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Dusseldorf 40225, Germany

Plants synthesize sucrose in source tissues (mainly mature leafs) and supply it

for growth of sink tissues (young leafs). Sucrose is derived from photosyn-

thesis during daytime and from starch at night. Because the diurnal

regulation of sucrose fluxes is not completely understood, we built a math-

ematical model designed to reproduce all key experimental observations.

For this, assumptions were made about the molecular mechanisms underlying

the regulations, which are all motivated by experimental facts. The key regu-

lators in our model are two kinases (SnRK1 and osmo-sensitive kinase

OsmK) under the control of the circadian clock. SnRK1 is activated in the

night to prepare for regularly occurring carbon-limiting conditions, whereas

OsmK is activated during the day to prepare for water deficit, which often

occurs in the afternoon. Decrease of SnRK1 and increase of OsmK result in

partitioning of carbon towards sucrose to supply growing sink tissues. Conco-

mitantly, increasing levels of the growth regulator trehalose-6-phosphate

stimulates the development of new sink tissues and thus sink demand,

which further activates sucrose supply in a positive feedback loop. We propose

that OsmK acts as a timer to measure the length of the photoperiod and

suggest experiments how this hypothesis can be validated.
1. Introduction
1.1. Background
Sucrose is the main transported sugar in plants. It is largely synthesized in

mature leaves, so-called source tissues, from where it is transported to sink tis-

sues to support growth. During the day, photosynthesis-derived carbon is

partly used for sucrose production and partly for starch accumulation. These

transiently stored starch reserves are then used to facilitate a continued sucrose

production during the night [1,2]. Apparently, carbon fluxes determining

which fraction of the assimilated carbon is used for starch accumulation and

how fast the stored starch is then degraded during the night, must be regulated

in order to ensure a continuous supply of sucrose and to avoid starvation near

the end of the night. It is indeed observed that synthesis and degradation of

starch are dynamically adjusted to changing photoperiods, such that starch is

synthesized faster in short than in long days [1,3–5], demonstrating that

plants somehow know there is less time to prepare for the longer night.

Starch degradation rates are regulated in the opposite way, with degradation

being slower in short days. Interestingly, observed degradation rates in wild-

type Arabidoposis thaliana plants are optimized to ensure that premature

depletion of starch is avoided but only little starch is retained at the end of

the night [4,6]. Logically, due to the lower amount of total available carbon,

in short days less sucrose can be consumed by sink tissues and therefore

plant growth is slower [5]. Interestingly however, sucrose supply to sink tissues
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is proportional to total assimilated carbon both during day and

night [5]. A remarkable finding by the pioneering ‘early dusk’

experiments [6] was that plants are capable of immedia-

tely adjusting starch degradation rates to an unexpected early

darkness, as long as the total circadian cycle remains at 24 h.

These observations make it evident that plants can some-

how measure the durations of light and dark periods and use

this information to regulate carbon fluxes. Further, the strong

dependence of a correct starch turnover on a T-cycle (total

period of one day/night cycle) of around 24 h clearly demon-

strates the involvement of the circadian clock in this process

[6,7]. However, how exactly day and night lengths are

measured and which molecular mechanisms are responsible

for processing this information with cues from the clock, is

still largely unknown.

Complicated interaction networks, such as that governing

the diurnal regulation of carbon allocation, are too complex

to be understood by simple intuition and qualitative reasoning.

Therefore, in modern molecular biology, mathematical models

become increasingly important because they provide a way to

systematically analyse the behaviour of a complex system and

to explain observations, which result as emergent system prop-

erties [8,9]. Recently, we have presented a mathematical model

in which we have started to derive hypotheses about the

molecular basis of the diurnal regulation of carbon fluxes in

the model plant A. thaliana ([10], here called P2014). The

P2014 model contained three modules, representing carbon

metabolism, the circadian clock and a regulatory module inte-

grating environmental and circadian cues to adjust metabolic

fluxes. A central component of P2014 was the key regulatory

role of the SnRK1 kinase (SNF1-related kinase 1). Briefly, we

proposed, based on experimental data [11,12], that SnRK1 inhi-

bits sucrose synthesis enzymes under conditions in which

carbon is sparse (termed ‘carbon deficit’ conditions, such as

in short days). We also proposed that the molecular mechanism

to sense carbon deficit and other circadian cues by SnRK1
kinase is provided by its b subunit, AKINb1 (in the model

described by the variable b), which accumulates in darkness.

With these assumptions, the P2014 model could provide

data-driven, testable hypotheses about the biochemical mech-

anisms to regulate starch synthesis. However, molecular

details of other important mechanisms remained purely

hypothetical. For example, it was necessary to include a day-

time signal (a ‘timer’ a), which accumulates during the day

and sets the rate of starch degradation at night. However, the

molecular identity of the timer a remained unclear. Further,

in the P2014 model, it was necessary to speculate on a com-

ponent (termed D), which facilitates the regulation of sucrose

supply in source tissues by demand from sinks [13,14].
1.2. Novel hypotheses and key model improvements
Re-interpretation of existing data and novel experimental findings

made it possible to derive hypotheses on the molecular nature of

these hitherto purelyspeculativecomponents. Thus, the main goal

of the current work is to provide an updated and considerably

enhanced mathematical model, which (i) reflects the old and

novel findings and (ii) provides an explanation of experimental

data, in particular diurnal turnoverof starch, sucroseand trehalose

6-phosphate (T6P) and (iii) predicts carbon fluxes under various

perturbations to test the newly proposed molecular regula-

tion mechanisms. In the following, we outline the data-driven

hypotheses, which enter our updated model.
The following observations led to our proposition that

osmo-sensitive kinases (OsmK) play a key role in photoperiod

measurements in plants. It may seem surprising why

response factors to water limitation mediated by OsmK are

related to the timing of metabolic processes, but in fact

there exists a high regularity of the occurrence of water defi-

cit: during the day, A. thaliana (and other C3 plants) open

their stomata pores to access carbon dioxide from the air.

However, this also promotes water evapouration. While the

level of water deficit naturally varies from day to day, it

is most likely to occur during the hot phases of the early after-

noon. Plants prepare for this regularly recurring limitation by

activating OsmKs in the afternoon through the circadian clock

[15,16]. These OsmKs accelerate accumulation of sugars via

activation of key enzymes of sucrose synthesis, such as

sucrose-phosphate synthase (SPS) [17,18], which is believed

to help plants retain water [19]. This notion is supported by

the observation that sucrose production is also increased in

plants exposed to water deficit [20–22]. The observed daily

rhythms of SPS activity under normal conditions [23] are

most likely related to the diurnal activation of OsmK kinases,

explaining the accumulation of sugars in plants during the

day [5], in parallel to the expected water loss [24]. The activated

OsmKs include Ca2þ-dependent and Ca2þ-independent

kinases, such as SnRK2 and SnRK3 [25,26]. Interestingly, the

circadian regulation includes Ca2þ-dependent responses, since

release of Ca2þ from intracellular stores, mediated by circadian

accumulation of the signalling molecule ADP-ribose, has a pro-

nounced circadian peak in the afternoon [27,28]. These factors

cause a continuous increase of OsmK activities during the day

and thus provide a means to measure the photoperiod.

The parallel changes of day and night sucrose supply

under different photoperiods [5] suggest that the regulation

of sucrose synthesis during the day and starch degradation

at night possess a common underlying mechanism. Indeed,

like sucrose synthesis, starch degradation is activated by pro-

cesses related to water limitation [20,29,30]. Signalling the

water status to starch degradation includes a quick adjust-

ment of the chloroplastic to the cytosolic osmotic state [31].

