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Abstract

During the EU-project ECOMONT (Project No. ENV4-CT95-0179), which focuses on effects of land-use changes
on mountain ecosystems, an experimental and modelling strategy at the leaf level was developed, which centres on the
intimate relationship between leaf nitrogen content and net photosynthesis. Leaf nitrogen content reflects nutrient
availability, shows characteristic seasonal dynamics and is of great importance for the analysis of intraspecific
variability of gas exchange. The fully parameterised leaf model is capable of predicting net photosynthesis and
stomatal conductance for any combination of microclimatic variables as well as any leaf nitrogen content. At the
ECOMONT npilot research area Monte Bondone (Trentino/Italy) three grassland sites differing in land-use, a hay
meadow, a pasture and an area abandoned since 35 years were selected as study sites. Leaf gas exchange characteristics
and nitrogen contents of 13 species were studied and used for parameterising nitrogen sensitive leaf models.
Independent data sets, diurnal courses of photosynthesis and stomatal conductance under the prevailing environmen-
tal conditions, were used for validation. A sensitivity analysis was performed in order to test the ability of the model
to account for changes in leaf nitrogen content, varying leaf nitrogen content together with the environmental driving
variables. These leaf models provide the physiological basis for scaling-up gas exchange from the leaf to the whole
plant and canopy level and further to the landscape level. © 1998 Elsevier Science B.V. All rights reserved.
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1. Introduction

During the EU-TERI-project ECOMONT
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mountain regions of Europe, special emphasis was
laid on differently managed grassland ecosystems
(Cernusca et al., 1998, this issue), which are char-
acterised by a very high diversity of plant species
(Cernusca et al., 1992; Tappeiner et al., 1998, this
issue; Tasser et al., 1998). These semi-natural
grassland ecosystems represent early stages in old
field succession initiated by cessation of intensive
management (hay making and grazing), progress-
ing to the climax stage, a mixed evergreen/decidu-
ous forest (Cernusca et al., 1992; Pedrotti, 1995).
At the ECOMONT pilot research area Monte
Bondone (Trentino/Italy), three sites differing in
type and intensity of management, a hay meadow,
mowed once a year, a pasture, grazed by cattle
and horses and an area abandoned since 35 years
were selected.

Land-use changes are characterised by shifting
resource ratios (e.g. the ratio between nutrient
and light availability; Tilman, 1988, 1994; Bahn et
al., 1994; Tappeiner and Cernusca, 1994). To
evaluate the effects of land-use changes on gas
exchange, we have thus chosen leaf nitrogen con-
tent as a key variable. Leaf nitrogen content is
one of the most important factors determining
plant photosynthetic performance (Evans, 1989),
which has led other researchers (Harley et al.,
1992; Friend, 1995; Leuning et al., 1995; Ni-
inemets and Tenhunen, 1997) to account in their
modelling efforts for the effects of changes in leaf
nitrogen content. Leaf nitrogen content moreover
reflects nutrient availability (Chapin, 1980; Bahn
et al., 1994), shows characteristic seasonal dynam-
ics (Mooney et al., 1981) and is of great value for
the analysis of intraspecific variability of gas ex-
change (Bassow and Bazzaz, 1997).

To be representative in predicting gas exchange
of these species-rich canopies, it was necessary to
establish a solid physiological data basis for as
many species as possible and to apply this infor-
mation by the means of a model characterised by
a high responsiveness to a parameter altered due
to land-use changes, such as leaf nitrogen content.
Since the leaf level represents the basis for scaling
up gas exchange from the leaf to the whole plant
and canopy level and further to the landscape
level in a bottom-up approach (Baldocchi, 1993),
the above mentioned is especially important, in

order to maintain a sensitivity to these parameters
also at higher levels in the modelling hierarchy
(Reynolds et al., 1996). In the following a com-
bined experimental and modelling approach is
presented and applied to 13 key species of three
differently = managed  mountain  grassland
ecosystems.

2. Methods
2.1. Sites and investigated species

Field investigations were carried out during the
summers of 1993, 1996 and 1997 in the Southern
Alps on the Monte Bondone plateau (Trentino/
Italy, latitude 46°0120” N, longitude 11°0230”
E) at an eclevation between 1500—1600 m above
sea level. The mean annual temperature is 5.5°C,
ranging from —2.7°C in January to 14.4°C in
July (Gandolfo and Sulli, 1993). Precipitation is
abundant throughout the whole year (1189 mm),
with two peaks in June (132 mm) and October
(142 mm) and a minimum of 53 mm in January
(Gandolfo and Sulli, 1993).

Three sites, differing in land-use, were investi-
gated: A hay meadow, mowed once a year, a
pasture, grazed by cattle and horses and an area
abandoned since 35 years. A general characterisa-
tion of the different sites is given in Table 1.

Criteria for the selection of the investigated
species were high abundance and/or major contri-
bution to stand biomass on either one of the sites
(species typical for a special site), or on all of the
sites (species of overall importance for the vegeta-
tion types of the Monte Bondone study area).
According to these criteria eight herbs (Plantago
atrata, Plantago media, Polygonum viviparum, Po-
tentilla aurea, Rhinanthus alectorolophus, Tri-
folium montanum, Trifolium pratense and Trollius
europaeus), four grasses (Dactylis glomerata, Koe-
leria pyramidata, Nardus stricta and Trisetum
flavescens) and one dwarf shrub (Vaccinium myr-
tillus) were selected. Since the upper leaves ( > 30
cm) of T. europaeus showed visible signs of senes-
cence already during June, when the lower leaves
were fully developed, we decided to treat the
lower, fully developed, leaves and the upper, al-
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Table 1

General characterisation of the investigated sites at the Monte Bondone study area

181

Meadow Pasture Abandoned area
Elevation (m a.s.l) 1550 1560 1550
Exposition E E SE
Inclination (°) 3 5 6
Management Mowed Grazed Abandoned since 35 years
Vegetation type Polygono—Trisetion Siversio—Nardetum strictae Siversio-Nardetum strictae®
Maximum canopy height (cm) 80 16 30
Soil type*< Cambisol with mull Cambisol with mull Cambisol with mull
Soil depth (cm)* 75 42 60
Rooting depth (cm)? 20 13 20
Soil water storage capacity (mm)* 340 242 309

Data from Tappeiner and Cernusca 1994, except for: ... Neuwinger and Hofer, unpublished; ® ... dominated by dwarf shrubs; and

¢ ... FAO-classification.

ready senescent, leaves separately in order to ac-
count for these distinct phenological differences.
P. atrata, P. viviparum, P. aurea and T. europaeus
are species that are equally highly abundant on all
of the investigated sites. K. pyramidata, T. mon-
tanum and P. media are species typical for the
pasture, D. glomerata, T. pratense, T. flavescens
and R. alectorolophus are typical for the meadow
and N. stricta and V. myrtillus are typical for the
abandoned area. All of the selected species are
perennials, except for R. alectorolophus, which is
an annual species.

