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Abstract Ascorbate is an important antioxidant in plants
and fulWlls many functions related to plant defense, redox
signaling and modulation of gene expression. We have ana-
lyzed the subcellular distribution of reduced and oxidized
ascorbate in leaf cells of Arabidopsis thaliana and Nicoti-
ana tabacum by high-resolution immuno electron micros-
copy. The accuracy and speciWcity of the applied method is
supported by several observations. First, preadsorption of
the ascorbate antisera with ascorbic acid or dehydroascor-
bic acid resulted in the reduction of the labeling to back-
ground levels. Second, the overall labeling density was
reduced between 50 and 61% in the ascorbate-deWcient
Arabidopsis mutants vtc1-2 and vtc2-1, which correlated
well with biochemical measurements. The highest ascor-
bate-speciWc labeling was detected in nuclei and the cytosol
whereas the lowest levels were found in vacuoles. Interme-
diate labeling was observed in chloroplasts, mitochondria
and peroxisomes. This method was used to determine the
subcellular ascorbate distribution in leaf cells of plants
exposed to high light intensity, a stress factor that is well
known to cause an increase in cellular ascorbate concentra-
tion. High light intensities resulted in a strong increase in
overall labeling density. Interestingly, the strongest com-
partment-speciWc increase was found in vacuoles (fourfold)

and in plastids (twofold). Ascorbate-speciWc labeling was
restricted to the matrix of mitochondria and to the stroma of
chloroplasts in control plants but was also detected in the
lumen of thylakoids after high light exposure. In summary,
this study reveals an improved insight into the subcellular
distribution of ascorbate in plants and the method can now
be applied to determine compartment-speciWc changes in
ascorbate in response to various stress situations.
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Abbreviations
BSA Bovine serum albumin
ER Endoplasmic reticulum
H2O2 Hydrogen peroxide
NADPH Nicotinamide adenine dinucleotide phosphate
ROS Reactive oxygen species
Vtc Vitamin C

Introduction

Ascorbate is a multifunctional metabolite in plants that is
essential for plant development and growth. It fulWlls cru-
cial roles as an antioxidant in plant defense against abiotic
and biotic stress and it is important for the regulation of
enzymatic activities. It is also involved in redox signaling
and in the modulation of gene expression (Noctor and
Foyer 1998; Noctor 2006; Foyer and Noctor 2009).
Changes in ascorbate levels can be observed during diVer-
ent environmental stress situations such as exposure to high
light, ozone, heavy metals and pathogen attack (Vanacker
et al. 1998; Ratkevicius et al. 2003; Bartoli et al. 2006;
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Giacomelli et al. 2006; Collin et al. 2008; Sandermann
2008; Chamseddine et al. 2009).

Ascorbate occurs in a reduced form (ascorbic acid) and
two oxidized forms (mono and dehydroascorbic acid).
Ascorbic acid is able to detoxify reactive oxygen species
(ROS) either by direct chemical interaction or through reac-
tions catalyzed by ascorbate peroxidases. Through these
processes large amounts of oxidized ascorbic acid can be
produced, especially during environmental stress situations.
Mono- and dehydroascorbic acid are reduced to ascorbic
acid through mono- and dehydroascorbate reductase,
respectively. Both processes consume NADPH and the lat-
ter process also involves the oxidation of glutathione
(Noctor and Foyer 1998; Noctor 2006; Foyer and Noctor
2009). Thus, ascorbate homeostasis in diVerent organs, tissues
and cell compartments is controlled by a complex network
of metabolic and environmental factors. Ascorbate synthesis
is one of these factors. In Arabidopsis the only known path-
way of ascorbate synthesis is the L-galactose pathway
(Wheeler et al. 1998; Dowdle et al. 2007). The last enzyme
of this pathway (galactonolactone dehydrogenase) is physi-
cally associated with the mitochondrial complex I render-
ing mitochondria the main and only center of ascorbate
synthesis in Arabidopsis. Additionally, ascorbate synthesis
is functionally linked to the respiratory electron transport
chain as galactonolactone dehydrogenase uses oxidized
cytochrome c as an electron acceptor (Bartoli et al. 2000;
Millar et al. 2003).

The compartmentation of ascorbate is well established
but compartment-speciWc levels of ascorbate remained
unclear as it was not possible so far to simultaneously quan-
tify subcellular ascorbate levels in all cell compartments.
Two methods were mainly used to detect ascorbate in
diVerent cell compartments. Ascorbate was detected with
biochemical methods in the apoplast of barley, birch and
poplar leaves (Vanacker et al. 1998; van Hove et al. 2001;
Kollist et al. 2001) where it is considered to be the only sig-
niWcant redox buVer (Pignocchi and Foyer 2003; Foyer and
Noctor 2009) and to play an important role in the protection
against ozone (Conklin and Barth 2004; Baier et al. 2005;
Sandermann 2008). Additionally, ascorbate was detected in
isolated chloroplasts (Noctor et al. 2002), mitochondria and
peroxisomes (Jiménez et al. 1997, 1998). Ascorbate also
occurs in vacuoles (Takahama 2004). Ascorbate was histo-
chemically detected in roots of Cucurbita plants and was
localized at the nuclear membrane, in nucleoli, along the
plasma membrane but was surprisingly absent in the apop-
last and in vacuoles (Liso et al. 2004). It was not possible
with this method to obtain more information about the
localization of ascorbate in smaller organelles such as plas-
tids, mitochondria, dictyosomes and endoplasmic reticulum
(ER) and to quantify compartment-speciWc diVerences
(Liso et al. 2004).

In this study, we describe a method that allows the detec-
tion of oxidized and reduced ascorbate within subcellular
compartments of leaf cells at a high level of resolution.
This method is based on immunocytohistochemistry com-
bined with computer supported transmission electron
microscopy. In order to verify the accuracy of the obtained
signal, several negative controls were performed. Addition-
ally, ascorbate-speciWc labeling was determined in the
ascorbate-deWcient Arabidopsis vtc1-2 and vtc2-1 mutants,
respectively. Both mutants have defects in enzymes
involved in ascorbate synthesis, thus leading to a strong
decrease in ascorbate levels (Conklin et al. 2000; Giacomelli
et al. 2006; Olmos et al. 2006; Müller-Moule 2008; Foyer
and Noctor 2009). Subcellular ascorbate labeling was also
investigated in plants exposed to high light intensity that
is known to increase ascorbate contents in plants
(Müller-Moule et al. 2004; Bartoli et al. 2006; Giacomelli
et al. 2006; Haghjou et al. 2009; Foyer and Noctor 2009).
The aim of the present study was to analyze the subcellular
distribution of ascorbate in plants and to study changes in
compartment-speciWc ascorbate levels in plants exposed to
high light intensities.

