2). 

One exception was N. obtusifolia, in which simulated M. sexta herbivory reduced root glucose 

and fructose levels, but not total non-structural carbohydrates, due to the slight, non-

significant increase in starch. The only positive response was observed for starch levels in S. 

lycopersicum, which increased in the roots of leaf-induced plants. Total soluble carbohydrates 

were not changed in the roots of S. lycopersicum. 

Manduca sexta attack-induced changes in root carbohydrates and regrowth are strongly 

correlated, but not phylogenetically conserved  

The solanaceous species used in this study form three clades: i) all Nicotiana spp; ii) 

Solanum spp. and D. wrightii and iii) P. axillaris (Fig. 3a) (Goldberg et al. 2010). Using the 

reconstructed phylogeny, we analyzed the phylogenetic conservation of herbivory-induced 

regrowth and carbohydrate suppression and found no phylogenetic signal for both traits. This 

result was supported by three independent analyses. First, the K values for both traits were 

low and non-significant (Table 1), indicating the similarity of measured trait among related 

taxa were below the expectation under Brownian evolution models. Second, Pagel's λ were 

very close to 0 (Table 1), suggesting weak phylogenetic signal. Third, we found that the white 

noise (WN) model, which assumes no phylogenetic signal, is the best-fit model for all tested 

traits (Table 2). In contrast to their phylogenetic conservatism, carbohydrate depletion and 

growth suppression were tightly correlated across species (β=1.02, P=0.003, Table S2); 

depletion of root carbohydrates was always accompanied by a suppression of regrowth, while 

species that did not suffer from carbohydrate depletion also suffered no apparent tolerance 
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penalty (Fig. 3b). Among the individual metabolites, glucose was the strongest predictor of 

regrowth (β=0.64, P=0.039). Across species, visual two-dimensional component analysis 

revealed no clear first order regression, but a clear grouping effect that separated susceptible 

from tolerant species according to the magnitude of their root carbohydrate depletion and 

flower production reduction. 

 

Figure 2. Impact of M. sexta attack on root carbohydrate pools of eight solanaceous plant species. Average 
(±SE) glucose (a, f, k, p, u, z, ee jj), fructose (b, g, l, q, v, aa, ff, kk), sucrose (c, h, m, r, w, b, gg, ll), starch (d, i, 
n, s, x, cc, hh, mm) and total nonstructural carbohydrates (e, j, o, t, y, dd, ii, nn) of Petunia axillaris (a-d), 
Solanum peruvianum (f-j), Solanum lycopersicum (k-o), Datura wrightii (p-t), Nicotiana miersii (u-y), Nicotiana 
pauciflora (z-dd), Nicotiana attenuata (ee-ii) and Nicotiana obtusifolia (jj-nn) plants. Asterisks indicate 
significant differences (*: P<0.05; **: P<0.01; ***: P<0.001) among W+OS-treated and control plants within 
each plant species and metabolite (N=5). Control: intact plants; W+OS: plants treated with wounding and M. 
sexta oral secretions (simulated M. sexta attack).  
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Figure 3. Total nonstructural root carbohydrates and regrowth capacity upon M. sexta attack are positively 
correlated, but show no phylogenetic signal. Intraspecific variation of the impact of M. sexta attack on root 
carbohydrates and regrowth capacity (a). Correlation between the impact of M. sexta attack on total flower 
production of regrowing plants and concentration of total nonstructural root carbohydrates at the beginning of 
regrowth (b). 
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Table 1. Linear mixed-effects models of tolerance and root carbohydrates 

Trait K statistics λ-estimation 
K λ SE p value 

Flower Number 0.087351 2.05*10-06 0.1814 0.6655 
Glucose 0.492937 1.79*10-209 0.1896 0.2215 
Fructose 0.352583 2.82*10-140 0.1953 0.2200 
Sucrose 0.124222 7.05*10-145 9.63*10-216 0.4740 
Starch 0.101341 3.62*10-22 9.53*10-9 0.5640 
Total monosaccharides 0.248507 7.12*10-218 0.1094 0.2040 

 

Table 2. Results of trait evolution model-fitting models 

Model 
White noise Brownian motion Ornstein-Uhlenbeck 
AICc dAICc ω AICc dAICc ω AICc dAICc ω 

Flower Number 2.02 0.00 1.00 15.19 13.17 0.00 19.24 17.23 0.00 

Glucose 2.50 0.00 0.88 6.76 4.27 0.10 11.47 8.98 0.01 

Fructose 2.97 0.00 0.94 8.92 5.95 0.05 13.47 10.50 0.01 

Sucrose 3.80 0.00 0.99 13.16 9.35 0.01 17.34 13.53 0.00 

Starch 14.42 0.00 0.99 25.09 10.67 0.00 29.28 14.86 0.00 

Total monosaccharides 2.61 0.00 0.93 8.20 5.59 0.06 12.67 10.06 0.01 
 

Discussion 

In this study, we show that induced root carbohydrate depletion and regrowth capacity 

are two closely related, but highly divergent traits. Our findings are consistent with the 

hypothesis that root carbohydrate pools are important determinants of plant tolerance to 

defoliation and indicate that herbivore tolerance through the maintenance of root reserves can 

evolve rapidly, possibly via changes in the plant’s regulatory network. 

The eight plant species evaluated in this study can be divided into two groups. The 

first group consists of plant species whose regrowth capacity is reduced by simulated leaf 

herbivory and includes S. peruvianum, D. wrightii, N. pauciflora and N. attenuata. The 

second group includes plant species that maintain their capacity to regrow after herbivore 
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attack and includes P. axillaris, S. lycopersicum, N. miersii and N. obtusifolia. Concomitantly, 

the two groups also differ markedly in their capacity to maintain root carbohydrate 

homeostasis upon M. sexta attack, with the non-tolerant species suffering from carbohydrate 

depletion. From a mechanistic point of view, the strong correlation of these two traits across 

species may be due to several non-exclusive reasons. First, it is likely that the changes in root 

carbohydrates directly determine a plant’s capacity to produce new photosynthetic tissues at 

the end of the defoliation process. Plants with lower levels of non-structural carbohydrates in 

the roots often regrow smaller shoots (Alberda 1966; Bokhari 1977; Lee et al. 2009; Machado 

et al. 2013; Smith& Silva 1969). Second, both traits may share a common regulatory basis. 

Variation in both regrowth and root carbohydrate depletion is tightly associated with 

jasmonate signaling in N. attenuata. In both transgenic and naturally occurring 

jasmonate-deficient N. attenuata lines, neither carbohydrate depletion nor a reduction in 

regrowth are observed, a result in stark contrast to those of jasmonate-competent plants 

(Machado et al. 2013). Another study recently demonstrated that M. sexta attack 

induces a much weaker jasmonate response in N. miersii and N. obtusifolia than in N. 

pauciflora and N. attenuata (Xu et al. 2015), which is consistent with the carbohydrate 

and tolerance profiles found in this study. The fact that S. lycopersicum plants showed 

high M. sexta-induced jasmonate accumulation (Paschold et al. 2008) but no root 

carbohydrate depletion and regrowth suppression suggests that in addition to jasmonate-

mediated processes, other mechanisms are also likely involved. Interestingly, in S. 

lycopersicum, the starch content was increased by simulated M. sexta attack. This is 

likely the result of increased starch synthesis rather than an increase in root 

carbohydrate allocation, as total non-structural carbohydrate pools remained unchanged. 

The production of defensive compounds is tightly linked to primary metabolism since amino 

acids, sugars, and organic acids act as precursors, carbon skeletons, and as substrates to 

produce the required energy for their biosynthesis (Arnold& Schultz 2002; Bolton 2009; 

Broeckling et al. 2005; Schwachtje& Baldwin 2008). Plant species that synthesize their most 

abundant secondary metabolites in the roots might consequently suffer from greater carbon 

depletion in the roots and stronger reduction of regrowth capacity. The synthesis of alkaloids 
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in S. lycopersicum occurs mainly in the leaves, in contrast with N. attenuata that occurs in the 

roots, and might therefore explain the contrasting carbohydrate profiles of these two species 

(Baldwin 1999; Itkin et al. 2013; Itkin et al. 2011). The fact that this pattern is not observed in 

other Nicotiana or Solanum species might be due to additional factors as, for example, plant 

life history. Perennial plants might favor the storage of root carbohydrates over the utilization 

of root resources for the production of defenses (Chapin et al. 1990).   

 Using three different phylogenetic analyses, our results consistently indicated no 

intrinsic phylogenetic constraint on the evolution of herbivory induced changes in root 

carbohydrates and regrowth in different solanaceous species (Tables 1 and 2). Although 

the relatively low sample size and unevenly distributed number of species within each 

genus might have resulted in an under-estimation of phylogenetic conservatism, the 

high divergence within the genus Nicotiana, which included four closely related 

Nicotiana species, supports the lack of phylogenetic signal. The pattern found here is 

similar to the pattern of M. sexta-induced defense traits observed in Solanum, which 

also showed no phylogenetic conservatism (Haak et al. 2014). This indicates that these 

two traits: herbivore induced defense and regrowth capacity after herbivore attack can 

evolve rapidly, likely in response to local environmental conditions. The induction of 

toxic secondary metabolites and anti-digestive proteins are well-known plant responses 

against insect attackers. However, these strategies might not be sufficient in the face of well-

adapted organisms (Berenbaum& Zangerl 1994; Lindigkeit et al. 1997; Mao et al. 2006; 

Zangerl& Berenbaum 1990). A single amino acid substitution in the α-subunit of the Na+/K+-

ATPase gene is sufficient to confer cardenolide tolerance in leaf beetles (Labeyrie& Dobler 

2004), indicating how rapidly plant defenses may lose their protective effect in nature. 

