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Orange trees are widely cultivated in regions with high concentrations of tropospheric ozone. Citrus
absorb ozone through their stomata and emit volatile organic compounds (VOC), which, together with
soil emissions of NO, contribute to non-stomatal ozone removal. In a Valencia orange orchard in Exeter,
California, we used fast sensors and eddy covariance to characterize water and ozone fluxes. We also
measured meteorological parameters necessary to model other important sinks of ozone deposition. We
present changes in magnitude of these ozone deposition sinks over the year in response to environ-
mental parameters. Within the plant canopy, the orchard constitutes a sink for ozone, with non-stomatal
ozone deposition larger than stomatal uptake. In particular, soil deposition and reactions between ozone,
VOC and NO represented the major sinks of ozone. This research aims to help the development of metrics
for ozone-risk assessment and advance our understanding of citrus in biosphere-atmosphere exchange.

© 2012 Elsevier Ltd. All rights reserved.

1. Introduction

Ozone is a principal component of photochemical smog and is
also a greenhouse gas. In the polluted lower atmosphere it is
formed in the presence of sunlight through photochemical reac-
tions of volatile organic compounds (VOC) with oxides of nitrogen
(NOx = NO + NOy), which have both biogenic (e.g. foliar and soil
emissions) and anthropogenic (e.g. evaporative emissions and
combustion processes) sources. Due to increasing emissions of
anthropogenic air pollutants, background atmospheric ozone
concentration in northern mid-latitudes increased substantially in
the past few decades (Vingarzan, 2004; Parrish et al., 2009; Cooper
et al., 2010). Exposure to elevated ozone concentrations produces
biochemical and physiological changes in plants, with inhibition of
carbon assimilation by photosynthesis and decreased plant growth
being common effects often associated with visible injuries (Wittig
et al.,, 2009; Fares et al., 2006; Vollenweider and Gunthardt-Goerg,
2005; Feng and Kobayashi, 2009). These negative effects result in
yield losses that are also transformed into economic losses for crops
exposed to high levels of tropospheric ozone. A recent global
impact assessment for major agriculture crops estimated annual
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production losses of $US 14—74 billion under present air quality
legislation (Van Dingenen et al., 2009).

Plants are natural sinks for ozone (Kurpius and Goldstein, 2003;
Fares et al., 2008) and have therefore been argued to phytor-
emediate the atmosphere (Taha, 1996; Nowak et al., 2006).

The uptake of ozone by ecosystems is attributed to both
stomatal and non-stomatal sinks. At the leaf level, stomatal
absorption was found to be the major contributor to the total
uptake of ozone (Loreto and Fares, 2007; Fares et al., 2010a) and
considered to be the main uptake pathway responsible for plant
injuries (UNECE, 2004), with stomatal opening mainly influenced
by environmental variables such as light, temperature and water
availability in the plant-soil system.

Non-stomatal ozone uptake processes include physical deposi-
tion to soil, stems, cuticles or any other external surface. Deposition
on the cuticles can be limited under dry conditions (Cape et al.,
2009), but on wet canopies this process may represent a major
sink for ozone (Altimir et al., 2006). Non-stomatal ozone uptake
processes also include chemical destruction resulting from gas-
phase reactions between ozone and biogenic volatile organic
compounds (BVOC) and nitric oxide (NO) emitted from the
ecosystem (e.g. plants or soils) (Kurpius and Goldstein, 2003; Fares
et al., 2010b). Previous work has reported significant non-stomatal
ozone fluxes from forest species owing to reaction with BVOC
(Goldstein et al., 2004; Bouvier-Brown et al., 2009; Hogg et al., 2007).
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Citrus species, in particular orange (Citrus sinensis) and
mandarin (Citrus reticulata), are among the most cultivated tree
crops in the Central Valley of California; they accounted for more
than 75,000 ha in 2008 (Agriculture Commissioner reports). Citrus
is also widely cultivated in other countries with Mediterranean
climates, such as Italy, Spain, Morocco, and Israel, and citrus
orchards are often close to densely populated areas. The warm
climates, along with high insolation required for citrus cultivation,
are associated with the formation of high ozone levels when
anthropogenic air pollution is also present. In particular, hourly
ozone concentrations in the San Joaquin Valley (the southern half of
California’s Central Valley) often exceed 100 ppb on hot afternoons
(California Air Resources Board) which is well above the 40 ppb
phytotoxic threshold generally identified for vegetation (UNECE,
2004). Significant emissions of ozone precursors and the topog-
raphy, heat, and sunshine in the agriculturally rich valleys of Cal-
ifornia routinely lead to high concentrations of ozone (Howard
et al., 2010).

