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ABSTRACT

Chlorotic and green needles from Norway spruce (Picea abies
L.) trees were sampled in the Calcareous Bavarian Alps in winter.
The needles were used for analysis of the mineral and pigment
contents, the levels of antioxidants (ascorbate, glutathione), and
the activities of protective enzymes (superoxide dismutase, cata-
lase, ascorbate peroxidase, monodehydroascorbate radical reduc-
tase, dehydroascorbate reductase, glutathione reductase). In ad-
dition, the activities of two respiratory enzymes (glucose-6-phos-
phate dehydrogenase, NAD-malate dehydrogenase), which might
provide the NADPH necessary for functioning of the antioxidative
system, were determined. We found that chlorotic needles were
severely manganese deficient (3 to 6 micrograms Mn per gram dry
weight as compared with up to 190 micrograms Mn per gram dry
weight in green needles) but had a similar dry weight to fresh
weight ratio, had a similar protein content, and showed no evidence
for enhanced lipid peroxidation as compared with green needles.
In chlorotic needles, the level of total ascorbate and the activities
of superoxide dismutase, monodehydroascorbate radical reduc-
tase, NAD-malate dehydrogenase, and glucose-6-phosphate de-
hydrogenase were significantly increased, whereas the levels of
ascorbate peroxidase, dehydroascorbate reductase, glutathione re-
ductase, and glutathione were not affected. The ratio of ascorbate
to dehydroascorbate was similar in both green and chlorotic
needles. These results suggest that in spruce needles monodehy-
droascorbate radical reductase is the key enzyme involved in
maintaining ascorbate in its reduced state. The reductant necessary
for this process may have been supplied at the expense of photo-
synthate.

In an oxygen-containing atmosphere, the formation of toxic
oxygen species such as Oz and H;O: is a potential threat to
cellular constituents (6). To prevent oxidative damage, plant
cells are equipped with a scavenging system consisting of
low molecular weight antioxidants and protective enzymes
that operate in the following pathway: radicals are removed
by superoxide dismutases (EC 1.15.1.1) (15). The product of
this reaction, H,O,, can be detoxified with a specific peroxi-
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dase oxidizing ascorbate to the free radical (EC 1.11.1.11) (5).
Ascorbate-free radicals can be reduced enzymically by a
monodehydroascorbate radical reductase (EC 1.1.5.4) utiliz-
ing NADPH as reductant (1, 10) or can dismutate sponta-
neously to yield ascorbate and dehydroascorbate (2). The
reduction of dehydroascorbate to ascorbate is achieved by
glutathione in a nonenzymic or enzymic reaction catalyzed
by dehydroascorbate reductase (EC 1.8.5.1). Glutathione di-
sulfide formed in this reaction is reduced by glutathione
reductase (EC 1.6.4.2) at the expense of NADPH (9). The
functioning of this pathway depends on reducing power that
can be supplied directly via light-driven electron transport
reactions in the chloroplast or supplied via secondary en-
zymic activities, such as glucose-6-phosphate dehydrogenase
(EC 1.1.6.49) and NAD-malate dehydrogenase (EC 1.1.1.37).

Under an increased oxidative stress that is encountered,
for instance, at low temperatures in combination with high
light intensities, adjustments of enzymic activities and an-
tioxidant levels have been observed in herbaceous plants
such as cold-acclimated spinach (22) and pea leaves (32), as
well as in conifer needles in winter (7). Additional stress
factors such as nutrient deficiencies can modulate these re-
sponses. In leaves of Mg-deficient beans the levels of gluta-
thione, ascorbate, superoxide dismutase, ascorbate peroxi-
dase, and glutathione reductase were enhanced under high
light intensities as compared with Mg-sufficient plants (4). In
addition, high light intensities enhanced chlorosis in leaves
of Mg-deficient plants (14).