Perhaps as a consequence, plants have evolved divergent strategies to minimize the insect 

imposed fitness costs, such as induced regrowth, a phenomenon reflected in the low 

conservatism of M. sexta-induced regrowth suppression in the plant family Solanaceae. 

More than 20 years ago, resource-based growth defense trade-offs were proposed to be 

a major force that shape the evolution of plant resistance and tolerance strategies (Fineblum& 
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Rausher 1995; Herms& Mattson 1992). Recent evidence suggests however that most plants 

use mixed strategies (Carmona& Fornoni 2013) and that tolerance and resistance may evolve 

independently (Leimu& Koricheva 2006). Our work highlights that induced resistance and 

tolerance can be negatively linked through jasmonate regulation (Machado et al. 2013) where 

root carbohydrate pools may supply resources for defensive metabolites and regrowth. We 

therefore propose that inducibility may be the missing link between traditional tolerance 

resistance predictions and contemporary observations of their variability among plant species. 
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Supporting information 

 
Figure S1. Experimental set up. Planting conditions (a), plant treatments (b) and timing of 
regrowing plant phenotyping (c).  
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Table S1. Gene bank accession numbers of  tRNA-Leu gene, inter gene spacer, and tRNA-
Phe gene (trnLF) and internal transcribed spacer (ITS) regions of nuclear 5.8S ribosomal 
DNA (ITS1 and 2). 

 
TrnLF ITS1 and 2 

N. attenuata AJ577401 AJ492427.1 

N. miersii AJ577423 AJ492429.1 
N. obtusifolia AJ577438 GQ120451.1 

N. pauciflora AJ577407 AJ492428.1 
P. axillaris AY098702 AJ300213.1 

S. lycopersicum  AY098703 KC213749.1 

S. peruvianum AB515411.1 AJ300210.1 

D. wrightii JX467585.1 JX467602.1 
 

Table S2. Correlation between number of flowers of regrowing plants and root carbohydrates 
across plant species. 

 

Trait β R-squared F1,6 p 

Glucose 0.644 0.537 6.955 0.039 

Sucrose 0.617 0.466 5.244 0.062 

Fructose 0.242 0.072 0.469 0.519 

Starch 0.233 0.239 1.887 0.219 

Total monosaccharides 1.019 0.801 24.140 0.003 
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GENERAL DISCUSSION 

The results of my thesis provide new insights into the regulatory role of constitutive and 

herbivory-induced jasmonates in leaf and root soluble sugars and starch in N. attenuata 

plants. They demonstrate that the jasmonate-dependent depletion of plant soluble sugars and 

starch reduce both plant resistance and tolerance to M. sexta herbivory and suggest that the 

above traits are highly divergent and subject to rapid evolution in the Solanaceae. Here, I 

discuss the potential mechanisms by which jasmonates regulate sugars as well as the 

ecological consequences of sugar depletion in the context of plant resistance and tolerance to 

herbivory. Furthermore, I propose a number of explanations for the prevalence of the 

observed phenotype in nature and suggest a number of possible future experiments. 

M. sexta attack negatively impacts carbohydrate pools in the leaves and the roots of N. 

attenuata plants: Potential Regulatory Mechanisms 

I found that Manduca sexta attack dramatically decreased carbohydrates, including glucose, 

fructose, sucrose and starch, in Nicotiana attenuata leaves and roots. These effects were 

absent in jasmonate-deficient transgenic plants, and could be restored by methyl jasmonate 

(MeJA) treatments, showing that jasmonates are negative regulators of soluble carbohydrates 

in N. attenuata. Jasmonates promote the synthesis of defensive secondary metabolites, reduce 

photosynthetic capacity, affect sugar metabolizing enzymes, and antagonize other 

phytohormonal networks  [1]. All these processes can potentially explain the jasmonate-

mediated reduction in leaf and root carbohydrates observed in M. sexta-attacked N. attenuata 

plants, as discussed in detail below. 

Plant defensive secondary metabolites. Upon herbivore attack, jasmonate levels increase in 

local and systemic tissues and trigger the biosynthesis of many defensive metabolites, 

including, for instance, glucosinolates [2, 3], benzoxazinoids [4-6], terpenoids [7], alkaloids 

[8, 9], phenolics [10] and tannins [11, 12] in several plant species. The production of 

defensive compounds is tightly linked to primary metabolism since amino acids, sugars, and 

organic acids act as precursors, carbon skeletons, and as substrates to produce the required 

energy for their biosynthesis [10, 12-17]. Upon insect attack or methyl jasmonate treatments, 

for example, an increased import of carbon with a concomitant increased in condensed 
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tannins, cinnamic acid and phenolic glycosides have been observed in Poplar and Cress Thale 

plants [12, 18-20]. Similarly, M. sexta attack induces the accumulation of diterpene 

glycosides (DTGs) in N. attenuata in a jasmonate-dependent manner. DTGs consist of an 

acyclic C20 17-hydroxygeranyllinalool skeleton conjugated to sugar groups [21]. The 

observed M. sexta-induced, jasmonate-dependent depletion of soluble sugars and starch may 

therefore be explained by an increased demand of carbon and energy to support the 

biosynthesis of secondary defensive metabolites. Other primary compounds such as amino 

acids serve as precursors for the biosynthesis of secondary metabolites [22], including the 

jasmonate-dependent nicotine [23]. Amino acids are also synthesized from glucose, and 

therefore, a greater demand of amino acids for the synthesis of secondary metabolites may 

still lead to carbohydrate depletion. Consistent with this hypothesis, jasmonate treatments 

were found to deplete carbohydrates in the leaves of tobacco plants and at the same time 

induce amino acids pools and secondary defensive metabolites [24]. No clear connection 

between secondary metabolite biosynthesis and protein turnover was found in N. attenuata 

[25], indicating that the biosynthesis of secondary metabolites might rely directly on plant 

carbohydrates. Spatio-temporally resolved measurements of carbohydrate and amino acid 

fluxes in plants impaired in the production of one or several defensive metabolites might help 

to understand whether the production of M. sexta-induced defensive secondary metabolites 

leads to the depletion of plant carbohydrates or whether additional jasmonate-mediated 

antagonistic processes might play are role in this context.   

Photosynthetic capacity and chlorophyll content. Sugars are produced through the 

incorporation of carbon dioxide into ribulose-1,5-bisphosphate by the action of ribulose-1,5-

bisphosphate carboxylase/oxygenase (RuBiSCO), followed by the spontaneous formation of 

two molecules of 3-phosphoglyceric acid. 3-phosphoglyceric acid is subsequently converted 

to glucose, fructose, sucrose and starch via several enzymatic steps [26]. Any interference 

with the photosynthetic machinery might therefore directly reduce the production of sugars. 

Transcript levels of photosynthetically related genes as well as protein abundance are 

diminished after foliar herbivory in several plant species [27-32], an effect that is also 

reflected at the physiological level. For example, the removal of 5% of leaf area by caterpillar 

feeding reduced photosynthesis by 20% in the remaining foliage in wild parsnip [33], and the 
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decline in photosynthesis in the remaining leaf tissue of an oak sapling was proportional to 

the actual removal of leaf tissue [34]. On the other hand, M. sexta-induced jasmonates have 

been shown to specifically decrease photosynthetically activity in N. attenuata plants [35]. It 

is therefore possible that insect attack reduce carbohydrate pools by reducing plant’s 

photosynthetic capacity via jasmonate signaling. Consistent with this notion, I observed that 

M. sexta-induced jasmonates reduce chlorophyll content in the leaves of N. attenuata and 

reducing the activity of RuBiSCO activase (RCA), which modulates the activity of RuBisCO, 

the enzyme that carries out the first major step of CO2 fixation in plants, in jasmonate-

deficient plants reduced glucose and fructose concentrations.  

Invertase activity. Invertases are sucrolytic enzymes that cleave sucrose into glucose and 

fructose, and are essential for the regulation of carbohydrate metabolism and source-sink 

relationships [36]. Invertase activity is affected by several abiotic and biotic stressors such as 

mechanical damage and herbivore and pathogen attack [37, 38]. Both gene expression and 

enzyme activity of invertases have been found to increase upon wounding in several plant 

species including pea, tomato, carrot and sugar beet [39-42]. I found that the jasmonate-

dependent inhibition of invertase activity positively correlates with soluble sugars content in 

the leaves of N. attenuata, indicating that jasmonates might regulate sugar pools by inhibiting 

sucrolytic enzymes. Consistent with this hypothesis, Ferrieri et al., (2015) found that N. 

attenuata transgenic plants silenced in the expression of a jasmonate-dependent, M. 

sexta-induced cell-wall invertase inhibitor showed higher invertase activity and a 

greater depletion of glucose, fructose and starch upon simulated M. sexta attack, 

providing a clear link between invertase activity, jasmonates and soluble sugar pools in 

M. sexta-attacked N. attenuata plants [43]. 

Hormonal signaling crosstalk. Hormonal signaling crosstalk is thought to shape and 

orchestrate diverse plant responses to biotic and abiotic stressors [44-46]. Direct evidence for 

the involvement of jasmonates (JAs), cytokinins (CKs) and auxins [47-49], and only indirect 

evidence for the involvement of gibberellins [50] in N. attenuata responses to M. sexta attack 

have been demonstrated so far. Cross-talk between M. sexta-induced jasmonates and other 

hormonal pathways might explain the depletion of soluble sugars in N. attenuata-attacked 

plants. Gibberellins, cytokinins and auxins modulate sugar metabolism in plants, and 
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jasmonates have been shown to antagonize their signaling pathways [49, 51, 52]. For 

example, jasmonic acid promotes the degradation of JASMONATE ZIM-DOMAIN (JAZ) 

proteins and, in turn, frees the transcriptional regulation activity of MYC2, the major 

transcription factor of jasmonate-mediated gene expression, and MYC2 directly binds the 

promoter regions of PLT1 and PLT2, two well-known auxin-inducible genes, repressing their 

expression [51]. Similarly, jasmonates delay the gibberellin-mediated DELLA protein 

degradation, thereby interferes with gibberellin signaling [52]. Jasmonate biosynthesis and 

signaling repress gene expression of RRA5, a CK-signaling gene marker [49]. Although, it is 

plausible, the exact molecular mechanisms by which jasmonate-mediated crosstalk with other 

phytohormonal pathways might deplete soluble sugars upon M. sexta attack still remains to 

be investigated. 

