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Abstract Modelling studies predicted that climate change will have strong impacts on the
coffee crop, although no information on the effective impact of elevated CO, on this plant
exists. Here, we aim at providing a first glimpse on the effect of the combined impact of
enhanced [CO,] and high temperature on the leaf mineral content and balance on this
important tropical crop. Potted plants from two genotypes of Coffea arabica (cv. Icatu and
IPR 108) and one from C. canephora (cv. Conilon Clone 153) were grown under 380 or
700 uL CO, L ! air, for 1 year, after which were exposed to an stepwise increase in
temperature from 25/20 °C (day/night) up to 42/34 °C, over 8 weeks. Leaf macro—(N, P, K,
Ca, Mg, S) and micronutrients (B, Cu, Fe, Mn, Zn) concentrations were analyzed at 25/20 °C
(control), 31/25 °C, 37/30 °C and 42/34 °C. At the control temperature, the 700 uL L™ grown
plants showed a moderate dilution effect (between 7 % and 25 %) in CL 153 (for N, Mg, Ca,
Fe) and Icatu (for N, K and Fe), but not in IPR 108 (except for Fe) when compared to the
380 uL L ! plants. For temperatures higher than control most nutrients tended to increase,
frequently presenting maximal contents at 42/34 °C (or 37/30 °C), although the relation
between [CO,] treatments did not appreciably change. Such increases offset the few dilution
effects observed under high growth [CO,] at 25/20 °C. No clear species responses were found
considering [CO,] and temperature impacts, although IPR 108 seemed less sensitive to [CO;].
Despite the changes promoted by [CO,] and heat, the large majority of mineral ratios were
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kept within a range considered adequate, suggesting that this plant can maintain mineral
balances in a context of climate changes and global warming.

Abbreviations

Amnax Photosynthetic capacity

P, Net photosynthetic rate

PSIT Photosystem IT

RuBisCO Ribulose-1,5-bisphosphate carboxylase/oxygenase
WUE Water use efficiency.

1 Introduction

Over the past 800,000 years, atmospheric [CO,] changed between 180 (glacial periods) and
280 uL CO, L' (interglacial periods). Yet, from the pre-industrial period until 2013 the
atmosphere [CO,] strongly increased ca. 43 %, from about 280 up to 400 uL L', and,
depending on future scenarios of anthropogenic emissions, further increases of [CO,] are
expected, to values between 450 and 600 pL L' by the year 2050 and between 730 and
1020 pL L™ by 2,100. That is predicted to be accompanied by a global warming between 1.4
and 5.8 °C by the end of the present century (IPCC. Climate change 2007).

The actual [CO,] in the atmosphere is below the optimal for photosynthesis of C; crops.
Therefore leaf photosynthesis has a potential to increase in response to [CO,] enhancement
(Zhu et al. 2012). In fact, the stimulation of P,, often above 50 %, has widely reported,
resulting from a simultaneous higher carboxylation rate of RuBisCO due to increased substrate
availability and a competitive inhibition to O,, reducing the oxygenation rate and subsequently
decreasing the CO, loss and energy costs associated with the flux of 2PG through the
photorespiratory pathway (Sage 1994; Long et al. 2004; Ainsworth and Rogers 2007;
Kirschbaum 2011). On the other hand, supra-optimal temperatures have impacts on plant
growth and metabolism by changing the stomatal conductance and energy use, modifying the
thylakoid structure and gas diffusion within the mesophyll (Lambers et al. 2008), reducing the
net C-gain in Cj species, due to a higher proportional increase in photorespiration than in
photosynthesis (Long 1991), and, ultimately, impairing the Calvin cycle activity (Pastenes and
Horton 1996). Therefore, by reducing photorespiration, air CO, enrichment is expected to
increase photosynthesis more at high than at low temperatures, thus, at least partially, offsetting
the effects of supra-optimal temperatures on yield (Long 1991; Polley 2002).

The impact of enhanced [CO,] on plant productivity and growth has been often
explored in conjunction with alterations in photosynthesis, respiration and carbon use
and allocation (Luo et al. 1999; Zhu et al. 2012), whereas the corresponding modi-
fications in mineral composition (with the exception of nitrogen) has received much
less attention (Thiec et al. 1995; Roberntz and Linder 1999; Blank et al. 2011). It was
suggested that the main impacts related to the nutrient maintenance or decrease in leaf
tissues under enhanced [CO;] include, among others, the regulation of the photosyn-
thetic apparatus (e.g., with influence in N, S and Fe), the increase of enzyme activity
(e.g., on K, P, Mn and Fe), changes of redox reactions (e.g., on Fe, Zn e Cu), and on
the storage of energy and maintenance of structural integrity of chloroplast membranes
(e.g., B) (Overdieck1993; Manderscheid et al. 1995; Fangmeier et al. 1997; Leakey
et al. 2009; Blank et al. 2011). Changes in mineral contents may affect the plant
development itself, but could also impact the human and animal nutrition, herbivory,
litter decomposition rates, vegetation combustibility, etc. (Blank et al. 2011).
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Leaf mineral nutrient concentrations are frequently found to decline in the biomass in
response to enhanced atmospheric [CO,] exposure. This was largely attributed to higher
growth rates, but also to increased amounts of non-structural carbohydrates (mainly starch),
to lower leaf transpiration rates, or to changes in the nutrient allocation patterns (Conroy and
Hocking 1993; Ceulemans and Mousseau 1994; Thiec et al. 1995; Cotrufo et al. 1998). Still,
such dilution effect might represents a qualitative physiological change rather than a lack of
nutrient availability (Thiec et al. 1995), as often the total absorbed mineral amounts increase
with the enhanced growth under high [CO,] (Overdieck 1993).

Studies dealing with nutrients focused mostly the N decrease and the C/N ratio rise (Conroy
and Hocking 1993; Cotrufo et al. 1998; Taub and Wang 2008; Blank et al. 2011). Yet,
reductions of several other minerals have also been reported, as K, Ca, Mg, Mn, Fe in
herbaceous and woody species (Overdieck 1993), P, K, Ca, S, Na, Al, Cu, Fe, Mn, Zn and
Sr in herbarium samples (Penuelas and Matamala 1993), in the macronutrients N, P, K, Mg, S
and Ca in Picea abies (Roberntz and Linder 1999) and in N, P, Ca and Mn (but not in P, Mg
and S) in Quercus rubra (Thiec et al. 1995). Thus, taking into account the importance of
mineral concentrations and balance to virtually all biological processes, the understanding of
mineral impact of growth [CO,] is of crucial importance.