Previously we have reported on experiments using branch
enclosures in greenhouses demonstrating the role of Citrus leaves
in removing ozone via stomatal and non-stomatal processes (Fares
etal., 20104, 2011). For the study reported here, we measured ozone
concentration and ecosystem level flux over a complete year for
a commercial orange orchard in a region with high concentrations
of tropospheric ozone, we partitioned the total ozone flux between
stomatal and non-stomatal ozone sinks, and investigated the
mechanisms controlling each of these sinks.

2. Material and methods
2.1. Site description

The experimental site was a citrus orchard about three km west of the UC
Lindcove Research and Experiment Station (36°21'23.68”"N and 119°5/32.14"W),
131 m above sea level. The site is characterized by a Mediterranean climate typical of
Central California, with warm dry summers and cool wet winters.

To highlight seasonal differences, we separated the data into three important
phenological phases for the orchard: fall-winter, summer, and the flowering period
during early spring (DOY 116-145). These periods are well defined by different
meteorological conditions and roughly correspond to the low and high ozone
periods, with a flowering period which occurs during the transition from low winter
to high summer ozone.

Our daily-averaged annual air temperature data (Fig. 1) was similar to the annual
air temperature averaged over a period of 12 years as recorded at the CIMIS station
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Fig. 1. In black, daily averages of air temperature (upper panel) and vapor pressure
deficit (VPD, lower panel) at the citrus research site. The mean 1999—2010 data refer to
the average daily temperature (+SD) from the CIMIS research station, located at the UC
Lindcove citrus research station three km east of our measurement site.

(California Irrigation Management Information System) located at the UC Lindcove
research station. Hourly mean values of temperature, vapor pressure deficit,
photosynthetically active radiation (PAR) and turbulence (u*) are shown in Fig. 2,
separating between summer, flowering and fall-winter. The typical wind pattern in
this area brings daytime air across the valley from the west and then up the
mountain slopes of the Sierra Nevada Mountains from the nearby urban area of
Visalia, while at night a gentle downslope wind reverses the direction (Fig. 3). The
total precipitation over the one-year measurement period was 386 mm, much
higher than the annual precipitation averaged for the previous 12 years measured at
the CIMIS station (245 + 132 mm).

The soil texture for the upper horizon (0—33 cm) was loam with a particle size
distribution of 42% sand, 38% silt, and 20% clay (Kearney Ag Center). Soil pH was 7.4
(Valley Tech Soil Agricultural Laboratory Services). The orchard was drip-irrigated
with water applied twice per week in the warm season to ensure water avail-
ability close to field capacity. The site was kept clean from understory vegetation and
mechanical pruning operations took place twice a year to limit the size of the orange
trees for harvesting and site maintenance.

The block of trees in which the tower and instruments were located was
‘Valencia’ orange on trifoliate rootstock, with a planting date in the 1960’s. The
square 4 ha block had dimensions of 200 m N—S and E—W. At the end of the study,
we harvested a ‘Valencia’ citrus tree from within the study block to measure citrus
leaf area index (LAI) and biomass density. The tree height was 3.7 m as measured
with a telescoping pole. We measured canopy radii in the four cardinal directions to
calculate a planar area (as seen from above) of 12.2 m?. The mean specific leaf area
(SLA) of citrus leaves was 85.4 cm? g~ obtained by measuring leaf area of five
groups of leaf samples with a LiCor Leaf area meter (mod. LI-3100C) followed by
drying and weighing. LAI for the orchard was 3.00, derived using the SLA value and
the total dry mass of leaves from the harvested tree, multiplied by the plant pop-
ulation of 237 plants per ha as obtained from spacing measurements and Google
Maps imagery.

2.2. Experimental set-up
Measurements started in October 2009 and ended in November 2010. For easier

comprehension we grouped the data to obtain a continuous time series from day of
year (DOY) 1 to DOY 365 by placing 2009 fall observations into the figures after the
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Fig. 2. Hourly mean values (+SD) of photosynthetically active radiation (PAR), air
temperature, vapor pressure deficit (VPD), and u*. Data are averaged for the fall-
winter, flowering (day of the year 116—145), and summer period.
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Fig. 3. Wind rose plot with arrows indicating the wind direction (in degrees, 0 = N) for
different hours of the day, and x axis showing the wind speed. Data are averaged for
the full measurement year.

winter through summer measurements collected in 2010. The experimental facility
was composed of an air conditioned shipping container, modified as a field labo-
ratory where analytical equipment was housed, and a measuring tower 9.8 m tall
(Floatograph FM50 telescoping mast). The tower was erected on a concrete base
between the next two citrus trees west of the field lab. These items were installed in
September 2009. The tower was equipped with meteorological sensors, replicated
for the top three measuring heights (9.18, 4.85, 3.76 m). A separate tripod was placed
between the next pair of trees 7 m west of the tower, and fitted with matching
sensors to provide the lowest measuring height of 1.0 m. The measured environ-
mental variables included photosynthetically active radiation (PAR) (Li-Cor Inc.,
Lincoln, NE), air temperature and relative humidity (Vaisala Inc., Woburn, MA), and
soil moisture (Campbell Scientific Inc., Logan, UT). A system of fine wire thermo-
couples touching the abaxial side of the leaves was used to measure their temper-
ature (Omega Engineering, Precision Fine Wire thermocouples). These data were
recorded at 1 min interval using dataloggers (CR10x and CR3000, Campbell Scien-
tific Inc., Logan, UT).