In spruce needles, chlorotic symptoms were also often
correlated with nutrient deficiencies, e.g. with Mg deficiency
when older needle age classes were chlorotic (30) and with
Mn and/or K deficiency when younger needles were affected
(3). It was reported that chlorotic spruce needles contained
higher ascorbate and glutathione levels than green needles
(18). In a spruce forest in the Calcareous Alps (Bavaria,
Federal Republic of Germany), we observed chlorotic symp-
toms in the youngest needles that were most severe at sun-
exposed sides during winter. Because this observation sug-
gested a link between oxidative stress, needle chlorosis, and
nutrient deficiencies, we investigated chlorotic needles during
two winter periods with the following objectives: (a) whether
or not needle chlorosis was correlated with nutrient disorders
and (b) how nutrient status correlated with the antioxidant
system.
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MATERIALS AND METHODS
Plant Material and Site Characteristics

Chlorotic and green needles were obtained from about
100-year-old spruce (Picea abies L., Karst.) trees grown at two
field sites, Kramer and Katzenstein mountains, respectively.
Most spruce trees grown at the edge of a forest at the foot of
Kramer mountain showed chlorotic symptoms. The chlorosis
was more prevalent during winter than summer. Chlorotic
symptoms were not observed in spruce trees at the foot of
Katzenstein mountain. The two sampling sites were located
in the Calcareous Alps at a distance of about 2000 m at valley
level (approximately 800 m above sea level) near Garmisch-
Partenkirchen (Bavaria, Federal Republic of Germany). Cli-
matic data and concentrations of air pollutants were obtained
from a meteorological station (Fraunhofer Institut, Garmisch-
Partenkirchen) located at a distance of about 500 m from the
Katzenstein site and about 2000 m from the Kramer site.
During the period of needle emergence and growth, the
average pollutant concentrations were about 30 nL L™ O;, 2
nL L™ NO, and 5 nL L' SO, (R. Sladkovic, personal
communication). In January 1990 and in February 1991,
when samples were taken, the respective average air pollu-
tant concentrations (Os, 14.4 and 20.1 nL L™%; SO,, 4.1 and
5.4 nL L™; NO,, 17.7 and 11.7 nL L") and climatic data
(average monthly temperatures, —3.5 and —3.7°C; sum of
monthly precipitation, 31 and 12 mm) were similar, except
for global radiation (1229 and 2165 W m2d™") (R. Sladkovic,
personal communication).

Sampling Conditions

During the winters of 1990 and 1991, needles formed in
1989 and 1990 were obtained from eight and seven spruce
trees grown at Kramer and Katzenstein, as indicated in Table
L. Small twigs were collected between 8:00 and 8:30 am from
southerly branches approximately 2 m above ground. The
material was transported to the laboratory within 15 min and
separated into different needle age classes.

Analytical Procedures

Extracts for the determination of enzymic activities were
prepared from fresh needles as described previously (21).

Table 1. Sampling Scheme for Chlorotic and Green Needles

T, Acutal air temperature when samples were taken; N, number
of different spruce trees used to collect needles.

Date T(°C) Site Needle Color N Needle Age Class
Winter 1990
Jan 23 —=5.9 Kramer Chlorotic 4 1989
Jan 25 +0.4 Katzenstein Green 4 1989
Jan 30 —1.3 Kramer Chlorotic 4 1989
Feb 01 +1.1 Katzenstein Green 4 1989
Winter 1991
Feb 15 —5.4 Kramer Chlorotic 4 1989, 1990
Feb 19 —6.9 Katzenstein Green 4 1989, 1990
Feb 21 —6.0 Kramer Chlorotic 3 1989, 1990
—6.1 Katzenstein Green 3 1989, 1990

The extracts were desalted on Sephadex G-25 (PD-10 col-
umn, Pharmacia, Federal Republic of Germany) and then
assayed at 25°C using methods tested for spruce needle
extracts (20, 21, 31). With the exception of superoxide dis-
mutase and catalase for which extracts were kept frozen until
analysis, all other enzymic activities were measured imme-
diately in fresh extracts. Because ascorbate peroxidase was
labile in the absence of ascorbate (20), 5 mm ascorbate was
included for the extraction of this enzyme.

