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Abstract

A study of mycorrhizal activity wasconductedin amature Norway spruce ((Piceaabies) [L.] Karst.) stand subjected
to soil treatments of liming and acidification for six years (Hoglwald research project). Sampleswere collected five
times during one growing season using a soil corer. All the turgescent, not shriveled mycorrhizal tips were sorted
out and identified on the fungal species level as far as yet possible. The proportion of each mycorrhizal type on
the plots was calculated. The results revealed a shift in the mycorrhizal communities caused by both acid rain and
l[iming. Data are in agreement with the findings of the more comprehensive study on the mycorrhizal communities
carried out by another research group on the same plots (Taylor et al., submitted)

The activity of the predominant types of mycorrhizas, Piceirhiza gelatinosa, Piceirhiza nigra, Russula
ochroleuca-P. abies, Tuber puberulum-P. abies, Tylospora sp.-P. abies, Xerocomus badius-P. abies, was inves-
tigated by staining hand sectioned tips with FDA and their fluorescence. Different FDA-hydrolysing activities of
the mycorrihizal types had been found in a previous-year study on the same plots and were confirmed during the
second year. The proportion of the different stages of activity of the mycorrhizal tissues was cal culated on the type
level and in connection to the soil treatments. X. badius-P. abies and R. ochroleuca-P. abies displayed the most
active fungal tissues and proportion increased on the acidic plots while Tuber puberulum-P. abies and Piceirhiza
nigra were the most active types and occurred in higher proportion after liming. Thus, the overall activities of
the mycorrhizas were only dightly changed by the treatments. In addition to the mycorrhizal effect acidification
reduced while liming enhanced the meristematic activity of the short root tips. The same tendency was found by
studying root production on the same plots (Hahn and Marschner, 1998). Although nearly 3000 mycorrhizal tips
were studied, the data are still limited, allowing no statistical validation. This is, however, the first investigation
connecting overall activity of the mycorrihizal tissues with the proportion of the mycorrhizal types as influenced
both by alterations of the forest soil caused by acid rain and liming. The results are interesting and reasonabl e but
further investments are necessary to validate the general conclusions.

Introduction

Increased proportion of dead roots, reduced regenera-
tionability, and disturbance of the mycorrhizal symbio-
siswerediscussed assymptomsof the‘ new type’ forest
decline (‘Waldsterben’; Blaschke, 1980, 1981, 1982;
Bosch et al., 1982; Murach, 1983; Schiitt et al., 1983).

* FAX No; X497071295344. E-mail: Ingrid. Kottke @uni-
tuebingen.de

Declineof thefinerootswas connected to soil acidifica-
tion, and wastreated by liming of affected forest stands
(Gussone, 1983; Wenzel and Ulrich, 1988). The func-
tioning of mycorrhizas in Norway spruce stands was
evaluated using FDA active fluorescence as a marker
of activity. There was no reduction in mycorrhization,
but the life span of the mycorrhizaswas lower and the
turnover rate was higher in acidified soils when com-
pared to previoudly limed plots (Kottke et al., 1993).
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No information on short term effects of acidifi-
cation or liming on the activity of identified mycor-
rhizal types and communitiesin the forest standswas,
however, available. It was expected that acidification
might reduce and liming might enhance activity of
mycorrhizas, but the treatments might also influence
theectomycorrhizal fungal speciescomposition. Previ-
ous research indicated that mycorrhizal types differed
in activity (Ritter, 1990). We, therefore, investigated,
the activity of morphologically identified mycorrhizal
types on experimentally acidified and limed plots after
six years of treatment. The investigations were part of
theinterdisciplinary research project ‘Hoglwald' . Soil
parameters, soil animal activities, fineroot production,
fungal and mycorrhizal communities were studied by
other research groups.