Air was sampled sequentially for 6 min out of every 30 min at four inlet heights
through Teflon tubes with 4 mm internal diameter and a Teflon filter (PFA holder,
PTFE membrane, pore size 2 pm) located 30 cm from the inlet. Ozone was measured
with a UV absorption monitor (1008-PC DASIBI Environmental). The precision of this
UV monitor is 1 ppb. In order to avoid different retention times of the air in the inlet
lines, tubing was the same length for each inlet line (20 m). The filters were replaced
every two weeks to avoid contamination or flow problems. Fast response
measurements of ozone were made through a Teflon tube (13 m) and filter inlet
located at 7.11 m by chemiluminescence using coumarin dye with an instrument
custom developed by the National Oceanic and Atmospheric Administration (NOAA,
Silver Spring, MD, Bauer et al., 2000). The chemiluminescence detector was cali-
brated against 30 min average ozone concentrations from a second UV ozone
monitor (1008-PC DASIBI Environmental) which measured air sampled from the
same inlet height. Water concentration was measured with a closed path infrared
gas analyzer (LI-6262, Lincoln, NE, USA). The raw analog data were recorded at 10 Hz
for all gases. Ozone and water concentration were correlated with the vertical wind
velocity according to the eddy covariance technique following the methods exten-
sively described in Goldstein et al. (2000), Fares et al. (2010b). Fluxes of gases were
calculated according to Eq. (1):

Fe=w-C (1)

where w is the vertical wind velocity and c the concentration of the gas. The
prime indicates deviations from the 30 min means and the overbar indicates a time
average. Wind velocity and sonic virtual temperature fluctuations were measured
at 10 Hz with a three-dimensional sonic anemometer (Applied Technologies, Inc.,
Boulder, CO) mounted on a horizontal beam next to the inlet of the sampling line.

The time lag for sampling and instrument response was determined by maxi-
mizing the covariance between vertical wind velocity (w’) and scalar (¢’) fluctuation.
Errors due to sensor separation and damping of high frequency eddies were cor-
rected using spectral analysis techniques as outlined by Rissmann and Tetzlaff
(1994). The wind data were rotated according to the planar fit method (Wilczak
et al., 2001). Data were discarded if: 1. Results from the stationary test for the
various were above 60% (Foken and Wichura, 1996); 2. The footprint area was
estimated to be outside the boundaries of the orchard (Hsieh et al., 2000); 3. Low
turbulence (u* < 0.15 m s~ ') occurred, which was found during >90% of night hours.

In this work, positive fluxes indicate upward transfer of mass and energy from
the ecosystem to the atmosphere, and negative fluxes indicate transfer from the
atmosphere into the ecosystem.

2.3. Sap flow systems

Eight sap flow probes using the constant dissipation heat method (mod. TDP
100, Dynamax Inc., Houston, TX) proposed by Granier (1987) were installed in the
xylem of 8 tree trunks in the vicinity of the seatainer. For all trees, the radius of the
increment core was found to be entirely sapwood (i.e., no heartwood). The average
stem radius was 0.1 m, equal to the length of the probes, equipped with 3 ther-
mocouples each (TC) which allowed measurement of sap velocity across
three depths of the stem sections. All probes were installed on the northern
side of trees to avoid direct solar heating and shielded with aluminum foil to
minimize temperature fluctuations in the sapwood. We adopted an empirical
relationsl‘:ip proposed by Granier (1985, 1987) to calculate the sap flow velocity
(V,ems™):

(2)

1,231
V= 0,0119~(M)

AT

where AT (°C) is the measured difference in temperature between a heated needle
and a reference non-heated needle placed at a fixed distance below the heated one;
the parameter ATm (°C) is the value of AT recorded at night when there is no sap
flow (zero set value). A conversion to sap flow rate per unit tree (F; g H,O s~ 1) was
performed by multiplying each V measured at each independent TC level along the
probe by the cross-sectional area of sap conducting wood that each TC junction was
assumed to measure, similarly to Hatton et al. (1990) and Ford et al. (2004) under the
assumption that each TC was measuring a portion of sapwood without overlapping
with the adjacent TC.

Leaf transpiration (E;) was scaled up from mean sap flow rate per tree multi-
plying by the number of trees per total ground area and dividing by LAL

Data were logged at 1-min intervals simultaneously with the other meteoro-
logical parameters using a datalogger (CR10x, Campbell Scientific Inc., Logan, UT)
and successively averaged for 30 min intervals.