2.2. Experimental methods

To reach the aims defined in the introduction
we followed an experimental strategy combining
four different types of measurements (see also
Bahn and Cernusca, 1998):

1. Single factor response curves of net photo-
synthesis and stomatal conductance, which were
conducted on a limited number of leaves on that
particular site, where each species occurs at its
optimum, in order to establish the parameters
required for the photosynthesis submodel.

2. Episodical measurements throughout the
vegetation period of net photosynthesis and stom-
atal conductance under the prevailing environ-
mental conditions, in order to obtain the
parameters required for the stomatal conductance
submodel.

3. Episodical measurements throughout the
vegetation period of photosynthetic capacity, on a
greater number of leaves for each key species, in
order to establish the nitrogen dependencies of
photosynthetic capacity and consequently of the
three main component processes of net photosyn-
thesis (see below). Photosynthetic capacity (A4,
for a list of abbreviations and symbols refer to
Appendix A) is defined as the net photosynthetic
rate at saturating light intensity, ambient CO,
partial pressure and air humidity and a leaf tem-
perature of 20°C.

4. Diurnal courses of photosynthesis and stom-
atal conductance under the prevailing environ-
mental conditions in order to validate the leaf
models.

Amax Mmay be considered a key parameter of gas
exchange for several reasons. Firstly, it is likely
that A,,, is determined by RUBISCO activity
(Ogren, 1993; Ogren and Evans, 1993), which
makes it possible to estimate V.., the maximum
rate of carboxylation from measured A,.... Vemax
in turn is strongly correlated to J,,,, the maxi-
mum rate of electron transport (Wullschleger,
1993; Leuning, 1997) and to R, the dark respi-
ration rate (Walters and Field, 1987; Ceulemans
and Saugier, 1991). Therefore measurements of
A can be used to derive estimates of the key
parameters of the leaf model at 20°C. Secondly,
there exists a strong correlation between A4,,,, and
leaf nitrogen content (N,; Field and Mooney,
1986; Evans, 1989), which provides the possibility
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to explicitly incorporate nitrogen dependencies of
Vemaxs Pt @and Ry, Thirdly, 4,,, was also mea-
sured when taking response curves of photosyn-
thesis to light, CO, and humidity, thus
representing a logical interface to the response
curves. Finally A, 1s a readily measurable
parameter enabling us to investigate a greater
number of leaves per species, which allows for an
assessment of intraspecific variability of photosyn-
thetic performance.

Response curves were conducted on D. glomer-
ata (1993, 1996), N. stricta (1996), P. atrata
(1996), P. viviparum (1996), R. alectorolophus
(1993), T. pratense (1993), T. flavescens (1993,
1996) and T. europaeus (1996) using two CO,/
H,O porometers (Heinz WALZ GmbH, Effel-
trich, Germany) together with the cuvettes
PMK-10 and GK-0235P of the same origin. This
equipment was modified to allow for automatic
controlling of photosynthetic photon flux density,
leaf temperature, air vapour pressure and CO,
partial pressure. In addition, in 1996 another fully
climatised CO,/H,O porometer (CIRAS-1, PP-
Systems, Hitchin Herts, UK) was used for re-
sponse curves on D. glomerata, K. pyramidata, P.
media, P. viviparum, P. aurea, T. montanum, T.
flavescens, T. europaeus and V. myrtillus.

CO, response curves (referred to as 4/Ci curves
in the following) were conducted at a photo-
synthetic photon flux density of approx. 1200
umol/n? per s by stepwise increasing CO, partial
pressure from 7 to 100 Pa, light response curves
were conducted at an ambient CO, partial pres-
sure of 35 Pa by stepwise decreasing photosyn-
thetic photon flux density from 1200 to 0
umol/m? per s and humidity response curves were
conducted at a photosynthetic photon flux density
of approx. 1200 pumol/m? per s and an ambient
CO, partial pressure of 35 Pa by stepwise decreas-
ing air vapour pressure at a constant leaf temper-
ature of 20°C from ambient humidity to approx.
0.3 kPa. A/Ci curves and light response curves
were conducted at an average ambient humidity
of approx. 1 kPa and leaf temperatures between
5-30°C. One-seven leaves, with typically 3-5
steps per leaf, were investigated for each type of
response curve and leaf temperature level.

max

For measurements of net photosynthesis and
stomatal conductance under the prevailing envi-
ronmental conditions and of photosynthetic ca-
pacity in 1996 and 1997 two portable CO,/H,O
porometers (CIRAS-1, PP-Systems, Hitchin
Herts, UK and LCA-3, ADC Ltd., Hoddesdon,
Herts, UK) were used.

Calculations of net photosynthetic rate, stom-
atal conductance, transpiration rate and internal
CO, partial pressure were made using the equa-
tions of von Caemmerer and Farquhar (1981). All
gas exchange rates are described on the basis of
the projected leaf area, except for N. stricta,
whose gas exchange rates are expressed on a
surface area basis, because of its uniform circular
leaf shape and its leaf orientation, which is more
or less perpendicular to the ground surface.

The leaf area inside the cuvettes was measured
using a leaf area meter (CI-203, CID Inc., Van-
couver, USA). All measured leaves were collected,
oven dried at 70°C for at least 72 h and weighed
(AE-260, Mettler Instrumente AG, Greifensee—
Ziirich, Switzerland). Total leaf nitrogen was mea-
sured using an elemental analyser (CHNS-932,
LECO Instruments, Kirchheim, Germany).