Material and methods
Sampling

Myecorrhizas were collected in four plots of the exper-
imental station ‘Hoglwald’, an 80-yearsold pure Nor-
way spruce (Picea abies[L.] Karst.) stand near Augs-
burg, Bavaria. Two plots(B1 and B2) had been watered
15-18 times per year from 1984-1990 by sulphuric
acid rain (pH value 2.7-2.8). Two plots (B2 and A2)
had been limed in 1984 by 40 dt ha ! dolomite.
Untreated plots (A0, A1) served as control. In 1991
when sampling took place watering had ceased. Details
of plot design and soil conditions are described in
Kreutzer and Weiss (1998). Sampling was carried out
in March, April, June, August and October 1991. Five
root samples were taken per plot within an area of 12
m? at each sampling date. A soil corer of 5.5 cm diam-
eter was used and cores were taken to a depth of 30
cm. The core sampleswere divided in the horizons OF,
OH, AH and mineral soil in the plots A0 and B1. In
the plots A2 and B2 the OF and OH horizons were
combined into one OL u-horizon (Kreutzer, 1995). The
five root samples of each horizon were pooled in order
to obtain sufficient numbers of each mycorrhizal type
to comparetheinfluence of thetreatments on the plots.
No statistical validation was intended because it was
known from the previous-year investigation (Qian et
al., 1998) that distribution of mycorrhizal typesintime
and space was such inconsistent that the data basis
would not allow statistics.

| dentification of mycorrhizal types

The roots were cleaned under tap water. Shriveled,
obviously dead mycorrhizas were omitted. The other
mycorrhizal root tips were either identified according
to the key and personal help of Agerer (1987—1996) or
assignedtothe‘old’ or ‘unidentified’ groups. Thenum-
ber of the different mycorrhizal typeswere counted per
plot and soil horizon and the proportions cal cul ated.

Evaluation of activity

All the apparently active mycorrhizas were hand sec-
tioned at a thickness of about 100 um, stained by
FDA (fluorescein-diacetate) and estimated visually
with respect to UV-fluorescence of thedifferent tissues,
outer and inner hyphal sheath, Hartig net and meris-
tem, using a five step scale from bright fluorescence
activity to no activity. The analyses were carried out
during oneweek after sampling whilethe material was
kept at 6 °C till analysed. Details of the fluorescence
activity evaluationaregivenin Qianet a. (1998). FDA
fluorescence is based on activity of unspecific esteras-
es and proteinases in the cytoplasm of plant and fun-
gal tissues, cleaving fluorescein-diacetateinto fluores-
cein and acetic acid (Rotman and Papermaster, 1966).
Thefluorescein givesbright yellow-greenfluorescence
under UV-light. No apparant fluoresceneis considered
asasigne of cell death. The staining is easy to handle
and allows screening of high numbers of mycorrhizal
sectionswithin few days after sampling. It isso far the
only method to examine activity of the different myc-
orrhizal tissues, separating fungal activity from root
activity, of individual, identified mycorrhizas of the
dominant types. All mycorrhizal types observed dur-
ing this investigation revealed bright fluorescence in
at least a few samples indicating that al fungi were
infiltrated by the stain.

The meristem of Norway spruce mycorrhizal
rootlets becomes surrounded by a metacutin layer dur-
ing dormancy. The metacutin layer is disrupted by the
root tip during each new growth phase. The remnants
of the metacutis are an indication of the number of
growth-phases of a mycorrhiza (Kottke et a., 1993;
Ritter et al., 1989). The metacutin layers were visi-
ble in the longitudinal sections because of blue aut-
ofluorescence of suberin and lignin. The numbers of
the remnants per mycorrhiza were counted in order
to obtain further information on growth conditions of
rootlets on the differently treated plots.



Table 1. Numbersand proportion of al mycorrhizal types
collected in 1991 on the four plots

Mycorrhizal type Number  Proportion of
total
observations

Tylospora sp. 436 15.40

Russula ochroleuca 433 15.30

Piceirhiza nigra 416 14.70

Tuber puberulum 197 6.90

Piceirhiza conspicua 190 6.70

Xerocomus badius 169 6.00

Piceirhiza obscura 86 3.00

Piceirhiza gelatinosa 71 250

Hygrophorus pustulatus 59 210

Amphinema byssoides 49 1.70

Cenoccocum geophilum 36 1.30

Piceirhiza cystidiophora 33 120

Piceirhiza glutinosa 23 0.80

Dermocybe cinnamomea 20 0.70

Unidentified 391 13.80

Old mycorrhizas 219 7.70

Non mycorrhizal 11 0.40

Tota 2839 100.00

Calculation of the activity of the mycorrhizal
communities on the different plots

Proportion of fluorescenceactivitiesof thetissuelayers
wascalculated onthelevel of themycorrhizal typesand
on the level of the plots independently of types. Six
dominating types were detected more than 100 times
during the time of investigation (Table 1) and were
used for the calculation. Eight additional types were
found less than one hundred times (Table 1) and were
put into the category raretypes. Thetissuefluorescence
activities of the rare types, of the old and unidentified
mycorrhizas was only regarded for calculating total

tissue activities on the different plots. A total number
of 2839 sections were considered in the cal culation of
tissue activity of the different plots.