2.4. Partitioning of total ozone flux

The total ozone flux (FO3) measured using the eddy covariance approach was
partitioned into a stomatal and several non-stomatal components. Ozone fluxes
were related to ozone concentrations through a series of resistances by analogy with
an electric circuit obeying Ohm’s law (Cieslik, 2004). In this scheme (shown in
a diagram by Zhang et al., 2003), stomatal conductance (Gsto) from the sap velocity
was calculated as the inverse of the stomatal resistance using the Monteith equation
also called Evaporative/Resistance method as reported by previous research
(Monteith and Unsworth, 1990; Kurpius et al., 2003; Turnipseed et al., 2009; Gerosa
et al., 2007):

Rsto = Ty E

— (Ra + Rb) 3)
where 1 is the latent heat of vaporization in air (J kg~!), v is the psychrometric
constant (0.065 kPa K1), E; is the transpiration rate (kg H,O m 2 s~ '), ¢p is the
specific heat of air (J kg~! K1), p (kg m—3) is density of dry air measured from an RH
& T sensor placed at canopy level, VPD is the vapor pressure deficit at leaf level using
leaf temperature (kPa), Ra and Rb are aerodynamic and sublayer resistances for
water vapor as calculated in Fares et al. (2010b). Stomatal conductance for ozone
(Go3) was calculated correcting Gsto for the difference in diffusivity between ozone
and water vapor (Massman, 1998). Stomatal ozone (Fsto) flux was calculated
according to Eq. (4):

Fsto = Gos (03¢ — O5ci) (4)

We assumed intercellular ozone concentration (Osci) = 0 (Laisk et al., 1989) so
the equation reduces to simply multiplying Go3 by ozone concentration measured at
canopy level (Osc). Non-stomatal ozone flux was calculated subtracting Fsto to FO3.
In order to show correlations with temperature and VPD, total, stomatal and non-
stomatal ozone fluxes were divided by O3c to obtain total, stomatal and non-
stomatal deposition velocities, respectively 03Vd, 03Vd_sto and 03Vd_nsto. The
canopy conductance to ozone (GcO3) was calculated from 03Vd taking into account
for Ra and Rb according the following equation:

GcO3 = 03Vd/(1 — 03Vd-(Ra + Rb)) (5)

Cuticular resistance was calculated according to the deposition model by Zhang
et al. (2002) for both wet and dry canopy resistance:

Reut(dry)o

Reut(dry) = o parija g (6)
Rcut(wet
Rcut(wet) = W (7)

Where Rcut(dry)o and Rcut(wet)y are reference values suggested by Zhang et al.
(2002) for evergreen deciduous species; RH is the relative humidity measured at
canopy level, LAl is leaf area index. We assumed wet conditions when RH was more
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than 60% or the leaf wetness sensors placed on the canopy indicated wetness. Fluxes
to cuticles were estimated by multiplying the inverse of Rcut by Osc.

Below-canopy resistances were estimated as the sum of in-canopy aerodynamic
resistance (Rac) and ground resistance (Rg), calculated according to Erisman et al.
(1994), Zhang et al. (2002) and Meszaros et al. (2009):

14-1Al-zc
Rac = —— (8)
swc
Rg = 200 + 300-m (9)

Where 200 and 300 (s m~!) are the coefficient and slope of a linear function
depending on soil water availability (Meszaros et al., 2009), zc is the canopy height,
SWC is the soil water content measured on site and SWCy is the soil water content
at field capacity (0.27) calculated using physical properties of the citrus soil
data for the block where orange trees were located, taken from a peer-reviewed
website (Kearney Ag Center). Below-canopy ozone fluxes were estimated by
multiplying the inverse of (Rac + Rg) by ozone concentration measured at the
ground level.

Chemical ozone fluxes were calculated after modeling fluxes of BVOC and NO
emissions and assuming that 1.0 mol of ozone is removed if it reacts with a BVOC and
0.8 mol of ozone are removed if it reacts with NO (Kurpius and Goldstein, 2003).
In particular, BVOC fluxes were calculated using the algorithms proposed by
Guenther et al. (1995) with basal emission factor (BEF) related to B-caryophyllene,
the main reactive isoprenoid previously reported for Citrus species in Fares et al.
(2011):

Fyoc = BEFexp[8(T — T)) (10)

Where § (0.4, K1) is a coefficient that represents the exponential dependence of
emissions on leaf temperature (T), and Ts is the leaf temperature at standard
conditions (303 K).