2.3. Leaf gas exchange model

The widely used, mechanistically based Far-
quhar model (Farquhar et al., 1980; von
Caemmerer and Farquhar, 1981) of carbon assim-
ilation of Cj plants, modified according to Harley
and Tenhunen (1991), was employed. Essential to
this model is that CO, uptake is ecither entirely
limited by RUBISCO activity and the respective
partial pressures of the competing gases CO, and
O, at the sites of carboxylation (W) or by elec-
tron transport (W), which limits the rate at which
RuBP is regenerated. Limitations of RuBP regen-
eration arising from the availability of inorganic
phosphate (P;) for photophosphorylation (W5p;
Sharkey, 1985) are not considered in the present
approach. Net photosynthesis 4 may then be
expressed as

0.5-0
4 (1 —.>'min{wc, Wi =Ry ()
7 Ci
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where O and Ci are the partial pressures of O,
and CO, in the intercellular space, respectively. t
is the specificity factor for RUBISCO (Jordan
and Ogren, 1984), R,,, is the rate of CO, evolu-
tion from processes other than photorespiration
and min{} denotes ‘the minimum of’.

R,y 1s assumed to be a proportion of the dark
respiration rate, Ry,., mediated by I,., a dimen-
sionless coefficient representing the degree to
which R,,,, is inhibited in the light according to

Rday = Ifac ’ Rdark' (2)

I, and thus the extent to which R, is inhib-
ited in the light, depends on light intensity ac-
cording to Falge et al. (1996)

I,.=0.5 if PPFD > 25 umol/m? per s (3a)

I.,.=k-PPFD+d if PPFD <25 umol/m? per s
(3b)

where k= —0.02 (m?s/umol) and d=1 (—).

The carboxylation rate limited solely by the
amount, activation state and kinetic properties of
RUBISCO and the respective partial pressures of
the competing gases CO, and O, at the sites of
carboxylation is given by

Vemax " Ci
WC: cmax !

0
Ci+ K¢ (1 + Ko>
where V.. 1s the maximum rate of carboxyla-
tion and K- and K, are the Michaclis—Menten
constants for carboxylation and oxygenation,
respectively.

The rate of carboxylation limited solely by the
rate of RuBP regeneration due to electron trans-
port, W, is given by
W=t )

1+

7-Ci

where P, is the CO, saturated rate of photosyn-
thesis at any given irradiance and temperature
(for a detailed discussion of P, see Harley and
Tenhunen, 1991). This expression of W, is equiv-
alent to that used by Farquhar and von
Caemmerer (1982), if their parameter J is equal
to 4 P,,.

4)

P, is expressed as a light dependency using
the equation by Smith (1937) from Harley and
Tenhunen (1991)

o -PPFD

= 6

" o?-PPFD?\%3 ©

ml

P

where « is the initial slope of the curve relating
CO, saturated net photosynthesis to irradiance
(on an incident light basis) and P,, is the poten-
tial rate of RuBP regeneration.

Vomax and P, depend upon temperature and,
given their optimum response to temperature
(Harley and Tenhunen, 1991; Leuning, 1997), are
described using the equation by Johnson et al.
(1942), normalised to a reference temperature
(293.16 K) as in Leuning (1997).

Parameter
AH, T,
Parameter (7,.p) - €Xp LY [ ()
_ R-T, ref T K (7)
B e AS - Ty — AH, '
xp | o2 K 2Hd
PR T

Where Parameter is either V. or P,, and
Parameter (7, is the potential value that this
parameter would have at the reference tempera-
ture in the absence of any deactivation due to
high temperature. AH, is the energy of activa-
tion, AH, is the energy of deactivation, AS is an
entropy term, Ty is the leaf temperature in K
and R is the gas constant. Note that our inter-
pretation of Parameter (T,) is different from the
one used by Leuning (1997), where Parameter
(T,p) 1s interpreted as the actual value of this
parameter at the reference temperature, which is
mathematically incorrect, although with little nu-
merical consequences (Leuning, personal commu-
nication).

Rye» Ko, Ko increase with temperature,
whereas 7 is a declining function of temperature
(see Harley and Tenhunen, 1991) and their tem-
perature dependencies are each given by:

Parameter = Parameter (7,y)

AH, Tt
a . 1 _ e
=P |:R ’ Tref ( TK>:| (8)
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Table 2

Parameters determining the temperature dependencies, according to Eq. (8), of the RUBISCO specificity factor, = (from Jordan and
Ogren, 1984) and the Michaelis—-Menten constants for carboxylation and oxygenation, K- and K, (from Badger and Collatz, 1977),

respectively

Parameter Units T (—) Units K- (Pa) K, (Pa)
Parameter (7. — 2838.06 Pa 19.42 12 554.23
AH, J/mol —28990 J/mol 65 000 36 000

which is the same as Eq. (7), with the denomina-
tor set to unity. Parameter can be substituted for
either Ry,4, Kc, Ko or 7. Parameter (T,), in this
case, 1s the actual rate at the reference
temperature.

To be able to predict gas exchange at the leaf
level, the photosynthesis model has to be com-
bined with a model predicting stomatal conduc-
tance (Harley and Tenhunen, 1991). For this
purpose the empirical model by Ball et al. (1987),
modified according to Falge et al. (1996), was
chosen

hs

&s = &min + Gfac' (A + Ifac.Rdark) : 102 a (9)
where g, is the stomatal conductance, g, is the
minimum or residual stomatal conductance and
hs and Cs are the relative humidity (as a decimal
fraction) and the CO, partial pressure at the leaf
surface. The factor 10? corrects for the differences
in the units of g, and g., and 4+
I,.-Ryn) Cs~'. G is an empirical coefficient
representing the composite sensitivity of stomata
to these factors. Stomatal opening in response to
PPFD is controlled via (A + It Rya), Which
gives an estimation of gross photosynthetic rate
and is considered to be related to energy require-
ments for maintaining guard cell turgor (Falge et
al., 1996). Effects of non-uniform stomatal closure
(‘patchiness’) on stomatal conductance are not
considered in this model.

Leaf internal CO, partial pressure is calculated
from net photosynthesis and stomatal conduc-
tance according to Fick’s law
ci= ¢y 41010 (10)

gS
where 1.6 accounts for the difference in diffusivity
between CO, and H,O and the factor 100 corrects

for the difference in the units of Cs and 4/g,. Due
to the fact that net photosynthesis and stomatal
conductance are not independent, the model must
solve for the internal CO, partial pressure in an
iterative fashion (Harley and Tenhunen, 1991;
Harley and Baldocchi, 1995).