For the analysis of antioxidants the needles were frozen in
liquid nitrogen and stored at —80°C until use. For the deter-
mination of reduced ascorbate, needles were powdered in
liquid nitrogen and processed by the following protocol: 0.2
g of frozen needle powder was transferred to a centrifuge
tube containing 5 mL of 0.1 N HCL, 1 um EDTA, and 0.4 g
of washed, insoluble PVP. The mixture was stirred slowly
for 5 min (avoiding air bubbles), centrifuged at 120008 for
15 min, diluted with 0.1 N HCI as appropriate (usually by a
factor of 5), and subjected to HPLC analysis according to the
method of Lee et al. (11). Ascorbate was detected at 268 nm
by comparison with standards that had been treated in the
same manner as the samples. To investigate the specificity of
the peak in spruce extracts, samples and standards were
oxidized by ascorbate oxidase (1 mg/mL) for 20 min at 25°C
after adjusting the pH value of the HCl-extracts to pH 5 by
addition of 2 M sodium acetate buffer (pH 6.2). The oxidized
samples were diluted with 0.1 N HCI to the same extent as
the reduced samples and analyzed by HPLC. An unspecific
signal with the same retention time as ascorbate was present
in the samples and had to be subtracted from each sample.
To determine losses of ascorbate during the extraction of the
needles, aliquots of the samples were internally standardized
with ascorbate. The recovery amounted to 86.4 + 4.0% (n =
28) for both green and chlorotic needles.

Total ascorbate was determined in the HCl-extracts after
oxidation and derivatization of the samples with o-phenyldi-
amine using an HPLC technique adapted for spruce extracts
(20). The samples were internally standardized with ascor-
bate. The recovery amounted to 87.3 + 2.5% (n = 28) for
both green and chlorotic needles.

Total glutathione was determined in needle extracts after
reduction with DTE and derivatization with monobromobi-
manes using a HPLC technique adapted for spruce samples
(24). The samples were internally standardized with gluta-
thione. The recovery amounted to 86.2 + 10.1% (n = 12) for
both chlorotic and green needles.

The protein content was determined in extracts purified
over Sephadex G-25 (PD-10 column) with the bicinchoninic
acid reagent (Pierce, Amsterdam, The Netherlands). The pig-
ment content was determined spectrophotometrically in 80%
acetone and calculated with the extinction coefficients given
by Lichtenthaler and Wellburn (13). The malondialdehyde
content was determined according to the procedure reported
in ref. 19 using aliquots of 0.2 g of freshly prepared needle
powder (see above). The dry weight of the needles was
determined after drying for 72 h at 80°C. Dry needles were
powdered, and aliquots of 0.1 g of needle powder were
digested in 10 mL of HNO; for determination of foliar
element contents (23, 26). Statistical analysis was performed
with the software STATGRAPHICS comparing samples by ¢
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Table Il. Ceneral Characteristics of Chlorotic and Green Spruce Needles

Results are means = sp (n = 7) for needles formed in 1989 and 1990 and harvested in February 1991 at Kramer (chlorotic) and Katzenstein
mountain (green). P, Significance level for age-dependent differences (P.g) and site-dependent differences (Ps:). Further details are given in

“Materials and Methods.”

Chlorotic Needles (Kramer) Green Needles (Katzenstein) Puse for Age
Parameter Class
1990 1989 Page 1990 1989 Page 1989 1990

Chl (ug g™' dry wt) 356 + 93 906 + 286 e 1710 + 224 2017 + 358 * ok >
Carotenoids (ug g~ dry wt) 263 + 48 318 £ 63 * 445 + 55 481 £ 74 NS rx >
Protein (mg g™" dry wt) 524117 53.7 %111 NS 63.1+93 60.8 + 10.5 NS NS NS
Dry wt (mg needle™) 2.92 +0.60 3.55 +0.56 NS 5.69 + 1.92 6.35 + 2.40 NS * b
Dry wt/fresh wt 0.418 £0.022  0.443 £0.018 * 0.415 £ 0.057  0.455 £0.013 NS NS NS

test analysis. Significance levels are indicated as follows: ***P
=0.001, **P < 0.01, *P < 0.05, and Ns.

RESULTS

Foliar Element Concentration and General Characteristics
of Chlorotic and Green Spruce Needles

To characterize the chlorotic and green needles used in the
present investigation, specific needle mass, dry weight to
fresh weight ratio, and protein and pigment contents were
determined. Both Chl and carotenoid contents were signifi-
cantly lower in chlorotic than in green needles (Table II). The
decrease in Chl amounted to about a factor of 5 in the
youngest needle age class but improved with advancing age
(Table II). This was also macroscopically detected as an
improvement in needle color. The protein content and the
dry weight to fresh weight ratio were not affected in chlorotic
needles. However, growth was apparently decreased, be-
cause the weight of the chlorotic needles was lower than for
green needles by a factor of about 2 (Table II).