Similarly, the circadian changes in Ca2þ levels are transmitted

from cytosol to chloroplast by channelling Ca2þ into chloro-

plasts after dusk [27]. The changes in osmotic state and

Ca2þ-dependent processes modulate starch degradation in

various ways, including phosphorylation of key starch-

degrading enzymes in the chloroplast, such as GWD, which

catalyses the initial phosphorylation of the starch granule

surface [32–35] and transcriptional upregulation of starch-

degrading enzymes by Ca2þ-dependent and OsmK kinases

[36,37]. Therefore, it is reasonable to assume that OsmK and

Ca2þ-dependent kinases directly or indirectly activate starch

degradation. The afternoon increase of the activities of these

kinases makes them perfect candidates for the diurnal

activator of starch degradation a in the P2014 model.

Our second hypothesis states that T6P acts as the demand

regulator D, which signals the sink’s demand to the source

tissues. In general, demand for sucrose depends on the

growth rate, which is activated by T6P via stimulation of cell

differentiation in fast growing meristematic tissues, where

T6P levels are up-regulated [38–40]. Moreover, mutant studies

show that absence of T6P results in a dramatic reduction of

meristematic regions of growing tissues, resulting in growth

retardation and drastically reduced plant sizes [38]. The stimu-

latory effect of T6P on sucrose consumption by sink tissues
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makes T6P a good candidate for the demand regulator D.

Existence of a feedback signal from sink demand to source tis-

sues has been demonstrated in various experiments, in which

the sucrose demand by sinks was altered, e.g. by defolia-

tion (removal of the source leaves) or a sudden change in

temperature [13,14]. Increasing demand relative to supply led

to a simultaneous upregulation of the two key enzymes of

sucrose synthesis, SPS and cFBPase (cytosolic fructose-1,6-

bisphosphatase) and thus of sucrose supply by source tissues

[13,14]. The biochemical details for the quick (approx. 10 min

[14]) propagation of the signal from sink to source tissues

require further research, but a possible scenario includes

propagation by waves of changing sugar and ion concen-

trations, initiated by increased demand and mediated by

various phloem transporters connecting source and sink tis-

sues. These events trigger the activation of OsmK and sucrose

synthesis, followed by loading sucrose into the phloem at

source leaves [41–44]. Interestingly, it was found that under

many experimental conditions, the concentrations of T6P and

sucrose are highly linearly correlated [39,45,46]. The exact

mechanisms underlying this observation are again not comple-

tely understood, however there is evidence for the involvement

of SnRK1. SnRK1 is inhibited by sugar phosphates in sink tis-

sues [47–49], and itself can inhibit components of the T6P
synthase (TPS) complex [50–53]. This duplicate role of T6P as

a sensor of sugars and an activator of sugar consumption

further underpin the hypothesis that T6P is a good candidate

for the demand regulator D.

Apart from modifying the P2014 model to include the

two key hypotheses detailed above (figure 1), it was further

improved to reproduce a broader spectrum of carbon stress

conditions. Under normal conditions, it is assumed that

the starch degradation rate is set at dusk according to the

starch level and the time to dawn, in order to provide a

nearly constant degradation rate [1,10,54]. This temporal

gating is probably related to the formation of multi-protein

starch-degrading complexes soon after dusk [1]. However,

starch degradation was observed to slow down in the

second part of the night under carbon stress, when sugars

reach critically low levels [6,55]. A possible molecular mech-

anism is the downregulation of b-amylase abundance by

sugar starvation [55,56]. The resulting decrease of carbon

supply to sinks reduces sucrose consumption and allows

the little carbon reserves to last longer. Therefore, it seems

that the maximal rate of starch degradation is indeed set at

dusk, but it might be further decreased at night in case of

starvation. Low sugar levels also upregulate transcription of

various subunits of SnRK1, for example AKINbg, which

further activates SnRK1 [57,58]. These additional mechanisms

sensing low sugar levels and adapting carbon fluxes and

starch degradation to severe carbon limitations have now

been introduced in the model.

As discussed above, the circadian clock is important to

allow anticipation of regularly re-occurring rhythmic changes

in the environment, such as a shortage of carbon near the end

of the night or water limitation in the afternoon. It has further

been shown that the clock regulates the consumption of

sugars by growing tissues by gating the transcription of key

growth activators (PIF4 and PIF5, [59]). This clock-regulated

sugar consumption is now included in the model.

With the improvements described above, our model is

capable of describing existing experimental dynamics of

starch, sucrose and T6P levels under various conditions,
thus the range of experimental observations, which can

now be explained, is considerably enhanced. Moreover, we

employ the model to make novel predictions on the plant’s

response to new perturbations, which allow the design of

further experiments to test the proposed regulatory mechan-

isms and thus to increase our basic understanding of the

regulatory principles of carbon allocation in plants.
2. Model description
The metabolic module of the model was inherited from P2014,

while the diurnal regulation module was substantially revised.

The model consists of 30 ordinary differential equations (21

equations in the metabolic module and nine equations in the

diurnal module). The detailed description of the model is pro-

vided in electronic supplementary material, S1. Briefly, the

model describes diurnal changes in carbon metabolism in

source and sink tissues. In source tissues, carbon is fixed in

chloroplasts during the day to yield triose-phosphates (TP),

which are partitioned between starch synthesis in chloroplasts

and sucrose synthesis in the cytosol (electronic supplementary

material, figure S1). Sucrose is further exported and consumed

by sink tissues. At night, starch degradation provides carbon

for sucrose synthesis, which again is used for consumption

by sink tissues (electronic supplementary material, figure S1).

The fluxes of carbon are adjusted to diurnal conditions by a

small subsystem of diurnal regulators, which integrate light

and clock signals to set activities of the key enzymes accord-

ing to the environmental conditions. Based on experimental

evidence, the P2014 scheme of diurnal regulations was sub-

stantially revised (figure 1) and essential mechanisms and

connections were included, allowing the specification of

actual molecular candidates for previously hypothetical com-

pounds (electronic supplementary material, figure S2). In our

model, the key enzymes of the sucrose synthesis pathway,

cFBPase and SPS, are inhibited by SnRK1 kinase, similar to

P2014. SnRK1 is activated by its b subunit AKINb1 (b),

which is upregulated by darkness and the circadian protein

LHY (figure 1, [10]). Thus, b measures the total duration of

the night and activates SnRK1 at night, which leads to an inhi-

bition of sucrose synthesis and acceleration of starch synthesis

in short days, in agreement with experimental data [3,10].

Therefore, similar to the P2014 model, SnRK1 provides

adaptation of the starch synthesis rate to the conditions

encountered in the previous day. In the current model, we

further included the inhibition of SnRK1 by sugars in sink tis-

sues, which is relevant under normal, non-stress, conditions

[47–49] and transcriptional upregulation under carbon stress

[57,58], providing an additional, but slower, increase of

SnRK1 under stress.

Motivated by the experimental observations detailed

in the Introduction, we included in the current model the

regulation by osmo-sensitive kinase OsmK. In the model pre-

sented here, sucrose synthesis enzymes are also activated by

OsmK, which gradually increases during the day ([15,16];

electronic supplementary material, figure S3a). OsmK inte-

grates two types of diurnal signals in our model (figure 1).