Boundary layer conditions encountered in the
cuvette during measurements (boundary layer
conductance typically > 2.8 mol/m? per s) were
mimicked using the equations by Nobel (1991)
together with the corresponding leaf dimensions
and wind speed. Air pressure at the study site was
fixed at a mean value of 84 kPa.

To meet recent efforts to achieve a common
model documentation within the scientific com-
munity (Benz and Knorrenschild, 1997), we have
decided to provide a documentation of the model
presented in this paper using the model documen-
tation system ECOBAS (Benz et al., 1997; Benz,
submitted), which has been set up for our model
in co-operation with Benz and co-workers. This
documentation is freely accessible via WWW
(http://dino.wiz.uni-kassel.de/model _db/mdb/
ecomont.html).

3. Results

3.1. Parameterisation of the photosynthesis
submodel

The parameters determining the temperature
dependencies of 7 were taken from Jordan and
Ogren (1984), those of K- and K, from Badger
and Collatz (1977) (Table 2). Each of the three
kinetic constants is described by the Arrhenius
relationship given in Eq. (8). The other four bio-
chemical parameters Ry, Vimax» Py and o were
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Fig. 1. Temperature and nitrogen dependency of the maximum rate of carboxylation, V... (A and B, respectively), the potential
rate of RuBP regeneration, P, (C and D, respectively) and the dark respiration rate, Ry, (E and F, respectively), of D. glomerata.
Symbols represent values that were calculated from measured data, lines are model simulations The temperature dependencies are
based on a leaf nitrogen content (N;) of 110 mmol/m?, the nitrogen dependencies refer to a leaf temperature of 20°C.

estimated from A4/Ci and/or light response curves
as described below.

Estimates of Rg,,, the rate of respiration that
continues in the light (Brooks and Farquhar,
1985), were made using a technique described by
Falge et al. (1996). Estimates of dark respiration
(Ry.) at different leaf temperatures were ob-
tained from the y-intercept of a linear regression
through data points describing the initial portion
of the light response curves at different leaf tem-
peratures. The temperature dependency of Ry,
was then described by Eq. (8) using non-linear
least-squares analysis (Table 3/A, Fig. 1/E). Ry,
was then calculated from R, using Egs. (2), (3a)
and (3b).

R« of the investigated species varied between
0.46 (D. glomerata) and 2.68 pumol/m?> per s (P.

viviparum), most of the species’ dark respiration
rate ranging between 1-2 umol/m? per s (Table
4).

Having fixed the temperature dependency of
Rg,,, estimates of V., were obtained by fitting
data points with Ci values lower than 20 Pa from
A/Ci curves to Eq. (1), with the term W, substi-
tuted by Eq. (4), by least-squares regression tech-
nique. Similarly, estimates of P., were obtained
by non-linear least-squares regression technique,
fitting all data points of the 4/Ci curves to Eq. (1)
with the term W substituted by Eq. (5).

This procedure works only if measured A/Ci
curves are available. For two species, R. alec-
torolophus and T. pratense, this was not the case.
Vonax and P, of these two species were deter-
mined from light response curves at different leaf
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Table 4
Estimates of the maximum rate of carboxylation (

chux

), the potential rate of RuBP regeneration (P,,) and the dark respiration rate

(Ryar) (umol/m? per s) at 20°C, the temperature optima (Tope) of Veax and P, (°C) and slope (Cy) and y-intercept (C,) of a linear

regression relating V,

cmax

to N, (* values refer to a surface area basis)

Species Topr. Vemax
chax P ml Rdmk chux P ml CN CO R2

D. glomerata 43.21 27.24 0.46 29.9 28.8 0.502 —11.74 0.73
K. pyramidata 26.33 17.36 1.64 33.0 36.2 0.314 —2.75 0.58
N. stricta® 37.38 24.25 2.02 324 27.2 0.474 —-9.73 0.66
P. atrata 50.72 30.43 1.58 28.9 29.9 0.354 14.20 0.57
P. media 45.42 25.12 2.07 30.7 31.2 0.941 —31.85 0.80
P. viviparum 35.36 23.36 2.68 27.9 234 0.587 —37.61 0.74
P. aurea 29.79 17.27 0.68 34.1 33.1 0.526 —18.26 0.87
R. alectorolophus 52.26 26.55 1.47 31.5 33.6 0.336 1.78 0.65
T. montanum 50.65 26.86 2.16 29.5 26.0 1.235 —126.29 0.56
T. pratense 47.89 26.67 0.80 30.8 338 0.869 —69.54 0.74
T. flavescens 24.22 13.90 1.43 29.7 26.1 0.306 1.33 0.70
T. europaeus, lower leaves 34.10 22.69 1.24 30.7 334 0.279 3.84 0.55
T. europaeus, upper leaves 18.57 11.84 1.01 32.5 334 0.416 —22.47 0.72
V. myrtillus 12.96 5.49 1.31 33.7 32.6 0.164 —6.28 0.64

temperatures according to a technique described
by Niinemets and Tenhunen (1997). Essential to
this technique is, that light saturation of net pho-
tosynthesis is reached at an incident photon flux
density at which W, equals ;. Thus the poten-
tial rate of RuBP regeneration may be calculated
from W, at saturating photon flux density. Esti-
mation of V., from light saturated photosynthe-
sis will be described in the following section.

Repeating these procedures at different leaf
temperatures, estimates of V., and P, at these
leaf temperatures were obtained. Again non-linear
least-squares regression analysis was performed to
fit these data to Eq. (7), obtaining the four
parameters describing the temperature depen-
dency of V... and P, (Table 3/A, Fig. 1/A and
C). Because no A/Ci curves and light response
curves at leaf temperatures higher than 30°C were
available, AS of the investigated species was fixed
for both V.. and P, at values available from
literature (Harley and Tenhunen (1991) for Arbu-
tus unedo).

Veomax and P, at 20°C (Table 4) varied consid-
erably among the investigated species, the dwarf
shrub V. myrtillus having the lowest and the
annual R. alectorolophus having the highest val-

ues. The herbs, except for the lower leaves of 7.
europaeus, separated from the grasses, except for
D. glomerata, insofar as their values of V., and
P, were higher than 29.8 and 17.3 gmol/m? per s,
respectively. The temperature optima of V., and
P, (Table 4) ranged from 27.9 (P. viviparum) and
26.0 (T. montanum) to 34.1 (P. aurea) and 36.2°C
(K. pyramidata), respectively.