Materials and methods

Plant material and growth conditions

After stratiWcation for 4 days at 4°C seeds of Arabidopsis
thaliana [L.] Heynh. Ecotype Columbia (Col-0) originally
obtained from the European Arabidopsis stock centre
(NASC; Loughborough, UK), and the ascorbate–deWcient
mutant lines vtc1-2 and vtc2-1 were grown on soil in
growth chambers with 10/14 h day/night photoperiod. Day
and night temperatures were 22 and 18°C, respectively. The
relative humidity was 60% and the plants were kept at
100% relative soil water content. Light intensity was
150 �mol m¡2 s¡1. Four weeks after stratiWcation, samples
from the youngest fully developed rosette leaf were har-
vested 2 h after the onset of the light period and prepared
for electron microscopy. Leaves at this stage were approxi-
mately 2 cm in length and 0.7 cm in width. High light con-
ditions were induced by exposing 2-week-old wild-type
plants to 700 �mol m¡2 s¡1 light for 2 weeks in the same
growth conditions as described above. Nicotiana tabacum
(L.) cv. Samsun nn, obtained from the German resource
centre for biological material (DSMZ, Braunschweig,
Germany), were grown at constant conditions of day/night
temperature 24/20°C, illumination 250 �mol m¡2 s¡1, a
photoperiod of 16/8 h light/dark and a humidity of 70%.
Six weeks after germination the youngest fully developed
leaves (about 10 cm in length and 6 cm in width) were har-
vested about 2 h after the onset of the light period and
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prepared for transmission electron microscopy. As ascor-
bate contents are inXuenced by changes in light quality and
intensity special care was taken that each harvested leaf
sample was fully exposed to the high light condition and
that it was cut in a drop of the Wxative solution as described
below immediately (within a few seconds) after removing
them from the growth chambers. Every experiment was
repeated at least twice (with similar results) and the results
of 4–6 replicate plants out of these experiments were com-
bined for each data set.

Sample preparation for transmission electron microscopy

Small leaf samples from the middle of the leaves close to
the middle vein (about 1.5 mm2) were cut on a modeling
wax plate in a drop of 2.5% paraformaldehyde/0.5% glutar-
dialdehyde in 0.06 M Sørensen phosphate buVer (pH 7.2).
Samples were then transferred into glass vials and Wxed for
90 min at room temperature in the above-mentioned solu-
tion. Microwave Wxation was performed in the same Wxa-
tion solution as described above in a Polar Patent PP1000
microwave oven. Samples were Wxed two times for 25 s at
300 W microwave irradiation. In between these steps sam-
ples were gently cooled oV to about 20°C which took about
3 min. The maximum temperature of the solution, which
was constantly aerated to reduce the risk of an unevenly
heated solution, during Wxation in the microwave oven was
30°C. Samples were then rinsed in buVer (4 times 15 min
each) after Wxation and then dehydrated in increasing con-
centrations of acetone (50, 70, and 90%) 2 times for 10 min
each. Subsequently, specimens were gradually inWltrated
with increasing concentrations of LR-White resin (30, 60
and 100%; London Resin Company Ltd., Berkshire, UK),
mixed with acetone (90%) for a minimum of 3 h per step.
Samples were Wnally embedded in pure, fresh LR-White
resin and polymerised at 50°C for 48 h in small plastic con-
tainers under anaerobic conditions. Ultrathin sections
(80 nm) were cut with a Reichert Ultracut S ultramicrotome
(Leica Microsystems, Vienna, Austria).

High-pressure freezing and freeze substitution was per-
formed according to Zechmann et al. (2005, 2007). BrieXy,
small samples were high-pressure frozen with the Leica
EM Pact (Leica, Microsystems). Freeze substitution was
carried out in 0.5% glutardialdehyde in anhydrous acetone
in a deep freezer at ¡80°C (72 h), ¡65°C (24 h), ¡30°C
(24 h), 0°C (12 h) and 20°C (1 h). After the samples were
rinsed twice in anhydrous acetone for 15 min, they were
inWltrated with diVerent mixtures (2:1, 1:1, 1:2) of acetone
and LR-White resin and pure resin for at least 3 h, each step
at room temperature. The embedded samples were then
polymerised in pure, fresh LR-White resin for 48 h at 50°C.
Ultrathin sections (80 nm) were cut with a Reichert Ultra-
cut S ultramicrotome (Leica, Microsystems).

Cytohistochemical analysis

Immunogold labeling was done with ultrathin sections on
coated nickel grids with the automated immunogold label-
ing system Leica EM IGL (Leica, Microsystems). The ideal
dilution of the primary (anti-ascorbate IgG; Abcam plc,
Cambridge, UK) and secondary antibody (goat anti rat IgG;
British BioCell International, CardiV, UK) was determined
in preliminary studies by evaluating the labeling density
after a series of labeling experiments. The Wnal dilution of
the primary and secondary antibody used in this study
showed a minimum of background labeling outside the
sample with a maximum of speciWc labeling in the sample.
Polyclonal antibodies against ascorbate were raised in rat
immunized with ascorbic acid conjugated to bovine serum
albumin (BSA). Conjugation was performed through a car-
bodiimide reaction where the carboxyl group of ascorbic
acid was conjugated with the amino groups of BSA.

For cytohistochemical analysis samples were blocked
with 2% BSA in phosphate buVered saline (PBS, pH 7.2) for
20 min at room temperature. The excess of blocking solution
on the grids was removed with Wlter paper and the samples
were then treated with the primary antibody diluted 1:300 in
PBS for 2 h. After short rinses in PBS (3 times 5 min) the
samples were incubated with a 10 nm gold-conjugated sec-
ondary antibody diluted 1:100 in PBS for 90 min. After
short washes in PBS (3 times 5 min) and distilled water (2
times 5 min) labeled grids were either immediately observed
in a Philips CM10 transmission electron microscope or post-
stained with uranyl acetate (2% dissolved in aqua bidest) for
15 s. Post-staining with uranyl acetate was applied to facili-
tate the distinction of diVerent cell structures enabling a
clearer identiWcation of the investigated organelles. The anti-
body does not discriminate between reduced and oxidized
form of ascorbic acid (Abcam plc).