Increased sink strength. Another potential explanation for the depletion of soluble sugars in 

N. attenuata plants is the diversion of carbohydrates into other plant structural components 

such as cellulose, hemicellulose or pectin. Upon simulated M. sexta herbivory, ethylene and 

jasmonate signaling act synergistically to repress cell wall remodeling-associated genes such 

as pectin methylesterase and expansin [27, 53], suggesting that herbivory might directly 

affect the composition of cell walls. Direct measurement of cellulose, hemicellulose and 

pectin levels upon herbivory are required to further test this hypothesis, since the existing 

evidence is still controversial. For example, cellulose and hemicellulose levels decrease upon 

methyl jasmonate treatments [54] but are also induced in other plants [55-57]. On the other 

hand, M. sexta attack increases stem thickness in tomato [58], which might potentially be 

explained by an increased cellulose deposition, thereby depleting soluble sugars.  

Combinations of the above effects. The dramatic depletion of soluble sugars observed in M. 

sexta-attacked N. attenuata plants may also be the result of a combination of the above 

factors. A reduction in carbon fixation together with an increase in assimilate demand for the 

production of defenses, for instance, may result in an additive negative effect on soluble 

sugar pools. Disentangling the relative contribution of the different factors will be a 

challenging task, but may ultimately provide a more detailed picture of the physiological 

context and potential constraints that lead to sugar depletion under herbivore attack.  
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M. sexta attack negatively impacts carbohydrate pools in the leaves and the roots of N. 

attenuata plants: Ecological Consequences 

I found that the M. sexta-induced, jasmonate-dependent depletion of soluble sugars in leaves 

and roots brings negative consequences for plant fitness expressed as a lower capacity to 

resist M. sexta attack and a decreased capacity to regrow after M. sexta attack. Here, I discuss 

these two aspects in detail. 

Resistance against M. sexta attack. Combining carbohydrate manipulation in vitro and in 

planta, I showed that M. sexta growth is increased, rather than reduced, through decreased 

dietary carbohydrates. As a consequence, the M. sexta-induced, jasmonate-dependent 

depletion of leaf sugars renders N. attenuata plants less resistant to M. sexta attack. Although 

counterintuitive, it has been widely reported that insect performance [59-63] and survival [62, 

64] are compromised with increasing concentration of dietary carbohydrates. Ingesting an 

excess of dietary carbohydrates is avoided via behavioral regulation of nutrient intake 

through both food selection and amounts of food eaten [65-69]. Apart from behavioral 

mechanisms, insects use additional post-ingestion mechanisms to cope with an excess of 

dietary carbohydrates such as the down regulation of carbohydrate-catabolizing enzymes [70, 

71], the increase of respiration rates [72], the up-regulation of glucose-oxidizing enzymes 

[73], the increase of carbohydrate egestion [63, 74] and greater rates of carbohydrate 

deposition as body fat [68, 75, 76]. I found that the effect of excessive dietary carbohydrates 

in M. sexta growth is tightly linked to the amount of food consumed and to changes in the 

efficiency of conversion of ingested food: the amount of ingested food decreased with 

increasing sugar concentrations in a protein independent-manner and greater protein 

availability increases efficiency of conversion of ingested food, reversing the detrimental 

effect of excessive dietary carbohydrates in M. sexta growth.  

Tolerance to M. sexta attack. I found that M. sexta attack constrains N. attenuata regrowth 

capacity in a jasmonate-dependent manner: plants genotypes impaired in jasmonate 

biosynthesis do not suffer any fitness consequences upon M. sexta attack. By using plant 

genotypes that constitutively translocate more carbon to the roots but are intact in jasmonate 

signaling, I show that the depletion of non-structural root carbohydrates are a likely 
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mechanism by which jasmonates constrains regrowth capacity in M. sexta-attacked N. 

attenuata plants. Upon defoliation, the regrowth of new photosynthetic tissue requires 

substantial amounts of energy, nutrients, and carbon and nitrogen skeletons [77, 78]. The 

contribution of roots in providing such resources has been widely recognized [47, 79-89]. 

Plants with lower levels of root carbohydrates often regrow smaller shoots [47, 83, 88-90], 

indicating that the depletion of sugars and starch in the roots might directly constrain plant’s 

capacity to regrow new vegetative tissue and thereby constrains tolerance to aboveground 

herbivory. However, the direct link between jasmonate induction, root carbon depletion and 

regrowth capacity in herbivore-attacked plants still needs further experiments. Roots are often 

considered as a sink tissue that requires the constant supply of photoassimilates that are used 

as energy source to fuel root primary functions [91]. However, when plants are severely 

defoliated, storage organs like roots should become source tissue and provide the necessary 

resources to regrow new photosynthetic tissues [92]. While our mechanistic understanding on 

how leaf sources provide carbohydrates to sink tissues, less is known on how roots carry out 

such functions in defoliated plants [93-96] and several fundamental questions remain still 

unclear in this respect [97]. For example, what are the pathways of the starch metabolism in 

root amyloplasts? How are the resulting sugars transported to aboveground “sink tissues” to 

support their growth and development? Is it a xylem- or a phloem-mediated process, in other 

words, are sugar transporters involved? [98-101]. The understanding of these fundamental 

questions will greatly improve our knowledge on the link between herbivory-induced 

depletion of root carbohydrates and tolerance to aboveground herbivory.  

Evolutive consequences of M. sexta-induced, jasmonate-dependent whole plant soluble 

sugars and starch depletion 

The results of my thesis show that the M. sexta-induced, jasmonate-dependent depletion of 

plant carbohydrates significantly constrains herbivore tolerance and resistance in N. 

attenuata,  The question that arises here is why N. attenuata, with its high risk of herbivore 

attack [102], shows this phenotype and has not evolved strategies to minimize sugar 

depletion, as other species have done?. Here, I propose several hypothetical scenarios that 

could lead to benefits of the observed phenotype in nature. Furthermore, I argue that M. sexta 
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by itself, may, in fact, exert selective pressure against induced jasmonate signaling in N. 

attenuata. 

Potential benefits of sugar depletion in M. sexta-attacked N. attenuata plants 

Under natural conditions, N. attenuata is attacked by herbivores from more than 20 different 

taxa that vary greatly in their feedings guild, from mammals to microorganisms [102]. Plant 

responses to the attack of an initial herbivore may result in resistance to the subsequent attack 

of the same species, but might also affect the performance of subsequent attackers, which 

again may lead to important effects on plant fitness and thereby influence the evolution of 

plant defense traits [103]. 

Reduction in nutrient availability to limit subsequent attack. The colonization and survival 

of pathogens upon infection is tightly linked to the availability of resources. Bacteria and 

fungi, for instance, co-opt plant sugar efflux carriers and invertases during infection, creating 

sink strength that results in greater sugar supply that benefits pathogen growth and survival 

[37, 104-110]. Caterpillar feeding causes wounds to plant tissue creating potential entry sites 

for plant pathogens [111, 112]. The observed depletion of soluble sugars in M. sexta-attacked 

plants might therefore limit the proliferation of plant pathogens through wounded tissues, 

thereby providing an indirect benefit for N. attenuata. Under natural conditions, plant 

pathogens such as Pseudomonas spp., Alternaria spp., and Fusarium spp. have been observed 

invading N. attenuata plants, with large negative consequences  [113, 114]. A potential 

constrain of depleting sugars as a mean of restricting subsequent pathogen attack is that it 

might also impact other potentially beneficial microbial communities, as for example, soil 

bacteria and mycorrhiza that are commonly found interacting with N. attenuata [115-120] 

and can provide resistance against root pathogens [121]. Since most of the soil bacteria are 

recruited before germination, it remains to be determined whether the M. sexta-induced sugar 

depletion might affect microbial communities.  

Other potential group of organisms that might be affected by a decrease in plant sugar content 

upon M. sexta attack is that of piercing-sucking insects. Under natural conditions, Tupiocuris 

notatus mirid bugs and Empoasca leafhoppers are frequently found attacking N. attenuata 

plants [103, 122, 123]. Piercing-sucking insects heavily relay in the acquisition of nutrients 
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such as sugars and amino acids feeding from both phloem and mesophyll [124], therefore, 

any change in the quality of their food source might directly affect their performance [125]. 