Having fixed the parameters determining Rg,,
Vemax» Poy and those needed for the stomatal
submodel (for the parameterisation technique see
below) o, the apparent quantum yield at saturat-
ing CO,, was adjusted to give a good fit to the
initial portion of the measured light response
curves (Table 3/A).

Except for the upper leaves of T. europaeus,
which already showed visible signs of senescence
and whose « had to be adjusted to 0.045 mol CO,
mol photons ~!, « ranged between 0.05 and 0.06
mol CO, mol photons !, which is within the
typical range for C; species, assuming a leaf ab-
sorptance of 83% (Ehleringer and Bjorkman,
1977).

The success of the parameterisation was as-
sessed visually, comparing measured response
curves and model output and for some species
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slight adjustments ( < 5%) of the model parame-
ters were made to improve the fit of the model.

3.2. Derivation of the nitrogen dependencies of
Vepaxs Py and R, from measurements of
photosynthetic capacity

The following section deals with a technique
and the underlying assumptions, which allow to
derive a set of V_,.x, Pm and Ry, from a single
measurement of A,... Since the leaves used for
measurements of A, were subjected to subse-
quent nitrogen analysis, this technique allows to
derive nitrogen dependencies of V..., P., and
Ry« Using linear regression techniques.

Following Niinemets and Tenhunen (1997) we
assumed that at the present ambient CO, partial
pressure net photosynthesis at saturating light
intensity, 4,..., 1s determined by RUBISCO ac-
tivity. In terms of the leaf model this means that
Anmax €quals Eq. (1) with W limiting the rate of
carboxylation. To solve for Ry,., we followed
other researchers (Farquhar et al., 1980; Nikolov
et al., 1995; Pachepsky and Acock, 1996) assum-
ing that altered leaf physiological activity is ac-
companied by proportional alterations in dark
respiration rate, taking Ry, as a proportion of
V. according to

Rdark = Rfac : chax (1 1)

where R, is a species-specific proportionality co-
efficient. R, determined as the ratio between
Ry« and V... of the investigated species
ranged between 0.011 (D. glomerata) and 0.101
(V. myrtillus), most of the investigated species
having a R, between 0.02 and 0.07 (Table 3/B).

Assuming that half of the dark respiration rate
continues in the light under saturating light in-
tensity (see Eq. (3a) and discussion), R4,, may be
expressed as

R ac ' chax
Ryuy = ff (12)

Combining this expression of Rg,, with Eq. (1),
when W is limiting the rate of carboxylation
and solving for V.., gives

Vemax = _— . 13
cmax | 050 i ( )
_ -Ci

7" Cl Rfac

o\ 2
Ci+KC-<1+>

In order to stay consistent with the terminology
used in Eq. (7) we decided to establish the ni-
trogen dependency of V... via a nitrogen de-
pendency of V_,...(T.p), holding AH,, AH; and
AS constant. Repeating this procedure for all
the leaves, which were used in measurements of
photosynthetic capacity and subsequently sub-
jected to nitrogen analysis and running a re-
gression analysis through the data points
obtained thereby, we obtained a relationship of
the form

Parameter = Cy(Parameter)- N; + Cy(Parameter)
(14)

where Parameter may be substituted for either
Vimax 0T Venax(Toer) and  Cy(Parameter) and
Cy(Parameter) represent the slope and y-inter-
cept, respectively, of the linear regression. The
coefficients of determination resulting from this
regression  analysis, relating V., and
Vemax(Trer) to Ny, are the same, since V.. 1S
equal to V_,.«(T.p) times a constant (AH,, AH,4
and AS are held constant) according to Eq. (7).

The slopes of the nitrogen dependencies of
Vemax (Table 4) varied considerably among the
investigated species, V. myrtillus (0.164 pmol
CO,/mmol N per s) having the lowest and T.
montanum (1.235 pmol CO,/mmol N per s)
having the highest slope. y-Intercepts were neg-
ative, except for P. atrata, R. alectorolophus, T.
flavescens and the lower leaves of T. europaeus
(Table 4).

Given the relationship between V., and
Ry, as expressed in Eq. (11), it is then possi-

ble to calculate Ry, (7, from V., ..(T.p) using

Rdark( Tref)

— chax(Tref) : Rfac (1 5)
1 + exp |:AS( chax) : Tref — AI{d( chax):|.
R- Tref
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Fig. 2. Relationship between the maximum rate of carboxylation (V) and the potential rate of RuBP regeneration (P,,) at 20°C
of the investigated species. Lines represent linear regressions forced through the origin (R?>=0.91, P <0.002 this study). The
corresponding slopes are: 0.58 (this study) and 0.67 (Leuning 1997). The first letters of the generic and species name are used as

abbreviations.

Waullschleger (1993) and Leuning (1997) showed
for a great number of different species that there
exists a strong correlation between V.., the
RUBISCO limited rate of carboxylation and J,,,,,
the light saturated rate of electron transport. In
the present paper we decided to use a species-spe-
cific ratio between P, and V..., the so called
P,. (Fig. 2, Table 3/B), obtained from the
parameterisation of the leaf model, using the mea-
sured response curves at 20°C leaf temperature,
although the variation of the ratio between P,
and V.., within the investigated species was
small (R?>=0.91, P <0.002, Fig. 2).

A similar procedure, as described above for
Ry, Wwas used to calculate P (T, from
Vemax(Trer) USINg

chax(Tref) ’ Pfac
AS(Vemax)* Trer— AH (Ve
1+exp|: ( cmax) Rret]—' d( cmax):|
ref

« <1 + exp |:AS(Pml) ;re}_ AI_Id(Pml):|>
ef

(16)

at

Pml(Tref) =

where P, is the ratio between P, and V,
20°C.