For NO fluxes, we used the algorithm proposed by Yienger and Levy (1995) and
Steinkamp and Lawrence (2011) using BEF typical of agricultural soils under wet soil
conditions of 2.4 ng(N) m 2 s ":

Fno(oe<T<10°c) = 0.28-T-BEF (11)
Fyo(1oe<t<300c) = €219 T-BEF (12)
Fno(r>300c) = 21.97-T-BEF (13)

3. Results and discussion
3.1. Meteorology

Meteorological conditions (air temperature, PAR, u*, VPD) are
described in Figs. 1 and 2. These are typical of Mediterranean
areas, with daytime summer temperature around 25—30 °C and
daytime maxima ranging from 30 °C to 40 °C. Summer daytime
VPD was typically 1.5—3 kpa with maxima between 3 and 6 kpa
(Fig. 2). Even for this well irrigated orchard, such high VPD caused
some stomatal closure on hot days. The site had a regular diurnal
pattern of wind flow, with afternoon winds from W-SW
and nighttime winds predominately from SE (Fig. 3), thus the
footprint of our flux measurements also changed over the course
of the day.

3.2. Ozone concentrations

Ozone is a major air pollutant in the Central Valley, where
conditions are favorable for its formation due to high sunlight and
temperatures, high source strengths of its precursors (NOy from
soil, burning, and mostly from vehicle emissions, VOC from many
anthropogenic and biogenic sources), and location in a valley Ozone
in this region often exceeds state and federal air quality standards
(EPA, 2011; ARB, 2011).

Our data expressed as daily mean, minimum, and maximum
(Fig. 4) show ozone concentration in the orchard was high, with
daytime peaks typically above 70 ppb in summer, and maximum
levels often exceeding 100 ppb. Daytime (10 AM—3 PM) ozone
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Fig. 4. Daily mean, minimum, and maximum of the ozone concentration measured at
the canopy level (O3, continuous line). Daily maxima and minima are calculated from
1-min averaged data.

concentration positively correlated with temperature (Fig. 5) as
the emissions and chemistry leading to ozone formation in this
region are both temperature dependent (e.g. Steiner et al., 2006).
We observed regression coefficients (R?) between ozone and
temperature of 0.7 and 0.73 for flowering and summer periods,
respectively. Ozone concentrations showed a typical bell-shaped
diurnal cycle (Fig. 6), peaking near 3 PM.
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Fig. 5. Correlation of ozone concentration measured at canopy level (03c), stomatal
(03 Vd_sto) and non-stomatal (03 Vd_nsto) ozone depositions with temperature and
vapor pressure deficit. Data are reported for flowering period (triangles) and summer
(circles) averaged from 10 AM to 3 PM for each day.
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Fig. 6. Hourly average (+SD) of ozone concentration measured at canopy level (03c)
for fall-winter, flowering and summer periods.

The vertical distribution of ozone concentration between the
ground and our top measurement height (Fig. 7) was very small
during the day and larger at night with lower concentrations near
the ground indicating deposition from the atmosphere. Because
vertical mixing was much faster during the day, daytime deposition
did not result in a strong vertical gradient in concentration, but
with slower mixing at night a vertical gradient in concentration was
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Fig. 7. Hourly average of ozone concentration for fall-winter, flowering and summer
periods as a function of height. Measurements were done at 1.0, 3.76, 4.85, and 9.18 m
above ground (marked with circles). The canopy height of the orange orchard was
4.0 m. (For interpretation of the references to colour in this figure legend, the reader is
referred to the web version of this article.)

routinely observed. This pattern occurred during all seasons
demonstrating that ozone deposition takes place at all times during
the day and year. Stomatal deposition is typical of daylight hours,
due to the well known light-dependence of stomatal aperture,
therefore the observed nocturnal vertical gradients provide
a clear first indication that non-stomatal deposition phenomena
are important ozone sinks in the orange orchard.

3.3. Total ozone fluxes

Total ozone fluxes measured with eddy covariance are reported
in Fig. 8 as daily averages, with lowest fluxes in winter and highest
fluxes in summer (daily values ~ 6—8 nmol m~2 s~ in August). A
period of high ozone fluxes was also evident during the flowering
period (DOY 116-145), with peak values similar to summer
conditions even though temperatures were significantly cooler
(Fig. 2). This is even more evident from the diurnal average
ozone fluxes shown in Fig. 9, where total ozone fluxes during
summer and flowering period are shown, with similar values of
~8 nmol m~2 s~! during the central hours of the day. Winter
fluxes were about half of those measured during summer, as
expected considering the temperature dependence of ozone
concentration but also the phenology of the plants with lower
levels of stomatal conductance during the cold season.

The citrus orchard had a cumulative annual uptake of
7.2 gm~2y~!, avalue almost identical to that calculated for a forest
plantation of Pinus ponderosa (Fares et al., 2010a), showing that
citrus orchards may be ozone scavengers comparable to forest
ecosystems, and demonstrating the ecosystem service orchards can
provide through ozone phytoremediation.