Despitethelarge number of sectioned and analysed
mycorrhizas no valid differences of the activities of
mycorrhizal types between the sampling dates and the
soil horizons can be presented. The reason for the dif-
ficultieswas the inconsistency of mycorrhizal typesin
timeand space (Table 2). Sampling dateswere neglect-
ed and sampleswere pooled to compare the activity of
the mycorrhizasin the soil horizons.
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No appropriate statistical analysisissofar available
to handle with the patchy distribution of mycorrhizal
types. The multiplication of mycorrhizasis due to dif-
ferent insufficiently studied propagation strategies of
the fungi and to the influence on root ramification by
the fungi. We therefore withdrew from validating the
data by conventional statistics and preferred to inter-
pret results as tendencies.

Results

Influence of soil treatments on the dominant
mycorrhizal types

In the fine root systems nearly 100% of the root tips
were mycorrhizal. Fourteen mycorrhizal types were
identified, but found at very different numbersin total
(Table 1) and at the sampling dates (Table 2). Conse-
quently, the proportion of teach type differed greatly
among the sampling dates (Table 2). Influence of soil
treatments on the proportion of the six dominant types
or withinthe categories‘raretypes’, ‘old’ and ‘ uniden-
tified’ are shown in Table 3 calculated on the basis of
total numbersof mycorrhizason each plot. Thepropor-
tion of the two dominant typesin the control plot (A0),
Tylospora sp.-P. abiesand R. ochroleuca-P. abies, were
reduced by acidification and by liming (A2. B1, B2).
Acid watering (plot B1) increased the proportion of
Xerocomus badius-P. abies considerably, but reduced
the proportion of Piceirhiza nigraand T. puberulum-P.
nigra. Liming (plots A2 and B2) increased the pro-
portion of Piceirhiza nigra and T. puberulum-P. abies.
The proportion of rare types was enhanced by all of
the treatments in comparison to the control. Old and
unidentified types were found at more or less the same
proportionin all plots.

Influence of soil treatments on the activity of the six
dominant mycorrhizal types

Although only turgescent mycorrhizuswere sectioned,
asurprisingly low level of activity of the hyphal sheath
layers was apparent after staining with FDA over all
types and treatments (Figures 1 and 2). The outer
hyphal sheath was fluorescing at high activity (+++)
only in the X. badius-P. abies tips from acidified plot
B1, (20% of the mycorrhizal tips, Figure 1). Theinner
hyphal sheaths displayed higher degree of activity in
all types, except the T. puberulum-P. abiestips (Figure
2) The X. badius-P. abies mycorrhizas were promi-
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Table 2. Proportion of each dominant mycorrhizal type and the old and uniden-
tified mycorrhizas found at the sampling dates on the four plots. Proportion
calculated on the total number of each type displaying the irregular finding of

the types
March  April  June  September  October

Control-plot AO
Tylospora fibrillosa 35.0 22.7 300 - 12.3
Russula ochroleuca - 20.2 55 - 734
Piceirhiza nigra - - - - -
Tuber puberulum - - - - -
Piceirhiza conspicua — 190 - 81.0 -
Xerocomus badius - - - - -
Unidentified types 64.3 - 3B7 - -
Old mycorrhizas 6.0 403 - 53.7 -
Limed plot A2
Tylospora fibrillosa 14.9 56.7 - - 28.4
Russula ochroleuca - 414 483 - 10.3
Piceirhiza nigra 40.9 14.0 93 172 18.6
Tuber puberulum - 286 271 - 44.3
Xerocomus badius - - - - -
Unidentified types - - - 28.3 717
Old mycorrhizas - 4.4 86 247 222
Acidified plot B1
Tylospora fibrillosa - 140 326 233 30.2
Russula ochroleuca 132 - 132 338 39.7
Piceirhiza nigra - - - - -
Tuber puberulum - - - - -
Piceirhiza conspicua — 1000 - - -
Xerocomus badius 23.0 30.0 20 310 14.0
Unidentified types - 183 - 394 423
Old mycorrhizas - - 1000 - -
Acidified and limed
plot B2
Tylospora fibrillosa - 250 - - 75.0
Russula ochroleuca - 37.1 114 - 51.4
Piceirhiza nigra 26.3 146 251 105 234
Tuber puberulum 64.9 - 350 - -
Piceirhiza conspicua  — 49.2 508 - -
Xerocomus badius - - 75 - 92.5
Unidentified types 185 - 315 120 38.0
Old mycorrhizas - 75.0 71 - 17.9