Coffee, a tropical crop grown in approximately 80 countries, it is one of the world’s most
traded agricultural products. Together, two species, C. arabica L. and C. canephora Pierre ex
A. Froehner, are responsible for ca. 99 % of world coffee bean production, constituting the
economic basis of many tropical developing countries (DaMatta and Ramalho 2006; Partelli
et al. 2011; Davis et al. 2012). Optimal annual mean temperatures to plant development are
between 18 and 23 °C for C. arabica, and between 22 and 26 °C (or even 30 °C) for
C. canephora (DaMatta and Ramalho 2006; DaMatta et al. 2007). With annual mean
temperature above 23 °C the development and ripening of Arabica coffee fruits are acceler-
ated, often leading to loss of beverage quality, whereas high temperature during blossoming,
especially if associated with a prolonged dry season, may cause abortion of flowers (Camargo
1985). Temperatures up to 30 °C are needed for floral bud initiation, but their development, as
well as fruit growth should occur at values around 23/17 °C (Camargo 1985). Therefore, the
coffee tree growth and fruit production are closely related to natural climatic conditions, with
particular relevance to extreme temperatures and water availability conditions (DaMatta and
Ramalho 2006; Camargo 2010; Davis et al. 2012). Not surprisingly, studies addressing global
warming have predicted dramatic effects on this crop that might threaten the world's coffee
supply, as it were estimated heavy losses of yield (Gay et al. 2006), suitable areas (Assad et al.
2004) and genetic variability due to extinction of C. arabica wild populations (Davis et al.
2012). Nevertheless, such estimates neglected possible mitigating effects of the enhanced
atmospheric [CO,] on the adverse impacts of elevated temperatures. Moreover, the recognized
ability of some coffee genotypes to metabolically adjust to harsh environmental constraints of
temperature, irradiance, water and nutrients (Ramalho et al. 1999; DaMatta and Ramalho
2006; Fortunato et al. 2010; Batista-Santos et al. 2011; Scotti-Campos et al. 2014) should also
be taken into account, including their mineral dynamics (Ramalho et al. 2013b). For instance,
in contrast to early works claiming that coffee photosynthesis is quite sensitive to temperatures
above 20-25 °C, by gradually rising temperature and considering a sufficiently long acclima-
tion time, C. arabica plants showed P, increases up to 30 °C, whereas A,,x was observed to
be maintained up to 35 °C for both C. arabica and C. canephora plants (DaMatta and
Ramalho 2006). Therefore, the photosynthetic apparatus seems to display some tolerance to
elevated temperatures, which agrees with the high field productivity in tropical environments,
where leaf temperature easily reaches values above 40 °C along the day, especially in the outer
leaves of the canopy (DaMatta and Ramalho 2006).
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Despite the agronomic importance of the coffee crop, only recently the effects of enhanced
growth [CO,] on the coffee physiology begun to be addressed (Ramalho et al. 2013a), but until
now there is no information on the impact of the combined elevated [CO,] and temperature,
namely, on the mineral nutrient contents and dynamics. Such information is of upmost
importance, namely because the maintenance of adequate mineral availability to the plant,
and in the leaves, is crucial to the ongoing vegetative and reproductive development, affecting
bean yield and quality (Malavolta 1993). Furthermore, fertilization has been considered as a
mitigating strategy of climate changes, mostly because the higher CO, availability acts as a C-
fertilization. This can modify the C/N ratio and the relation with other nutrients in the biomass,
with implications on plant fertilizer management (Thiec et al. 1995) to better take advantage
from the higher C-availability without other minerals limitation.

This work aims at giving the first insights on the interacting effect of atmospheric CO, and
temperature on the leaf mineral dynamics and balance, on a context of predicted climate
changes and global warming, using three genotypes with agronomic importance from the two
main producing species, C. arabica and C. canephora.

2 Materials and methods
2.1 Plant material and experimental design

Three genotypes with agronomic importance from the two main producing species were used.
The experimental design and plant growth conditions were based in Ramalho et al. (2013a).
Potted plants of 1.5 years old from C. arabica L. (cv. Icatu and cv. Catucai IPR 108) and
C. canephora Pierre ex Froehner cv. Conilon Clone 153 (CL 153), grown in 12 L pots, were
transferred from a greenhouse (ambient [CO;]) into walk-in growth chambers (EHHF 10,000,
ARALAB, Portugal) and placed in 26 L pots. The plants were then grown under environ-
mental controlled conditions of temperature (25/20 °C, day/night), RH (75 %), irradiance (ca.
700-800 pmol m > sfl), photoperiod (11.5 h) and two CO, concentrations (380 or
700 uL L") on a long term basis (ca. one year). Each of the 10 plants per genotype and
[CO,] treatment was fed on a monthly basis with 5 g of the following fertilizer mixture: 7 %
Ca (NO3)y, 5 % KNO;, 7.8 % P,0s, 17 % K50, 1.6 % MgO, 20 % MgSO,, 0,02 % H3;BO;
and 0.01 % ZnSO,. To reinforce the N and Ca availability, a complementary fertilization of 2 g
was done every 3 months with a mixture of 27 % NH4NO; and 6 % CaO. Both fertilizers were
provided as solid spheres that slowly dissolved over successive watering, allowing a gradual
release of minerals to the soil/plant. To improve micronutrient availability, 500 mL of a
solution containing 0.02 % Fe-EDTA, 0.01 % CuSQy, 0.01 % MnCl,, and 0.005 %
H,;Mo00,, were added on a monthly basis.

After one year, the plants were exposed to a gradual temperature rise (0.5 °C per day), in
order to allow the expression of acclimation capability, from 25/20 °C up to 42/35 °C (day/
night), with a six/seven day permanence at 31/25, 37/30 and 42/35 °C, to allow the pro-
grammed data collection, taking ca. eight weeks until the end of the experiment. All the other
environmental conditions were maintained as described above, including the two air [CO,]
(380 or 700 uL L"). The plants were grown without water, nutrient or root development
restrictions, the latter as judged by visual examination by the end of the experiment when
plants were removed from pots.