The first signal is associated with anticipated water deficit

during the day, presumably mediated by the circadian

release of Ca2þ and the activation of Ca2þ-dependent

kinase (CaK). CaK is activated by light and by the clock in

the afternoon (figure 1; electronic supplementary material,



CaK

0 12 24

LHY

b

0 12 24

LHY

TPso

starchSnRK1so

OsmK SUCso

source

0 12 24

Vcons

LHY EC

T6Psi

TPSsi
SnRK1si

SUCsi

sink

cons

Figure 1. Schematic illustration of the principal diurnal and circadian mechanisms regulating carbon fluxes in the model. Triose-phosphates (TPso), fixed during the
day by photosynthesis ( flash) are partitioned to synthesize sucrose and starch. Sucrose synthesis is inhibited by SnRK1 kinase and activated by osmo-sensitive kinase
OsmK. SnRK1 senses rhythmic changes in carbon deficit via AKINb1 (b), whereas OsmK senses rhythmic changes in water deficit via Ca2þ-dependent kinase (CaK).
Both diurnal sensors b and CaK are regulated by the clock (b is activated by the clock protein LHY and CaK is inhibited by LHY) and light (b is inhibited by light
and CaK is activated by light, shown by flashes). Thus, sucrose synthesis during the day is increasing due to increased CaK and decreased b. Sucrose is then exported
and consumed by sink tissues, where it accelerates the synthesis of T6P (T6Psi) by a double negative regulation: sucrose inhibits SnRK1, which in turn inhibits TPS.
T6Psi accelerates the development of sink tissues, thus increasing sink demand for carbon during the day. Increased demand in turn activates OsmK, creating a
positive feedback loop activating source supply by sink demand. At night, OsmK accelerates starch degradation and thus upregulates sucrose production. Therefore,
activation of sucrose supply during the day increases sink demand, which in turn increases OsmK and upregulates starch degradation and thus sucrose supply at
night. The mutual positive interactions between source supply and sink demand, which are shown by green lines, are gated by the clock via CaK. Positive effects of
OsmK on sucrose fluxes are opposed by SnRK1 (red). SnRK1 further inhibits sugar consumption in sink tissues. This results in an activation of sugar consumption by
high sugar levels by double negative regulation: sugars inhibit SnRK1, which in turn inhibits sugar consumption. Consumption of sugars by sink tissues is additionally
regulated by the clock via activation by LHY and inhibition by the EC.

rsif.royalsocietypublishing.org
J.R.Soc.Interface

12:20141357

4

figure S3a). The second signal originates from the sink’s

demand for carbon. This demand is proportional to T6P con-

centrations in sinks (T6Psi), an assumption based on the fact

that T6P activates cell differentiation in sink tissues [38,39],

which increases the amount of carbon required for cell

growth and expansion (so-called sink strength). Diurnal

changes of T6P levels were described in our model through

changes in TPS activity, which presumably is inhibited by

SnRK1 [50,51] and activated by light [45,60]. The double

negative connection through inhibition of sink SnRK1 by

sugars and TPS by SnRK1 results in activation of T6Psi syn-

thesis by sugars as described in Results (figure 1). In

summary, SnRK1 (activated by carbon deficit) and OsmK
(activated by water deficit) have the opposite effect on
carbon fluxes in our model: SnRK1 inhibits sucrose supply,

while OsmK activates sucrose supply to sink tissues during

the day (figure 1).

At night, starch is the main source of carbon and consequen-

tly its degradation is subject to a strong diurnal regulation. As

described in the Introduction, we assumed that osmotic kinase

OsmK activates sucrose flux not only during daytime, but

also at night, through the acceleration of starch degradation in

chloroplasts. It was assumed that under normal, non-stress con-

ditions starch degradation rate is set at dusk to be proportional to

the starch level and to the activity of OsmK kinase, which plays

the role of the timer a in P2014. Setting the starch degradation

rate at dusk was described similarly to P2014 with the model

variable X, which increases during the day according to starch
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and OsmK levels and remains constant in the night (electronic

supplementary material, figure S3d). Starch degradation may

decrease under carbon stress, which was described through

downregulation of b-amylase by a severe depletion of sugars

[55,56]. Intuitively, it seems a reasonable strategy to fix a maxi-

mal rate of starch degradation at dusk, so that an unexpected

increase of sink demand, for example through herbivore

attack, would not result in a premature exhaustion of carbon

before the end of the night [61].

As in P2014, the consumption of sucrose in sink tissues is

inhibited by SnRK1 [10,62]. By contrast, in the new model ver-

sion, SnRK1 is also inhibited by sink sugars, resulting in a

double negative regulation (figure 1). This motif represents

an example of a feed-forward regulation, which is found in

many biological systems [63,64]: increasing sugar levels will

activate their consumption while decreasing levels will inhibit

consumption (see Results). Consumption of sugars is further

regulated by the clock through the key transcriptional activa-

tors of plant growth PIF4 and PIF5 [59]. We here explored

how this affects the diurnal kinetics of sucrose accumulation.

Transcriptional profiles of PIF4 and PIF5 in clock mutants

suggest that these transcription factors are activated by the

morning clock proteins LHY and CCA1 and inhibited by the

so-called evening complex (EC), which acts at night and con-

sists of the evening clock proteins ELF3, ELF4 and LUX [59].

Thus, we included in the model activation of sugar consump-

tion by the LHY/CCA1 complex and inhibition by the EC

(figure 1). In the model (figure 1), the LHY/CCA1 complex

also contributes to the regulation of carbon partitioning

(through b) and starch degradation (through CaK), which

reflects the observed complex effects of lhy/cca1 mutations

on carbon metabolism [6,10]. By contrast, the EC only contrib-

utes to regulating consumption, which agrees with the

observed mild metabolic phenotype of the strong circadian

mutant elf3 [65] (see Results). The differences between the

current model and P2014 are schematically presented in

electronic supplementary material, figure S2, which illustrates

that certain oversimplifications and uncertainties were

removed to provide better agreement with data. The model

is still able to quantitatively describe all phenomena that

were already correctly described in P2014 (electronic

supplementary material, figures S4 and S5, S1). Moreover,

the inclusion into the model of a significantly broader range

of experimental facts led to an improvement in reproducing

sucrose kinetics (figure 2b, and electronic supplementary

material, figure S6a, S1). Importantly, we can now simulate

correctly the diurnal kinetics of the essential plant develop-

ment regulator T6P (see Results). Additionally, the

description of the clock mutant elf3 was substantially

improved compared with P2014 (Results; figure 6, and

electronic supplementary material, figure S6b,c, S1). Despite

the wider range of reproduced data, the number of parameters

in the diurnal regulation module did not greatly increase in the

current model. The new equations describing SnRK1, T6P,

OsmK, CaK and their effects on carbon fluxes and the equation

describing consumption rate have only four more parameters

compared to the respective equations for SnRK1, D, a and the

consumption rate in P2014 (see electronic supplementary

material, S1, for more details). The values of the model

parameters are presented in electronic supplementary

material, table S1. Parameters of the metabolic reactions were

taken from existing literature (electronic supplementary

material, table S1), while unknown parameters related to
diurnal regulation were chosen to fit the diurnal data on

starch, T6P and sucrose in wild-type Arabidopsis plants under

various photoperiods [6,39,46, 55,66]. In mutant simulations,

the rates of production of mutated components were set to 0,

as indicated in the respective figure legends. The system of

ordinary differential equations was solved using MATLAB,

integrated with the stiff solver ode15 s (The MathWorks, Cam-

bridge, UK). A MATLAB version of the model is supplied in

electronic supplementary material, S2.
3. Results and discussion
3.1. Diurnal kinetics of sucrose and T6P in plants
In agreement with experimental observations [46,66], the

model simulations show sucrose accumulation during the

day (figure 2a,b). The afternoon increase in sucrose levels is

explained by activation of sucrose synthesis by the OsmK
kinase, which in turn is upregulated by the expected water

deficit in the afternoon by CaK kinase (figure 1, and electronic

supplementary material, figure S3a). A minor deviation can

be observed (figure 2b) in that the increase in sucrose levels

after dawn is faster in the model compared with the data.