Ry (T,ep) and P (T,.0) thus also, although in-
directly, depend on Ny, since V_, .(7T.s), Which is
used to calculate Ry, (7.p) and P, (7. in Egs.
(15) and (16), depends on N; according to Eq.
(14). For the implementation of the nitrogen de-
pendencies into the model two possibilities exist:
One possibility is to use Eqs. (14)—(16), in this

max
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Fig. 3. Relationship between measured stomatal conductance and the product of (4 + Iy Ry.n) 10%-hs-Cs~! for leaves of D.
glomerata according to Eq. (9). Data were collected episodically under the prevailing environmental conditions throughout the
vegetation period 1996. Symbols are measured values, solid lines linear regressions. For values of the corresponding model
parameters, G, and g,.;,, as well as the coefficients of determination refer to Table 5.

case four parameters, Cn(Vemax(Teer)s Co(Vemax-
(T.ep), Ree and P, shown in Table 3/B, are needed.
An alternative way is to explicitly derive nitrogen
dependencies also for Ry, (T.) and P (Ty),
using the notation as in Eq. (14). The correspond-
ing slopes and y-intercepts can be calculated easily
by multiplying Cy(Vemax(Trer)) and Co(Vemax(Trer)
with R, and P, respectively. Therefore we also
did not include the slopes and y-intercepts of
Ry (T,op) and P (T, into Table 3/B, but R.,. and
Py, instead. We favour the implementation of the
nitrogen dependencies into the model in the latter
form, since it keeps the model flexible enough to
handle also nitrogen dependencies of V., P, and
Ry, determined in separate measurements (e.g.
Anten et al., 1996), although the number of
parameters involved increases from four to six,
compared to the first way of implementation. An

example for the nitrogen dependencies of V..., P
and Ry, is given in Fig. 1/B, D and F.

3.3. Parameterisation of the stomatal conductance
submodel

The parameters Gg,, and g,,;, from Eq. (9) were
obtained by plotting the product of (4 + Ip,.* Ryai)
10> hs Cs—! against measured stomatal conduc-
tance, g, as shown for D. glomerata in Fig. 3. G,
is obtained from the slope of a regression line going
through these data points, whilst g,.,;, represents the
respective y-intercept. Parameters given in Table 5
are the result of pooling data from measurements of
net photosynthesis and stomatal conductance un-
der the prevailing environmental conditions, con-
ducted episodically throughout the vegetation
period 1996.
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Table 5

Parameters of the stomatal conductance model according to Eq. (9)

Species Meadow Pasture Abandoned area

Gfac &min R2 Gfac &min RZ Gfac &min R2
D. glomerata 13.7 76.2 0.77 — — — — — —
K. pyramidata — — — 10.6 22.0 0.52 — — —
N. stricta® — — — — — — 16.0 21.9 0.74
P. atrata 13.8 70 0.63 14.1 79.3 0.61 9.8 76.1 0.66
P. media 10.8 91.1 0.49 — — —
P. viviparum 11.9 57.0 0.63 8.9 41.2 0.75 12.0 54.5 0.46
P. aurea 17.0 120 0.63 10.6 74.6 0.61 24.7 130 0.70
R. alectorolophus 18.3 193.1 0.54 — — — — — —
T. montanum — — — 13.5 42.6 0.76 — — —
T. pratense 6.9 25.2 0.92 — — — — — —
T. flavescens 17.0 75.4 0.60 — — — — — —
T. europaeus, lower leaves 13.4 67.0 0.56 9.1 81.5 0.50 12.8 70.6 0.64
T. europaeus, upper leaves 19.2 29.5 0.85 9.4 32.7 0.84 20.2 94.7 0.81
V. myrtillus — — — — — — 10.5 11.7 0.74

Values given are the result of pooling gas exchange data obtained under the prevailing environmental conditions throughout the

vegetation period 1996 (* values refer to a surface area basis).

Except for P. aurea and R. alectorolophus,
whose g, reached 193.1 and 130.0 mmol/m? per
s, respectively, g.., of the other species ranged
between 11.7 (V. myrtillus) and 94.7 (upper leaves
of T. europaeus, on the abandoned area) mmol/m?
per s. G, ranged between 6.9 (T. pratense) and
24.7 (P. aurea, on the abandoned area). A smaller
G on the pasture can be observed for all the
species, which occur on all three investigated sites,
except for P. atrata.

3.4. Validation

For validation diurnal courses of net photosyn-
thesis and stomatal conductance under the pre-
vailing environmental conditions were used as
independent data sets to validate the combined
photosynthesis/stomatal conductance model. N
of the investigated leaves was used as an input
parameter, according to which the V_ ..(7T\),
P (T.p) and Ry, (T,..;) were calculated using the
relationships given in Table 3/B. The remaining
parameters were taken from Table 2 (7, K- and
K,), Table 3/A (o; AH,, AH; and AS of V., and
P.; AH, of R,,,) and Table 5 (G, and g..;.).

An example is given in Fig. 4, which shows a
validation data set for a leaf (106 mmol/m? nitro-

gen content) of P. atrata. The model is capable of
predicting measured net photosynthesis and stom-
atal conductance under the prevailing environ-
mental conditions quite reasonably, having
correlation coefficients of 0.98 and 0.68, respec-
tively. The overall good correspondence between
predicted and measured values of photosynthesis
confirms the relationship between N, and leaf
parameters and the sensitivity of the model to
changes in PPFD, leaf temperature and ALVPD.
Predictions of stomatal conductance are of minor
accuracy, overestimating stomatal conductance
early in the morning and underestimating it under
conditions of high irradiance in the afternoon.

3.5. Sensitivity analysis

In order to test the ability of the model to
account for changes in N, a sensitivity analysis
was performed, varying N, together with PPFD
(Fig. 5/A and B), leaf temperature (Fig. 5/C and
D) and CO, partial pressure (Fig. 5/E and F).

Increasing N, increases V..., which in turn
causes light saturated photosynthesis in Fig. 5/A
to increase. At the same time the light intensity at
which saturation of net photosynthesis occurs,
shifts to higher values due to the fact that P, is
increased proportionally with V... Increasing
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Fig. 4. Diurnal time course of photosynthetically active radiation (PPFD), leaf temperature, air to leaf vapour pressure difference
(ALVPD) (A), net photosynthesis (B) and stomatal conductance (D) and comparison of measured versus simulated values of net
photosynthesis (C) and stomatal conductance (E) of P. atrata on 10 July 1997. Solid lines are model simulations, symbols represent
measured values (B and D). The correlation coefficients are 0.98 (C) and 0.68 (E).

V.max also leads to a proportional increase in
R4,y which causes the highest light saturated
photosynthesis rates to be associated with the
highest dark respiration rates.