nently active in plot B1, activity was reduced in plot
B2 (liming and acid watering). R. ochroleuca-P. abies
mycorrhizasrevealed an active inner hyphal sheath in
all treatmentsand Piceirhiza nigrawasthe same active
on both limed plots.

Influence of treatments was also expressed in the
Hartig net layer (Figure 3). Tips of Tylospora sp.-P.
abies, Xerocomus badius-P. abies and Piceirhiza con-
spicua showed a high proportion of non-fluorescing
Hartig net (60-80%) in plot B1, but up to 15% of
the tips showed active Hartig net (+++) in plot B2.
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Figure 1. Proportion of mycorrhizas of each type on the four plots displaying different stages of activity in the outer hyphal sheath. Legend: —
no fluorescence, dead brown tissue; +/- greenish to brownish, dying tissue; + blue green fluorescence. fading tissue: ++ light green fluorescence.

less active tissue; +++ Bright green fluorescence activity of tissue.

Table 3. Proportion of dominant, rare, old and unidentified mycorrhizasonthefour plotscalculated
on the basis of pooled numbers of al types irrespective of the sampling date

Control-plot  Limed plot  Acidified plot ~ Acidified and limed
A0 A2 Bl plot B2
Tylospora fibrillosa 294 9 11.5 11.8
Russula ochroleuca 31.6 39 20.9 51
Piceirhiza nigra 4.4 28.8 0 25.2
Tuber puberulum 0 18.8 0 84
Piceirhiza conspicua 12.2 0 5.7 9.6
Xerocomus badius 23 0 139 7.8
Not identified 2 7.1 19.7 135
Old mycorrhizas 9.7 10.9 59 5.7
Rare types 8.6 216 224 128

Piceirhiza nigra mycorrhizas displayed 13% of active
Hartig net (+++) on plot A2, but only 3.5% on plot B2.

The activity of the meristems reflected differences
between the mycorrhizal types and the treatments
(Figure 4). Piceirhiza nigra, R. ochroleuca-P. abies

X. badius-P. abies mycorrhizas revealed a prominent
higher proportion of active meristems (+++) than the
other three types on most of the plots (X. badius-P.
abies 20.8%, R. ochroleuca-P. abies 17% on plot B2).
Piceirhiza nigra showed 17.2% active meristems on



104

Tylospora sp.

Piceirhiza nigra

AQ A2 B1 B2

Russula ochroleuca

80 —
Y
60—

20—

AQ A2 B1 B2

Xerocomus badius

60
%

Lo

20

NONNNANNNYN

DINNNNNNNNNNNNNNY

[
A0 A2

Tuber puberulum

AO A2 81

Picelrhiza conspicua

100
80—
%
60—
40—

20—

1

AQ A2 B1 B2

B- B -/+

B+ 0B++

AOQ A2 B1 B2

0O +++

Figure 2. Proportion of mycorrhizas of each type on the four plots displaying different stages of activity in the inner hyphal sheath. For

explanation of the legend see Figure 1. Note differences in scaling.

plot A2. Activity was lowest in all types on plot B1.
On this plot, inactive meristems accounted for 43% of
the tips in Tylospora sp.-P. abies, 39% in Piceirhiza
conspicua, 31.8% in R. ochroleuca-P. abies, and 28%
in X. badius- P. abies.

Influence of soil treatments on the activity of the
mycorrhizal communities

Pooling across mycorrhizal types for every plot
showed that a higher proportion of the outer and inner
hyphal sheath layerswere active in plot B1 compared
to the other treatments while the activity of the Hartig
net wasthelowestin plot B1 (Figure5). No differences
in activity of the Hartig net and hyphal sheath could be
detected between plots A0, A2 and B2 (Figure 5).