This might be related to transient stimulation of water and

sucrose transport and hence consumption of sucrose in the

morning due to opening of stomata pores, which was not

considered in our model. The model also reproduces the

experimentally observed gradual increase of T6P during the

day (figure 2c,d, [39]). The detailed kinetics of T6P includes

two phases of accumulation, a first minor peak after dawn

and second major peak at dusk (figure 2d ). This feature is

not described because of insufficient knowledge of the mol-

ecular mechanisms. One possible explanation might be a

time separation between transient transcriptional activation

of TPS after dawn and the following post-translational regu-

lation of TPS by SnRK1, however measurements of diurnal

activity of TPS complexes are required to test this idea.

The parallel accumulation of sucrose and T6P (figure 2a,c)

agrees with the experimentally observed dependence of

sucrose and T6P levels on the duration of photoperiod (elec-

tronic supplementary material, figure S7, [5]). This results in a

strong correlation between end-of-the-day contents of sucrose

and T6P under different photoperiods, in agreement with

experimental observations (figure 2e, [45]). So far, no consist-

ent explanation has been provided for this strong correlation

of sucrose and T6P concentrations, which is persistently

observed under various conditions [45]. In the context of

our model, it can be explained by the cross-regulations

between these two metabolites (figure 1), in which sucrose

levels positively influence T6P levels (by the double negative

regulation involving SnRK1) and conversely T6P levels posi-

tively affect sucrose levels by stimulating carbon partitioning

towards sucrose synthesis in source tissues (involving OsmK).

In summary, our model supports the hypothesis to explain

the diurnal kinetics of sucrose and T6P by the regulation of

their synthesis by OsmK and SnRK1 kinases.

Both source and sink pools of T6P increase during the day

in the simulations (figure 2f ). The pools are regulated by local

TPS activities, which are activated by light and inhibited by

local SnRK1. The model predicts that sink T6P sharply

increases at dusk due to inhibition of SnRK1 by sink

sugars, which exhibit high levels in the afternoon. Changes

of SnRK1 in source tissues are less pronounced and mainly
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the variation between different experiments and compare with the model, the data were normalized to the maximal sucrose level. (d ) Experimentally observed
and theoretically predicted T6P kinetics in plants grown under 16 L : 8 D. Data points are redrawn from [39]. (e) The inter-dependence of sucrose and T6P contents
at the end of the day in the model (line) and in the data (symbols). Different sucrose and T6P levels were obtained by varying the duration of the light period. Data
points are redrawn from [45] and correspond to different photoperiods: 8 L : 16 D, circles; 12 L : 12 D, diamonds; 16 L : 8 D, squares. ( f ) Source and sink pools of
T6P in model simulations of plants grown under 12 L : 12 D diurnal cycle.
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caused by the increase of TPS abundance by light [60]. In

summary, the model suggests that daily increase of sucrose

due to expected water deficit results in accelerated accumu-

lation of T6P in sink tissues, which upregulates sink

demand for carbon in longer days as compared to short

days (figure 2).

3.2. Diurnal regulation of starch degradation by the
clock and sink’s demand

In our model, OsmK kinase leads to increased sucrose pro-

duction also at night by accelerating starch degradation.

Therefore, both the clock and sink demand affect starch degra-

dation and hence the supply of carbon to sink tissues at night.

As both circadian (CaK) and demand-related (T6Psi) com-

ponents of OsmK increase during the day (figures 3a and 2d ),

OsmK acts as a timer, which accelerates starch degradation in

long days as compared to short days (figure 3b), which is

in good agreement with experimental observations [3,4].

Although the necessity of the timer was proposed earlier
[54], here we suggest OsmK kinase as the molecular candidate

for the timer.

It remains to be resolved to what extent starch degradation

is regulated on demand from sinks and how strong is the effect

of the clock. We employed the model to suggest experiments,

which may help to answer these open questions. The impact

of demand by sinks is often manipulated by removing a part

(e.g. half) of the mature leaves (defoliation), which increases

the relative demand [13,61]. Such an experiment was already

reported in 1984 [61]. The observation was that defoliation

1 h after dusk did not lead to an alteration of starch degradation

rates. We explain this observation by the fact that at the time of

defoliation, the maximal starch degradation rate is already set.

Further, it suggests that other stresses resulting from the severe

wounding inflicted by removing leaves do not seem to have an

effect on starch degradation. This is indeed plausible, because

the supply of carbon to the rest of the plant at night should be

robust to similar interventions, including herbivore attacks.

Thus, this experimental setting provides a useful instrument

for the further exploration of the potential effect of sink
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demand on starch degradation. Therefore, we simulated dif-

ferent timings of defoliation, which, according to the model

results, will provide a stronger insight into the regulatory

mechanisms. When defoliation is applied 2 h before dusk to

allow some time for changes of OsmK to occur (figure 3c,d),

the model predicts that starch synthesis is decelerated immedi-

ately after defoliation, in agreement with experimental data

[13]. The model explains this through the increased relative

proportion of sink tissues and thus sink’s demand in defoliated

plants, which activates OsmK and shifts carbon partitioning

towards sucrose synthesis. Further to this, the model predicts

that starch degradation is slightly accelerated in defoliated

plants (figure 3c) due to the increased OsmK (figure 3d).

Experimentally, the possible role of circadian release

of Ca2þ (and hence CaK) in the regulation of starch break-

down can be tested by spraying plants with nicotinamide,

which inhibits the biosynthesis of ADP-ribose, a metabolite

necessary for the circadian release of Ca2þ in plants [28].

Figure 3e shows the result of a simulation of nicotinamide

spraying 2 h before dusk, where the effect of nicotinamide

was simulated by switching off CaK activation. The model

predicts that reducing the CaK component of OsmK regu-

lation (figure 3a,f ) results in a measurable reduction of

starch degradation (figure 3e). Thus, we predict that defolia-

tion and nicotinamide spraying have opposite effects on

starch degradation.
Simulation of an inducible overexpression of a Ca2þ-depen-

dent kinase (e.g. SnRK3.4, the robustly oscillating gene of the

SnRK3 family) results in a particularly interesting model pre-

diction, which is depicted in figure 4. Inducing CaK kinase at

dawn (figure 4a,b) leads to an increase of CaK and OsmK
levels (figure 4b), resulting in a shift of carbon partitioning

towards sucrose synthesis and thus a decreased rate of starch

synthesis (figure 4a). Concomitantly, higher OsmK levels are

predicted to increase the starch degradation rate (figure 4a),

which should lead to a period of carbon starvation before

dawn. When applied shortly before dusk, CaK induction is pre-

dicted to result in a smaller, but notable acceleration of starch

degradation (figure 4c,d). Our model predictions thus propose

that nicotinamide spraying and CaK overexpression have

opposite effects on starch degradation.

3.3. Regulation of sugar consumption in sink tissues by
SnRK1 and the clock

In addition to regulation by the supply from the source tissues,

sucrose levels are affected by the consumption of sucrose-

derived hexose-phosphates in sink tissues. As in P2014, sugar

consumption is inhibited by SnRK1. By contrast, in the present

model, SnRK1 activity in sink tissues is also inhibited by

sugars, so that high sugar levels activate their own consump-

tion through a double negative feed-forward loop (figure 1).
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Model simulations predict that the resulting effect on sucrose

levels should be most pronounced when carbon supply is

abruptly changing, as is for example the case in sudden

light/dark transitions or severe herbivore attacks. Figure 5

illustrates this in a model simulation, in which Arabidopsis
plants are transferred from normal to short days (early dusk).