Empoasca leafhoppers feeding preference in N. attenuata is driven by jasmonate-mediated 

processes, independently of nicotine, proteinase inhibitor and diterpene glycoside 

accumulation or volatile emissions [122]. A plausible scenario is that jasmonate-dependent 

changes in sugar accumulation might mediate the observed Empoasca feeding preference, 

and that the M. sexta-induced reduction in soluble sugars might consequently affect the 

performance of these insects. Contrary to the effects of T. notatus feeding on M. sexta 

performance, the negative effects of M. sexta feeding on Empoasca leafhoppers or T. notatus 

have not been documented [103]. Hence, whether M. sexta-induced sugar depletion affects T. 

notatus or Empoasca performance, and whether this represents a fitness benefit for N. 

attenuata, remains open. A tightly controlled experiment, taking into consideration the 

sequence of arrival, together with the manipulation of leaf soluble sugars, and the evaluation 

of insect performance and plant fitness might help to understand whether a decrease in 

soluble sugars might alleviate the consequences of sequential insect attack  [103, 126] 

Diversion of sugars to other less digestive compounds and defenses. Cellulose-based leaf 

toughness has been suggested as a resistance factor that determines insect performance [127-

132], especially in lepidopteran insect, since cell wall digestibility is very low or absent in 

this order [133-136]. An increased deposition of soluble sugars in cell wall polysaccharides 

such as cellulose, hemicellulose or pectin, might therefore increase both leaf toughness and 

reduce tissue digestibility and might, as consequence, bring potential benefits for N. attenuata 

to compensate the large detrimental effects of sugar depletion on resistance against M. sexta 

attack [137, 138]. Tracer studies and direct measurements of cell wall composition upon 

insect attack followed by the assessment of insect performance on plant genotypes altered in 

the expression of herbivory-induced cell wall-remodeling enzymes might help to determine 

whether the diversion of soluble sugars into cell wall constituents might be a factor that 

confer resistance against M. sexta or another group of insects and help to compensate for the 

negative consequences of soluble sugar depletion.  

Soluble sugars might also be diverted to toxic secondary metabolite biosynthesis. In N. 

attenuata, the genetic manipulation of secondary metabolite biosynthetic enzymes has clearly 
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demonstrated their defensive role against insect attack [21, 139-141]. It is possible that the 

benefit of secondary metabolite production outweighs the negative effects of sugar depletion, 

for instance, during an attack by generalist herbivores [139, 140]. The asymmetry of the 

fitness trade-off may subsequently have favored the maintenance of the sugar depletion 

phenotype in N. attenuata. Testing the above mentioned hypothesis will help us to understand 

why, at least some N. attenuata accessions, have not evolved strategies to minimize sugar 

depletion, as other solanaceous plants have done, as discussed below.  

Does M. sexta exert selective pressure against jasmonate signaling in nature?  

Jasmonates regulate the production of secondary metabolites that confer resistance to insect 

attack [142] but also compromise herbivory tolerance [47, 143], suggesting that jasmonates 

mediate trade-offs between resistance and tolerance. Highly specialized insects have evolved 

strategies to circumvent plant resistance strategies [144-148]. For example, M. sexta is able to 

efficiently excrete and metabolize nicotine [149-153], one of the most potent jasmonate-

dependent defensive secondary metabolites in N. attenuata [154]. M. sexta defoliation rates 

are often similar in jasmonate-deficient N. attenuata plant genotypes compared to jasmonate-

competent ones [155, 156] and silencing defensive secondary metabolites as proteinase 

inhibitors (PIs), have been shown to provide little fitness benefits in nature [157]. One can 

imagine a hypothetical scenario in which, under the attack of a well-adapted herbivore like 

M. sexta, both jasmonate-competent and jasmonate-deficient genotypes might suffer similar 

defoliation regimes, but those deficient in jasmonate signaling will regrow better and produce 

more offspring, enriching seed banks of jasmonate-deficient genotypes. Consistent with this 

hypothesis, populations of N. attenuata have been shown to harbor significant genetic 

diversity among individuals within a population, and among populations [158], that is 

reflected at the jasmonate signaling level: there are plant genotypes whose M. sexta-induced 

jasmonate burst is almost absent while, in others, it is severalfold greater [47, 122, 159]. It is 

then plausible that M. sexta might be a driving force that selects for jasmonate deficient 

plants in nature, while less specialized herbivores may have the opposite effect.  
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M. sexta-induced root carbohydrate responses and defoliation tolerance are highly 

correlated and subject to rapid evolution in the Solanaceae 

I found that changes in non-structural root carbohydrate are strongly correlated with plant 

regrowth capacity across several solanaceous species: species that suffered from carbohydrate 

depletion upon simulated M. sexta herbivory regrew less, while species that maintained root 

carbohydrate levels tolerated herbivore attack. Additionally, I found no phylogenetic signal 

on both herbivory-induced root carbohydrate depletion and regrowth suppression among the 

studied plant species, indicating that root-mediated tolerance strategies are highly divergent 

and subject to rapid evolution within the Solanaceae. This finding is consistent with the idea 

that Solanaceous plants differ strongly in their defensive strategies, and that sugar depletion 

may be under strong local selection. 

Plants employ two general defensive strategies against herbivores: resistance and tolerance. 

Resistance traits aim at reducing the amount of herbivore damage and include, for example, 

the production of secondary metabolites and proteins that deter or intoxicate herbivores and 

the provision of cues, shelter and food to increase herbivore predation by natural enemies 

[160-164]. Plant tolerance to herbivory is defined as the capacity of plants to reduce the 

fitness costs imposed by herbivore damage and is classically expressed as plant fitness as a 

function of damage [77]. Induced tolerance traits include the induction of dormant meristems, 

increase growth rates, increased photosynthesis, phenotypical delays and bunkering of carbon 

[77]. In turn, herbivores have evolved strategies to counteract plant defenses, for instance by 

detoxifying or excreting secondary metabolites, avoiding toxic tissues or minimizing 

predation risk [144-148]. M. sexta, for example, efficiently excrete and metabolize nicotine 

[149-153], one of the most potent jasmonate-dependent defensive secondary metabolites in 

N. attenuata [154]. Resistance traits may therefore only be of limited value for plants facing 

specialized herbivores [47, 146, 165, 166], indicating how rapidly plant defenses may lose 

their protective effect in nature. On the face of well-adapted insect, the evolution of divergent 

strategies such as tolerance might be therefore of particular importance to minimize the insect 

imposed fitness costs [167, 168]. Consistently, I found a low conservatism of M. sexta-

induced tolerance in the Solanaceae, indicating that plants rapidly evolve divergent defensive 

strategies as a part of an evolutive arm-race that alleviate the herbivore plant defense-
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counteracting strategies. The evolution of induced resistance and tolerance in the Solanaceae 

is clearly worthy of further study.  

References 

1. Wasternack, C. and B. Hause, Jasmonates: biosynthesis, perception, signal transduction and action in 
plant stress response, growth and development. An update to the 2007 review in Annals of Botany. 
Annals of Botany, 2013. 111(6): p. 1021-1058. 

2. Cipollini, D.F. and M.L. Sipe, Jasmonic acid treatment and mammalian herbivory differentially affect 
chemical defenses and growth of wild mustard (Brassica kaber). Chemoecology, 2001. 11(3): p. 137-
143. 

3. Van Dam, N.M., L. Witjes, and A. Svatoš, Interactions between aboveground and belowground 
induction of glucosinolates in two wild Brassica species. New Phytologist, 2004. 161(3): p. 801-810. 

4. Smith, J.L., C.M. De Moraes, and M.C. Mescher, Jasmonate‐and salicylate‐mediated plant defense 
responses to insect herbivores, pathogens and parasitic plants. Pest management science, 2009. 65(5): 
p. 497-503. 

5. Ahmad, S., et al., Benzoxazinoid metabolites regulate innate immunity against aphids and fungi in 
maize. Plant Physiology, 2011. 157(1): p. 317-327. 

6. Dafoe, N.J., et al., Rapidly induced chemical defenses in maize stems and their effects on short-term 
growth of Ostrinia nubilalis. Journal of chemical ecology, 2011. 37(9): p. 984-991. 

7. Martin, D., et al., Methyl jasmonate induces traumatic resin ducts, terpenoid resin biosynthesis, and 
terpenoid accumulation in developing xylem of Norway spruce stems. Plant physiology, 2002. 129(3): 
p. 1003-1018. 

8. Baldwin, I.T., Methyl jasmonate‐induced nicotine production in Nicotiana attenuata: inducing 
defenses in the field without wounding. Entomologia experimentalis et applicata, 1996. 80(1): p. 213-
220. 

9. Shoji, T., T. Ogawa, and T. Hashimoto, Jasmonate-induced nicotine formation in tobacco is mediated 
by tobacco COI1 and JAZ genes. Plant and cell physiology, 2008. 49(7): p. 1003-1012. 

10. Harding, S.A., et al., A comparative analysis of phenylpropanoid metabolism, N utilization, and carbon 
partitioning in fast-and slow-growing Populus hybrid clones. Journal of experimental botany, 2009. 
60(12): p. 3443-3452. 

11. Cooper, W.R. and L.K. Rieske, Differential responses in American (Castanea dentata Marshall) and 
Chinese (C. mollissima Blume) chestnut (Falales: Fagaceae) to foliar application of jasmonic acid. 
Chemoecology, 2008. 18(2): p. 121-127. 

12. Arnold, T.M. and J.C. Schultz, Induced sink strength as a prerequisite for induced tannin biosynthesis 
in developing leaves of Populus. Oecologia, 2002. 130(4): p. 585-593. 

13. Broeckling, C.D., et al., Metabolic profiling of Medicago truncatula cell cultures reveals the effects of 
biotic and abiotic elicitors on metabolism. Journal of Experimental Botany, 2005. 56(410): p. 323-336. 

14. Bolton, M.D., Primary metabolism and plant defense-fuel for the fire. Molecular Plant-Microbe 
Interactions, 2009. 22(5): p. 487-497. 

15. Truernit, E., et al., The sink-specific and stress-regulated Arabidopsis STP4 gene: enhanced expression 
of a gene encoding a monosaccharide transporter by wounding, elicitors, and pathogen challenge. The 
Plant Cell Online, 1996. 8(12): p. 2169-2182. 