Foliar analysis for pollutants revealed only noncritical lev-
els of Al (<40 pug g™' dry weight), Pb (<0.3 ug g™' dry
weight), and Cd (<0.01 ug g™ dry weight) in needles from
both sites (n = 16). To investigate whether chlorosis was
correlated with nutrient imbalances, the foliar content of
micro- and macronutrients was determined. In the needle
age classes 1989 and 1990, the elements C, N, P, Fe, Zn, and
B showed neither significant age-dependent nor site-specific
differences. Means (n = 28) =+ sp for both needle age classes

sampled at both sites in February 1991 were: C, 485 + 6 mg
g™ dry weight; N, 10.9 + 1.2 mg g™* dry weight; P, 1229 +
218 ug g™* dry weight; Fe, 47.2 + 15.2 ug g™ dry weight; Zn,
43.5 + 3.8 ug g~ dry weight; and B, 14.2 + 3.6 pug g™' dry
weight. These data indicate slight limitations of N, P, and B
at both sites but exclude Fe or Zn deficiency as a cause of the
chlorosis (ranges for optimum element concentrations for
spruce trees grown in Bavaria, Federal Republic of Germany,
were taken from ref. 8).

Analysis of the content of the nutrients S, K, Ca, Mg, Mn,
and Cu revealed significant differences either between dif-
ferent needle ages or between chlorotic and green needles
(Table III). Although some of the variations with age or needle
color were considerable, e.g. Mg and Ca, none of the observed
concentrations indicated starvation, except for Mn. Mn was
severely deficient in chlorotic needles and sufficiently present
in green needles. The decrease in Mn in chlorotic needles
amounted to about a factor of 3 to 7, as compared with the
threshold range of 10 to 20 ug Mn g™ dry weight (8), and to
a factor of 50, as compared to the average Mn content found
in green needles.

However, Mn cannot be considered the only factor affect-
ing Chl content because the Mn content did not change in
older needles, yet the Chl content increased threefold in the
previous year’s needles from Kramer mountain (Table II).
Because Mg can substitute for Mn to a certain extent, the
ratio of both elements might be more important than their
absolute amounts. In this respect, it is noteworthy that the
Mg concentration in chlorotic needles was approximately

Table Ill. Element Concentrations in Chlorotic and Green Spruce Needles

Conditions are as described for Table Il. Results are means + sp (n = 7).

Chlorotic Needles (Kramer) Green Needles (Katzenstein) P,i.,cflor Age
Element ass
1990 1989 Page 1990 1989 Page 1989 1990
ug g7 dry wt ug g~' dry wt

S 804 + 34 789 £ 54 NS 870 £ 58 876 + 61 NS *

K 7627 + 2671 4872 £ 1703 * 5494 + 98 4717 £ 1349 NS NS NS
Ca 3883 £ 622 7068 £ 1607 bl 6800 £ 1558 12244 £ 2162 ex ok il
Mg 1446 £ 179 1897 + 438 * 966 + 117 883 + 108 NS bl bl
M- 3.69 + 2.81 3.56 + 1.83 NS 1479 £ 126 192.6 £161.3 NS b **
n

Cu 2.51 £ 0.42 2.04 +£0.28 * 3.24 £ 0.46 2,90 £0.27 NS rax *
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twofold higher than in green needles and increased with
advancing age, whereas the Mg content in green needles did
not change.

The same set of parameters was also investigated in January
1990 in the needle age class 1989, which was the youngest
age class at that time. Significant differences between these
data and those reported for the investigation performed in
1991 (Tables II and III, needle age class 1990) were not
observed.