Preadsorption experiments and negative controls

Several negative controls were made to support the speci-
Wcity of the immunogold procedure. Negative controls were
treated either with (1) gold-conjugated secondary antibody
(goat anti rat IgG) without prior incubation of the section
with the primary antibody, (2) non-speciWc secondary anti-
body (goat anti-rabbit IgG), (3) preimmune serum instead
of the primary antibody and (4) primary antibody pre-
adsorbed with an excess of reduced and oxidized ascorbate
for 2 h prior to labeling of the sections. For the latter a solu-
tion containing either 10 mM of ascorbic acid or dehydroa-
scorbic acid was incubated with or without 0.5%
glutardialdehyde for 1 h. When glutardialdehyde was used
then its excess was saturated by incubation for 30 min in a
solution of 1% (w/v) BSA. The resulting solutions were
both used in independent experiments to saturate the
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anti-ascorbate antibodies for 2 h prior to its use in the
immunogold labeling procedure described above.

Quantitative analysis of immunogold labeling

Micrographs of randomly photographed immunogold
labeled sections of mesophyll cells were digitized and gold
particles were counted automatically using the software
package Cell D with the particle analysis tool (Olympus,
Life and Material Science Europa GmbH, Hamburg,
Germany) in diVerent visually identiWed cell structures
(mitochondria, plastids, nuclei, peroxisomes, the cytosol,
vacuoles). Due to the low amount of gold particles found in
cell walls, ER and dictyosomes, no statistical evaluation of
the gold particle density was made for these compartments.
For statistical evaluation at least three diVerent samples
were examined. A minimum of 20 (peroxisomes) to 60
(other cell structures) sectioned cell structures of at least 15
diVerent cells throughout the blocks were analyzed for gold
particle density. The obtained data were presented as the
number of gold particles per �m2. UnspeciWc background
labeling was determined on 30 diVerent sections (outside
the specimen) from 5 diVerent samples and subtracted from
the values obtained in the sample. UnspeciWc background
labeling was around 0.3 gold particles per �m2. For all sta-
tistical analyses the non-parametric Kruskal–Wallis test
followed by a post hoc comparison according to Conover
was used; P < 0.05 was considered as signiWcant.

Results

Immunocytochemical methods were used to determine the
subcellular distribution of ascorbate in leaves of Arabidopsis

and Nicotiana tabacum. Arabidopsis accession Col-0 and
the Arabidopsis mutants vtc1-2 and vtc2-1 with globally
decreased ascorbate accumulation and wild-type plants
exposed to high light as stress factor were used in these
studies. Various negative controls were performed in order
to support the speciWcity of the obtained signal. The subcel-
lular distribution of ascorbate and the ratio between cell
compartments was similar at the edge of the samples,
which get in contact with the Wxative immediately, when
compared to levels throughout the samples. Additionally,
conventionally prepared samples showed similar ascorbate-
speciWc labeling when compared to samples prepared with
the help of microwave Wxation and after high-pressure freez-
ing and freeze substitution (Supplemental Figs. S1, S2;
Table 1). As conventional Wxation is widely used, easy to
apply in the lab and in the Weld, does not require expensive
equipment and gives fast and reliable results, we have per-
formed all further experiments with a standardized protocol
widely used for immunocytohistochemical investigations.

SpeciWcity tests for ascorbate labeling

Ascorbate labeling in plants raised at light intensity of
150 �mol m¡2 s¡1 was present in all cell compartments
except cell walls and intercellular spaces (Fig. 1a). The
accuracy and speciWcity of the observed labeling was sup-
ported by several control experiments (Fig. 1b–d, g). The
preadsorption of the primary antibody with an excess of
either ascorbic acid or dehydroascorbic acid and the treat-
ment of sections with preimmune serum instead of the pri-
mary antibody (Fig. 1b–d) reduced the labeling density to
background values thus indicating that the observed immu-
nogold labeling appears to be solely linked to ascorbate.
Additionally, two ascorbate-deWcient mutants showed a

Table 1 Ratio of ascorbate between organelles

Ratio (in %) of the distribution of gold particles bound to ascorbate (total amount of gold particles per �m2) between cell compartments of plants
prepared with conventional and microwave Wxation and at the edge of the sample after conventional Wxation and after high-pressure freezing and
freeze substitution

