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Abstract We examined the effects of an ectomycor-
rhizal (EM) fungus, Pisolithus sp., on of the growth of
Pinus halepensis (Allepo pine) seedlings, soil micro-
bial functions and rock phosphate solubilization in a
un-disinfected soil amended or not with a Moroccan
rock phosphate. Allepo pine seedlings were inoculated
with an EM fungus (Pisolithus sp. strain PH4) isolated
from a P. halepensis plantation and selected for its
high ability to mobilize P from an inorganic form of
phosphate. After 4 month’s culture in a disinfected
substrate, plants were transferred in 10 l-containers
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filled with a natural forest soil and amended or not with
rock phosphate powder. After 12 month’s culturing, the
growth, needle nutrient concentrations of P. halepensis
plants were measured. Soil microbial catabolic diver-
sity was assessed by measuring CO, production of
substrate induced respiration responses. Fluorescent
pseudomonads were isolated from each soil treatment
and tested in axenic conditions for their ability to
solubilize a source of inorganic phosphate. The results
clearly showed that (i) P. halepensis growth was greatly
promoted by the presence of the ectomycorrhizal
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fungus Pisolithus strain PH4 in a disinfected soil/
vermiculite mixture and in a non disinfected soil, (ii)
ectomycorrhizal inoculation induced significant
changes in the functions of soil microbial communities
and selected microorganisms potentially beneficial to
the plant growth (i.e. phosphate-solubilizing fluorescent
pseudomonad) and (iii) rock phosphate solubilisation
was mainly dependent on EM inoculation and mycor-
rhizosphere microorganisms. These results were in
accordance with previous studies where it was demon-
strated that EM symbiosis has a beneficial effect on
plant growth through a direct effect on the host plant but
also an indirect effect via a selective pressure on soil
microbiota that favours microorganisms potentially
beneficial to plant growth.

Keywords Bacteria - Ectomycorrhizosphere effect -
Fluorescent pseudomonads - Pinus halepensis -
Pisolithus sp. - Rock phosphate -

Soil functional abilities - Morocco

Introduction

In large areas of arid and semiarid ecosystems, degra-
dation of natural plant cover has lead to an acceleration
of soil degradation and desertification processes result-
ing in a loss or reduction of major physico-chemical
and biological soil properties (Requena et al. 2001).
Together with the severe climate (low and irregular
precipitation and frequent drought periods), soil char-
acteristics (nutrient availability, microbial activity, soil
structure, etc) are usually constrictive for the establish-
ment of tree species (Caravaca et al. 2005). Hence it is
necessary to apply sustainable cultural methods which
enhance soil quality and improve the growth of tree
seedlings under unfavorable conditions.

Phosphorus (P) is one of the most essential
macronutrients required for the growth and develop-
ment of plant (Illmer and Schinner 1992). To reduce P
deficiencies and ensure plant productivity, large
quantities of soluble forms of P fertilizers are applied
worldwide every year. However up to 80% of P
chemical fertilizer amendment are lost as it is easily
precipitated into insoluble forms (CaHPOy,, Ca3(POy,),,
FePO, and AIPO,) and becomes unavailable for plant
uptake (Lopez-Bucio et al. 2000). The use of rock
phosphate (RP) as an alternative source of fertilizer,
has received significant interest in recent years since
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they are natural, inexpensive and available fertilizers.
However their solubilization rarely occurs in non-acidic
soils (Caravaca et al. 2004). Some soil microorganisms
are known to be involved in the solubilization of
insoluble phosphate by excreting organic acids, pheno-
lic compounds, protons and siderophores (Illmer et al.
1995). Among phosphate-solubilizing microorganisms,
it has been reported that ectomycorrhizal (EM) fungi
have the ability to actively mobilize and translocate
nutrients from minerals, directly to their host plant
(Smith and Read 1997). EM fungi are associated with
trees and shrubs, gymnosperms (Pinaceae) and angio-
sperms, and usually result from the association of
homobasidiomycetes with about 20 families of mainly
woody plants (Smith and Read 1997). EM fungi
increase plant nutrient uptake and water absorption
and decrease moisture and nutritional stresses, espe-
cially under unfavorable environmental conditions
(Smith and Read 1997). In addition, it has been
recently demonstrated that ectomycorrhizal symbiosis
had a selective pressure on bacterial communities and
favored bacteria potentially beneficial to the symbiosis
and to the host plant (i.e. fluorescent pesudomonads)
(Frey-Klett et al. 2005).