The experiment was set up using a 2x4x3 factorial distribution with 10 replicates (one
plant per pot), being the factors: two growth [CO,] levels (380 or 700 uL L"), four
temperature levels (25/20, 31/25, 37/30 and 42/34 °C) and three coffee genotypes.
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2.2 Leaf sampling

All samples were taken from recently mature leaves, fully developed under each [CO;], from
the light exposed top branches (both plagiotropic and orthotropic), after ca. 2 hours of
illumination, from 8 to 10 plants of each treatment and genotype, by the third/fourth day of
exposure to each of the studied temperature levels.

2.3 Tissue nutrient analysis

The leaf samples were dried at 65 °C, until constant weight was reached (ca. 48 h), and
reduced to powder (using a mill CIENLAB CE-430; 8 blades, 1,725 rpm, 20 mesh size).

To quantify the P, K, Ca, Mg, S, Cu, Fe, Mn and Zn contents, ca. 400 mg aliquots (dry
weight), were submitted to a nitric-perchloric digestion (65 % and 70 %) followed by analysis
through atomic absorption spectrometry (VARIAN AA-240-FS, Agilent Technologies, USA)
(EMBRAPA-Empresa Brasileira De Pesquisa 1997).

Total nitrogen concentration was determined in 100 mg aliquots (dry weight), by the micro
Kjeldahl method. Digestion was performed in 5 mL of H,S0, (a mixture of potassium sulphate
and red mercuric oxide, 1:10, w/w, was used as catalyst and salicylic acid was included to
reduce nitrate) (Vogel 1961), as previously optimized for coffee (Ramalho et al. 1999).

For B quantification, ca. 200 mg aliquots (dry weight) were used, to which 2 mL of 40 mM
ammonium acetate buffer containing 7.5 % EDTA (w/v), and 2 mL of a solution of 10 mM
azomethine-H to promote the reaction were added. After agitation the samples were left for
30 min and the B quantification was performed spectrophotometrically (420 nm, a 25 °C),
using a standard curve of B, following Bataglia et al. (1983).

All determinations were performed in triplicates.

2.4 Statistical analysis

The data were subjected to a two-way ANOVA (p<0.05), considering the factors genotype and
[CO,], after which a Tukey test (p<0.05) was applied for mean comparison, as the two-way
ANOVA for macronutrients (N, P, K, Ca, Mg and S) and micronutrients (B, Cu, Fe, Mn and
Zn) revealed significant interaction between all treatments.

3 Results
3.1 Impact of enhanced growth [CO,] on leaf mineral contents irrespective of temperature

Globally, under control temperature (25/20 °C, day/night) the leaf macronutrient contents
varied significantly in a genotype-dependent basis (Table 1). Under control temperature
conditions, significant reductions under enhanced [CO,] were noted for N (7.5 % in CL 153
and 16 % in Icatu), K (24 % in Icatu), and Mg and Ca (24 % and 18 %, respectively, CL 153)
(Table 1), whereas IPR108 did not significantly respond to [CO5].

With the exposure to higher temperatures, the macronutrients N and K stand out when
comparing the growth [CO,] levels. Upon 700 uL L' leaf N content tended to lower values
irrespective of temperature and genotype. Such decreases were significant for all temperatures
in CL 153 (up to 11 %), in IPR 108 at 31/25 °C and 37/30 °C (ca. 7 %) and in Icatu at 42/34 °C
(6 %). Still above 25/20 °C, K showed also significant reductions in CL 153 in all tempera-
tures, between 14 and 18 %, in Icatu at 31/25 °C (19 %) and 37/30 °C (7 %), and in IPR108 at
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Table. 1 Leaf macronutrient contents (mg g ', dry weight) in C. arabica (Icatu and IPR 108) and C. canephora
(Conilon CL 153) grown at either 380 or 700 pL. CO, L"), at 25/20; 31/25; 37/30; 42/34 °C, (day/night). Each
value represents the mean of ten replicates

Genotypes [CO,] CL 153 Icatu IPR 108

380 uLL™' 700 uL L' 380 uL L' 700 pL L' 380 L L' 700 uL L7

25/20 °C
N@mggh 34.28 aA 31.72 bB 37.13 aA 31.13bB 3645 aA 36.22 aA
Pmgg") 1.35aA 1.46 aA 1.29 aA 1.04 aA 1.74 aA 1.64 aA
K (mg g™ 18.98 aA 17.53 aAB 18.54 aA 14.08 bB 18.49 aA 19.25 aA
Ca(mggh) 13.52 aA 11.07 bA 9.75 aB 1042 aA 8.05 aB 8.60 aA
Mg (mg g ") 2.22 aA 1.68 bA 1.83 aA 1.53 aA 1.94 aA 1.77 aA
S(mggh 1.99 aA 1.86 aA 2.19 aA 1.83 aA 2.14 aA 2.12 aA
31/25 °C
N (mg g 38.51 aA 34.29 bA 36.86 aA 34.68 aA 36.73 aA 34.19 bA
Pmggh) 1.35aA 1.38 aA 1.27 aA 1.22 aA 1.71 aA 1.59 aA
K (mg gt 21.85 aA 17.97 bA 20.65 aA 16.78 bB 18.35 aA 19.07 aA
Ca(mggh) 10.78 bA 13.22 aA 10.74 aA 11.2 aAB 10.62 aA 9.55 aB
Mg (mg g ") 222 aA 1.79 aA 2.17 aA 2.03 aA 2.40 aA 1.95 aA
S(mggh) 227 aA 2.01 aA 2.17 aA 2.04 aA 2.15 aA 2.07 aA
37/30 °C
N (mggh) 39.61 aA 35.12 bA 3841 aA 37.29 aA 38.56 aA 35.76 bA
P(mgg") 1.26 aA 1.18 aA 1.51 aA 1.21 aA 1.71 aA 1.24 aA

K (mgg™h 24.92 aA 21.43 bA 23.57 aA 21.97 bA 22.03 aA 16.80 bB
Ca(mggh) 11.03 aA 12.26 aA 11.12 aA 12.19 aA 10.01 aA 10.26 aA