Ratio of ascorbate between organelles

Mitochondria Chloroplasts Nuclei Peroxisomes Cytosol Vacuole

Arabidopsis

Conventional Wxation 12.2 12.8 19.4 27.1 25.8 2.7

Microwave Wxation 12.5 13.9 19 25.9 24.8 3.9

Edge of the sample 11.4 13.7 20.5 25.2 25.8 3.4

High-pressure freezing 12.9 10.9 22.2 25.4 24 4.6

Nicotiana

Conventional Wxation 11.9 10.7 31.9 10 31.4 4.1

Microwave Wxation 11.3 12.2 30.3 10.2 30.4 5.6

Edge of the sample 11.2 10.5 33.8 9.4 31.1 4

High-pressure freezing 10.7 11.3 31.5 11.3 29.6 5.6
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Fig. 1 SpeciWcity of immuno-
cytochemical ascorbate labeling. 
Transmission electron micro-
graphs (a–f) and quantitative 
analysis (g) showing the overall 
distribution of gold particles 
bound to ascorbate in leaf cells 
of Arabidopsis Col-0 plants 
(a–d) and the Arabidopsis 
mutants vtc1-2 (e) and vtc2-1 (f). 
a Ascorbate-speciWc labeling 
detected in diVerent cell com-
partments of Arabidopsis Col-0 
plants such as chloroplasts (C), 
mitochondria (M), nuclei (N), 
and vacuoles (V). Negative con-
trols include preadsorption of 
the anti-ascorbate antisera with 
ascorbic acid (ASC, b), dihydro-
ascorbate (DHA, c), and the 
treatment of sections with 
preimmune serum instead of the 
primary antibody (d). Very few 
or no gold particles were present 
on these sections. Gold particle 
density was signiWcantly lower 
in cells of the vtc1-2 (e) and 
vtc2-1 (f) mutants. CW cell 
walls, NL nucleoli, 
Px peroxisomes, St starch. 
Bars 1 �m. g SigniWcant diVer-
ences between the samples are 
indicated by diVerent lowercase 
letters; samples which are sig-
niWcantly diVerent from each 
other have no letter in common. 
P < 0.05 was regarded signiW-
cant analyzed by the Kruskal–
Wallis test, followed by post hoc 
comparison according to 
Conover
123
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strong decrease in ascorbate-speciWc labeling in all cell
compartments. Generally, the vtc2-1 mutant showed lower
levels than the vtc1-2 mutant (Figs. 1e–g, 2). A decrease in
ascorbate within leaves of the vtc1-2 and the vtc2-1 mutant
was observed in mitochondria (44 and 76%), chloroplasts
(44 and 50%), nuclei (54 and 65%), peroxisomes (70 and
76%), and vacuoles (43 and 52%). On a global level immu-
nogold labeling of ascorbate decreased about 50 and 61%
in vtc1-2 and vtc2-1 mutants, respectively. These data cor-
related well with a decrease in total ascorbate content mea-
sured with HPLC of about 46 and 55% in vtc1-2 and vtc2-1
mutants, respectively when compared to the wildtype (Sup-
plemental Fig. S3). In similar studies a decrease of about 50
and 70% was found with biochemical investigations in
vtc1-2 and vtc2-1 mutants (Conklin et al. 2000; Olmos et al.
2006; Müller-Moule 2008; Foyer and Noctor 2009).

Subcellular distribution of acorbate in leaves 
of Arabidopsis and Nicotiana tabacum

In both Arabidopsis and N. tabaccum, the highest concen-
tration of ascorbate-speciWc labeling was found in the cyto-
sol, the lowest ones in vacuoles. No ascorbate was detected
in cell walls (Figs. 3, 4). Arabidopsis peroxisomes con-
tained similar levels as the cytosol (Fig. 4). Intermediate
labeling density was observed in mitochondria and plastids
(Fig. 4). Arabidopsis mitochondria and plastids contained a
53 and 50%, respectively, lower ascorbate concentration
than the cytosol. The situation was similar in N. tabacum

where mitochondria and plastids contained about 62 and
66% less gold particles bound to ascorbate than the cytosol
(Fig. 4). Nuclei contained about the same amount of gold
particles bound to ascorbate as the cytosol in N. tabacum.
Within mitochondria ascorbate was detected in the matrix
but not in the lumen (Fig. 3b). Within chloroplasts of con-
trol plants ascorbate was detected in the stroma, and along
the outside of the thylakoid membranes, but gold particles
were absent in the lumen of thylakoids (Fig. 3c).

Occasionally, ascorbate-speciWc labeling was found to
be associated with the membrane of the ER but was never
found inside the ER lumen (Fig. 3d). Ascorbate labeling
was not associated with dictyosomes (inset in Fig. 3a).
Ascorbate was also detected within vascular bundle cells
(Fig. 5). Companion cells showed ascorbate labeling in
mitochondria, the cytosol and within vacuoles (Fig. 5a).
Ascorbate was also detected in sieve elements (Fig. 5a). A
similar situation was found for vascular parenchyma cells
where gold particles were found in all cell compartments
including vacuoles (Fig. 5b). Gold particles bound to ascor-
bate were also found in plasmodesmata of phloem cells
(inset in Fig. 5a) and in the cell walls and lumen of xylem
vessels (Fig. 5b).

Total ascorbate contents in leaves of about 5.6 �mol/g
fresh weight were determined in Arabidopsis Col-0 plants
with HPLC measurements (Supplemental Fig. S3). This
corresponds to an estimated average concentration of about
5.6 mM total ascorbate per leaf cell. The average labeling
in one cell was calculated to be 5.1 gold particles per �m2

(Fig. 1g). Hence, total ascorbate contents of 5.6 �mol/g
fresh weight correspond to 5.1 gold particles per �m2 per
cell. Thus, compartment-speciWc labeling density in
Arabidopsis Col-0 plants shown in Fig. 4 corresponds to
ascorbate concentrations of about 10.4 mM in mitochon-
dria, 10.8 mM in chloroplasts, 16.3 mM in nuclei, 22.8 mM
in peroxisomes, 21.7 mM in the cytosol and 2.3 mM in
vacuoles.

EVect of high light intensities on the distribution 
of ascorbate

Exposure of wild-type plants to high light intensity, which
is well known to induce an accumulation of foliar ascor-
bate, caused a strong increase in ascorbate-speciWc gold
particle density on the whole cells (about 2.5-fold) and in
most individual cell compartments (Figs. 3e, 6). Surpris-
ingly, the strongest increase was found in vacuoles (395%),
followed by plastids (104%), mitochondria, nuclei and the
cytosol (about 35% each). A high light induced decrease in
ascorbate labeling density was found in peroxisomes
(31%). Ascorbate could not be detected in cell walls (apop-
last) of leaves exposed to high light (Figs. 3e, 6). In plants
exposed to high light conditions, gold particles bound to

Fig. 2 Quantitative analysis of ascorbate-speciWc labeling in the
ascorbate-deWcient mutants vtc1-2 and vtc2-1. Graph shows means
with standard errors and documents changes in the density of gold par-
ticles bound to ascorbate in Arabidopsis leaf cells of the vtc1-2 and
vtc2-1 mutants in comparison to the wild-type Col-0. SigniWcant
diVerences between the samples are indicated by diVerent lowercase
letters; samples which are signiWcantly diVerent from each other have
no letter in common. P < 0.05 was regarded signiWcant, analyzed by
the Kruskal–Wallis test, followed by post hoc comparison according
to Conover. n > 20 for peroxisomes and vacuoles and n > 60 for all
other cell structures
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ascorbate could also be detected inside the lumen of thylak-
oids (inset in Fig. 3e) but not in the lumen of cristae.