Influence of soil treatments on the activity and the
growth conditions of the root tip meristems

Among soil treatments the proportion of active meris-
tems was highest for plot A2 and lowest for plot B1.
The condition of the meristems was similar for plots
A0 and B2 (Figure 5). The numbers ot metacutin lay-
ers aso reflected influence of treatments on growth
conditions of rootlets (Figure 6). In the acidified plot
B1 more than four layers of metacutin, indicating fre-
guent dormancy and regrowth of the mycorrhizas, were
found in 10.8% of the the mycorrhizas while on the
plots A2 and B2 70% of all mycorrhizas had only one
metacutin-layer. In Figure 7 the state of the meristems
iscompared. The proportion of growing tipswith fully
active meristems and without a metacutis was highest
on the control plot. Dormant tips with meristems of
high fluorescence activity, but surrounded by a meta-
cutis occurred on the limed plots (A2, B2) at higher
proportion than on the control plot and the acidified
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Figure 3. Proportion of mycorrhizas of each type on the four plots displaying different stages of activity in the Hartig net. For explanation of

the legend see Figure 1. Note differences in scaling.

plot. The highest proportion of dead and the lowest
proportion of actively growing mycorrhizaswasfound
on the acidified plot B1. There were only minor dif-
ferences among the control plot and the limed plotsin
the proportion of mycorrhizas with low fluorescence
activity of the meristem (dying mycorrhizas, Figure
7.

Differences of mycorrhizal activity and growth
conditionsin the soil horizons

Because of irregular numbers of each type of mycor-
rhizain the different horizons (not shown), no calcu-
lation of activity at type level or for separate tissue
layers is presented. Most distinct vertical differences
could be noticed regarding the four categories of myc-
orrhizal developing stages: growing, dormant, declin-
ing and dead (compare Figure 8). Thelimed plots (A2
and B2) showed only minor differencesin the vertical
distribution of growing, dormant, declining and dead
mycorrhizas. On the acidified plot (B1), areduction of

activity in the OF and OH horizonsand an increasein
activity of mycorrhizas with depth was observed. On
the control plot (A0), the AH-horizon contained the
highest proportion of growing mycorrhizasof all treat-
ments, while the proportion of dead mycorrhizas was
highest in the OH horizon on plot B1. No differences
between treatments could be detected in the mineral
soil. Growing mycorrhizas occurred at 36.3% and the
proportion of dead and growing mycorrhizas1:7 inthe
mineral soil on all plots.

Seasonal fluctuations of mycorrhizal activity

Theactivity of the pooled mycorrhizasof thefour plots
represented at the time of sampling shows only dlight
seasona dynamic (Figure 9). The lowest fluctuation
appeared on the control plot (AQ), the highest diver-
gence on the acidic watered plots (B1 and B2). The
highest proportion of active mycorrhizas was found
in March, June and October with dight differences
between the treatments. In plots AO and A2 a compar-
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B-/+ B+ B++ [O+++

Figure 5. Synopsis respecting al mycorrhizal types on the four plots evaluated on activity of the different mycorrhizal tissue layers. For

explanation of the legend see Figure 1. Note differences in scaling.
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Figure 7. Proportion of mycorrhizas on the four plots a a growing, dormant, declining stage or found to be dead. Growing tip means apex
with bright fluorescence and without metacutis; dormant mycorrhizas are surrounded by a metacutin layer at the bright fluorescing apex: dying
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Figure 8. Activity and growth stages of the mycorrhizas in the soil horizons of the four plots. For explanation of the legend see Figure 7.

atively higher activity appeared in March and October.
B1 and B2 showed a higher activity in June than in
April and August.