Antioxidants in Chlorotic and Green Spruce Needles

Enzyme activities (superoxide dismutase, ascorbate perox-
idase, monodehydroascorbate radical reductase, dehydroas-
corbate reductase, glutathione reductase, catalase, glucose-
6-P dehydrogenase, and NAD-malate dehydrogenase) and
antioxidants (ascorbate, glutathione) necessary for the scav-
enging of O; and H,O, were investigated for 2 years during
the winter season. The absolute glutathione and ascorbate
contents and enzymatic activities found in green needles are
indicated numerically under the bars in Figure 1. In general,
the antioxidant status of the green tissue was slightly higher
in February 1991 than in January 1990 (Fig. 1, A and B). It is
possible that this enhancement was caused by lower actual
temperatures (Table I) or by higher radiation stress in
February 1991 than in January 1990 (see “Materials and
Methods”).

The antioxidant levels and enzymatic activities found in
green needles were set to 100% and used to calculate relative
changes found in chlorotic needles. In chlorotic needles sam-
pled in 1990, the level of total ascorbate and the activities of
monodehydroascorbate radical reductase and glucose 6-P
dehydrogenase were enhanced by 80 to 90% as compared to
green needles (Fig. 1A). The increase in superoxide dismutase
activity was also significant but much smaller (30%). The
levels of glutathione, ascorbate peroxidase, dehydroascorbate
reductase, and glutathione reductase were not significantly
higher in chlorotic than in green needles. Activities of catalase
were also investigated but not detected during that time of
year.

To assess lipid peroxidation in chlorotic and green needles
sampled in 1990, the amount of malondialdehyde was deter-
mined. In both sets of needles, low malondialdehyde contents
were found, amounting to 55.7 + 9.4 nmol g™! fresh weight
in green (n = 8) and 57.2 + 10.3 nmol g™ fresh weight in
chlorotic needles (n = 8). Thus, no evidence for enhanced
lipid peroxidation was detected in chlorotic needles.

The sites were reinvestigated in 1991, analyzing both
needles formed in 1989 and 1990. The same trends emerged
as in the previous year (Fig. 1B). Significantly higher levels
of total ascorbate, monodehydroascorbate radical reductase,
superoxide dismutase, and glucose 6-P dehydrogenase were
observed in chlorotic needles. The same was true for NAD-
malate dehydrogenase, which was also investigated. How-
ever, the enhancements were less pronounced than in the
previous year (Fig. 1A). This was, perhaps, due to the fact
that the control levels in green needles were generally higher
in February 1991 than in January 1990 (Fig. 1). The activity
of dehydroascorbate reductase in February 1991, which was
very low in January 1990, was not detectable above the
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Figure 1. Comparison of antioxidant levels and enzymic activities
in chlorotic and green needles sampled during two winters, 1990
(A) and 1991 (B). Bars, Relative means + sp of antioxidant and
enzyme activity levels (black, green; white, chlorotic needles);
numerical values under bars, absolute amounts of antioxidants
(umol/g fresh weight) or enzymatic activities (nkat/mg protein)
found in green needles (=100%). A, Young needles (1989) (n = 8
at each site); B, young (1990) and previous year's needles (1989).
No age-dependent differences occurred among the green needles
(black bars, n = 14). When age-related differences were apparent
(P < 0.05) in the chlorotic needles, they were reported separately
(1990, white bar; 1989, hatched bar, n = 7). Significance levels refer
to the comparison with green needles. Glutathione, GSH; total
ascorbate, ASC; ascorbate peroxidase, APOD; monodehydroascor-
bate radical reductase, AFR; dehydroascorbate reductase, DHR;
glutathione reductase, GR; superoxide dismutase (units mg™' pro-
tein as defined previously [21]), SOD; glucose 6-P dehydrogenase,
GDH; NAD-malate dehydrogenase, MDH; nd, not determined.

background rates of nonenzymic reduction of dehydroascor-
bate by glutathione of 5.4 ymol/min.

Significant age-related differences in enzymic activities or
antioxidant levels between the youngest and the second age
class (1989, 1990) of green needles were not observed. In
chlorotic needles, monodehydroascorbate radical reductase,
superoxide dismutase, and NAD-malate dehydrogenase
showed a significant age-dependent decrease in activity,
thereby approximating levels found in green needles (hatched
bars in Fig. 1B). These decreases in enzymic activity in the
previous year’s needles from the Kramer site correlated with
the much improved Chl content (Table II). These results
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indicate that chlorotic needles recover with advancing age
and, thus, might have less need for detoxification. However,
enhanced levels of total ascorbate were maintained in the
previous year’s needles from Kramer mountain. To investi-
gate the question as to whether the reductive capacity was
sufficient to keep ascorbate in its functional state in both age
classes of needles from Kramer mountain, the amount of
reduced ascorbate was determined. However, significant age-
related differences were not observed. The relative portion
of reduced ascorbate amounted to 86 and 84% in the needle
age classes 1989 and 1990, respectively. The same proportion
of reduced ascorbate was found in green needles.