3.4. Stomatal ozone fluxes

Stomatal ozone fluxes were calculated by two independent
methods that both involved determining ecosystem level transpi-
ration as described in the methods section. First, evapotranspira-
tion measured with eddy covariance was used as an approximation
of canopy transpiration and, second, canopy transpiration was
measured more directly using sap flow sensors on individual trees.
Because this ecosystem had exposed ground and was regularly
irrigated, assuming evapotranspiration is approximately equal to
canopy transpiration cannot be correct. Indeed, we estimated that
soil contributed up to 30% to total evapotranspiration and was
therefore not a negligible water source. This estimate was in
agreement with results from microlysimeter experiments, in which
we installed soil cores in the ground and measured weight loss
resulting from evaporated water during successive periods in the
five days between two irrigation cycles, as described by Bonachela
et al., 1999 (data not shown). Results from these two approaches for
estimating stomatal fluxes based on transpiration and VPD are
shown in Fig. 8. The estimates based on sap flow measurements
performed between DOY 106 and 318 are generally about 30%
lower than the estimates based on ecosystem scale evapotranspi-
ration, in agreement with the discussion above showing that ~30%
of evapotransportation was due to evaporation in summer. There-
fore, we believe that the second method is more appropriate for
this ecosystem, and is hereon used to express stomatal conduc-
tance (Fig. 9).

To exclude the effect of ozone concentrations, fluxes were
normalized to stomatal and non-stomatal deposition velocities
(Fig. 5). Also for our well irrigated ecosystem, the high tempera-
tures, with corresponding high VPD negatively correlated with 03
Vd_sto both in flowering and in summer seasons (R? between 0.5
and 0.89), a relationship previously observed and tightly connected
to the effect of temperature and VPD on stomatal closure
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with Eddy Covariance (green line) and stomatal ozone flux calculated using water flux measured with Sap-Flow sensors. Used from DOY 106 to 318. (For interpretation of the
references to colour in this figure legend, the reader is referred to the web version of this article.)

(Fares et al, 2010a). However, light conditions, VPD and air
temperature are not independent from each other, as already
reported in previous research, since light and VPD affect stomatal
aperture and at the same time temperature modulates VPD and
drives enzymatic reactions in leaf cells (Turnipseed et al., 2009;
Fares et al., 2010a).

In this orange orchard, we studied the relationships between
stomatal (Gsto = 1/Rsto) and canopy conductance (GcO3) in order to
verify if the latter parameter can be a valid approximation for
stomatal conductance during dry and wet conditions. Dry condi-
tions in this study were defined for RH < 60%, a value after which
the ratio GcO3/Gsto was found to increase with RH, as similarly
observed by Lamaud et al. (2009). In these conditions, the low
correlation slope of 0.21 (R*> = 0.5, data not shown) from the
regression between Gsto and GcO3 for the entire dataset high-
lighted divergences between these two parameters, suggesting that
GcO3 cannot approximate Gsto. In conditions of wetness, GcO3 was
several orders of magnitude greater than Gsto. Increase of ozone
deposition with wetness has been often observed (Turnipseed
et al,, 2009; Pleijel et al., 1995; Lamaud et al., 2002) although
ozone is known to have low solubility in water. Our data support
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Fig. 9. Hourly average (4+SD) of total and stomatal ozone fluxes for winter, flowering
and summer periods.

the hypothesis raised by Altimir et al. (2006) that water films may
modulate chemical reactions with surfaces due to the presence of
hydrophobic organic acids. In our site, wet deposition was a recur-
rent phenomenon due to formation of water puddles after irriga-
tion, dew formation at night on soils and foliage (measured with
leaf wetness sensors) due to scarce turbulence that occurred from
11 PM to 6 AM, and precipitation events. However, most nocturnal
data (~90%), were removed from calculation since low turbulence
(u* < 0.15) did not allow correct calculation of ozone fluxes, while
only ~10% of data was excluded during daytime hours.

The long-term measurements of ozone fluxes allowed us to
study the seasonality of stomatal ozone fluxes. While total ozone
flux was similar during the flowering and summer periods,
stomatal fluxes were extremely different, with daytime summer
values (above 4 nmol m~2 s, Fig. 9) almost double those of the
flowering season. Non-stomatal deposition therefore was much
higher during the flowering period than during the summer period.

In a smaller time scale, the diurnal cycles of ozone concentration
and ozone flux were slightly different, with maximum ozone
concentration occurring after 3 PM during summer, and maximum
ozone fluxes occurring before 3 PM. This phenomenon has been
previously described for a ponderosa pine forest (Kurpius and
Goldstein, 2003; Fares et al.,, 2010c) and was confirmed in our
study to also occur in the orange orchard. This is the result of
stomatal closure in the late afternoon (data not shown), reducing
stomatal uptake when peak ozone concentrations occur in the air.
This difference could also potentially be due to non-stomatal sinks
being larger in midday than in the afternoon.