Normal day grown plants exhibit lower levels of SnRK1 com-

pared with short day grown plants (figure 5b, and electronic

supplementary material, figure S3b,c), which results in a

higher consumption rate and hence a more pronounced tem-

porary reduction of sugars after the early dusk compared

with short day grown plants (figure 5a). However, this rapid

drop leads to an immediate release of SnRK1 inhibition

(figure 5b), which in turn slows sucrose consumption and

thus prevents a further depletion of sugars. We conclude that

the dynamic regulation of SnRK1 by sugars is a key mechanism

to avoid sugar depletion upon reduced carbon supply.

Sugar consumption is also regulated by the clock through

activation by the morning complex LHY/CCA1 and inhi-

bition by the EC (figure 1), which anticipate the diurnal

increase and decrease of carbon supply (figure 2a,b). Includ-

ing these circadian regulations improved the reproduction of

sucrose dynamics compared with P2014 (figure 2b, and elec-

tronic supplementary material, figure S6a). In particular, the

model can now explain the observed recovery of sucrose

levels after the initial drop after dusk (figure 2b) through

the circadian inhibition of sugar consumption by EC. To

further explore this, we analysed the experimentally observed

diurnal kinetics of starch and sucrose in the elf3 mutant of the

EC gene ELF3. This mutant displays a weak starch-excess

phenotype, with a slightly slower starch degradation rate

than the wild-type (figure 6a). Sucrose levels are slightly

lower at night and higher during the day compared with

the wild-type [65]. Figure 6b,c shows that our simulations
of the elf3 mutant qualitatively agree with experimental obser-

vations (figure 6a; [65]). By contrast, the P2014 model could

neither describe the decreased starch degradation rate nor the

changes in sucrose levels (electronic supplementary material,

figure S6b,c). The proposed explanation of the phenotype of

the elf3 mutant is a perturbed balance between sugar supply

and consumption. In particular, the missing inhibition of con-

sumption by the EC at night results in low sugar levels and a

concomitant activation of starvation mechanisms, which in

turn downregulate b-amylase and thus starch degradation

in the second part of the night (figure 6b). During the day, how-

ever, the model predicts the opposite changes: decreased LHY

and CCA1 in the elf3 mutant (electronic supplementary

material, section E of S1) reduce sugar consumption, leading

to their accumulation, which is also experimentally observed

[65]. We conclude that the circadian regulation of sugar con-

sumption optimizes accumulation of sucrose according to the

daily fluctuations in carbon supply (figure 6c).
4. Conclusion
Our mathematical model describes the diurnal dynamics of

carbohydrate storage and allocation in Arabidopsis plants.

The model integrates metabolic and gene regulatory pro-

cesses by including several mechanisms regulating carbon

fluxes in source and sink tissues (figure 1). Sugar supply to

growing sink tissues is regulated by environment-sensitive

kinases, which in turn are under diurnal control of the circa-

dian clock and reflect expected, regularly re-occurring water

and carbon deficit, anticipated by the clock. Carbon deficit

increases during the night and activates SnRK1 kinase via

its b subunit AKINb1, inhibiting sucrose fluxes from source

to sink. Water deficit increases during the day and activates
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OsmK kinase via its Ca2þ-dependent component CaK kinase,

which results in an activated sucrose flux during the day.

Accumulation of sucrose during the day causes a parallel

increase of T6P, a signalling metabolite which stimulates

sink development and thus increases sink demand for

carbon. This further activates OsmK kinase during the day
in a positive feedback loop (figure 1). The model explains

the experimentally observed parallel changes of sucrose and

T6P levels [45,46] with the activation of T6P synthesis by

sucrose, mediated by SnRK1. In summary, we suggest that

environment-sensitive kinases activate accumulation of

sucrose during the day and adjust plant development to the

available sucrose.

During the night, sink tissues obtain carbon from degra-

dation of stored starch. In our model, the increase of OsmK
kinase during the day activates starch degradation the following

night. This mechanism provides more carbon to actively

developing sinks in long days. While we provide arguments

based on experimental observations, which support our

model assumptions about the regulatory mechanisms, these

mechanisms remain hypothetical until they are confirmed

experimentally. We therefore propose a number of new

experiments, which allow validation of the model predictions

which emerge as a consequence of the assumptions made.

A key prediction of our model is that defoliation of plant

leaves before dusk should lead to an accelerated starch degra-

dation rate, because of the increased relative demand of

carbon by sinks. We further predict that nicotinamide treat-

ment before dusk will have the opposite effect and lead to

a decreased starch degradation rate, because the circadian

release of Ca2þ is inhibited. Moreover, starch degradation

rate is also predicted to increase in experiments in which

Ca2þ-dependent kinases are overexpressed.

Because our model includes a detailed description of the

circadian clock, it supports hypotheses by which mechanisms

the clock regulates carbon fluxes in plants (figure 1). We pro-

pose three main mechanisms: (i) starch synthesis and carbon

partitioning between starch and sucrose are regulated through

the b subunit of SnRK1, AKINb1; (ii) sink development and

starch degradation is regulated by CaK, the Ca2þ-dependent

component of the osmotic kinase; (iii) the consumption of

carbon by growing sinks is gated by the clock. Our simulations

of the elf3 mutant suggest that this circadian regulation of sugar

consumption is important for plants to anticipate diurnal

changes in sugar supply.

Our novel model components, which were all motivated

by a number of experimental observations, now provide tes-

table hypotheses regarding the molecular nature of key

regulators of carbon metabolism in plants. We propose that

the osmo-regulated kinase OsmK assumes the role of a

timer, which is used to determine starch degradation rate

as a function of the duration of the day. Further,
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we hypothesize that T6P serves as a signalling molecule to

inform sugar-supplying organs about the demand by devel-

oping sink organs. Moreover, we propose a series of

experiments, which have the potential to test some key

aspects of our hypotheses. Whereas our theoretically derived

hypotheses are of course not yet experimentally validated, we

expect that our model can, already at this unconfirmed stage,

serve as a valuable tool to further explore the regulatory
principles of plant carbon metabolism guiding the coordi-

nation of supply and demand and the communication

between source and sink tissues.
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Hendriks JH, Fisahn J, Höhne M, Günther M, Stitt M.
2004 Adjustment of diurnal starch turnover to short
days: depletion of sugar during the night leads to a
temporary inhibition of carbohydrate utilization,
accumulation of sugars and post-translational
activation of ADP-glucose pyrophosphorylase in the
following light period. Plant J. 39, 847 – 862.
(doi:10.1111/j.1365-313X.2004.02173.x)

4. Gibon Y, Pyl ET, Sulpice R, Lunn JE, Hohne M,
Gunther M, Stitt M. 2009 Adjustment of growth,
starch turnover, protein content and central
metabolism to a decrease of the carbon supply
when Arabidopsis is grown in very short
photoperiods. Plant Cell Environ. 32, 859 – 874.
(doi:10.1111/j.1365-3040.2009.01965.x)

5. Sulpice R et al. 2014 Arabidopsis coordinates the
diurnal regulation of carbon allocation and growth
across a wide range of photoperiods. Mol. Plant 7,
137 – 155. (doi:10.1093/mp/sst127)

6. Graf A, Schlereth A, Stitt M, Smith AM. 2010
Circadian control of carbohydrate availability for
growth in Arabidopsis plants at night. Proc. Natl
Acad. Sci. USA 107, 9458 – 9463. (doi:10.1073/pnas.
0914299107)

7. Graf A, Smith AM. 2011 Starch and the clock: the
dark side of plant productivity. Trends Plant Sci. 16,
169 – 175. (doi:10.1016/j.tplants.2010.12.003)

8. Klipp E, Herwig R, Kowald A, Wierling C, Lehrach H.
2005 Systems biology in practice: concepts,
implementation and application. Weinheim,
Germany: Wiley-VCH.