The compartment-speciWc relative distribution of gold
particles in wild-type and ascorbate-deWcient mutants did
not change in nuclei, the cytosol and vacuoles. Small
changes were observed in mitochondria, plastids and peroxi-
somes. In comparison to the wild type a higher ratio of
ascorbate was found in plastids (3.7 and 6.6% higher in vtc1-2
and vtc2-1, respectively), whereas a decrease occurred in
peroxisomes of the vtc1-2 (8.8%) and vtc2-1 mutant (7.3%;
Table 2), respectively. Exposure of plants to high light

caused changes in the ratio of ascorbate labeling between
cell compartments only in plastids (+6.5%), peroxisomes
(¡13.4%) and vacuoles (+7.3%) whereas in all other cell
compartment the ratio remained the same (Table 1).

Discussion

The subcellular distribution of ascorbate is important for
the understanding of its compartment-speciWc roles. In this
study the compartment-speciWc distribution of ascorbate

Fig. 3 Transmission electron 
micrographs showing the sub-
cellular distribution of ascorbate 
in Arabidopsis thaliana Col-0 
plants (a–e), exposed to light 
intensities of 150 �mol m¡2 s¡1 
(a–d) or 700 �mol m¡2 s¡1 (e), 
and Nicotiana tabacum 
(f) plants. Gold particles bound 
to ascorbate could be found in 
diVerent densities within chloro-
plast (C), mitochondria (M), 
nuclei (N), peroxisomes (Px), 
vacuoles (V) and the cytosol but 
not in cell walls (CW) and inter-
cellular spaces (IS). Within 
mitochondria ascorbate was 
detected in the matrix but not in 
the lumen of cristae (arrows in 
b). Inside chloroplasts of control 
plants ascorbate was detected in 
the stroma and along the outside 
of the membranes of thylakoids 
(arrows) but not in starch grains 
(St) or the lumen of single and 
grana thylakoids (arrowheads in 
c). In cells exposed to high light 
conditions gold particles were 
also detected inside the lumen of 
thylakoids (arrows in inset of e). 
Ascorbate was also detected 
along the membranes (arrows in 
d) but not inside the lumen of the 
endoplasmic reticulum. Gold 
particles bound to ascorbate 
were not associated with 
dictyosomes (inset in a). 
Bars 1 �m (a, e and f), 0.5 �m 
(b and c), 0.2 �m (inset of a, 
d and e)
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was analyzed at high resolution by using immunogold cyto-
chemistry in leaf cells of Arabidopsis and N. tabacum. The
speciWcity and accuracy of the immunogold labeling
approach is supported by several observations. First, pre-
absorption of the antibody with ascorbic acid or dehydroa-

scorbic acid, and treatment of the sections with preimmune
serum instead of the primary antibody reduced the labeling
density to background levels. Second, the ascorbate-deW-
cient mutants vtc1-2 and vtc2-1 showed a strong decrease in
labeling density (of up to 76% in peroxisomes of the vtc2-1
mutant) when compared to the wild type. Immunogold
labeling of ascorbate decreased about 50 and 61% in vtc1-2
and vtc2-1 mutants, respectively. These values correlated
well with a biochemically determined decrease in total
ascorbate in leaf extracts of about 46 and 55%, respec-
tively. A similar decrease (between 50 and 70%) in total
ascorbate was previously reported for these mutants
(Conklin et al. 2000; Giacomelli et al. 2006; Olmos et al.
2006; Müller-Moule 2008; Foyer and Noctor 2009). Addi-
tionally, an accumulation of ascorbate-speciWc labeling was
observed in whole cells and in most cell compartments of
wild-type plants exposed to high light. This stress factor
is well known to induce an increase in ascorbate con-
tents in plants (Müller-Moule et al. 2004; Bartoli et al.
2006; Giacomelli et al. 2006; Haghjou et al. 2009).

Nevertheless, one could argue that ascorbate is redistrib-
uted or lost by diVusion during conventional sample prepa-
ration, thus leading to a false interpretation of the
subcellular distribution of ascorbate in plants. To test this
possibility, we have investigated the subcellular distribu-
tion of ascorbate at the very edge of the sample, which
comes in contact with the Wxative immediately and in sam-
ples which were rapidly Wxed with the help of microwave
irradiation (Wrst Wxation step takes 25 s). Additionally, we

Fig. 5 Transmission electron micrographs of the subcellular distribu-
tion of ascorbate in vascular cells of leaves of Arabidopsis thaliana
Col-0. Gold particles bound to ascorbate could be found in plastids (P),
mitochondria (M), vacuoles (V), the cytosol of companion cells (CC)
and vascular parenchyma cells (PC), and inside sieve elements (SE).

Gold particles bound to ascorbate were found in plasmodesmata
(arrow in inset in a). Gold particles bound to ascorbate could also be
detected in xylem elements (XE) and their cell walls (CW; arrows in
b). Bars 1 �m

Fig. 4 Quantitative analysis of compartment-speciWc ascorbate label-
ing in Arabidopsis and N. tabacum. Graph shows the labeling density
of ascorbate within diVerent cell compartments of leaves from Arabid-
opsis and N. tabacum. Values are means with standard errors and doc-
ument the amount of gold particles per �m2. SigniWcant diVerences
between the samples are indicated by diVerent lowercase letters;
samples which are signiWcantly diVerent from each other have no letter
in common. P < 0.05 was regarded signiWcant analyzed by the
Kruskal–Wallis test, followed by post hoc comparison according to
Conover. n > 20 for peroxisomes and vacuoles and n > 60 for all other
cell structures
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have evaluated ascorbate-speciWc labeling in high-pressure
frozen leaves which freezes samples in milliseconds
(Suppl. Fig. S1). In all cases the labeling density and more
important the ratio of ascorbate between organelles
remained similar compared to samples prepared with con-
ventional Wxation (Wxation takes 90 min; Table 1). Thus,
these results indicate that ascorbate does not get redistrib-
uted during conventional Wxation.