Mg(mgg)  248aA 2.25aA 2.94 aA 2.69 aA 2.80 aA 236 bA

S(mgg™h) 232 aA 2.06 aA 225 aA 2.20 aA 225 aA 2.10 aA
42/34 °C

N(mgg") 40.84 aA 3780 bA  41.32aA 3875bA  41.69aA 39.49 aA

P(mggl) 1.15 aA 1.01 aA 1.52 aA 1.26 aA 1.78 aA 143 aA

K (mg g 24.72 aA 20.88 bB 2523 aA 24.88 aA 26.39 aA 21.12 bB
Ca(mggh) 11.67 aA 10.54 aA 12.31 aA 12.97 aA 11.65 aA 10.84 aA
Mg (mg g ") 2.85 aA 2.80 aA 3.18 aA 3.16 aA 3.31 aA 3.07 aA
S(mggh 2.41 aA 223 aA 2.42 aA 2.30 aA 2.44 aA 232 aA

Different letters express significant differences between CO, treatments within the same genotype (a, b), or
between genotypes within the same CO, treatment (A, B, C), after a mean comparison using a Tukey test at 5 %
of probability.

the two highest ones (ca. 20-24 %). For the remaining macronutrients, only a few modifica-
tions were detected, with an Mg reduction at 37/30 °C in IPR 108, and a Ca increase at 31/
25°C in CL 153 (Table 1).

With regard to the leaf micronutrients, under control temperature B, Mn and Zn contents
did not change significantly due to the enhanced [CO,] in either genotype (Table 2). In
contrast, Cu increased in CL 153 (7 %) and Icatu (12 %) and decreased in IPR 108 (16 %),
whereas, Fe content diminished in all genotypes upon high [CO,], ranging from 10 % (Icatu)
to 25 % (CL 153). Notably, the contents of both Cu and Fe changed significantly under other
temperatures. Under the moderate high temperature of 31/25 °C, Cu and Fe decreased in all
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genotypes, but at 42/34 °C Cu was higher in the plants at 700 uL L' in IPR 108 (12 %) and
increased as much as 56 % in CL 153. Fe tended to decrease at 31/25 °C and 37/30 °C in all
genotypes under enhanced [CO,]. These differences were absent at 42/34 °C, mostly, because
Fe content in the plants grown at 380 uL L' tend to lower values, approaching those of the
plants grown at 700 uL L™'. Regarding other micronutrients, B content was lower under high
[CO,] conditions in all increased temperatures in CL 153 (ca. 9-14 %), 37/30 °C for IPR 108
and 42/34 °C for Icatu. Mn tended to higher values in enhanced [CO,] at the two highest
temperatures, particularly at 37/30 °C in the C. arabica genotypes, Icatu (21 %) and IPR 108
(30 %), which was mostly related to an effective rise in leaf Mn content in the 700 pL L™
plants. Zn contents differed minimally, if any, in each genotype (Table 2).

3.2 Changes in leaf mineral contents due to temperature increase on both growth [CO,]

Overall, there were no significant differences in the macronutrients contents among the
genotypes grown at 380 pL L™ at 25/20 °C, with the exception for Ca that displayed a higher
content in CL 153. This pattern was closely followed for all the genotypes grown at high
[CO,], with the exceptions of N (higher in IPR 108) and K (lower in Icatu).

The above described pattern was similar for 31/25, 37/30 and 42/34 °C given that no
differences could be found among genotypes for all macronutrients at 380 pL L' In the
plants grown under enhanced [CO,], little differences were found, mostly restricted to K, but
Icatu evolved from the lowest (25/20 °C) to the highest (42/34 °C) content among genotypes
due to a considerable (76 %) gradual K rise.

The coffee genotypes globally revealed a tendency for increased macronutrients contents
with the increasing temperature. In fact, irrespective of growth [CO,], macronutrient values
generally peaked at the highest temperature treatments (Table 1). This pattern was clear in the
C. arabica genotypes (Icatu and IPR 108) in which only the P content in IPR 108, grown
under 700 pL L', did not show a maximal value at 42/34 °C. The CL 153 displayed the
highest K contents (at both [CO,]) at 37/30 °C, although close to those observed at 42/34 °C.
The other exceptions were noted in CL 153 that peaked at control for P for both growth [CO;]
and for Ca that showed the highest contents at control (380 uL CO, L") or 31/25 °C (700 uL
CO, L) (Table 1).

Concerning the micronutrients, under control temperature and ambient [CO,], CL 153 and
IPR 108 displayed the highest contents of B, Cu and Fe (except for Cu in IPR 108) and Icatu
the lowest ones. Under high [CO,] conditions CL 153 and IPR 108 still showed higher mineral
contents, except for Cu in IPR 108 and Fe (for which all genotypes displayed similar contents).
The Mn and Zn contents did not differ significantly among genotypes, irrespective of [CO,].

As for the case of macronutrients, almost all maximal absolute micronutrient contents
peaked at the two highest temperatures, irrespective of growth [CO,]. Indeed, at temperatures
higher than control and for ambient CO,, the highest contents of B, Cu, and Fe gradually
shifted from CL 153 and IPR 108 to Icatu that showed the maximum contents of those
minerals at 42/34 °C (except for Fe). For the plants grown under enhanced [CO,] the changes
of these minerals with temperature rise were not so clear. Yet, maximal values for B, Cu, and
Fe were found at 37/30 or 42/34 °C (except Cu in IPR 108). The more obvious example was
observed in Icatu plants grown under 700 uL CO, L™", which showed maximal contents of all
micronutrient at 42/34 °C, although with similar or lower levels than those observed under
380 uL CO, L™! (Table 2).

In what concerns Mn and Zn, only at the extreme temperature of 42/34 °C some differences
between genotypes arise. Mn tended to be higher in CL 153 in both growth [CO,], whereas Zn
was particularly high in Icatu at 380 uL CO, L.
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The exceptions for these overall patterns were observed for Fe in CL 153 (380 uL CO, LY
that showed maximal Fe contents at control temperature with a slow decrease with the
increasing temperature, for Mn in Icatu (380 uL CO, L") and Cu for IPR 108 (both [CO,])
that presented, respectively, the highest Mn and Cu contents at 31/25 °C.