Aleppo pine (Pinus halepensis Mill.) is one of the
most representative tree species of the Mediterranean
basin and cover about 3.5 million hectares in the
Mediterranean area (Quezel and Barbero 1992). Its
origin in Morocco, Spain and France is likely natural
and Moroccan populations seem to be relic (Quezel
and Barbero 1992). However, environmental condi-
tions encountered in Mediterranean semi-arid and arid
areas (climatic conditions, soil properties) frequently
limit the performance of reforestation tasks. Numerous
studies have focused on the optimization of nursery
practices to produce high-quality seedlings (Caravaca
et al. 2005; Rincon et al. 2006). Among the tested
cultural practices, inoculation with selected EM fungi
has often been identified has a promising nursery
cultural practice to improve the quality of the seedlings
and their performance after out-planting (Duponnois
et al. 2005).

The objectives of this study were to assess how
inoculation with an EM fungus, Pisolithus sp., affects
(1) the early growth of Aleppo pine seedlings, (ii)
the functional diversity of soil microflora, (iii) the
abundance of fluorescent pseudomonads able to solubi-
lize inorganic forms of phosphorus in a soil amended
with rock phosphate (RP).
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Materials & methods

Fungal isolation and preparation of the EM fungal
inoculum

Surface forest soil (0- to 20-cm depth) was collected
from a native stand of P. halepensis plantation located
at Tizgui (31° 35’ latitude north, 6° 56’ latitude west)
in the Moroccan High Atlas. It was crushed, passed
through a 2-mm sieve, carefully mixed and distributed
in 1-1 pots. Its physico-chemical characteristics were
as follows: pH (H,0) 6.8; clay (%) 2.6; silt (%) 40;
sand (%) 57.4; carbon (%) 2.5; nitrogen (%) 0.12;
C/N 10.5; P (Olsen) 14.5 mg kg '. The seeds of P.
halepensis collected in the Tizghi site were surface
sterilized in hydrogen peroxide for 30 min, rinsed
and soaked in sterile distilled water for 12 h, and
germinated on 1% agar. After 4 days of incubation
at 25°C in the dark, one pre-germinated seed was
planted per pot. The seedlings were screened from
the rain and grown under natural light (daylight of
approximately 12 h, average daily temperature of
22°C). They were watered regularly with tap water
without fertilizer. After 5 month’s culture, the plants
were uprooted and their root systems gently washed
with sterile distilled water. Healthy EM root tips were
collected from roots and surface-sterilized in 30%
hydrogen peroxide for 30 min, rinsed and soaked in
sterile distilled water (120°C, 20 min) for 1 h. Then
about 200 EM root tips were transferred aseptically to
Petri dishes filled with modified Melin-Norkrans
(MMN) medium at 28°C (Marx 1991). The EM
isolates were purified, sub-cultured on MMN medium
until all contaminating microorganisms were elimi-
nated. Then they were maintained in Petri dishes on
MMN agar medium at 25°C in the dark. Among ten
fungal isolates, one strain called PH4, belonging to
the genus Pisolithus, was chosen because of its high
ability to solubilize tricalcium orthophosphate in axenic
conditions according to the method of Lapeyrie et al.
(1990) (Data not shown). The ectomycorrhizal fungal
inoculum was prepared according to Duponnois and
Garbaye (1991). Glass jars (1 L) were filled with
600 mL of a mixture of vermiculite and peat moss (4/1,
v/v) and autoclaved (120°C, 20 min). The substrate
was then moistened to field capacity with 300 mL of
liquid MMN medium. The jars were sealed with cotton
floats and autoclaved at 120°C for 20 min. After
cooling, the substrate was inoculated with fungal plugs

taken from the margin of the fungal colonies and
incubated for 6 weeks at 28°C in the dark.

Experimental design

Seeds of P. halepensis were treated as describe above.
They were individually grown in 1-L pots filled with
a mixture of Tizgui soil/vermiculite (1:1, v/v). Soil
was prepared as described above and autoclaved at
120°C for 40 min before mixing with the autoclaved
vermiculite. In ectomycorrhizal inoculation, the sub-
strate was mixed with fungal inoculum (10/1, v/v).
The treatment without fungus (control) received an
autoclaved mixture of moistened vermiculite/peat
moss (MMN liquid medium) at the same rate. All the
planted pots were screened from rain and grown under
natural light (daylight of approximately 12 h, average
daily temperature of 22°C) and were watered regularly
with tap water. They were arranged in a randomized
complete block design with 14 replicates per treatment.