9. Heinrich R, Schuster S. 1996 The regulation of
cellular systems. Heidelberg, Germany: Springer.

10. Pokhilko A, Flis A, Sulpice R, Stitt M, Ebenhoh O.
2014 Adjustment of carbon fluxes to light
conditions regulates the daily turnover of starch in
plants: a computational model. Mol. BioSyst. 10,
613 – 627. (doi:10.1039/c3mb70459a)

11. Sugden C, Donaghy PG, Halford NG, Hardie DG. 1999
Two SNF1-related protein kinases from spinach leaf
phosphorylate and inactivate 3-hydroxy-3-
methylglutaryl-coenzyme A reductase, nitrate reductase,
and sucrose phosphate synthase in vitro. Plant Physiol.
120, 257 – 274. (doi:10.1104/pp.120.1.257)

12. Kulma A, Villadsen D, Campbell DG, Meek SE,
Harthill JE, Nielsen TH, MacKintosh C. 2004
Phosphorylation and 14 – 3 – 3 binding of
Arabidopsis 6-phosphofructo-2-kinase/fructose-
2,6-bisphosphatase. Plant J. 37, 654 – 667. (doi:10.
1111/j.1365-313X.2003.01992.x)

13. Rufty TW, Huber SC. 1983 Changes in starch
formation and activities of sucrose phosphate
synthase and cytoplasmic fructose-
1,6-bisphosphatase in response to source – sink
alterations. Plant Physiol. 72, 474 – 480. (doi:10.
1104/pp.72.2.474)

14. Minchin PE, Thorpe MR, Farrar JF, Koroleva OA. 2002
Source – sink coupling in young barley plants and
control of phloem loading. J. Exp. Botany 53,
1671 – 1676. (doi:10.1093/jxb/erf003)

15. Robertson FC, Skeffington AW, Gardner MJ, Webb
AA. 2009 Interactions between circadian and
hormonal signalling in plants. Plant Mol. Biol. 69,
419 – 427. (doi:10.1007/s11103-008-9407-4)

16. Pokhilko A, Mas P, Millar AJ. 2013 Modelling the
widespread effects of TOC1 signalling on the plant
circadian clock and its outputs. BMC Syst. Biol. 7,
23. (doi:10.1186/1752-0509-7-23)

17. Zheng Z et al. 2010 The protein kinase SnRK2.6
mediates the regulation of sucrose metabolism and
plant growth in Arabidopsis. Plant Physiol. 153,
99 – 113. (doi:10.1104/pp.109.150789)

18. Toroser D, Huber SC. 1997 Protein phosphorylation
as a mechanism for osmotic-stress activation of
sucrose-phosphate synthase in spinach leaves. Plant
Physiol. 114, 947 – 955. (doi:10.1104/pp.114.3.947)

19. Zimmermann U. 1978 Physics of turgor- and
osmoregulation. Annu. Rev. Plant Physiol. 29, 121 –
148. (doi:10.1146/annurev.pp.29.060178.001005)

20. Zrenner R, Stitt M. 1991 Comparison of the effect of
rapidly and gradually developing water-stress on
carbohydrate metabolism in spinach leaves. Plant
Cell Environ. 14, 939 – 946. (doi:10.1111/j.1365-
3040.1991.tb00963.x)

21. Muller B, Pantin F, Genard M, Turc O, Freixes S,
Piques M, Gibon Y. 2011 Water deficits uncouple
growth from photosynthesis, increase C content,
and modify the relationships between C and growth
in sink organs. J. Exp. Bot. 62, 1715 – 1729. (doi:10.
1093/jxb/erq438)

22. Hummel I et al. 2010 Arabidopsis plants acclimate
to water deficit at low cost through changes of
carbon usage: an integrated perspective using
growth, metabolite, enzyme, and gene expression
analysis. Plant Physiol. 154, 357 – 372. (doi:10.
1104/pp.110.157008)

23. Kerr PS, Rufty TW, Huber SC. 1985 Endogenous
rhythms in photosynthesis, sucrose phosphate
synthase activity, and stomatal resistance in leaves
of soybean (Glycine max [L.] Merr.). Plant Physiol.
77, 275 – 280. (doi:10.1104/pp.77.2.275)

24. Hamilton DA, Davies PJ. 1988 Mechanism of export
of organic material from the developing fruits of
pea. Plant Physiol. 86, 956 – 959. (doi:10.1104/pp.
86.3.956)

25. Boudsocq M, Droillard MJ, Barbier-Brygoo H,
Lauriere C. 2007 Different phosphorylation
mechanisms are involved in the activation of
sucrose non-fermenting 1 related protein kinases 2
by osmotic stresses and abscisic acid. Plant Mol.
Biol. 63, 491 – 503. (doi:10.1007/s11103-006-
9103-1)

26. Coello P, Hirano E, Hey SJ, Muttucumaru N,
Martinez-Barajas E, Parry MA, Halford NG. 2012
Evidence that abscisic acid promotes degradation of
SNF1-related protein kinase (SnRK) 1 in wheat and
activation of a putative calcium-dependent SnRK2.
J. Exp. Bot. 63, 913 – 924. (doi:10.1093/jxb/err320)

27. Johnson CH, Knight MR, Kondo T, Masson P,
Sedbrook J, Haley A, Trewavas A. 1995 Circadian
oscillations of cytosolic and chloroplastic free
calcium in plants. Science 269, 1863 – 1865. (doi:10.
1126/science.7569925)

28. Dodd AN et al. 2007 The Arabidopsis circadian clock
incorporates a cADPR-based feedback loop. Science
318, 1789 – 1792. (doi:10.1126/science.1146757)

29. Xu C, Li X, Zhang L. 2013 The effect of calcium
chloride on growth, photosynthesis, and antioxidant
responses of Zoysia japonica under drought
conditions. PLoS ONE 8, e68214. (doi:10.1371/
journal.pone.0068214)

30. Valerio C, Costa A, Marri L, Issakidis-Bourguet E,
Pupillo P, Trost P, Sparla F. 2011 Thioredoxin-
regulated beta-amylase (BAM1) triggers diurnal
starch degradation in guard cells, and in mesophyll
cells under osmotic stress. J. Exp. Bot. 62,
545 – 555. (doi:10.1093/jxb/erq288)