3.3 Elevation of [CO,] and temperature promote changes in the relationships between leaf
minerals

The modifications in the individual minerals, due to either growth [CO,] or temperature, showed a
moderate impact on the balance between nutrients for the coffee crop, as highlighted in Table 3 for
the control and the highest temperature regimens (42/34 °C). Under control temperature, the
genotypes showed values for N/P (only for CL 153), N/S, N/Cu, P/Zn and B/Zn ratios close to
those considered as adequate for this crop, whereas N/P (C. arabica genotypes), K/Mg and Cu/Zn
ratios showed slightly higher values and Ca/Mn below what could be expected.

The impact of high temperature in some nutrient ratios differed among genotypes. The N/P
increased in CL 153 and IPR 108 but not in Icatu. The N/S, P/Zn and B/Zn showed some
changes but were maintained within adequate values. On the other hand, K/Mg was reduced
irrespective of genotype and [CO,] (except in CL 153, 380 uL CO, L") but was still at values
higher than adequate. Also, the N/Cu ratio increased in CL 153 and IPR 108 at 380 uL CO,
L', but decreased at 700 uL CO, L™}, similarly to Icatu on both [CO,].

The impact of growth [CO,] was also diverse. Some ratios (as N/S and B/Zn) were not
affected at both temperatures and others were not affected only at control (Ca/Mn), whereas N/
P tended to higher ratio values with enhanced growth [CO;].

4 Discussion

Foliage mineral content and specific ratios (balance) between some of them are often used to assess
the nutritional status of plants or to explain visual symptoms, namely in coffee (Malavolta 1993;
Braganca et al. 2007). Taking into account that our experiment took about 13.5 months under pot
conditions, it seems crucial to evaluate the mineral plant availability through leaf contents.
Considering the values at control temperature (25/20 °C), the macronutrient (N, P, K, Ca, Mg, S)
levels were within a good range for this crop, although N on one side and P and Mg on the other
were rather above and below of adequate, respectively. In what regards the micronutrients (B, Cu,
Fe, Mn and Zn), only Fe might be considered below adequate levels (Malavolta 1993; Ramalho
et al. 1995; Braganca et al. 2007; Guimares and Reis 2010; Ramalho et al. 2013b). Therefore, as
evaluated through visual observation and confirmed by leaf mineral contents, the plants had a
suitable nutrient availability along the experimental period.

4.1 Impact of enhanced growth [CO,] on leaf mineral contents irrespective of temperature

Both herbaceous and woody species commonly present mineral nutrients changes overtime
(e.g., in N, P, K, Mg, S, Ca) in response to enhanced atmospheric [CO,] (Overdieck 1993;
Roberntz and Linder 1999; Blank et al. 2011). The recently mature leaves of the studied coffee
genotypes, presented only moderate dilution effects under high [CO,] conditions at 25/20 °C
on some macro—and micronutrients, notably, without changing its level of availability, what
agrees with the good physiological performance under temperature control conditions ob-
served in these plants (Ramalho et al. 2013a). Even the observed nutrient dilution may reflect
qualitative physiological changes rather than a lack of nutrients (Thiec et al. 1995). In fact, CL
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153 showed decreases in N, Mg, Ca, Fe (between 7.5 % and 25 %), Icatu in N, K and Fe
(between 10 and 24 %), whereas IPR 108 showed no significant changes for all macronutrients
and reductions on Cu and Fe regarding micronutrients. Fe was the only nutrient that was
significantly reduced in all coffee genotypes (between 10 % in Icatu and 25 % in CL 153).
These results partially agree with those reports that noted an impact of high growth [CO,] on
micronutrients, with reductions between 10 and 30 %. Still, only a few minerals were modified
in coffee plants, revealing a much lower extent than in other species, where reductions
included a wider number of nutrients as Mn, Fe and Zn (Overdieck 1993; Manderscheid
et al. 1995), Al, Cu, Sr, Fe, Mn, Na and Zn (Penuelas and Matamala 1993), Fe and Zn
(Fangmeier et al. 1997) and Mn (Thiec et al. 1995).

The relatively low change extent of mineral contents might also be related to the unre-
stricted roots volume, water and nutrient supply conditions in the present experiment. The
maintenance of root functioning would in turn allow to keep the sink strength for the enhanced
photosynthate synthesis (which did not increased), coming from a higher photosynthetic
functioning capacity (Ramalho et al. 2013a). Moreover, such enhanced photosynthetic func-
tioning observed at 25/20 °C, together with the moderately lower (CL 153 and Icatu) or similar
(IPR 108) N content would increase the photosynthetic nitrogen use efficiency (Leakey et al.
2009).

For the temperatures higher than control, 31/25 °C and 37/30 °C, N, K, Fe and Cu tended to
lower values in all genotypes at 700 relatively to 380 uL L™". Still, upon the extreme 42/34 °C,
almost all macronutrients (except N and K) showed close contents amongst [CO,] levels. Notably,
Mn tended to higher values in enhanced [CO;] at the two highest temperatures in the C. arabica
genotypes (Icatu and IPR 108), mostly, related to a rise in leaf Mn content in the 700 uL L™" plants.
Due to the crucial role of Mn on PSII functioning, such increased levels might have contributed to
the maintenance of higher levels of PSII activity at temperatures higher than control (data not shown)
as observed in coffee leaves under cold conditions (Ramalho et al. 2013b).

Also, the increase in the growth [CO,] and temperature did not modify the content order of
macronutrients, as most cases maintained the order N>K>Ca>Mg>S>P (Table 1) and are
close to those recommended for this crop (Malavolta 1993).

4.2 Changes in leaf mineral contents due to temperature increase on both growth [CO;]

For temperatures higher than control an absence of differences between genotypes within each [CO,]
level was observed for almost all macronutrients. Ca (at 31/25 °C) and K (at all temperatures) were the
exceptions, with Icatu starting the lowest K content at 25/20 °C and reaching the highest at 42/34 °C,
related to a gradual K rise that paralleled the temperature enhancement. The changes in each Coffea
spp. genotype along a gradual temperature increase, revealed a global tendency for macronutrient
accumulation in the leaf tissues at higher temperatures when compared to control for almost all
macronutrients (Table 1). In fact, irrespective of growth [CO,], almost all absolute maximal macro-
nutrient contents were found in the highest temperature, although some of them did not clear differ
from other temperatures (Table 1). That denotes a strong mineral dynamics/mobility in recently mature
leaves in response to the temperature increase, with particular relevance to N. In fact, an increase in N
content might have positive consequences, as coffee plants are highly N-demanding and an adequate
with N availability is decisive for development and yield (Carelli et al. 2006), as well as for the
triggering of stress acclimation mechanisms, namely, to high irradiance (Ramalho et al. 1998; 2000).