DISCUSSION

In the present paper we have shown that chlorotic needles
from Kramer mountain were Mn deficient. Because lime soils
with a low availability for Mn are frequently found in the
Calcareous Alps, it seems likely that the Mn deficiency at
Kramer mountain was caused by soil-borne factors. However,
soil analyses, which could clarify this question, are lacking at
the Kramer site.

Mn deficiency impairs various metabolic functions because
this element is an essential cofactor for arginases, phospho-
transferases, and the water-splitting complex in photosyn-
thesis (12). In spruce needles, Mn deficiency causes symptoms
of chlorosis (3). A range of other nutrient deficiencies, such
as lack of K, P, Mg, and Zn, was also reported to induce
symptoms of chlorosis in spruce (16, 25, 30) as well as in
herbaceous plants such as beans (4, 14). Chlorosis increased
at high light intensities in nutrient-deficient bean leaves (14)
and was less prevalent on northerly branches of spruce trees
at the Kramer mountain. These observations suggest that
radiation played a role in the development of chlorotic symp-
toms and might imply that the decrease in Chl was not a
specific response to the lack of a specific nutrient but a more
general secondary effect.

In fact, it was possible to observe chlorotic symptoms in
the absence of specific stress factors in transgenic tobacco
plants in which sugar export was inhibited (28). Stitt et al.
(28) showed that in these transgenic plants the Calvin cycle
was inhibited and that respiration and the level of hexose
phosphates were increased. Similar metabolic disorders, such
as increased sugar content and increased respiration rates,
were found in chlorotic spruce needles (17) and might also
be inferred from the increased activities of respiratory en-
zymes observed in the present investigation. These “over-
reducing” conditions would, paradoxically, generate oxidative
stress because photosynthetically produced reductant that
cannot be directed into the Calvin cycle will be transferred
to molecular oxygen and yield O;". To prevent damage, the
function of the antioxidative system would be to divert
electrons into harmless detoxification pathways. The present
results suggest that oxidative damage was successfully pre-
vented by the antioxidative system because evidence for
enhanced lipid peroxidation was not observed in chlorotic
needles. Further investigations are needed to determine
whether the low Chl content indicates injury or an adaptation
to a decreased demand for photosynthetic electron transport.

To cope with an increased production of toxic oxygen

Plant Physiol. Vol. 99, 1992

species in chlorotic needles, the levels of superoxide dismu-
tase and monodehydroascorbate radical reductase activity
and ascorbate were increased (Fig. 1). Increased levels of
ascorbate free radicals have been detected in needles from a
declining spruce forest by means of EPR spectroscopy (27).
We have shown that neither dehydroascorbate reductase
activity nor the redox state of ascorbate/dehydroascorbate
was affected in chlorotic needles. These observations support
the proposal of Arrigoni and coworkers (1) that the mono-
dehydroascorbate radical reductase is the key enzyme in-
volved in maintaining ascorbate in its reduced state.

Significant increases in glutathione and glutathione reduc-
tase were not found in chlorotic needles (Fig. 1), indicating
that these components were not limiting factors in an ascor-
bate-glutathione-related detoxification pathway. At variance
with our results, enhanced levels of glutathione were ob-
served previously in chlorotic spruce needles (18), and en-
hanced activities of glutathione reductase were found in
chlorotic bean leaves (4). However, neither investigation was
performed under low-temperature conditions in which back-
ground levels of glutathione and glutathione reductase are
generally high. For instance, in spruce needles, glutathione
content and glutathione reductase activity were approxi-
mately 3 times higher during winter than summer (7). High
background levels of glutathione and glutathione reductase
might have prevented a further increase of these components
in chlorotic spruce needles. Because both glutathione and
glutathione reductase activity showed a high variability from
tree to tree and marked fluctuations between the sampling
dates (cf. sp values in Fig. 1), small increases might not have
been recognized on a statistical basis from the eight to 14
samples investigated.