16. Kleiner, K.W., K.F. Raffa, and R.E. Dickson, Partitioning of 14C-labeled photosynthate to 
allelochemicals and primary metabolites in source and sink leaves of aspen: evidence for secondary 
metabolite turnover. Oecologia, 1999. 119(3): p. 408-418. 

17. Roitsch, T., et al., Extracellular invertase: key metabolic enzyme and PR protein. Journal of 
Experimental Botany, 2003. 54(382): p. 513-524. 

18. Arnold, T., et al., Carbohydrate translocation determines the phenolic content of Populus foliage: a 
test of the sink–source model of plant defense. New Phytologist, 2004. 164(1): p. 157-164. 

19. Ferrieri, A.P., et al., Temporal changes in allocation and partitioning of new carbon as 11C elicited by 
simulated herbivory suggest that roots shape aboveground responses in Arabidopsis. Plant physiology, 
2013. 161(2): p. 692-704. 



95 
 

20. Ferrieri, A.P., et al., Novel application of 2-[18 F] fluoro-2-deoxy-d-glucose to study plant defenses. 
Nuclear medicine and biology, 2012. 39(8): p. 1152-1160. 

21. Heiling, S., et al., Jasmonate and ppHsystemin regulate key malonylation steps in the biosynthesis of 
17-hydroxygeranyllinalool diterpene glycosides, an abundant and effective direct defense against 
herbivores in Nicotiana attenuata. Plant Cell, 2010. 22(1): p. 273-292. 

22. Bennett, R.N. and R.M. Wallsgrove, Secondary metabolites in plant defence mechanisms. New 
Phytologist, 1994. 127(4): p. 617-633. 

23. De Luca, V. and B. St Pierre, The cell and developmental biology of alkaloid biosynthesis. Trends in 
plant science, 2000. 5(4): p. 168-173. 

24. Hanik, N., et al., Partitioning of new carbon as 11C in Nicotiana tabacum reveals insight into methyl 
jasmonate induced changes in metabolism. Journal of chemical ecology, 2010. 36(10): p. 1058-1067. 

25. Ullmann‐Zeunert, L., et al., Quantification of growth–defense trade‐offs in a common currency: 
nitrogen required for phenolamide biosynthesis is not derived from ribulose‐1, 5‐bisphosphate 
carboxylase/oxygenase turnover. The Plant Journal, 2013. 75(3): p. 417-429. 

26. Braun, D.M., L. Wang, and Y.-L. Ruan, Understanding and manipulating sucrose phloem loading, 
unloading, metabolism, and signalling to enhance crop yield and food security. Journal of experimental 
botany, 2014. 65(7): p. 1713-1735. 

27. Hui, D., et al., Molecular interactions between the specialist herbivore Manduca sexta (Lepidoptera, 
Sphingidae) and its natural host Nicotiana attenuata: V. Microarray analysis and further 
characterization of large-scale changes in herbivore-induced mRNAs. Plant physiology, 2003. 131(4): 
p. 1877-1893. 

28. Ralph, S.G., et al., Conifer defence against insects: microarray gene expression profiling of Sitka 
spruce (Picea sitchensis) induced by mechanical wounding or feeding by spruce budworms 
(Choristoneura occidentalis) or white pine weevils (Pissodes strobi) reveals large‐scale changes of the 
host transcriptome. Plant, Cell & Environment, 2006. 29(8): p. 1545-1570. 

29. Tang, J.Y., et al., The differential effects of herbivory by first and fourth instars of Trichoplusia ni 
(Lepidoptera: Noctuidae) on photosynthesis in Arabidopsis thaliana. Journal of Experimental Botany, 
2006. 57(3): p. 527-536. 

30. Giri, A.P., et al., Molecular interactions between the specialist herbivore Manduca sexta (Lepidoptera, 
Sphingidae) and its natural host Nicotiana attenuata. VII. Changes in the plant's proteome. Plant 
Physiology, 2006. 142(4): p. 1621-1641. 

31. Hermsmeier, D., U. Schittko, and I.T. Baldwin, Molecular interactions between the specialist 
herbivore Manduca sexta (Lepidoptera, Sphingidae) and its natural host Nicotiana attenuata. I. Large-
scale changes in the accumulation of growth-and defense-related plant mRNAs. Plant Physiology, 
2001. 125(2): p. 683-700. 

32. Bilgin, D.D., et al., Biotic stress globally downregulates photosynthesis genes. Plant, cell & 
environment, 2010. 33(10): p. 1597-1613. 

33. Zangerl, A., et al., Impact of folivory on photosynthesis is greater than the sum of its holes. Proceedings 
of the National Academy of Sciences, 2002. 99(2): p. 1088-1091. 

34. Aldea, M., et al., Comparison of photosynthetic damage from arthropod herbivory and pathogen 
infection in understory hardwood saplings. Oecologia, 2006. 149(2): p. 221-232. 

35. Nabity, P.D., J.A. Zavala, and E.H. DeLucia, Herbivore induction of jasmonic acid and chemical 
defences reduce photosynthesis in Nicotiana attenuata. Journal of experimental botany, 2012: p. 
ers364. 

36. Schultz, J.C., et al., Flexible resource allocation during plant defense responses. Frontiers in plant 
science, 2013. 4. 

37. Roitsch, T. and M.-C. González, Function and regulation of plant invertases: sweet sensations. Trends 
in plant science, 2004. 9(12): p. 606-613. 

38. Sonnewald, S., et al., Regulation of cell wall-bound invertase in pepper leaves by Xanthomonas 
campestris pv. vesicatoria type three effectors. PloS one, 2012. 7(12): p. e51763. 

39. Ohyama, A., S. Nishimura, and M. Hirai, Cloning of cDNA for a cell wall-bound acid invertase from 
tomato (Lycopersicon esculentum) and expression of soluble and cell wall-bound invertases in plants 
and wounded leaves of L. esculentum and L. peruvianum. Genes & genetic systems, 1998. 73(3): p. 
149-157. 



96 
 

40. Sturm, A. and M.J. Chrispeels, cDNA cloning of carrot extracellular beta-fructosidase and its 
expression in response to wounding and bacterial infection. The Plant Cell Online, 1990. 2(11): p. 
1107-1119. 

41. Zhang, L., N.S. Cohn, and J.P. Mitchell, Induction of a pea cell-wall invertase gene by wounding and 
its localized expression in phloem. Plant Physiology, 1996. 112(3): p. 1111-1117. 

42. Rosenkranz, H., et al., In wounded sugar beet (Beta vulgaris L.) tap‐root, hexose accumulation 
correlates with the induction of a vacuolar invertase isoform. Journal of experimental botany, 2001. 
52(365): p. 2381-2385. 

43. Ferrieri, A., et al., The invertase inhibitor NaCWII reduces growth and increases secondary metabolite 
biosynthesis in herbivore attacked Nicotiana attenuata. New Phytologist 2015(in press). 

44. Robert-Seilaniantz, A., M. Grant, and J.D. Jones, Hormone crosstalk in plant disease and defense: 
more than just jasmonate-salicylate antagonism. Annual review of phytopathology, 2011. 49: p. 317-
343. 

45. Meldau, S., M. Erb, and I.T. Baldwin, Defence on demand: mechanisms behind optimal defence 
patterns. Annals of botany, 2012. 110(8): p. 1503-1514. 

46. Depuydt, S. and C.S. Hardtke, Hormone signalling crosstalk in plant growth regulation. Current 
Biology, 2011. 21(9): p. R365-R373. 

47. Machado, R.A.R., et al., Leaf-herbivore attack reduces carbon reserves and regrowth from the roots 
via jasmonate and auxin signaling. New Phytologist, 2013. 200(4): p. 1234-1246. 

48. Ziegler, J., M. Keinänen, and I.T. Baldwin, Herbivore-induced allene oxide synthase transcripts and 
jasmonic acid in Nicotiana attenuata. Phytochemistry, 2001. 58(5): p. 729-738. 

49. Schäfer, M., et al., Cytokinin levels and signaling respond to wounding and the perception of herbivore 
elicitors in Nicotiana attenuata. Journal of integrative plant biology, 2014. 

50. Heinrich, M., et al., High levels of jasmonic acid antagonize the biosynthesis of gibberellins and inhibit 
the growth of Nicotiana attenuata stems. The Plant Journal, 2013. 73(4): p. 591-606. 

51. Chen, Q., et al., The basic helix-loop-helix transcription factor MYC2 directly represses PLETHORA 
expression during jasmonate-mediated modulation of the root stem cell niche in Arabidopsis. The Plant 
Cell Online, 2011. 23(9): p. 3335-3352. 

52. Yang, D.-L., et al., Plant hormone jasmonate prioritizes defense over growth by interfering with 
gibberellin signaling cascade. Proceedings of the National Academy of Sciences, 2012. 109(19): p. 
E1192-E1200. 

53. Onkokesung, N., et al., Jasmonic acid and ethylene modulate local responses to wounding and 
simulated herbivory in Nicotiana attenuata leaves. Plant physiology, 2010. 153(2): p. 785-798. 

54. Cao, S., et al., Effect of methyl jasmonate on cell wall modification of loquat fruit in relation to chilling 
injury after harvest. Food Chemistry, 2010. 118(3): p. 641-647. 

55. Takahashi, K., et al., Involvement of the accumulation of sucrose and the synthesis of cell wall 
polysaccharides in the expansion of potato cells in response to jasmonic acid. Plant Science, 1995. 
111(1): p. 11-18. 

56. Koda, Y., Possible involvement of jasmonates in various morphogenic events. Physiologia Plantarum, 
1997. 100(3): p. 639-646. 