Discussion

Visual estimation of the fluorescence activity of ecto-
mycorrhizas showed that liming and acidification of
soil influenced fungal tissues and root apical meris-
tems. The activity of the hyphal sheath and Hartig
net was connected to the fungal speciesinvolved. The
higher proportion of active hyphal sheathsin the acid-
ified plots compared to the control and the limed plots
(Figure 5) was mainly attributable to the proportion
of X. badius-P. abies mycorrhizas (Figures 1 and 2)
which increased by 10% compared to the control plot.
The activity of the inner hyphal sheaths of X. badius-

P. abies., R. ochroleuca P. abies mycorrhizas and of
Piceirhiza conspicua was highest on the acidified plot
B1 (Figure 2). Piceirhiza nigra was the only myc-
orrhizal type with high hyphal sheath activity on the
limed plot (A 2) and wasmost numerousthere. Tylospo-
racf. fibrillosa-P. abies mycorrhizasdisplayed the best
activity of the hyphal sheaths and highest number of
mycorrhizason the control plot, but becameless active
and less frequent after acid watering and after liming,
respectively. As a result of the change in the propor-
tion of the mycorrhizal types, the overal activity of
the hyphal sheaths of the mycorrhizal communities
only dightly differed among the treatments. Because
of thediversity of mycorrhizal fungi inthe forest stand
as reflected by the control plot the mycorrhizal com-
munities reacted to the treatments buffer-like, reestab-
lishing functioning mycorrhizas. If one or the other
fungal species had been missing, problemsin mycor-
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Figure9. Seasond fluctuation of the fluorescence activity calculated by pooling the data irrespective of mycorrhizal type and tissue layers. The
differences in the fluctuations of tissue activities among the plots may be due to inconsistent finding of types (see Table 2), and root growth
dynamics connected to the environment. For explanation of the legend see Figure 1.

rhizal functioning and tree health might have arisen.
The observed shift in the mycorrhizal community is
validated by the comprehensive study of Taylor et al.
(submitted). Physiological studiesof the activity of the
mycorrhizas could. however, only be performed with
few mycorrhizal typeson avery restricted enzyme pat-
tern because sufficient amounts of material were not
available (Guttenberger et al., 1998). The estimation
of the fluorescence resulting from FDA-hydrolysing
activity, although only a rough method, yielded first
informations on the activities of the mycorrhizal com-
munities.

Liming increased while acidification reduced the
meristematic activity of the mycorrhizal rootlets. The
findings are in agreement with the data obtained by
counting root tips (Hahn and Marschner, 1998, this
volume). Increased root production was found on the
limed plots and a reduction of root numbers was
observed after acidification. In our experiment, the
high nhumber of metacutin layers of the mycorrhizas
on the acidified plot (B1) indicated frequent dormancy
and regrowth of individual root tips. Growth of rootlets
was obviously disturbed by the strong acidification of
the humus layers. The low activity and frequent inter-
ruption of meristematic activity in the acidified humus
layer may be due to loss of calcium and magnesium.
Damage by toxic aluminium is very unlikely, as the
amounts of free aluminium species were very low in
the humus layer (Kreutzer et al., 1991). A higher con-
centration of free aluminium was only measured bel ow
20 cm on plot B1, but mycorrhizal activity was rather
high there. Liming increased earthworm activity on

the plots (Makeschin, 1991). Consequently the avail-
ability of nutrients was enhanced (Schack-Kirchner et
al., 1998). Better nourishment in the humus layer may
have induced higher meristematic activity.

The results disagree with findings on other acidic
Norway spruce plots, where higher root production
and turnover rate was found compared to limed plots
(Babel, 1981; Kottke et al., 1993; Murach, 1983).
Lehto (19944a,b) found detrimental effects on root pro-
duction short time after liming. The differing effects
from acidification and liming are due to the different
soil conditions of the investigation sites, to the experi-
mental designsand thetime that had passed after treat-
ing the soil. It was not within the scope of this pub-
lication to present a review on influence of acid rain
or liming on mycorrhizas, but to show, for the first
time, the different reactions of mycorrhizal types to
soil treatments.

Surprisingly small seasonal effects on the propor-
tion of the overall activities of the ectomycorrhizas
were observed. The result is in agreement with previ-
ous investigations of mycorrhizal activity on severa
plotsin Western Germany (Kottke et al., 1993; Ritter
et al., 1989). The increased mycorrhizal productionin
spring and autumn was only dightly reflected in the
proportion of active or dead mycorrhizas when com-
pared with the differences among the treatments. This
may mean that the individual life time of the mycor-
rhizas was more influenced by the treatment than by
the season.

The irregular finding of the mycorrhizal types
which was dueto the patchy distribution of the mycor-



rhizal typesinthe plots doesnot allow sound statistical
analysis of the data. The results presented, however,
point to interesting differencesin activity among myc-
orrhizal types and fungal and root tissues which have
not been otherwise recorded.
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