In plants, H;O; is enzymically reduced by catalases and
peroxidases. Catalase activity played no apparent role in
H;O; scavenging in winter, because it was detected neither
in chlorotic nor green needles. Because catalase was found at
other times of the year (20), the activity appeared to be cold
sensitive as in other plant species (22, 29). Ascorbate-specific
peroxidase activity was not affected in chlorotic needles,
whereas the activities of “nonspecific’ peroxidases deter-
mined with guaiacol as substrate were twofold higher than
in green needles (K. Chakrabarti and A. Polle, unpublished
results). These differences support our previous results that
suggested that the ascorbate-specific peroxidase and the non-
specific peroxidases in spruce needles were two classes of
enzymes with different characteristics (20).

ACKNOWLEDGMENTS

M. Eiblmeier and C. Oschinski provided expert technical assist-
ance. We are grateful to Dr. R. Sladkovic (Fraunhofer Institut fir
Atmospharische Umweltforschung, Garmisch-Partenkirchen) for cli-
mate and pollutant data and to J. Hen-Tov for linguistic corrections.

LITERATURE CITED

1. Arrigoni O, Dipierro S, Borracino G (1981) Ascorbate free
radical reductase, a key enzyme of the ascorbic acid system.
FEBS Lett 125: 242-244

2. Asada K, Takahashi M (1987) Production and scavenging of
active oxygen species in photosynthesis. In D Kyle, C Osmond,
C Arntzen, eds, Photoinhibition. Elsevier Science Publishers
B.V., Amsterdam, The Netherlands, pp 227-287

Downloaded from www.plantphysiol.org on April 1, 2015 - Published by www.plant.org
Copyright © 1992 American Society of Plant Biologists. All rights reserved.


http://www.plantphysiol.org/
http://www.plant.org

10.

11.

12.
13.

14.

15.

16.

17.

18.

ANTIOXIDANTS AND Mn DEFICIENCY IN SPRUCE

. Blank L, Roberts T, Skeffington R (1988) New perspectives on

forest decline. Nature 336: 27-30

. Cakmak I, Marschner H (1992) Magnesium deficiency and high

light intensity enhance activities of superoxide dismutase,
ascorbate peroxidase and glutathione reductase in bean leaves.
Plant Physiol 99: 1222-1227

. Chen G, Asada K (1989) Ascorbate peroxidase in tea leaves:

occurrence of two isozymes and the differences in their en-
zymatic and molecular properties. Plant Cell Physiol 30:
987-998

. Elstner E, Wagner G, Schutz W (1988) Activated oxygen in

green plants in relation to stress situations. Curr Top Plant
Biochem Physiol 61: 119-121

. Esterbauer H, Grill D (1978) Seasonal variation of glutathione

and glutathione reductase in needles of Picea abies. Plant
Physiol 61: 119-121

. Foerst K, Sauter U, Neuerburg W (1987) Bericht zur Ernah-

rungssituation der Walder in Bayern und iiber die Anlage von
Walddiingeversuchen. Forstl Forschungsber Miinchen 79: 7-9

. Foyer C, Halliwell B (1976) The presence of glutathione and

glutathione reductase in chloroplasts: a proposed role in as-
corbic acid metabolism. Planta 133: 21-25

Hossain M, Nakano K, Asada K (1984) Monodehydroascorbate
reductase in spinach chloroplasts and its participation in the
regeneration of ascorbate for scavenging hydrogen peroxide.
Plant Cell Physiol 61: 385-395

Lee E, Jersey J, Gifford C, Bennett J (1984) Differential ozone
tolerance in soybean and snapbeans: analysis of ascorbic acid
in O;-susceptible and Os-resistant cultivars by high perform-
ance liquid chromatography. Environ Exp Bot 24: 331-341

Lehninger A (1979) Biochemistry. Worth Publishers, Inc., New
York, p 185

Lichtenthaler HK, Wellburn A (1983) Determination of total
carotenoids and chlorophylls a and b of leaf extracts in differ-
ent solvents. Biochem Soc Trans 603: 591-592