31. Robinson SP. 1985 Osmotic adjustment by intact
isolated chloroplasts in response to osmotic stress
and its effect on photosynthesis and chloroplast
volume. Plant Physiol. 79, 996 – 1002. (doi:10.1104/
pp.79.4.996)

http://dx.doi.org/10.1199/tab.0160
http://dx.doi.org/10.1199/tab.0160
http://dx.doi.org/10.1111/j.1365-313X.2010.04142.x
http://dx.doi.org/10.1111/j.1365-313X.2004.02173.x
http://dx.doi.org/10.1111/j.1365-3040.2009.01965.x
http://dx.doi.org/10.1093/mp/sst127
http://dx.doi.org/10.1073/pnas.0914299107
http://dx.doi.org/10.1073/pnas.0914299107
http://dx.doi.org/10.1016/j.tplants.2010.12.003
http://dx.doi.org/10.1039/c3mb70459a
http://dx.doi.org/10.1104/pp.120.1.257
http://dx.doi.org/10.1111/j.1365-313X.2003.01992.x
http://dx.doi.org/10.1111/j.1365-313X.2003.01992.x
http://dx.doi.org/10.1104/pp.72.2.474
http://dx.doi.org/10.1104/pp.72.2.474
http://dx.doi.org/10.1093/jxb/erf003
http://dx.doi.org/10.1007/s11103-008-9407-4
http://dx.doi.org/10.1186/1752-0509-7-23
http://dx.doi.org/10.1104/pp.109.150789
http://dx.doi.org/10.1104/pp.114.3.947
http://dx.doi.org/10.1146/annurev.pp.29.060178.001005
http://dx.doi.org/10.1111/j.1365-3040.1991.tb00963.x
http://dx.doi.org/10.1111/j.1365-3040.1991.tb00963.x
http://dx.doi.org/10.1093/jxb/erq438
http://dx.doi.org/10.1093/jxb/erq438
http://dx.doi.org/10.1104/pp.110.157008
http://dx.doi.org/10.1104/pp.110.157008
http://dx.doi.org/10.1104/pp.77.2.275
http://dx.doi.org/10.1104/pp.86.3.956
http://dx.doi.org/10.1104/pp.86.3.956
http://dx.doi.org/10.1007/s11103-006-9103-1
http://dx.doi.org/10.1007/s11103-006-9103-1
http://dx.doi.org/10.1093/jxb/err320
http://dx.doi.org/10.1126/science.7569925
http://dx.doi.org/10.1126/science.7569925
http://dx.doi.org/10.1126/science.1146757
http://dx.doi.org/10.1371/journal.pone.0068214
http://dx.doi.org/10.1371/journal.pone.0068214
http://dx.doi.org/10.1093/jxb/erq288
http://dx.doi.org/10.1104/pp.79.4.996
http://dx.doi.org/10.1104/pp.79.4.996


rsif.royalsocietypublishing.org
J.R.Soc.Interface

12:20141357

11
32. Rocha AMG. 2012 Calcium regulation in chloroplasts
and the role of calcium-dependent phosphorylation
of transketolase in carbon metabolism. Munich,
Germany: Ludwig-Maximilians-Universität München.

33. Stael S, Rocha AG, Wimberger T, Anrather D,
Vothknecht UC, Teige M. 2012 Cross-talk between
calcium signalling and protein phosphorylation at
the thylakoid. J. Exp. Bot. 63, 1725 – 1733. (doi:10.
1093/jxb/err403)

34. Bayer RG, Stael S, Rocha AG, Mair A, Vothknecht UC,
Teige M. 2012 Chloroplast-localized protein kinases:
a step forward towards a complete inventory. J. Exp.
Bot. 63, 1713 – 1723. (doi:10.1093/jxb/err377)

35. Chigri F et al. 2006 Calcium regulation of chloroplast
protein translocation is mediated by calmodulin
binding to Tic32. Proc. Natl Acad. Sci. USA 103,
16 051 – 160 56. (doi:10.1073/pnas.0607150103)

36. Sanchez JP, Duque P, Chua NH. 2004 ABA activates
ADPR cyclase and cADPR induces a subset of
ABA-responsive genes in Arabidopsis. Plant J.
38, 381 – 395. (doi:10.1111/j.1365-313X.2004.
02055.x)

37. Raghavendra AS, Gonugunta VK, Christmann A, Grill
E. 2010 ABA perception and signalling. Trends Plant
Sci. 15, 395 – 401. (doi:10.1016/j.tplants.2010.
04.006)

38. van Dijken AJ, Schluepmann H, Smeekens SC. 2004
Arabidopsis trehalose-6-phosphate synthase 1 is
essential for normal vegetative growth and
transition to flowering. Plant Physiol. 135,
969 – 977. (doi:10.1104/pp.104.039743)

39. Wahl V et al. 2013 Regulation of flowering by
trehalose-6-phosphate signaling in Arabidopsis
thaliana. Science 339, 704 – 707. (doi:10.1126/
science.1230406)

40. Eastmond PJ, van Dijken AJ, Spielman M, Kerr A,
Tissier AF, Dickinson HG, Jones JDG, Smeekens SC,
Graham IA. 2002 Trehalose-6-phosphate synthase 1,
which catalyses the first step in trehalose synthesis,
is essential for Arabidopsis embryo maturation.
Plant J. 29, 225 – 235. (doi:10.1046/j.1365-313x.
2002.01220.x)

41. Lemoine R et al. 2013 Source-to-sink transport of
sugar and regulation by environmental factors.
Front. Plant Sci. 4, 272. (doi:10.3389/fpls.2013.
00272)

42. Vreugdenhil D, Koot-Gronsveld EAM. 1989
Measurements of pH, sucrose and potassium ions in
the phloem sap of castor bean (Ricinum communis)
plants. Physiol. Plantarum 77, 385 – 388. (doi:10.
1111/j.1399-3054.1989.tb05657.x)

43. Dinant S. 2010 The phloem pathway: new issues
and old debates. C. R. Biol. 333, 307 – 319. (doi:10.
1016/j.crvi.2010.01.006)
44. Geiger D. 2011 Plant sucrose transporters from a
biophysical point of view. Mol. Plant 4, 395 – 406.
(doi:10.1093/mp/ssr029)

45. Yadav UP et al. 2014 The sucrose-trehalose 6-
phosphate (Tre6P) nexus: specificity and
mechanisms of sucrose signalling by Tre6P. J. Exp.
Bot. 65, 1051 – 1068. (doi:10.1093/jxb/ert457)

46. Martins MC et al. 2013 Feedback inhibition of starch
degradation in Arabidopsis leaves mediated by
trehalose 6-phosphate. Plant Physiol. 163,
1142 – 1163. (doi:10.1104/pp.113.226787)

47. Toroser D, Plaut Z, Huber SC. 2000 Regulation of a
plant SNF1-related protein kinase by glucose-6-
phosphate. Plant Physiol. 123, 403 – 412. (doi:10.
1104/pp.123.1.403)

48. Nunes C et al. 2013 Inhibition of SnRK1 by
metabolites: tissue-dependent effects and
cooperative inhibition by glucose 1-phosphate in
combination with trehalose 6-phosphate. Plant
Physiol. Biochem. 63, 89 – 98. (doi:10.1016/j.plaphy.
2012.11.011)

49. Zhang Y et al. 2009 Inhibition of SNF1-related
protein kinase1 activity and regulation of metabolic
pathways by trehalose-6-phosphate. Plant Physiol.
149, 1860 – 1871. (doi:10.1104/pp.108.133934)

50. Glinski M, Weckwerth W. 2005 Differential multisite
phosphorylation of the trehalose-6-phosphate
synthase gene family in Arabidopsis thaliana: a
mass spectrometry-based process for multiparallel
peptide library phosphorylation analysis. Mol. Cell.
Proteomics 4, 1614 – 1625. (doi:10.1074/mcp.
M500134-MCP200)

51. Harthill JE, Meek SE, Morrice N, Peggie MW, Borch J,
Wong BH, MacKintosh C. 2006 Phosphorylation and
14 – 3 – 3 binding of Arabidopsis trehalose-phosphate
synthase 5 in response to 2-deoxyglucose. Plant J. 47,
211 – 223. (doi:10.1111/j.1365-313X.2006.02780.x)

52. Zang B, Li H, Li W, Deng XW, Wang X. 2011
Analysis of trehalose-6-phosphate synthase (TPS)
gene family suggests the formation of TPS
complexes in rice. Plant Mol. Biol. 76, 507 – 522.
(doi:10.1007/s11103-011-9781-1)