The highest concentration of ascorbate labeling was
detected in nuclei and the cytosol of both plant species,
whereas mitochondria, plastids and vacuoles were among
the organelles with the lowest ascorbate levels (Fig. 4). As
mitochondria are the only compartment in Arabidopsis that
are capable of ascorbate synthesis (Bartoli et al. 2000;
Millar et al. 2003), these results demonstrate that ascorbate
must be transported through the cytosol into other cell com-
partments. Occasionally, gold particles bound to ascorbate
were also associated with the membranes of the ER. No
ascorbate was detected in dictyosomes, the cell walls or
intercellular space of mesophyll cells suggesting that ascor-
bate is not secreted. The observed low levels of ascorbate-
speciWc labeling in mitochondria are interesting with

respect to previous studies that show that mitochondria
contain highest levels of glutathione in diVerent plants
(Zechmann et al. 2008; Zechmann and Müller 2010). Even
during situations of severe glutathione deWciency (e.g.
BSO-treatment; glutathione-deWcient pad2 mutant) the
levels of glutathione in mitochondria remained similar to
wild-type levels (Zechmann et al. 2006, 2008). This is
apparently not the case for ascorbate which was decreased
at similar levels in all cell compartments, including mito-
chondria, in the ascorbate-deWcient Arabidopsis mutants.
Interestingly, the vtc1-2 mutant showed signiWcantly elevated
glutathione contents in mitochondria, chloroplasts and the
cytosol (Fernandez-Garcia et al. 2009). These results indicate
that the ascorbate-deWcient vtc1-2 mutant compensates the
decrease of ascorbate levels with an increase of glutathione
levels in certain cell compartments.

In non-stressed wild-type plants the cytosol and nuclei
and not chloroplasts were found as the major site of ascor-
bate accumulation. Nevertheless, under high light condi-
tions where ROS are mainly produced in the chloroplasts
(Asada 2006; Kim et al. 2008; Pfannschmidt et al. 2009),
ascorbate-speciWc labeling strongly increased in chloro-
plasts reaching levels similar to those observed in the cyto-
sol. These results (Fig. 6) complement previous studies that
have demonstrated increased ascorbate levels in high light
conditions (Müller-Moule et al. 2004; Bartoli et al. 2006;
Giacomelli et al. 2006; Haghjou et al. 2009) and an impor-
tant function of ascorbate in the detoxiWcation of ROS pro-
duced in chloroplasts. Whereas ascorbate was not detected
in the lumen of thlyakoids in non-stressed plants, ascor-
bate-speciWc labeling could be found there during high light
conditions (Fig. 3e, inset). This observation is interesting in
respect to non-photochemical quenching which decreases
the formation of ROS by dissipation of excess absorbed
light as heat. One important mechanism for non-photo-
chemical quenching is the formation of zeaxanthin to
violaxanthin that is catalyzed by the enzyme violaxanthin
de-epoxidase. This enzyme is located inside the thylakoid
lumen and uses ascorbic acid as a reductant (Hager 1969;
Hager and Holocher 1994; Müller-Moule et al. 2002;
Grouneva et al. 2006). Thus, the detection of ascorbate in
the thylakoid lumen of plants exposed to high light conditions

Fig. 6 EVect of high light conditions on the subcellular distribution of
ascorbate. Graph shows means with standard errors and documents the
amount of gold particles per �m2. SigniWcant diVerences were calcu-
lated using the Mann–Whitney U test; *, **, and ***, respectively,
indicate signiWcance at the 0.05, 0.01, 0.001 level of conWdence. n > 20
for peroxisomes and vacuoles and n > 60 for all other cell structures
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Table 2 Ratio of ascorbate between organelles

Ratio (in %) of the distribution of gold particles bound to ascorbate (total amount of gold particles per �m2) between cell compartments of wild
type, ascorbate-deWcient mutants vtc1-2 and vtc 2-1 and wild-type plants exposed to high light

Mitochondria Plastids Nuclei Peroxisomes Cytosol Vacuoles

Col-0 12.2 12.8 19.4 27.1 25.8 2.7

vtc1-2 15.6 16.5 20.4 18.9 25.0 3.6

vtc2-1 10.7 19.5 20.6 19.4 25.8 4.0

Light stress 12.0 19.3 19.3 13.7 25.7 10.0
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and the general increase inside the stroma highlights the
importance of high ascorbate contents for the compartment-
speciWc protection of chloroplasts during high light condi-
tions. Ascorbate-speciWc labeling was exclusively detected
in the matrix of mitochondria but not in the lumen of cris-
tae. This is interesting because ROS are also produced in
high amounts in the lumen of cristae (Murphy 2009;
Kowaltowski et al. 2009). Thus, it seems that within the
lumen of cristae either other substances take over the detox-
iWcation of ROS, or that ROS are exported into the matrix
to be detoxiWed.

During high light conditions ascorbate labeling strongly
increased in vacuoles (Fig. 6). These results open the ques-
tion about the importance of vacuoles for ascorbate
metabolism, especially during stress conditions. It has been
proposed recently that ascorbate plays an important role in
the detoxiWcation of H2O2 that diVuses into vacuoles
(Takahama 2004). In this cell compartment ascorbate helps
to reduce phenoxyl radicals (created by oxidation of phe-
nols by H2O2) and is oxidized to mono and dehydroascor-
bic acid which is then transported into the cytosol for
reduction to ascorbic acid (Takahama 2004).

It is interesting that nuclei contained high levels of
ascorbate similar to cytosol in control plants. These results
could reXect the possibility that nuclear pores are freely
permeable to ascorbate. Ascorbate was also detected with
light microscopy in nuclei (Liso et al. 2004). The possible
roles of ascorbate in nuclei are still unclear. Interestingly,
high levels of glutathione were also detected in nuclei of
diVerent plant species (Zechmann et al. 2006, 2008;
Fernandez-Garcia et al. 2009). The presence of antioxidants
such as ascorbate and glutathione in nuclei could be impor-
tant for the protection of DNA against oxidative modiWca-
tions as demonstrated for mammalian cells (Green et al.
2006). Additionally, antioxidants could be important to
maintain reducing conditions, and in the activation of tran-
scriptional factors which control the expression of defense
related genes (Mou et al. 2003; Gomez et al. 2004; Foyer
and Noctor 2009). Nevertheless, more investigations are
necessary to clarify the exact roles of ascorbate in nuclei.