Marschner H, Cakmak I (1989) High light intensity enhances
chlorosis and necrosis in leaves of zinc, potassium, and mag-
nesium deficient bean (Phaseolus vulgaris) plants. ] Plant Phys-
iol 134: 308-315

McCord JM, Fridovich I (1969) Superoxide dismutase: an en-
zymatic function for erythrocuprein (hemocuprein). J Biol
Chem 244: 6056-6063 R

Mies E, Zéttl H (1985) Zeitliche Anderung der Chlorophyll- und
Elementgehalte in den Nadeln eines gelb-chlorotischen
Fichtenbestandes. Forstwiss Centralbl 104: 1-8

Oren R, Schulze E-D, Werk K, Meyer J, Schneider B, Heil-
meier H (1988) Performance of two Picea abies (L.) Karst.
stands at different stages of decline. I. Carbon relations and
stand growth. Oecologia 75: 25-37

Osswald W, Senger H, Elstner EF (1987) Ascorbic acid and
glutathione contents of spruce needles from different locations
in Bavaria. Z Naturforsch 42: 879-884

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

1089

Peever L, Higgins V (1989) Electrolyte leakage, lipoxygenase,
and lipid peroxidation induced in tomato leaf tissue by specific
and non-specific elicitors from Cladosporium fulvum. Plant
Physiol 90: 867-875

Polle A, Chakrabarti K, Schirmann W, Rennenberg H (1990)
Composition and properties of hydrogen peroxide decompos-
ing systems in extracellular and total extracts from needles of
Norway spruce trees (Picea abies, L.) Plant Physiol 94:
312-319

Polle A, Krings B, Rennenberg H (1989) Superoxide dismutase
activity in needles of Norwegian spruce (Picea abies (L.) Karst.)
Plant Physiol 90: 1310-1315

Schoner S, Krause H (1990) Protective systems against active
oxygen species in spinach: response to cold acclimation in
excess light. Planta 180: 383-389

Schramel P (1988) ICP and DCP spectrometry for trace element
analysis in biomedical and environmental samples. Spectro-
chim Acta 43: 881-896

Schupp R, Rennenberg H (1988) Diurnal changes in the gluta-
thione content of spruce needles (Picea abies, L.) Plant Sci 57:
113-117

Senser M, Kloos M, Liitz C (1990) Influence of soil substrate,
ozone plus acid mist on the pigment content and composition
of needles from young Norway spruce trees. Environ Pollut
64: 295-313

Steffen I, Schramel P (1988) Bestimmung von Stickstoff in
Fichtennadeln. Laborpraxis 12: 1354-1361

Stegmann H, Schuler P, Ruff H-J (1990) Ascorbic acid radicals
as indicator of damage to forest—EPR investigations of spruce
needles in vivo. Z Naturforsch 45: 9-12

Stitt M, von Schaeven A, Willmitzer L (1990) “Sink” regulation
of photosynthetic metabolism in transgenic tobacco plants
expressing yeast invertase in their cell wall involves a decrease
of the Calvin-cycle enzymes and an increase of glycolytic
enzymes. Planta 183: 40-50

Volk S, Feierabend J (1989) Photoinactivation of catalase at low
temperature and its relevance to photosynthetic and peroxide
metabolism in leaves. Plant Cell Environ 12: 701-712

Weikert R, Wedler M, Lippert M, Schramel P, Lange O (1989)
Photosynthetic performance, chloroplast pigments, and min-
eral content of various needle age classes of spruce (Picea
abies) with and without the new flush: an experimental ap-
proach for analysing forest decline phenomena. Trees 3:
161-172

Weimar M., Rothe G (1986) Preparation of extracts from mature
spruce needles for enzymatic analysis. Physiol Plant 69:
692-698

Wise R, Naylor A (1987) Chilling-enhanced photooxidation.
Evidence for the role of singlet oxygen and superoxide in the
breakdown of pigments and endogenous antioxidants. Plant
Physiol 83: 278-282

Downloaded from www.plantphysiol.org on April 1, 2015 - Published by www.plant.org
Copyright © 1992 American Society of Plant Biologists. All rights reserved.


http://www.plantphysiol.org/
http://www.plant.org