Since Vmaxs Poi @and Rg,, change in a propor-
tional manner, the temperature optimum of net
photosynthesis does not change with varying N, .
The benefits of increasing N, on net photosyn-
thesis rate are much more pronounced near the
temperature optimum, than at very high or low
temperatures. (Fig. 5/C).

The shape of the curves in Fig. 5/E, showing
a proportional increase in carboxylation effi-
ciency (CE) and CO, saturated photosynthesis
with increasing N, again reflects the effects of
balanced changes of V., and P,,. As a conse-

quence of the proportional increase in V., and
Ry,y, the CO, compensation point remains unaf-
fected (Leuning et al., 1995; De Pury and Far-
quhar, 1997).

No general differences in model behaviour be-
tween P. atrata, parameterised from A/Ci curves
and T. pratense, parameterised from light re-
sponse curves, become apparent from Fig. 5.
The higher gains in net photosynthesis due to
increasing N, of T. pratense must be attributed
to a steeper slope of the nitrogen dependencies
of Vopax» Poy and Ry, compared with those of
P. atrata (Table 3/B).

N, influences the simulated stomatal conduc-
tance only indirectly via the rate of net photo-
synthesis (Fig. 5/B, D and F).
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4. Discussion

The model presented in this paper was success-
ful in predicting gas exchange response to PPFD,
leaf temperature, CO, partial pressure, ALVPD
and N, although the approach chosen to account
for effects of N; on gas exchange is rather a
phenomenological one, compared with more pro-
cess-oriented approaches, like the one presented
recently by Niinemets and Tenhunen (1997).
However, the shortcoming of these more process-
oriented approaches is, that the number of
parameters that need to be determined, increases
considerably and some of these parameters (e.g.
chlorophyll content) are not being investigated
routinely in field studies of gas exchange. The
shortcomings of our approach must thus be eval-
uated in terms of the overall goals of the present
study. The main aim was to provide the physio-
logical data basis for an up-scaling study at the
Monte Bondone research area (Cernusca et al.,
1998, this issue). Since the investigated sites are
characterised by a high diversity of plant species,
it was necessary to obtain data sets on gas ex-
change of as many species as possible. In conse-
quence 13 key species, selected according to their
abundance and contribution to stand biomass on
the different sites, were identified, their gas ex-
change characteristics studied and leaf models
parameterised for each species. The high number
of investigated species makes this data set unique
not only for semi-natural mountain ecosystems.
As far as we know from literature, there are only
few other studies (e.g. Tenhunen et al., 1995)
where as many species of the same ecosystem have
been characterised in terms of leaf model
parameters.

The model is based on a heterogeneous, though
firm data basis and reproduces general character-
istics of the gas exchange of Cj plants very well,
as shown by the sensitivity tests in Fig. 5 and the
validation in Fig. 4. Key features of the model are
that respiratory costs for leaf maintenance scale
directly with leaf physiological activity (Walters
and Field, 1987; Ceulemans and Saugier, 1991)
and that V_,,, is correlated to P,, at a reference
temperature (Leuning, 1997). The remarkable
small scatter in a data set containing 109 different

species (Wullschleger, 1993; Leuning, 1997) of the
relationship between V... and J,,,, has encour-
aged other modellers (Leuning et al., 1995; De
Pury and Farquhar, 1997) to use this relationship
to estimate J,,,, from V_, ... Recent findings al-
though show that adaptation to growth irradiance
may shift the balance between RUBISCO activity
(Vemax) @and electron transport (J,,.,, respectively,
P..) (Sukenik et al., 1987; Ogren, 1993; Hikosaka
and Terashima, 1996). In the present paper, due
to the lack of corresponding data, the latter re-
sults were ignored and a fixed ratio between these
two processes was assumed, as in Leuning et al.
(1995) and De Pury and Farquhar (1997). Al-
though no significant differences (P < 0.072) be-
tween our data and the fit obtained by Leuning
(1997) were observed, we decided not to use the
ratio found by Leuning (1997), but a more accu-
rate, species-specific ratio, derived directly from
our data (Table 3/B).

Since no response curves at leaf temperatures
higher than 30°C were available we decided to
hold AS for both V.. and P,, constant at the
values determined for A. umnedo by Harley and
Tenhunen (1991). The same approach has been
applied successfully to Picea abies by Falge et al.
(1996), though further studies need to be con-
ducted, investigating whether data from the Med-
iterranean shrub 4. unedo may be applied to
herbaceous mountain species. As a consequence
the model cannot be applied with confidence at
temperatures exceeding 30°C.

Niinemets and Tenhunen (1997) reviewed sev-
eral studies for R, the ratio between R,,, and
Vomax and found 0.065 to be a suitable mean
value. Ry, of the investigated species, except for
V. myrtillus, ranges between 0.011 and 0.076
(Table 3/B) with a mean value of 0.042, thus the
value given in Niinemets and Tenhunen (1997)
being within the range of our measurements.

In the model it is assumed that half of the dark
respiration rate continues in the light (Eq. (3a)),
unless PPFD drops below 25 gmol/m? per s. In
the latter case inhibition of R, is increased from
0.5 at 25 pumol/m? per s to 1 at darkness, accord-
ing to Eq. (3b). Within this PPFD range the
model behaviour corresponds well with the results
of Brooks and Farquhar (1985), although they
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found the ratio to be 0.2 at saturating light inten-
sities. Other researchers found the ratio Ry, /R,
to be 0.8 (McCashin et al., 1988) or even nearly 1
(Azcon-Bieto and Osmond, 1983). In the absence
of a clear understanding of the extent to which
Ry« 1s really inhibited in light, we thus feel, in
accordance with Falge et al. (1996), that assuming
a mean value of 0.5 for PPFD values higher than
25 pumol/m? per s is a reasonable approach.