Ascorbate labeling in the apoplast of mesophyll cells
was below the level of detection in non-stressed plants and
in plants exposed to high light. These results are similar to
what was found with light microscopical analysis where
ascorbate was not detectable in the apoplast of cucurbit
plants (Liso et al. 2004). Nevertheless, with biochemical
methods ascorbate was detected in the apoplast of leaves of
barley plants (Vanacker et al. 1998), in diVerent poplar
trees (van Hove et al. 2001) and leaves of birch trees
(Kollist et al. 2001). In these studies ascorbate in the apoplast
was present in low amounts in non-stressed plants com-
pared to foliar intracellular levels. It is possible that the
apoplastic concentration of ascorbate in mesophyll cells of

non-stressed Arabidopsis plants is too low to be detected
with the present method. This hypothesis is supported by
the observation that ascorbate could be detected in cell
walls of vascular bundle cells (Fig. 5b); there ascorbate was
present in cell walls of vascular parenchyma cells facing
xylem vessels. In other cells ascorbate was not detected in
cell walls but could be located in plasmodesmata (Fig. 5a,
inset). Thus, it is possible that biochemical measurements
of ascorbate in the apoplast in non-stressed plants also reX-
ect the ascorbate pool of vascular bundle cells. Addition-
ally, biochemical measurements involve the extraction of
the intercellular washing Xuid which could to some extent
lead to contamination problems of non-apoplast-speciWc
ascorbate. Thus, in order to further analyze the signiWcance
and importance of ascorbate in the apoplast it will be neces-
sary to study its subcellular distribution by immunogold
labeling during stress situations that are well known to
increase apoplastic ascorbate contents such as the exposure
to ozone (Conklin and Barth 2004; Baier et al. 2005;
Sandermann 2008).

In summary, we have established a method based on
immunocytochemistry for the detection and quantiWcation
of ascorbate at the subcellular level. The method is speciWc
for ascorbic acid and dehydroascorbic acid as demonstrated
by various control experiments and can now be applied in
future experiments to investigate compartment-speciWc
changes in ascorbate levels in response to diVerent environ-
mental conditions.

Acknowledgments We thank Patricia Conklin, Cortland State
University of New York, USA, for providing seeds of the Arabidopsis
mutants vtc1-2 and vtc2-1, respectively. This work was supported by
the Austrian Science Fund (FWF P20619).

Open Access This article is distributed under the terms of the Crea-
tive Commons Attribution Noncommercial License which permits any
noncommercial use, distribution, and reproduction in any medium,
provided the original author(s) and source are credited.

References

Asada K (2006) Production and scavenging of reactive oxygen species
in chloroplasts and their functions. Plant Physiol 141:391–396

Baier M, Kandlbinder A, Golldack D, Dietz KJ (2005) Oxidative stress
and ozone: perception, signalling and response. Plant Cell Envi-
ron 28:1012–1020

Bartoli C, Pastori G, Kiddle G, Foyer CH (2000) Ascorbate biosynthe-
sis in mitochondria is linked to electron transport between com-
plexes III and IV. Plant Physiol 123:335–343

Bartoli CG, Yu JP, Gomez F, Fernandez L, McIntosh L, Foyer CH
(2006) Inter-relationships between light and respiration in the
control of ascorbic acid synthesis and accumulation in Arabidop-
sis thaliana leaves. J Exp Bot 57:1621–1631

Chamseddine M, Wided BA, Guy H, Marie-Edith C, Fatma J (2009)
Cadmium and copper induction of oxidative stress and antioxida-
tive response in tomato (Solanum lycopersicon) leaves. Plant
Growth Regul 27:89–99
123



Planta (2011) 233:1–12 11
Collin VC, Eymery F, Genty B, Rey P, Havaux M (2008) Vitamin E is
essential for the tolerance of Arabidopsis thaliana to metal-
induced oxidative stress. Plant Cell Environ 31:244–257

Conklin PL, Barth C (2004) Ascorbic acid, a familiar small molecule
intertwined in the response of plants to ozone, pathogens, and the
onset of senescence. Plant Cell Environ 27:959–970

Conklin PL, Saracco SA, Norris SR, Last RL (2000) IdentiWcation of
ascorbic acid-deWcient Arabidopsis thaliana mutants. Genetics
154:847–856

Dowdle J, Ishikawa T, Gatzek S, Rolinski S, SmirnoV N (2007) Two
genes in Arabidopsis thaliana encoding GDP-L-galactose phos-
phorylase are required for ascorbate biosynthesis and seedling
viability. Plant J 52:673–689

Fernandez-Garcia N, Marti MC, Jimenez A, Sevilla F, Olmos E (2009)
Sub-cellular distribution of glutathione in an Arabidopsis mutant
(vtc1) deWcient in ascorbate. J Plant Physiol 166:2004–2012

Foyer CH, Noctor G (2009) Redox regulation and photosynthetic
organisms: signaling, acclimation, and practical implications.
Antioxid Redox Signal 11:861–905

Giacomelli L, Rudella A, van Wijk KJ (2006) High light response of
the thylakoid proteome in Arabidopsis wild type and the ascor-
bate-deWcient mutant vtc2-2. A comparative proteomics study.
Plant Physiol 141:685–701

Gomez LD, Noctor G, Knight MR, Foyer CH (2004) Regulation of
calcium signalling and expression by glutathione. J Exp Bot
55:1851–1859

Green RM, Graham M, O’Donovan MR, Chipman JK, Hodges NJ
(2006) Subcellular compartmentalization of glutathione: correla-
tions with parameters of oxidative stress related to genotoxicity.
Mutagenesis 21:383–390

Grouneva I, Jakob T, Wilhelm C, Goss R (2006) InXuence of ascorbate
and pH on the activity of the diatom xanthophyll cycle-enzyme
diadinoxanthin de-epoxidase. Physiol Plant 126:205–211

Hager A (1969) Lichtbedingte pH-Erniedrigung in einem Chloroplasten-
Kompartiment als Ursache der enzymatischen Violaxanthin-
Zeaxanthin-Umwandlung: Beziehung zur Photophosphorylierung.
Planta 89:224–243

Hager A, Holocher K (1994) Localization of the xanthophyll-cycle
enzyme violaxanthin de-epoxidase within the thylakoid lumen
and abolition of its mobility by a (light-dependent) pH decrease.
Planta 192:581–589

Haghjou MM, Shariati M, SmirnoV N (2009) The eVect of acute high
light and low temperature stresses on the ascorbate–glutathione
cycle and superoxide dismutase activity in two Dunaliella salina
strains. Physiol Plant 135:272–280

Jiménez A, Hernández JA, del Río LA, Sevilla F (1997) Evidence for
the presence of the ascorbate–glutathione cycle in mitochondria
and peroxisomes of pea leaves. Plant Physiol 114:275–284

Jiménez A, Hernández JA, Pastori G, del Río LA, Sevilla F (1998)
Role of the ascorbate–glutathione cycle of mitochondria and
peroxisomes in the senescence of pea leaves. Plant Physiol
118:1327–1335