Regarding the micronutrients contents, a comparison between genotypes showed that Icatu
presented the lowest contents of B, Cu and Fe at 380 puL L™" and for B and Cu at 700 uL L™,
whereas Mn and Zn contents did not differ between genotypes, at control temperature. Still,
some changes occurred at higher temperatures for ambient CO, as the higher contents of B,
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Cu, and Fe gradually shifted from CL 153 and IPR 108 to Icatu, which at 42/34 °C showed
globally the highest values of those minerals (Table 2). For the plants grown under
enhanced [CO,] conditions, the trends showed by these minerals were not so clear.
Still, as for macronutrients, with a few exceptions the maximal absolute values were
also found when the plants were submitted to the two highest temperatures, irrespec-
tive of growth [CO,]. Such increase in response to the rising temperature totally
overcame the dilution of some minerals observed at 25/20 °C under high growth
[CO,] conditions, as most mineral concentrations reached values close (or above)
those registered at control conditions (of temperature and CO,). This effect of global
mineral content rise at higher temperatures in the coffee plant follows the same
dynamics referred above for macronutrients, and is in opposition with other studies
that point to a decrease of mineral contents on leaf tissue justified by decreases of
biomass and leaf area, as well as loss of photosynthetic functioning (Chen et al. 1982;
Lambers et al. 2008; Waraich et al. 2012). However, several studies with coffee
reported that temperatures somewhat above optimal might not implicate limitations
on the photosynthetic metabolism, stomatal conductance, branch growth, leaf area persis-
tence (Camargo 1985; DaMatta and Ramalho 2006; Amaral et al. 2006) and in bean production
(Teixeira et al. 2013). Also, it was reported that the coffee plant might present higher rates of
growth in periods of high temperature and rainfall (thus with large water availability), concom-
itantly with an enhancement of mineral absorption (Silva et al. 2004; Braganca et al. 2008).
Furthermore, it should be taken into account that, in order to counteract the increased air
temperature the coffee plants strongly increased their transpiration rates between 4 and 6 fold, to
promote leaf cooling. Such higher transpiration flow might have in turn supported a higher
mineral capture and translocation, linked also to an almost absence of limitations at the
photosynthetic metabolism level until 37/30 °C (data not shown).

Notably, the maintenance of such a mineral dynamics under environmental conditions
outside the optimal temperature range was earlier observed in coffee plants and was suggested
to have an important role in the cold acclimation ability. That would be related to the minerals
roles in the cell metabolism, with implications in the maintenance of photosynthetic perfor-
mance and the reinforcement of the defense mechanisms against oxidative stress (e.g., Cu, Zn,
Fe, Mn) generated under cold conditions, as well as due to a global plant vigor strengthening
(e.g., N) (Ramalho et al. 2013b).

4.3 Elevation of [CO,] and temperature promote changes in the leaf minerals relationships

The modifications in the individual mineral dynamic and its presence in leaf tissues,
promoted both by growth [CO,] and increased temperatures, had impact in some
important balance between nutrients for coffee (Table 3), although no clear picture
was depicted amongst genotypes. It is noteworthy that most of the ratios were in the
range considered as adequate (N/P for CL 153, N/S, N/Cu, P/Zn and B/Zn) or close
(K/Mg and Cu, Zn), for both species (Malavolta 1993; Braganca et al. 2007). Also,
despite the above reported mineral drifts, the large majority of contents and ratios did
not suffer a change in the level of adequacy relative to what was observed at 25/
20 °C and 380 uL L', and it seems acceptable to state that these ratios were globally
irresponsive to temperature and growth [CO,].

Therefore, knowing that most nutrient balances were kept and that the coffee plant would
benefit from the increases of most minerals in leaf tissues under higher temperatures, it seems
likely that the coffee plant could be suited to cope with the climatic changes and global
warming conditions.
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5 Conclusions

Globally, under adequate temperature (25/20 °C) the enhanced growth [CO,] moderately
changed the mineral accumulation pattern of a few minerals and their balance in the coffee
leaves, with a dilution effect between 7 and 25 % (depending on the mineral) in C. canephora
cv. Conilon CL 153 (reductions of N, Mg, Ca, Fe) and C. arabica cv. Icatu (reductions of N, K
and Fe), but not in IPR 108 (except for Fe) plants. Despite those [CO,]-promoted modifica-
tions, the nutrient levels were maintained within a range considered adequate for this crop
(except for Fe), similar to that of 380 puL L' plants.

With temperatures higher than control the relation between [CO,] treatments did not
appreciably change, but almost all macro and micronutrient tended to rise, presenting their
maxima at 37/30 °C or 42/34 °C (particularly in the latter), what reveals a strong mineral
dynamics in the recently mature leaves. Noteworthy, such increases observed at higher tem-
peratures offset the dilution effect showed for some minerals under high growth [CO,], as
compared to the values at 380 uL L™ and 25/20 °C, considered as control. These changes
implicated some adjustments in some mineral ratios (e.g., N/P increased) although not in others
(e.g., N/S, B/Zn), but the large majority of contents and ratios was maintained in the same range
observed at 25/20 °C and 380 pL CO, L', considered adequate for the coffee plant, suggesting
that the coffee plant could cope in some extent with the climatic changes and global warming.

Despite the reported modifications on mineral contents, no clear species dependent re-
sponses were found considering a long-term exposure to enhanced growth [CO,] and temper-
ature impacts, although IPR 108 seemed less sensitive to [CO;].

Although field studies are required, the presented data, obtained without nutrient, water
supply and root development restrictions, provide the first glimpse ever on the effect of the
combined impact of enhanced [CO,] and temperature on mineral leaf content and dynamics,
raising questions with possible implications to fertilizer management for this important tropical
crop, on a context of predicted climate changes and global warming.

Acknowledgments The authors thank Drs. L.C. Fazuolli (IAC), T. Sera (IAPAR) and F. Partelli (UFES) for
supplying the plant material, and Isabel M. Palos (IICT) for technical help. This work was supported by
Portuguese national funds through Fundac@o para a Ciéncia e Tecnologia, under the scope of the project
PTDC/AGR-PRO/3,386/2012 and the grants PDSE 12,226/12-2 (L.D. Martins) financed by CAPES, Brazil.
Fellowships granted by CNPq and Fapemig to F.M. DaMatta are also greatly acknowledged.