As far as the V_,,, versus N relationship is
concerned, we know of only few other studies
(e.g. Field, 1983; Harley et al., 1992; Anten et al.,
1996), that quantify this relationship (although in
none of the cited references V_,,, was calculated
at 20°C, as in this study). The slopes given by
these authors range from 0.839 gmol/mmol N per
s (at 29°C) for sun leaves of Gossypium hirsutum
(Harley et al., 1992) to 0.282 ymol/mmol N per s
(at 23°C) for shade leaves of Tetrorchidium rubriv-
enium (Anten et al., 1996). Again the dwarf shrub
V. myrtillus is isolated from the herbaceous spe-
cies having the lowest slope, indicating a rather
inefficient use of N, not even reaching the slope
of the shade species 7. rubrivenium (Anten et al.,
1996). Three species, P. media, a species with
highly efficient oriented sun leaves, 7. montanum
and 7. pratense, two species profiting from nitro-
gen-fixing bacteria associated with their roots,
exceed the range given in literature, having slopes
greater than 0.839 ymol/mmol N per s.

In the absence of a mechanistic description of
stomatal functioning researchers have to refer to
empirical or so-called semi-empirical models of
stomatal functioning. Among those available, the
model proposed by Ball et al. (1987) is one of the
most frequently used (for a summary of the differ-
ent approaches we refer to Friend, 1995), al-
though this model caused concern, because it is
widely accepted that stomata respond to humidity
deficit rather than to leaf surface relative humidity
(Aphalo and Jarvis, 1991), which led Leuning
(1995) to replace surface relative humidity with a
hyperbolic function of humidity deficit. Since by
using this modified model by Leuning no obvious
differences in the modelling results were obtained
(data not shown), we decided to use the simpler
model Ball et al. (1987), incorporating the modifi-
cations proposed by Falge et al. (1996).

Sala and Tenhunen (1996) showed for Quercus
ilex in a Mediterranean watershed, that G, is
closely related to predawn leaf water potential
and thus to soil water status, decreasing during
periods of decreased water availability. In the
present study not enough data relating G, to
parameters of soil water status were available,
which would allow to scale Gy,. from day to day
according to alterations in soil water status.
Therefore all available data were pooled to deter-
mine an average Gy, value over the whole vegeta-
tion period for each study site. Since precipitation
is abundant at the study site during the whole
vegetation period and soil water potential falls
below critical values rather rarely (unpublished
data), this means that stomatal conductance
would be overestimated using these average values
of Gy, during seldom periods of water shortage.

5. Conclusion

In the present paper a combined experimental
and modelling approach, centred on the intimate
relationship between leaf nitrogen content and
photosynthesis is presented and applied to 13 key
species from three differently managed mountain
grassland ecosystems. The present data set is
unique for the ecosystems investigated and pre-
sents the basis for scaling up gas exchange from
the leaf to the whole plant and canopy level and
further to the landscape level at the research area
Monte Bondone. The present data set also serves
as a basis for future studies, insofar, as it may be
used to reduce experimental effort when deriving
key parameters of gas exchange for an assessment
of the functional biodiversity of the investigated
ecosystems.
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Appendix A. Symbols and abbreviations

A net photosynthesis (#mol/m?
per s)

ALVPD air to leave vapour pressure
difference (Pa/kPa)

Amax photosynthetic capacity
(umol/m? per s)

CE carboxylation efficiency
(umol/m? per s per Pa)

C, y-intercept of the linear rela-

tionship between model
parameters and leaf nitrogen
content (zmol/m? per s)

Ci internal CO, partial pressure
(Pa)
Cn slope of the linear relationship

between model parameters
and leaf nitrogen content
(#mol CO,/mmol N per s)

Cq leaf surface CO, partial pres-
sure (Pa)
d y-intercept of the linear rela-

tionship between I, and
PPFD in the PPFD range
from 0-25 umol/m? per s (—)

G stomatal sensitivity coefficient
(=)

Zmin minimum stomatal conduc-
tance (mmol/m? per s)

g stomatal conductance (mmol/
m? per s)

hs leaf surface relative humidity
(-)

Iioe coefficient representing the ex-

tent to which dark respiration
is inhibited in the light (—)

J,

max

KO(Tref)

P

ml

Pml( Tref)

PPFD

Rdark

Rdark( Trcf)

maximum electron transport
capacity (umol electrons m?
per s)

slope of the linear relationship
between I, and PPFD in the
PPFD range from 0-25 gmol/
m? per s (m? s/umol)
Michaelis—Menten constant
for carboxylation (Pa)
Michaelis—Menten constant
for carboxylation at the refer-
ence temperature of 293.16 K
(Pa)

Michaelis—Menten constant
for oxygenation (Pa)
Michaelis—Menten constant
for oxygenation at the refer-
ence temperature of 293.16 K
(Pa)

leaf nitrogen content (mmol/
m?)

internal O, partial pressure
(Pa)

inorganic phosphate

ratio between P, and V..
at 20°C leaf temperature (—)
CO, saturated photosynthesis
rate at any given irradiance
and temperature (xmol/m? per
s)

potential rate of RuBP regen-
eration (umol/m? per s)
potential rate of RuBP regen-
eration at the reference tem-
perature of 293.16 K in the
absence of any deactivation
due to high temperature
(#mol/m? per s)
photosynthetic photon flux
density (umol/m? per s)

gas constant (8.314 m* Pa/mol
per K)

dark respiration rate (umol/
m? per s)

dark respiration rate at the

reference temperature of
293.16 K (umol/m? per s)
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R,y respiration rate from processes
other than photorespiration
(umol/m? per s)

Riye ratio between Ry, and V..
at 20°C leaf temperature (—)

RUBISCO ribulose-1,5-bisphosphate

carboxylase/oxygenase
RuBP ribulose-1,5-bisphosphate
Tk leaf temperature (K)

Top temperature optimum (°C)
Veimax maximum rate of carboxylation
(umol/m? per s)

Vemax(Trer) maximum rate of carboxylation
at the reference temperature of
293.16 K in the absence of any
deactivation due to high
temperature (xmol/m? per s)

We RUBISCO limited rate of
carboxylation (zmol/m? per s)

W, RuBP limited rate of carboxy-

lation, when RuBP regenera-
tion is limited by electron
transport (umol/m? per s)

We RuBP limited rate of carboxy-
lation, when RuBP regenera-
tion is limited by inorganic
phosphate (zmol/m? per s)

o apparent quantum yield of net
photosynthesis at saturating
CO, (mol CO,/mol photons)

AH, energy of activation (J/mol)
AH, energy of deactivation (J/mol)
AS entropy term (J/K per mol)

T RUBISCO specificity factor (—)
T(Tep) RUBISCO specificity factor at

the reference temperature of
293.16 K (—)
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