Kim C, Meskauskiene R, Apel K, Laloi C (2008) No single way to
understand singlet oxygen signaling in plants. EMBO Rep 9:435–
439

Kollist H, Moldau H, Oksanen E, Vapaavuori E (2001) Ascorbate
transport from the apoplast to the symplast in intact leaves. Phys-
iol Plant 113:377–383

Kowaltowski AJ, Souza-Pinto NC, Castilho RF, Vercesi AE (2009)
Mitochondria and reactive oxygen species. Free Radic Biol Med
47:333–343

Liso R, de Tullio MC, Ciraci S, Balestrini R, La Rocca N, Bruno L,
Chiappetta A, Bitoni MB, Bonfante P, Arrigoni O (2004) Locali-
zation of ascorbic acid, ascorbic acid oxidase, and glutathione in
roots of Cucurbita maxima L. J Exp Bot 55:2589–2597

Millar AH, Mittova V, Kiddle G, Heazlewood JL, Bartoli CG,
Theodoulou FL, Foyer CH (2003) Control of ascorbate synthesis
by respiration and its implications for stress responses. Plant
Physiol 133:443–447

Mou Z, Fan W, Dong X (2003) Inducers of plant systemic acquired
resistance regulate NPR1 function through redox changes. Cell
27:935–944

Müller-Moule P (2008) An expression analysis of the ascorbate bio-
synthesis enzyme vtc2. Plant Mol Biol 68:31–41

Müller-Moule P, Conklin PL, Niyogi KK (2002) Ascorbate deWciency
can limit violaxanthin de-epoxidase activity in vivo. Plant Physiol
128:970–977

Müller-Moule P, Golan T, Niyogi KK (2004) Ascorbate-deWcient
mutants of Arabidopsis grow in high light despite chronic photo-
oxidative stress. Plant Physiol 134:1163–1172

Murphy MP (2009) How mitochondria produce reactive oxygen spe-
cies. Biochem J 417:1–13

Noctor G (2006) Metabolic signalling in defence and stress: the central
roles of soluble redox couples. Plant Cell Environ 29:409–425

Noctor G, Foyer CH (1998) Ascorbate and glutathione: keeping active
oxygen under control. Annu Rev Plant Physiol Plant Mol Biol
49:229–279

Noctor G, Gomez L, Vanacker H, Foyer CH (2002) Interactions between
biosynthesis, compartmentation and transport in the control of glu-
tathione homeostasis and signalling. J Exp Bot 53:1283–1304

Olmos E, Kiddle G, Pellny TK, Kumar S, Foyer CH (2006) Modula-
tion of plant morphology, root architecture, and cell structure by
low vitamin C in Arabidopsis thaliana. J Exp Bot 57:1645–1655

Pfannschmidt T, Bräutigam K, Wagner R, Dietzel L, Schröter Y,
Steiner S, Nykytenko A (2009) Potential regulation of gene
expression in photosynthetic cells by redox and energy state:
approaches towards better understanding. Ann Bot 103:599–607

Pignocchi C, Foyer CH (2003) Apoplastic ascorbate metabolism and
its role in the regulation of cell signalling. Curr Opin Plant Biol
6:379–389

Ratkevicius N, Correa JA, Moenne A (2003) Copper accumulation,
synthesis of ascorbate and activation of ascorbate peroxidase in
Enteromorpha compressa (L.) Grev. (Chlorophyta) from heavy
metal-enriched environments in northern Chile. Plant Cell Envi-
ron 26:1599–1608

Sandermann H (2008) Ecotoxicology of ozone: bioactivation of extra-
cellular ascorbate. Biochem Biophys Res Commun 366:271–274

Takahama U (2004) Oxidation of vacuolar and apoplastic phenolic
substrates by peroxidase: physiological signiWcance of the oxida-
tion reactions. Phytochem Rev 3:207–219

Van Hove LWA, Bossen ME, San Gabino BG, Sgreva C (2001) The
ability of apoplastic ascorbate to protect poplar leaves against
ambient ozone concentrations: a quantitative approach. Environ
Pollut 114:371–382

Vanacker H, Carver TLW, Foyer CH (1998) Pathogen-induced chang-
es in the antioxidant status of the apoplast in barley leaves. Plant
Physiol 117:1103–1114

Wheeler GL, Jones MA, SmirnoV N (1998) The biosynthetic pathway
of vitamin C in higher plants. Nature 393:365–369

Zechmann B, Müller M (2010) Subcellular compartmentation of glu-
tathione in dicotyledonous plants. Protoplasma. doi 10.1007/
s00709-010-0111-2

Zechmann B, Müller M, Zellnig G (2005) EVects of diVerent Wxation
and freeze substitution methods on the ultrastructural preserva-
tion of ZYMV-infected Cucurbita pepo (L.) leaves. J Electron
Microsc 54:393–402

Zechmann B, Müller M, Zellnig G (2006) Intracellular adaptations of
glutathione content in Cucurbita pepo L. induced by reduced glu-
tathione and buthionine sulfoximine treatment. Protoplasma
227:197–209
123

http://dx.doi.org/10.1007/s00709-010-0111-2
http://dx.doi.org/10.1007/s00709-010-0111-2


12 Planta (2011) 233:1–12
Zechmann B, Müller M, Zellnig G (2007) Membrane associated qual-
itative diVerences in cell ultrastructure of chemically and high
pressure cryoWxed plant cells. J Struct Biol 158:370–377

Zechmann B, Mauch F, Sticher L, Müller M (2008) Subcellular immuno-
cytochemical analysis detects the highest concentrations of glutathi-
one in mitochondria and not in plastids. J Exp Bot 59:4017–4027
123


	Immunocytochemical determination of the subcellular distribution of ascorbate in plants
	Abstract
	Introduction
	Materials and methods
	Plant material and growth conditions
	Sample preparation for transmission electron microscopy
	Cytohistochemical analysis
	Preadsorption experiments and negative controls
	Quantitative analysis of immunogold labeling

	Results
	Specificity tests for ascorbate labeling
	Subcellular distribution of acorbate in leaves of Arabidopsis and Nicotiana tabacum
	Effect of high light intensities on the distribution of ascorbate

	Discussion
	Acknowledgments
	Open Access
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 149
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 149
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 599
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