57. Miyamoto, K., M. Oka, and J. Ueda, Update on the possible mode of action of the jasmonates: Focus 
on the metabolism of cell wall polysaccharides in relation to growth and development. Physiologia 
Plantarum, 1997. 100(3): p. 631-638. 

58. Korpita, T., S. Gomez, and C.M. Orians, Cues from a specialist herbivore increase tolerance to 
defoliation in tomato. Functional Ecology, 2014. 28(2): p. 395-401. 

59. Raubenheimer, D. and S.J. Simpson, Integrative models of nutrient balancing: application to insects 
and vertebrates. Nutrition Research Reviews, 1997. 10(01): p. 151-179. 

60. Lee, K.P., et al., A correlation between macronutrient balancing and insect host-plant range: evidence 
from the specialist caterpillar Spodoptera exempta (Walker). Journal of Insect Physiology, 2003. 
49(12): p. 1161-1171. 

61. Merk-Jacques, M., E. Despland, and J.C. Bede, Nutrient utilization by caterpillars of the generalist 
beet armyworm, Spodoptera exigua. Physiological Entomology, 2008. 33(1): p. 51-61. 

62. Raubenheimer, D., K. Lee, and S. Simpson, Does Bertrand's rule apply to macronutrients? 
Proceedings of the Royal Society B: Biological Sciences, 2005. 272(1579): p. 2429-2434. 



97 
 

63. Babic, B., et al., Influence of dietary nutritional composition on caterpillar salivary enzyme activity. 
Journal of Insect Physiology, 2008. 54(1): p. 286-296. 

64. Lee, K.P., et al., Lifespan and reproduction in Drosophila: new insights from nutritional geometry. 
Proceedings of the National Academy of Sciences, 2008. 105(7): p. 2498-2503. 

65. Le Gall, M. and S.T. Behmer, Effects of protein and carbohydrate on an insect herbivore: The vista 
from a fitness landscape. Integrative and comparative biology, 2014. 54(5): p. 942-954. 

66. Simpson, S.J. and D. Raubenheimer, The geometric analysis of nutrient-allelochemical interactions: a 
case study using locusts. Ecology, 2001. 82(2): p. 422-439. 

67. Simpson, S.J. and D. Raubenheimer, Macronutrient balance and lifespan. Aging (Albany NY), 2009. 
1(10): p. 875. 

68. Simpson, S.J., et al., Optimal foraging when regulating intake of multiple nutrients. Animal Behaviour, 
2004. 68(6): p. 1299-1311. 

69. Slansky, F. and G. Wheeler, Caterpillars' compensatory feeding response to diluted nutrients leads to 
toxic allelochemical dose. Entomologia experimentalis et applicata, 1992. 65(2): p. 171-186. 

70. Clissold, F.J., et al., The gastrointestinal tract as a nutrient-balancing organ. Proceedings of the Royal 
Society B: Biological Sciences, 2010. 277(1688): p. 1751-1759. 

71. Kotkar, H.M., et al., Responses of midgut amylases of Helicoverpa armigera to feeding on various host 
plants. Journal of insect physiology, 2009. 55(8): p. 663-670. 

72. Zanotto, F., et al., Nutritional homeostasis in locusts: is there a mechanism for increased energy 
expenditure during carbohydrate overfeeding? Journal of Experimental Biology, 1997. 200(18): p. 
2437-2448. 

73. Merkx-Jacques, M. and J.C. Bede, Influence of diet on the larval beet armyworm, Spodoptera exigua, 
glucose oxidase activity. Journal of Insect Science, 2005. 5. 

74. Telang, A., et al., Sexual differences in postingestive processing of dietary protein and carbohydrate in 
caterpillars of two species. Physiological and Biochemical Zoology, 2003. 76(2): p. 247-255. 

75. Warbrick-Smith, J., et al., Evolving resistance to obesity in an insect. Proceedings of the National 
Academy of Sciences, 2006. 103(38): p. 14045-14049. 

76. Chippindale, A.K., T.J. Chu, and M.R. Rose, Complex trade-offs and the evolution of starvation 
resistance in Drosophila melanogaster. Evolution, 1996: p. 753-766. 

77. Strauss, S.Y. and A.A. Agrawal, The ecology and evolution of plant tolerance to herbivory. Trends in 
Ecology & Evolution, 1999. 14(5): p. 179-185. 

78. Tiffin, P., Mechanisms of tolerance to herbivore damage: what do we know? Evolutionary Ecology, 
2000. 14(4-6): p. 523-536. 

79. Myers, J.A. and K. Kitajima, Carbohydrate storage enhances seedling shade and stress tolerance in a 
neotropical forest. Journal of Ecology, 2007. 95(2): p. 383-395. 

80. Donart, G.B. and C.W. Cook, Carbohydrate reserve content of mountain range plants following 
defoliation and regrowth. Journal of Range Management, 1970: p. 15-19. 

81. Ryle, G. and C. Powell, Defoliation and regrowth in the graminaceous plant: the role of current 
assimilate. Annals of Botany, 1975. 39(2): p. 297-310. 

82. Briske, D., T. Boutton, and Z. Wang, Contribution of flexible allocation priorities to herbivory 
tolerance in C4 perennial grasses: an evaluation with 13C labeling. Oecologia, 1996. 105(2): p. 151-
159. 

83. Bokhari, U., Regrowth of western wheatgrass utilizing 14C-labeled assimilates stored in belowground 
parts. Plant and Soil, 1977. 48(1): p. 115-127. 

84. Cook, C.W., Carbohydrate reserves in plants. 1966: Utah Agricultural Experiment Station, Utah State 
University. 

85. White, L.M., Carbohydrate reserves of grasses: a review. Journal of Range Management, 1973: p. 13-
18. 

86. Danckwerts, J. and A. Gordon, Long-term partitioning, storage and remobilization of 14C assimilated 
by Trifolium repens (cv. Blanca). Annals of botany, 1989. 64(5): p. 533-544. 

87. Detling, J., M. Dyer, and D. Winn, Net photosynthesis, root respiration, and regrowth of Bouteloua 
gracilis following simulated grazing. Oecologia, 1979. 41(2): p. 127-134. 

88. Alberda, T., The influence of reserve substances on dry-matter production after defoliation, in 10th 
International Grassland Congress. 1966: Helsinki. p. 140-147. 



98 
 

89. Lee, J., et al., Interaction between water‐soluble carbohydrate reserves and defoliation severity on the 
regrowth of perennial ryegrass (Lolium perenne L.)‐dominant swards. Grass and forage science, 2009. 
64(3): p. 266-275. 

90. Smith, D. and J.P. Silva, Use of carbohydrate and nitrogen root reserves in the regrowth of alfalfa 
from greenhouse experiments under light and dark conditions. Crop Science, 1969. 9(4): p. 464-467. 

91. Warren, J.M., et al., Root structural and functional dynamics in terrestrial biosphere models–
evaluation and recommendations. New Phytologist, 2015. 205(1): p. 59-78. 

92. Aranjuelo Michelena, I., et al., Effect of shoot removal on remobilization of carbon and nitrogen 
during regrowth of nitrogen-fixing alfalfa. Physiologia Plantarum, 2015, vol. 153, num. 1, p. 91-104, 
2015. 

93. Smith, A.M., S.C. Zeeman, and S.M. Smith, Starch degradation. Annu. Rev. Plant Biol., 2005. 56: p. 
73-98. 

94. Zeeman, S.C., J. Kossmann, and A.M. Smith, Starch: its metabolism, evolution, and biotechnological 
modification in plants. Annual review of plant biology, 2010. 61: p. 209-234. 

95. Zeeman, S.C., S.M. Smith, and A.M. Smith, The breakdown of starch in leaves. New Phytologist, 
2004. 163(2): p. 247-261. 

96. Stitt, M. and S.C. Zeeman, Starch turnover: pathways, regulation and role in growth. Current opinion 
in plant biology, 2012. 15(3): p. 282-292. 

97. Loescher, W.H., T. McCamant, and J.D. Keller, Carbohydrate reserves, translocation, and storage in 
woody plant roots. HortScience, 1990. 25(3): p. 274-281. 

98. Heizmann, U., et al., Assimilate transport in the xylem sap of pedunculate oak (Quercus robur) 
saplings. Plant Biology, 2001. 3(2): p. 132-138. 

99. Kozlowski, T., Carbohydrate sources and sinks in woody plants. The Botanical Review, 1992. 58(2): 
p. 107-222. 

100. Glad, C., et al., Flux and chemical composition of xylem exudates from Chardonnay grapevines: 
temporal evolution and effect of recut. American journal of enology and viticulture, 1992. 43(3): p. 
275-282. 

101. Jackson, M.B., Long‐distance signalling from roots to shoots assessed: the flooding story. Journal of 
Experimental Botany, 2002. 53(367): p. 175-181. 

102. Baldwin, I.T., An ecologically motivated analysis of plant-herbivore interactions in native tobacco. 
Plant Physiology, 2001. 127(4): p. 1449-1458. 

103. Kessler, A. and I. T Baldwin, Herbivore‐induced plant vaccination. Part I. The orchestration of plant 
defenses in nature and their fitness consequences in the wild tobacco Nicotiana attenuata. The Plant 
Journal, 2004. 38(4): p. 639-649. 

104. Chen, L.-Q., et al., Sugar transporters for intercellular exchange and nutrition of pathogens. Nature, 
2010. 468(7323): p. 527-532. 

105. Chu, Z., et al., Targeting xa13, a recessive gene for bacterial blight resistance in rice. Theoretical and 
Applied Genetics, 2006. 112(3): p. 455-461. 

106. Yang, B., A. Sugio, and F.F. White, Os8N3 is a host disease-susceptibility gene for bacterial blight of 
rice. Proceedings of the National Academy of Sciences, 2006. 103(27): p. 10503-10508. 