We conclude that stomatal uptake does not represent the major
ozone sink for the orange orchard (Figs. 8 and 9), and only accounts
for 20—45% of total daytime flux. In Fig. 11 we show median values
of total ozone fluxes and all ozone sinks for the central hours of
the day. Stomatal uptake did not exceed 31% of total ozone fluxes.
We assumed in this work that ozone intercellular concentration is
negligible (Laisk et al., 1989). However, stomatal ozone uptake may
actually be lower than estimated because ozone concentration
inside the stomata (O3ci) may be greater than zero. Laboratory
studies using branch enclosures (Fares et al.,, 2010a), keeping
constant the stomatal conductance, demonstrated indeed that this
assumption is true only when ozone is at relative low ambient
concentrations (~40 ppb). While O3ci is slightly above zero at
100 ppb, it can reach considerable values of ~20 ppb when
tropospheric ozone concentration is 140 ppb. This means that in
summer, when we observed ozone levels above 100 ppb, an over-
estimate of stomatal ozone fluxes may have occurred. Using the
equation built with laboratory data, O3ci = exp(0.026*03c), we
found that in summer midday when ozone concentrations were
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Fig. 10. Modeled BVOC and NO fluxes at 30-min time resolution.

above 100 ppb total stomatal ozone flux would have been over-
estimated by up to 10% because we did not account for non-zero
O3ci.

3.5. Non-stomatal ozone deposition

Both the seasonal (Fig. 8) and diurnal average (Fig. 9) ozone
fluxes show large differences between total and stomatal ozone
fluxes, in agreement with previous studies which described high
non-stomatal deposition processes (Kurpius and Goldstein, 2003;
Hogg et al., 2007; Fares et al., 2010b). Here we explore how the non-
stomatal portion of the ozone fluxes are likely partitioned in their
various sinks.

Ozone flux to ground was estimated using the sum of in-canopy
and ground resistances modeled with standard dry deposition
algorithms. These calculations suggest that the ground compart-
ment is a very important ozone sink, responsible for up to 35% of
total ozone flux at midday. Ground deposition in our calculation
was maximized at midday due to the diurnal concentration of
ozone concentration peaking simultaneously with in-canopy
resistances reaching their minimum (<400 s m~!) due to the
higher levels of turbulence which promoted vertical mixing. High
deposition rates to ground were expected at our field site, where
there was significant open space between trees where the ground
was exposed including soil particles, microorganisms, litter, and
standing water. In our study, we assumed soil resistances were
dependent on soil water content following the parameterization of
Zhang et al. (2002) and Meszaros et al. (2009), although recent
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Fig. 11. Magnitude of total measured ozone flux and individually modeled ozone sinks,
and the percentage of the total ozone flux represented by modeled stomatal, cuticle,
soil, chemical VOC and chemical NO ozone sinks for winter, flowering and summer
periods as daytime median values (10 AM—3 PM, +SD).

studies have pointed out that relative humidity at the soil-level has
greater influence than soil water content in the rate of ozone
deposition on soils, since the increased adsorption of water mole-
cules onto the ground reduces the availability of reaction sites for
ozone (Stella et al., 2011). In our calculation, the magnitude of soil
resistance changed in response to the cyclic irrigations which took
place approximately every 5 days.

3.6. Ozone destruction via gas-phase chemistry: the role of BVOC
and NO

The midday average non-stomatal ozone deposition in both
the flowering and the summer period positively correlated with
temperature (Fig. 5), suggesting that non-stomatal ozone fluxes are
temperature dependent. This result is in agreement with previous
research in forest ecosystems (Fares et al., 2010b; Kurpius and
Goldstein, 2003; Mikkelsen et al., 2004). However, the low values
of regression coefficients (R?> < 0.1) suggest that in the orange
orchard other relevant non-stomatal ozone sinks (e.g. deposition to
ground) were present that were dependent on other factors such as
humidity of soil and atmospheric turbulence.

As demonstrated by previous studies in different ecosystems,
non-stomatal fluxes due to chemical reaction between ozone and
VOC in the gas-phase can be important, and if not properly
accounted for may lead to overestimations of stomatal fluxes in
current chemical models (Oettl and Uhrner, 2011). We report in
Fig. 10 daily averages of modeled fluxes of BVOC and NO. The
emission of reactive BVOC is exponentially dependent on temper-
ature due to volatilization of these molecules from storage organs
(Kesselmeier and Staudt, 1999; Niinemets et al., 2004). In this work,
we define reactive BVOC as those compounds for which the
chemical time scale of the VOCx—Os3 reaction is lower than the air
retention time below the canopy, which we estimated to be
~4 min during midday when maximum vertical turbulence was
occurring. Here we consider one sesquiterpene, f-caryophyllene, as
the main reactive BVOC emitted from citrus (Fares et al., 2011;
Ciccioli et al., 1999) which reacts with ozone in few seconds (Shu
and Atkinson, 1994). The BEF values used in this research were
previously measured in laboratory experiments under controlled
conditions (Fares et al., 2011), although these emission estimates do
not include soil, which may emit important additional amounts of
BVOC (Ciccioli et al., 1999). Our assumption that one mol of BVOC
reacts with one mol of ozone (Bouvier-Brown et al., 2009) is
a conservative estimate considering that ozonolysis smog chamber
tests have demonstrated that one molecule of a sesquiterpene with
two or three double bonds reacts with more than one molecule of