References

Ainsworth EA, Rogers A (2007) The response of photosynthesis and stomatal conductance to rising [CO,]:
mechanisms and environmental interactions. Plant Cell Environ 30:258-270

Amaral JAT, Rena AB, Amaral JFT (2006) Crescimento vegetativo sazonal do cafeeiro e sua relagio com
fotoperiodo, frutificacdo, resisténcia estomatica e fotossintese. Pesq Agrop Bras 41:377-384

Assad ED, Pinto HS, Zullo J Jr, Avila AMH (2004) Impacto das mudangas climéticas no zoneamento
agroclimatico do café no Brasil. Pesq Agrop Bras 39:1057-1064

Bataglia OC, Furlani AMC, Teixeira JPF, Furlani PR, Gallo J (1983) Métodos de Analise Quimica de Plantas.
Boletim Técnico Instituto Agrondmico Campinas 78, 48 p

Batista-Santos P, Lidon FC, Fortunato A, Leitdo AE, Lopes E, Partelli F, Ribeiro Al, Ramalho JC (2011) The
impact of cold on photosynthesis in genotypes of Coffea spp—Photosystem sensitivity, photoprotective
mechanisms and gene expression. J Plant Physiol 168:792-806

Blank RR, Morgan T, Ziska LH, White RH (2011) Effect of atmospheric CO, levels on nutrients in cheatgrass
tissue. Nat Resour Environ Issues 16:1-6

Braganga SM, Martinez HHP, Leite HG, Santos LP, Sediyama CS, Venegas VHA, Lani JA (2008) Accumulation
of macronutrients for the conilon coffee tree. J Plant Nutr 31:103-120

@ Springer



378 Climatic Change (2014) 126:365-379

Braganga SM, Prezotti LC, Lani JA (2007) Nutri¢ao do cafeeiro Comilon. In: Ferrdo RG, Fonseca AF, Braganga
SM, Ferrdo MA, Muner LH (eds) Café Conilon. DCM/Incaper, Vitoria, E.S., Brazil, pp 297-327

Camargo AP (1985) Florescimento e frutificagdo de café Arabica nas diferentes regides cafeeiras do Brasil. Pesq
Agrop Bras 20:831-839

Camargo MBP (2010) The impact of climatic variability and climate change on arabic coffee crop in Brazil.
Bragantia 69:239-247

Carelli MLC, Fahl JI, Ramalho JDC (2006) Aspects of nitrogen metabolism in coffee plants. Braz J Plant Physiol 18:9-21

Ceulemans R, Mousseau M (1994) Effects of elevated atmospheric woody plants. New Phytol 127:425-446

Chen HH, Shen ZY, Li PH (1982) Adaptability of crop plants to high temperatures stress. Crop Sci 22:719-725

Conroy J, Hocking P (1993) Nitrogen nutrition of C; plants at elevated atmospheric CO, concentrations. Physiol
Plant 89:570-576

Cotrufo MF, Ineson P, Scott A (1998) Elevated CO, reduces the nitrogen concentration of plant tissues. Glob
Chang Biol 4:43-54

DaMatta FM, Ramalho JDC (2006) Impacts of drought and temperature stress on coffee physiology and
production: A review. Braz J Plant Physiol 18:55-81

DaMatta FM, Ronchi CP, Maestri M, Barros RS (2007) Ecophysiology of coffee growth and production. Braz J
Plant Physiol 19:485-510

Davis AP, Gole TW, Baena S, Moat J (2012) The impact of climate change on indigenous arabica coffee (Coffea
arabica): Predicting future trends and identifying priorities. PLoS One 7(11):e47981

EMBRAPA-Empresa Brasileira De Pesquisa Agropecuaria (1997) Manual de métodos de andlises de solo. 27
Ed., Ministério da Agricultura e do Abastecimento, Rio de Janeiro, Brazil, 212 p

Fangmeier A, Griiters U, Hogy P, Vermehren B, Jager HJ (1997) Effects of elevated CO,, nitrogen supply, and
tropospheric ozone on spring wheat—II. Nutrients (N, P, K, S, Ca, Mg, Fe, Mn, Zn). Environ Pollut 96:43-59

Fortunato A, Lidon FC, Batista-Santos P, Leitdo AE, Pais IP, Ribeiro Al, Ramalho JC (2010) Biochemical and
molecular characterization of the antioxidative system of Coffea sp. under cold conditions in genotypes with
contrasting tolerance. J Plant Physiol 167:333-342

Gay C, Estrada F, Conde C, Eakin H, Villers L (2006) Potential impacts of climate change on agriculture: a case
of study of coffee production in Veracruz, Mexico. Clim Change 79:259-288

Guimardes PTG, Reis THP (2010) Nutri¢do e adubagdo do cafeeiro. In: Reis PR, Cunha RL (eds) Café
Arabica—Do Plantio a Colheita. EPAMIG, Lavras, M.G., Brazil, pp 343414

IPCC. Climate change (2007) The physical science basis: summary for policymakers. Geneva: IPCC, 2007. 18p.
Available in: <http://www.ipcc.ch/SPM2feb07.pdf>. Access: 12 Feb. 2013.

Kirschbaum MUF (2011) Does enhanced photosynthesis enhance growth? Lessons learned from CO, enrich-
ment studies. Plant Physiol 155:117-124

Lambers H, Chapin FS III, Pons JL (2008) Plant Physiological Ecology, 2nd edn. Springer, New York, 604 p

Leakey ADB, Ainsworth EA, Bernacchi CJ, Rogers A, Long SP, Ort DR (2009) Elevated CO, effects on plant
carbon, nitrogen, and water relations: six important lessons from FACE. J Exp Bot 60:2859-2876

Long SP (1991) Modification of the response of photosynthetic productivity to rising temperature by atmospheric
CO, concentrations: Has its importance been underestimated? Plant Cell Environ 14:729-739

Long SP, Ainsworth EA, Rogers A, Ort DR (2004) Rising atmospheric carbon dioxide: plants FACE the future.
Annu Rev Plant Biol 55:591-628

Luo Y, Reynolds J, Wang Y, Wolfe D (1999) A search for predictive understanding of plant responses to elevated
[COs,]. Glob Chang Biol 5:143-156

Malavolta E (1993) Nutrigdo Mineral e Adubagdo do Cafeeiro. Colheitas Econdmicas Maximas. Editora
Agrondmica Ceres, Ltda., Sdo Paulo, Brazil, 210 p.