107. Yuan, M., et al., Pathogen-induced expressional loss of function is the key factor in race-specific 
bacterial resistance conferred by a recessive R gene xa13 in rice. Plant and cell physiology, 2009. 
50(5): p. 947-955. 

108. Berger, S., et al., Complex regulation of gene expression, photosynthesis and sugar levels by pathogen 
infection in tomato. Physiologia Plantarum, 2004. 122(4): p. 419-428. 

109. Roitsch, T., et al., Regulation and function of extracellular invertase from higher plants in relation to 
assimilate partitioning, stress responses and sugar signalling. Functional Plant Biology, 2000. 27(9): 
p. 815-825. 

110. Sutton, P.N., et al., Powdery mildew infection of wheat leaves changes host solute transport and 
invertase activity. Physiologia Plantarum, 2007. 129(4): p. 787-795. 

111. Hatcher, P.E., Three-way interactions between plant pathogenic fungi, herbivorous insects and their 
host plants. Biological Reviews, 1995. 70(4): p. 639-694. 

112. Lee, L., P. Lacey, and W. Goynes, Aflatoxin in Arizona cottonseed: a model study of insect-vectored 
entry of cotton bolls by Aspergillus flavus. Plant disease, 1987. 71(11): p. 997-1001. 



99 
 

113. Rayapuram, C. and I.T. Baldwin, Increased SA in NPR1‐silenced plants antagonizes JA and JA‐
dependent direct and indirect defenses in herbivore‐attacked Nicotiana attenuata in nature. The Plant 
Journal, 2007. 52(4): p. 700-715. 

114. Schuck, S., A. Weinhold, and I.T. Baldwin, Isolating fungal pathogens from a dynamic disease 
outbreak in a native plant population to establish plant-pathogen bioassays for the ecological model 
plant Nicotiana attenuata. PloS one, 2014. 9(7): p. e102915. 

115. Long, H.H., et al., The structure of the culturable root bacterial endophyte community of Nicotiana 
attenuata is organized by soil composition and host plant ethylene production and perception. New 
Phytologist, 2010. 185(2): p. 554-567. 

116. Meldau, D.G., H.H. Long, and I.T. Baldwin, A native plant growth promoting bacterium, Bacillus sp. 
B55, rescues growth performance of an ethylene-insensitive plant genotype in nature. Frontiers in plant 
science, 2012. 3. 

117. Meldau, D.G., et al., Dimethyl disulfide produced by the naturally associated bacterium Bacillus sp 
B55 promotes Nicotiana attenuata growth by enhancing sulfur nutrition. The Plant Cell Online, 2013. 
25(7): p. 2731-2747. 

118. Santhanam, R., et al., Analysis of plant-bacteria interactions in their native habitat: bacterial 
communities associated with wild tobacco are independent of endogenous jasmonic acid levels and 
developmental stages. PloS one, 2014. 9(4): p. e94710. 

119. Long, H.H., D.D. Schmidt, and I.T. Baldwin, Native bacterial endophytes promote host growth in a 
species-specific manner; phytohormone manipulations do not result in common growth responses. 
PLoS One, 2008. 3(7): p. e2702. 

120. Riedel, T., K. Groten, and I.T. Baldwin, Symbiosis between Nicotiana attenuata and Glomus 
intraradices: ethylene plays a role, jasmonic acid does not. Plant, cell & environment, 2008. 31(9): p. 
1203-1213. 

121. Santhanam R, et al., Native root-associated bacteria rescues a plant from a sudden-wilt fungal disease 
that emerged during continuous cropping. (unpublished). 

122. Kallenbach, M., et al., Empoasca leafhoppers attack wild tobacco plants in a jasmonate-dependent 
manner and identify jasmonate mutants in natural populations. Proceedings of the National Academy 
of Sciences, 2012. 109(24): p. E1548-E1557. 

123. Kessler, A., R. Halitschke, and I.T. Baldwin, Silencing the jasmonate cascade: induced plant defenses 
and insect populations. Science, 2004. 305(5684): p. 665-668. 

124. Hunter, W.B. and E.A. Backus, Mesophyll-feeding by the potato leafhopper, Empoasca fabae 
(Homoptera: Cicadellidae): results from electronic monitoring and thin-layer chromatography. 
Environmental Entomology, 1989. 18(3): p. 465-472. 

125. Kehr, J., Phloem sap proteins: their identities and potential roles in the interaction between plants and 
phloem-feeding insects. Journal of Experimental Botany, 2006. 57(4): p. 767-774. 

126. Erb, M., et al., Sequence of arrival determines plant‐mediated interactions between herbivores. Journal 
of Ecology, 2011. 99(1): p. 7-15. 

127. Hedin, P.A., et al., Hemicellulose is an important leaf-feeding resistance factor in corn to the fall 
armyworm. Journal of chemical ecology, 1996. 22(9): p. 1655-1668. 

128. Rutherford, R., et al. Resistance to Eldana saccharina (Lepidoptera: Pyralidae) in sugarcane and some 
phytochemical correlations. in Proceedings of the South African Sugar Technologists’ Association. 
1993. Citeseer. 

129. Coors, J.G., Resistance to the European corn borer, Ostrinia nubilalis (Hubner), in maize, Zea mays 
L., as affected by soil silica, plant silica, structural carbohydrates, and lignin, in Genetic Aspects of 
Plant Mineral Nutrition. 1987, Springer. p. 445-456. 

130. Abrahamson, W.G., et al., Cynipid gall-wasp communities correlate with oak chemistry. Journal of 
Chemical Ecology, 2003. 29(1): p. 209-223. 

131. Coley, P.D., Herbivory and defensive characteristics of tree species in a lowland tropical forest. 
Ecological monographs, 1983. 53(2): p. 209-234. 

132. D'Costa, L., et al., Leaf traits influencing oviposition preference and larval performance of Cameraria 
ohridella on native and novel host plants. Entomologia Experimentalis et Applicata, 2014. 152(2): p. 
157-164. 

133. McGinnis, A. and R. Kasting, Digestibility studies with cellulose-U-C14 on larvae of the pale western 
cutworm, Agrotis orthogonia. Journal of Insect Physiology, 1969. 15(1): p. 5-10. 



100 
 

134. Martin, M.M., Cellulose digestion in insects. Comparative Biochemistry and Physiology Part A: 
Physiology, 1983. 75(3): p. 313-324. 

135. Peterson, S.S., J. Scriber, and J.G. Coors, Silica, cellulose and their interactive effects on the feeding 
performance of the southern armyworm, Spodoptera eridania (Cramer)(Lepidoptera: Noctuidae). 
Journal of the Kansas Entomological Society, 1988: p. 169-177. 

136. Oppert, C., et al., Prospecting for cellulolytic activity in insect digestive fluids. Comparative 
Biochemistry and Physiology Part B: Biochemistry and Molecular Biology, 2010. 155(2): p. 145-154. 

137. Abe, T. and M. Higashi, Cellulose centered perspective on terrestrial community structure. Oikos, 
1991: p. 127-133. 

138. Hochuli, D.F., The ecology of plant/insect interactions: implications of digestive strategy for feeding by 
phytophagous insects. Oikos, 1996: p. 133-141. 

139. Steppuhn, A. and I.T. Baldwin, Resistance management in a native plant: nicotine prevents herbivores 
from compensating for plant protease inhibitors. Ecology Letters, 2007. 10(6): p. 499-511. 

140. Steppuhn, A., et al., Nicotine's defensive function in nature. Plos Biology, 2004. 2(8): p. 1074-1080. 
141. Zavala, J.A., et al., Manipulation of endogenous trypsin proteinase inhibitor production in Nicotiana 

attenuata demonstrates their function as antiherbivore defenses. Plant Physiology, 2004. 134(3): p. 
1181-1190. 

142. Wasternack, C., Jasmonates: an update on biosynthesis, signal transduction and action in plant stress 
response, growth and development. Annals of botany, 2007. 100(4): p. 681-697. 

143. Zavala, J.A. and I.T. Baldwin, Jasmonic acid signalling and herbivore resistance traits constrain 
regrowth after herbivore attack in Nicotiana attenuata. Plant, cell & environment, 2006. 29(9): p. 
1751-1760. 

144. Zangerl, A.R. and M.R. Berenbaum, Furanocoumarin induction in wild parsnip: genetics and 
population variation. Ecology, 1990: p. 1933-1940. 

145. Berenbaum, M.R. and A.R. Zangerl, Costs of inducible defense: protein limitation, growth, and 
detoxification in parsnip webworms. Ecology, 1994: p. 2311-2317. 

146. Mao, W., et al., Remarkable substrate‐specificity of CYP6AB3 in Depressaria pastinacella, a highly 
specialized caterpillar. Insect molecular biology, 2006. 15(2): p. 169-179. 

147. Lindigkeit, R., et al., The two faces of pyrrolizidine alkaloids: the role of the tertiary amine and its N‐
oxide in chemical defense of insects with acquired plant alkaloids. European Journal of Biochemistry, 
1997. 245(3): p. 626-636. 

148. Kaplan, I. and J.S. Thaler, Plant resistance attenuates the consumptive and non‐consumptive impacts of 
predators on prey. Oikos, 2010. 119(7): p. 1105-1113. 

149. Despres, L., J.-P. David, and C. Gallet, The evolutionary ecology of insect resistance to plant 
chemicals. Trends in Ecology & Evolution, 2007. 22(6): p. 298-307. 

150. Self, L., F. Guthrie, and E. Hodgson, Adaptation of tobacco hornworms to the ingestion of nicotine. 
Journal of Insect Physiology, 1964. 10(6): p. 907-914. 