53. Vandesteene L, Ramon M, Le Roy K, Van Dijck P,
Rolland F. 2010 A single active trehalose-6-P
synthase (TPS) and a family of putative regulatory
TPS-like proteins in Arabidopsis. Mol. Plant 3,
406 – 419. (doi:10.1093/mp/ssp114)

54. Scialdone A, Mugford ST, Feike D, Skeffington A,
Borrill P, Graf A, Smith AM, Howard M. 2013
Arabidopsis plants perform arithmetic division to
prevent starvation at night. eLife 2, e00669. (doi:10.
7554/eLife.00669)

55. Lu Y, Gehan JP, Sharkey TD. 2005 Daylength and
circadian effects on starch degradation and maltose
metabolism. Plant Physiol. 138, 2280 – 2291.
(doi:10.1104/pp.105.061903)

56. Usadel B et al. 2008 Multilevel genomic analysis of
the response of transcripts, enzyme activities and
metabolites in Arabidopsis rosettes to a progressive
decrease of temperature in the non-freezing range.
Plant Cell Environ. 31, 518 – 547. (doi:10.1111/j.
1365-3040.2007.01763.x)

57. Gissot L, Polge C, Jossier M, Girin T, Bouly JP, Kreis
M, Thomas M. 2006 AKINbg contributes to SnRK1
heterotrimeric complexes and interacts with two
proteins implicated in plant pathogen resistance
through its KIS/GBD sequence. Plant Physiol. 142,
931 – 944. (doi:10.1104/pp.106.087718)

58. Martinez-Barajas E et al. 2011 Wheat grain
development is characterized by remarkable
trehalose 6-phosphate accumulation pregrain filling:
tissue distribution and relationship to SNF1-related
protein kinase1 activity. Plant Physiol. 156,
373 – 381. (doi:10.1104/pp.111.174524)

59. Niwa Y, Yamashino T, Mizuno T. 2009 The circadian
clock regulates the photoperiodic response of
hypocotyl elongation through a coincidence
mechanism in Arabidopsis thaliana. Plant Cell
Physiol. 50, 838 – 854. (doi:10.1093/pcp/pcp028)

60. Blasing OE et al. 2005 Sugars and circadian
regulation make major contributions to the global
regulation of diurnal gene expression in Arabidopsis.
Plant Cell 17, 3257 – 3281. (doi:10.1105/tpc.105.
035261)

61. Rufty TW, Huber SC, Kerr PS. 1984 Effects of canopy
defoliation in the dark on the activity of sucrose
phosphate synthase. Plant Sci. Lett. 34, 247 – 252.
(doi:10.1016/S0304-4211(84)80003-6)

62. Baena-Gonzalez E, Sheen J. 2008 Convergent energy
and stress signaling. Trends Plant Sci. 13, 474 – 482.
(doi:10.1016/j.tplants.2008.06.006)

63. Doncic A, Skotheim JM. 2013 Feedforward
regulation ensures stability and rapid reversibility of
a cellular state. Mol. Cell 50, 856 – 868. (doi:10.
1016/j.molcel.2013.04.014)

64. Mangan S, Alon U. 2003 Structure and function of
the feed-forward loop network motif. Proc. Natl
Acad. Sci. USA 100, 11 980 – 11 985. (doi:10.1073/
pnas.2133841100)

65. Yazdanbakhsh N, Sulpice R, Graf A, Stitt M, Fisahn J.
2011 Circadian control of root elongation and C
partitioning in Arabidopsis thaliana. Plant Cell
Environ. 34, 877 – 894. (doi:10.1111/j.1365-3040.
2011.02286.x)

66. Comparot-Moss S et al. 2010 A putative
phosphatase, LSF1, is required for normal starch
turnover in Arabidopsis leaves. Plant Physiol. 152,
685 – 697. (doi:10.1104/pp.109.148981)

http://dx.doi.org/10.1093/jxb/err403
http://dx.doi.org/10.1093/jxb/err403
http://dx.doi.org/10.1093/jxb/err377
http://dx.doi.org/10.1073/pnas.0607150103
http://dx.doi.org/10.1111/j.1365-313X.2004.02055.x
http://dx.doi.org/10.1111/j.1365-313X.2004.02055.x
http://dx.doi.org/10.1016/j.tplants.2010.04.006
http://dx.doi.org/10.1016/j.tplants.2010.04.006
http://dx.doi.org/10.1104/pp.104.039743
http://dx.doi.org/10.1126/science.1230406
http://dx.doi.org/10.1126/science.1230406
http://dx.doi.org/10.1046/j.1365-313x.2002.01220.x
http://dx.doi.org/10.1046/j.1365-313x.2002.01220.x
http://dx.doi.org/10.3389/fpls.2013.00272
http://dx.doi.org/10.3389/fpls.2013.00272
http://dx.doi.org/10.1111/j.1399-3054.1989.tb05657.x
http://dx.doi.org/10.1111/j.1399-3054.1989.tb05657.x
http://dx.doi.org/10.1016/j.crvi.2010.01.006
http://dx.doi.org/10.1016/j.crvi.2010.01.006
http://dx.doi.org/10.1093/mp/ssr029
http://dx.doi.org/10.1093/jxb/ert457
http://dx.doi.org/10.1104/pp.113.226787
http://dx.doi.org/10.1104/pp.123.1.403
http://dx.doi.org/10.1104/pp.123.1.403
http://dx.doi.org/10.1016/j.plaphy.2012.11.011
http://dx.doi.org/10.1016/j.plaphy.2012.11.011
http://dx.doi.org/10.1104/pp.108.133934
http://dx.doi.org/10.1074/mcp.M500134-MCP200
http://dx.doi.org/10.1074/mcp.M500134-MCP200
http://dx.doi.org/10.1111/j.1365-313X.2006.02780.x
http://dx.doi.org/10.1007/s11103-011-9781-1
http://dx.doi.org/10.1093/mp/ssp114
http://dx.doi.org/10.7554/eLife.00669
http://dx.doi.org/10.7554/eLife.00669
http://dx.doi.org/10.1104/pp.105.061903
http://dx.doi.org/10.1111/j.1365-3040.2007.01763.x
http://dx.doi.org/10.1111/j.1365-3040.2007.01763.x
http://dx.doi.org/10.1104/pp.106.087718
http://dx.doi.org/10.1104/pp.111.174524
http://dx.doi.org/10.1093/pcp/pcp028
http://dx.doi.org/10.1105/tpc.105.035261
http://dx.doi.org/10.1105/tpc.105.035261
http://dx.doi.org/10.1016/S0304-4211(84)80003-6
http://dx.doi.org/10.1016/j.tplants.2008.06.006
http://dx.doi.org/10.1016/j.molcel.2013.04.014
http://dx.doi.org/10.1016/j.molcel.2013.04.014
http://dx.doi.org/10.1073/pnas.2133841100
http://dx.doi.org/10.1073/pnas.2133841100
http://dx.doi.org/10.1111/j.1365-3040.2011.02286.x
http://dx.doi.org/10.1111/j.1365-3040.2011.02286.x
http://dx.doi.org/10.1104/pp.109.148981

	Mathematical modelling of diurnal regulation of carbohydrate allocation by osmo-related processes in plants
	Introduction
	Background
	Novel hypotheses and key model improvements

	Model description
	Results and discussion
	Diurnal kinetics of sucrose and T6P in plants
	Diurnal regulation of starch degradation by the clock and sink’s demand
	Regulation of sugar consumption in sink tissues by SnRK1 and the clock

	Conclusion
	Funding statement
	References