Manderscheid R, Bender J, Jager H-J, Weigel HJ (1995) Effects of season long CO, enrichment on cereals. II.
Nutrient concentrations and grain quality. Agric Ecosyst Environ 54:175-185

Overdieck D (1993) Elevated CO, and the mineral content of herbaceous and woody plants. Veg 104:403—411

Partelli FL, Batista-Santos P, Campos PS, Pais IP, Quartin VL, Vieira HD, Ramalho JC (2011) Characterization
of the main lipid components of chloroplast membranes and cold induced changes in Coffea sp. Environ Exp
Bot 74:194-204

Pastenes C, Horton P (1996) Effect of high temperature on photosynthesis in beans. II. CO, assimilation and
metabolite contents. Plant Physiol 112:1253-1260

Penuelas J, Matamala R (1993) Variations in the mineral composition of herbarium plant species collected during
the last three centuries. J Exp Bot 44:1523-1525

Polley HW (2002) Implications of atmospheric and climate change for crop yield. Crop Sci 42:131-140

Ramalho JC, Campos PS, Quartin VL, Silva MJ, Nunes MA (1999) High irradiance impairments on photosyn-
thetic electron transport, ribulose-1,5-bisphosphate carboxilase/oxygenase and N assimilation as a function
of N availability in Coffea arabica L. plants. ] Plant Physiol 154:319-326

@ Springer


http://www.ipcc.ch/SPM2feb07.pdf

Climatic Change (2014) 126:365-379 379

Ramalho JC, Campos PS, Teixeira M, Nunes MA (1998) Nitrogen dependent changes in antioxidant systems and
in fatty acid composition of chloroplast membranes from Coffea arabica L. plants submitted to high
irradiance. Plant Sci 135:115-124

Ramalho JC, Fortunato AS, Goulao LF, Lidon FC (2013a) Cold-induced changes in mineral content in Coffea
spp. leaves—Identification of descriptors for tolerance assessment. Biol Plant 57:495-506

Ramalho JC, Pons T, Groeneveld H, Azinheira HG, Nunes MA (2000) Photosynthetic acclimation to high light
conditions in mature leaves of Coffea arabica L.: role of xanthophylls, quenching mechanisms and nitrogen
nutrition. Aust J Plant Physiol 27:43-51

Ramalho JC, Rebelo MC, Santos ME, Antunes ML, Nunes MA (1995) Effects of calcium deficiency on Coffea
arabica. Nutrient changes and correlation of calcium levels with some photosynthetic parameters. Plant and
Soil 172:87-96

Ramalho JC, Rodrigues AP, Semedo JN, Pais I, Martins LD, Simdes-Costa MC, Leitdo AE, Fortunato AS,
Batista-Santos P, Palos I, Tomaz MA, Scotti-Campos P, Lidon FC, DaMatta FM (2013b) Sustained
photosynthetic performance of Coffea spp. under long-term enhanced [CO,]. PLoS One 8:¢82712

Roberntz P, Linder S (1999) Effects of long-term CO, enrichment and nutrient availability in Norway spruce. II.
Foliar chemistry. Trees 14:17-27

Sage RF (1994) Acclimation of photosynthesis to increasing atmospheric CO,: The gas exchange perspective.
Photosynth Res 39:351-368

Scotti-Campos P, Pais IP, Partelli FL, Batista-Santos P, Ramalho JC (2014) Phospholipids profile in chloroplasts
of Coffea spp. genotypes differing in cold acclimation ability. J Plant Physiol 171:243-249

Silva EA, DaMatta FM, Ducatti C, Regazzi AJ, Barros RS (2004) Seasonal changes in vegetative growth and
photosynthesis of Arabica coffee trees. Field Crop Res 89:349-357

Taub DR, Wang X (2008) Why are nitrogen concentrations in plant tissues lower under elevated CO,? A critical
examination of the hypotheses. J Integr Plant Biol 50:65-74

Teixeira AL, Souza FF, Pereira AA, Oliveira ACB, Rocha RB (2013) Performance of arabica coffee cultivars
under high temperature conditions. Afr J Agric Res 8:4402—4407

Thiec DL, Dixon M, Loosveldt P, Garrec JP (1995) Seasonal and annual variations of phosphorus, calcium,
potassium and manganese contents In different cross-sections of Picea abies (L.) Karst. needles and Quercus
rubra L. leaves exposed to elevated CO,. Trees 10:55-62

Vogel Al (1961) A Text-Book of Quantitative Inorganic Analysis—Including Elementary Instrumental Analysis,
3rd edn. Longman Group Limited, London

Waraich EA, Ahmad R, Halim A, Aziz T (2012) Alleviation of temperature stress by nutrient management in
crop plants: A review. J Soil Sci Plant Nutr 12:221-244

Zhu C, Ziska L, Zhu J, Zeng Q, Xie Z, Tang H, Jia X, Hasegawa T (2012) The temporal and species dynamics of
photosynthetic acclimation in flag leaves of rice (Oryza sativa) and wheat (Triticum aestivum) under elevated
carbon dioxide. Physiol Plant 145:395-405

@ Springer



	Combined effects of elevated [CO2] and high temperature on leaf mineral balance in Coffea spp. plants
	Abstract
	Introduction
	Materials and methods
	Plant material and experimental design
	Leaf sampling
	Tissue nutrient analysis
	Statistical analysis

	Results
	Impact of enhanced growth [CO2] on leaf mineral contents irrespective of temperature
	Changes in leaf mineral contents due to temperature increase on both growth [CO2]
	Elevation of [CO2] and temperature promote changes in the relationships between leaf minerals

	Discussion
	Impact of enhanced growth [CO2] on leaf mineral contents irrespective of temperature
	Changes in leaf mineral contents due to temperature increase on both growth [CO2]
	Elevation of [CO2] and temperature promote changes in the leaf minerals relationships

	Conclusions
	References