151. Kumar, P., et al., Natural history-driven, plant-mediated RNAi-based study reveals CYP6B46’s role in 
a nicotine-mediated antipredator herbivore defense. Proceedings of the National Academy of Sciences, 
2014. 111(4): p. 1245-1252. 

152. Kumar, P., et al., Differences in nicotine metabolism of two Nicotiana attenuata herbivores render 
them differentially susceptible to a common native predator. PloS one, 2014. 9(4): p. e95982. 

153. Wink, M. and V. Theile, Alkaloid tolerance in Manduca sexta and phylogenetically related sphingids 
(Lepidoptera: Sphingidae). Chemoecology, 2002. 12(1): p. 29-46. 

154. Steppuhn, A., et al., Nicotine's defensive function in nature. PLoS biology, 2004. 2(8): p. e217. 
155. Paschold, A., R. Halitschke, and I. Baldwin, Co (i)-ordinating defenses: NaCOI1 mediates herbivore-

induced resistance in Nicotiana attenuata and reveals the role of herbivore movement in avoiding 
defenses. The Plant journal: for cell and molecular biology, 2007. 51(1): p. 79. 

156. Halitschke, R. and I.T. Baldwin, Antisense LOX expression increases herbivore performance by 
decreasing defense responses and inhibiting growth‐related transcriptional reorganization in 
Nicotiana attenuata. The Plant Journal, 2003. 36(6): p. 794-807. 

157. Schuman, M.C., K. Barthel, and I.T. Baldwin, Herbivory-induced volatiles function as defenses 
increasing fitness of the native plant Nicotiana attenuata in nature. ELife, 2012. 1: p. e00007. 

158. Bahulikar, R.A., et al., ISSR and AFLP analysis of the temporal and spatial population structure of the 
post-fire annual, Nicotiana attenuata, in SW Utah. BMC ecology, 2004. 4(1): p. 12. 



101 
 

159. Gaquerel, E., J. Gulati, and I.T. Baldwin, Revealing insect herbivory‐induced phenolamide metabolism: 
from single genes to metabolic network plasticity analysis. The Plant Journal, 2014. 79(4): p. 679-692. 

160. Green, T. and C. Ryan, Wound-induced proteinase inhibitor in plant leaves: a possible defense 
mechanism against insects. Science, 1972. 175(4023): p. 776-777. 

161. Baldwin, I.T., Jasmonate-induced responses are costly but benefit plants under attack in native 
populations. Proceedings of the National Academy of Sciences, 1998. 95(14): p. 8113-8118. 

162. Zhu-Salzman, K., D.S. Luthe, and G.W. Felton, Arthropod-inducible proteins: broad spectrum 
defenses against multiple herbivores. Plant Physiology, 2008. 146(3): p. 852-858. 

163. Schuman, M.C., K. Barthel, and I.T. Baldwin, Herbivory-induced volatiles function as defenses 
increasing fitness of the native plant Nicotiana attenuata in nature. ELife, 2012. 1. 

164. Heil, M., Extrafloral nectar at the plant-insect interface: A spotlight on chemical ecology, phenotypic 
plasticity, and food webs. Annual review of entomology, 2015. 60: p. 213-232. 

165. Lefort, M.-C., et al., Responding positively to plant defences, a candidate key trait for invasion success 
in the New Zealand grass grub Costelytra zealandica. New Zealand Journal of Ecology, 2015. 39(1): p. 
0-0. 

166. Robert, C.A., et al., A specialist root herbivore exploits defensive metabolites to locate nutritious 
tissues. Ecology Letters, 2012. 15(1): p. 55-64. 

167. Robert, C.A., et al., Induced carbon reallocation and compensatory growth as root herbivore tolerance 
mechanisms. Plant, cell & environment, 2014. 37(11): p. 2613-2622. 

168. Agrawal, A.A. and M. Fishbein, Phylogenetic escalation and decline of plant defense strategies. 
Proceedings of the National Academy of Sciences, 2008. 105(29): p. 10057-10060. 

 



102 
 

SUMMARY 

Insect attack leads to a strong reconfiguration of a plant’s metabolome, which influences the 

performance of the attacker. While the causes and consequences of induced changes in plant 

secondary metabolites are well understood, less is known about primary metabolites. To 

contribute to filling this gap of knowledge, I studied the role of sugars and starch in the 

interaction between Nicotiana attenuata and Manduca sexta. 

I found that M. sexta attack dramatically decreases soluble carbohydrates, including glucose, 

fructose, sucrose, and starch, in N. attenuata leaves and roots. I did not observe this effect in 

jasmonate-deficient transgenic plants, suggesting that jasmonates are a plant signal that 

reprograms carbohydrate metabolism in plants. Based on the above observation, I evaluated the 

ecological consequences of the observed jasmonate-dependent sugar and starch depletion in the 

context of plant resistance and tolerance by asking: Does the impact of M. sexta attack on leaf 

carbohydrates affect plant nutritional value and in turn plant resistance? And does it reduce the 

capacity of roots to supply energy for regrowth and herbivore tolerance? Finally, I evaluated the 

degree of phylogenetic conservatism of the impact of M. sexta attack on both root carbohydrate 

reconfiguration and tolerance in the Solanaceae. 

My results suggest that i) lower sugar concentrations in the leaves lead to an increased M. sexta 

growth, suggesting that leaf carbohydrate depletion constrains rather than enhances plant 

resistance against herbivores; ii) the depletion of root carbohydrates significantly constrains the 

plant’s regrowth capacity and fitness, indicating that root carbohydrate depletion constrains 

tolerance to herbivory; and iii) changes in soluble root carbohydrate pools are strongly correlated 

with regrowth capacity across several solanaceous plant species and iv) that both traits do not 

show a phylogenetic signal, indicating that root carbohydrates are important determinants of 

tolerance to aboveground herbivory and that these two traits are subject of rapid evolution in the 

Solanaceae. 

The results of my thesis highlight the importance of herbivory-induced changes in plant primary 

metabolism as determinants of plant resistance and tolerance. Moreover, they demonstrate the 

potential trade-off between jasmonate-dependent primary and secondary metabolites that may 

help to explain natural variation in jasmonate signaling and induced defenses. 
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Zusammenfassung 

Insektenbefall führt zu einer starken Rekonfiguration des pflanzlichen Metabolismus, was 
wiederum die Performance des Angreifers beeinflusst. Während man die Ursachen und Folgen 
der induzierten Veränderungen der sekundären Pflanzenstoffe gut versteht ist nur wenig über 
Veränderungen der Primärstoffwechselprodukte bekannt. Um zur Schließung dieser 
Wissenslücke beizutragen habe ich die Rolle von Zucker und Stärke in der Interaktion zwischen 
Nicotiana attenuata und Manduca sexta studiert. 

Ich fand, dass ein Angriff von M. sexta die Konzentration von löslichen Kohlenhydraten, 
einschließlich Glucose, Fructose, Saccharose und Stärke, in den Wurzeln und Blättern von N. 
attenuata drastisch reduziert. Dieser Effekt wurde in Jasmonat-defizienten transgenen Pflanzen 
nicht beobachtet, was darauf hindeutet dass Jasmonate als Signale an der induzierten 
Kohlenhydrat-Reduktion beteiligt sind. Basierend auf diesen Beobachtungen habe ich die 
ökologischen Konsequenzen der Jasmonat-abhängigen Zucker und Stärke-Reduktion im Kontext 
der Pflanzenresistenz und Toleranz untersucht. Dabei habe ich mich auf folgende Fragen 
konzentriert: Verändert die induzierte Reduktion von Kohlenhydraten den Nährwert und damit 
die Resistenz der Pflanze gegenüber M. sexta? Reduziert diese Reaktion die Fähigkeit der 
Wurzeln, Energie für das Wiederaustreiben der Blätter nach dem Befall bereitzustellen? 
Schlussendlich habe ich auch die Phylogenetische Konservation des Einflusses von M. sexta auf 
die Kohlenhydrat-Rekonfiguration und Herbivoren-Toleranz in den Nachtschattengewächsen 
untersucht.  

Meine Ergebnisse zeigen i) dass niedrige Zuckerkonzentration in den Blättern zu einem erhöhten 
M. sexta Wachstum führt, was darauf hindeutet, dass die Kohlenhydrat-Reduktion die induzierte 
Resistenz gegen Herbivoren einschränkt; ii) dass die Reduktion der Kohlenhydrate in der Wurzel 
die Kapazität des Wiederaustreibens reduziert und so die Herbivoren-Toleranz der Pflanze 
schwächt; und iii) dass die Änderungen des Wurzel-Kohlenhydrat-Pools und des 
Wiederaustreibens innerhalb der Nachtschattengewächse stark korrelieren, aber iv) dass diese 
Eigenschaften kein phylogenetisches Signal zeigen, was weiter darauf hinweist dass diese beiden 
Eigenschaften eng verwandt sind, aber sich innerhalb der Nachtschattengewächse sehr rasch 
entwickeln.  

Die Ergebnisse meiner Arbeit unterstreichen die Bedeutung der Primärstoffwechselprodukte in 
der dynamischen Interaktion zwischen Pflanzen und Herbivoren und zeigen dass die Herbivoren-
induzierten Veränderungen der Kohlenhydrate die Pflanzenresistenz und Toleranz maßgeblich 
mitbestimmen. Darüber hinaus zeigen sie dass die Jasmonat-abhängigen Veränderungen des 
Primär- und Sekundärstoffwechsels zu einem Konflikt für die Pflanze führen, welcher die oft 
beobachtete Variation der induzierten Jasmonat-Antwort in verschiedenen Spezies und Ökotypen 
erklären könnte. 
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