S. Fares et al. / Environmental Pollution 169 (2012) 258—266 265

ozone generating several generations of oxidation products that
contribute to formation of secondary organic aerosols (Shu and
Atkinson, 1994). Overall, we estimate that chemistry in the gas
phase was responsible for 10—26% of total ozone fluxes. This could
be an underestimate if there are significant emissions of reactive
BVOC in addition to B-caryophyllene that react with ozone before
escaping the orchard. Given the nature of BVOC emitted (mostly
terpenes) we exclude the possibility of fast ozone formation due to
BVOC involvement in photochemical reactions.

Ozone is also known to be destroyed by reactions with NO
molecules emitted from soil (Pilegaard, 2001; Kurpius and
Goldstein, 2003; Farmer and Cohen, 2008). In the orange orchard,
the amount of NO emission was probably enhanced because of
fertilization, which resulted in both nitrification and also in NO
release from denitrification (Sutton et al., 2009). Given the air
retention time below and above the canopy which we estimated to
be higher than the chemical time scale of the NO—Os reaction,
ozone destruction by reaction with NO is expected, as documented
by previous research (Nemitz et al., 2000; Duyzer et al., 1997; De
Arellano et al., 1993). Soils of citrus orchards have been previ-
ously shown to be NO emitters (Matson and Mirestone, 1997). We
are more confident of the BEF for BVOC, since we previously
measured it for citrus species (Fares et al., 2011), while we are
relying upon a BEF value for NO coming from the literature
(2.4 g(N)m~2 s~ Steinkamp and Lawrence, 2011) which may be an
underestimation for citrus, a highly fertilized ecosystem. We
assumed that 0.8 mol of ozone were removed for each mole of NO
emitted from the soil following Kurpius and Goldstein, 2003. Ozone
production is also enhanced when BVOC react to form HO, and RO,
radicals which then react with NO, so the presence of reactive BVOC
and NO emitted from soil also leads to ozone production above the
canopy. Therefore, the assigned value of 0.8 does not consider later
ozone formation above the canopy, thus relegating our estimate of
ozone removal by NO to an “apparent ozone deposition” (Stella
et al., 2011).

All of our estimates for individual components of ozone fluxes
are compared to total observed ozone fluxes for flowering, summer,
and winter periods in Fig. 11. During summer, the sum of individual
sinks was 97% of the total measured flux, in good agreement with
the measurements. For the flowering period, the individually esti-
mated ozone sinks sum to 72% of the total measured flux, sug-
gesting that we may have underestimated one or more sinks.
During flowering carbon assimilation in Citrus decreases in favor of
catabolic processes (Bustan and Goldschmidt, 1998; Fares et al.,
2011), and a large amount of BVOC is emitted in the atmosphere
from flowers to attract pollinators (Ciccioli et al., 1999; Dudareva
and Pichersky, 2000; Fares et al., 2011). We hypothesize that the
BVOC sink was underestimated during flowering because more
reactive BVOC were emitted that were not included in our model of
chemical ozone fluxes. In support of this conclusion are results
(data not shown) from a year-long continuous flux measurement of
less reactive BVOC (e.g. monoterpenes, methanol, acetone) which
showed annual peaks of emission during the flowering period, and
therefore displayed a different behavior than that modeled in Fig. 9.
If we assume that the biosynthetic pathways for monoterpenes and
reactive sesquiterpenes share the same precursors, a reasonable
assumption in most cases, our hypothesis seems to rest on a sound
basis. Anecdotal evidence for much larger BVOC emissions during
this period is also available in the strong and beautiful aroma of the
blossoming orange trees.

4. Conclusions

One entire year of measurements produced a robust dataset,
which allowed us to investigate the absolute magnitude, seasonal

and diurnal cycles, and controls on ozone fluxes in a citrus orchard.
We measured total ozone flux and separated it into stomatal and
non-stomatal fluxes to assess the actual ozone flux into plants
through stomata and the contributions to non-stomatal fluxes.
Non-stomatal ozone sinks were shown to be the predominant
pathways of ozone removal in the citrus orchard, with the domi-
nant non-stomatal deposition occurring to ground and chemical
reactions in the gas-phase with BVOC and NO.

We found that the citrus trees removed a considerable amount
of tropospheric ozone over the year, similar in amount to that
measured in a pine forest, thus suggesting that citrus orchards are
ozone scavengers comparable in magnitude to forest ecosystems.
Further work is necessary though to determine the net impact of
orange orchards on regional ozone sources and sinks since this
work did not assess the formation of ozone from BVOC emitted by
the orchard.
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