After 4 months of culturing, seven plants were
randomly chosen from each treatment. They were
uprooted and their root systems gently washed. The
oven dry weight (1 week at 65°C) of the shoot was
measured. After drying plant tissues were ground,
ashed (500°C), digested in 2 ml HCL 6N and 10 ml
HNO; N for nitrogen and then analyzed by colorimetry
for P (John 1970). For nitrogen (Kjeldhal) determina-
tion, they were digested in 15 ml H,SO4 (36N)
containing 50 g 1! of salicylic acid. Then the root
systems were cut into 1-cm root pieces and mixed. The
percentage of ectomycorrhizal short roots (number of
ectomycorrhizal short roots/total number of short roots)
was determined on a random sample of at least 100
short roots per treatment under a stereomicroscope
(magnification x 40). The dry weight (1 week at 65°C)
of roots was then measured for each plant. Mycorrhizal
dependency of P. halepensis was determined by
expressing the difference between the total dry weight
of the mycorrhizal plant and the total dry weight of
the nonmycorrhizal plant, as a percentage of the
total dry weight of the mycorrhizal plant (Plenchette
et al. 1983).

For both treatments, the remaining seven plants
were transferred with their cultural substrate into 10-L
capacity containers filled with the same soil as before
(Tizgui soil) but not disinfected. The Khouribga Rock
Phosphate (Morocco) was ground with pestle and
mortar and passed through a 90 pum sieve. Its chemical
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characteristics were as follows (%): SiO, 3.1; Al,O;
0.5; Fe,053 0.27; P,O5 33.4; MgO 0.5; CaO 54; K,O
0.06; Na,O 0.76; CaP 2.64; CO, 2.1 (Hafidi 1996). In
each pot, the surface substrate (0 cm to 10 cm depth)
was mixed with the insoluble rock phosphate powder
(0.1%, w/v) or not for the un-amended rock phos-
phate treatments. The containers were arranged in a
complete randomized block design and placed outside
in the Campus International de Recherche IRD
(Institut de Recherche pour le Développement)/ISRA
(Institut Sénégalais de Recherches Agricoles) of
Dakar (Senegal) in a clean area. The plants were grown
without any solar protection and at ambient temperature
from 18-30°C with daily watering.

After 12 month’s culture, P. halepensis seedlings
were carefully uprooted from the pots in order to keep
the root system intact and avoid root disruption and
their oven-dried weights were determined (2 weeks at
65°C). Shoot nitrogen and phosphorus concentrations
were determined using the methods previously de-
scribed. Then their root systems were gently washed
and cut into 1-cm segments to evaluate the intensity
of mycorrhizal symbiosis (see below). Then the root
systems were oven-dried (1 week at 65°C). In each
container, the soil collected along the root systems
was carefully mixed and kept at 4°C for further
measurements.

Ectomycorrhizal assessment

The percentage of ectomycorrhizal short roots was
assessed under the stereomicroscope by counting all
single root tips. Mycorrhizal or non-mycorrhizal short
roots were detected according to the presence or absence
of fungal mantle and mycelium and to the presence or
lack of root hairs. In each treatment, ectomycorrhizal
root tips were classified by morphotypes based on
characteristics of their mantle and extra-matrical myce-
lium (branching, surface colour, texture, emanating
hyphae and rhizomorphs (Agerer 1995).

Measurement of microbial catabolic diversity

Microbial catabolic diversity was assessed by adding
a range of 31 simple organic compounds to the soil
and determining the short-term respiration responses
(Degens and Harris 1997). Measurements were made
on three soil samples randomly collected from each
treatment. One gram of dry soil was moistened with

@ Springer

each of the 31 substrates suspended in 2 ml sterile
distilled (West and Sparling 1986). CO, production
from basal respiratory activity in the soil samples was
measured by adding 2 ml sterile distilled water to 1 g
equivalent dry weight of soil. Bottles were immediate-
ly sealed with a Vacutainer stopper after the addition of
the substrate solutions to soil samples and incubated
for 4 h in darkness at 28°C. CO, fluxes from the soils
were measured using an infrared gas analyser (IRGA)
(Polytron IR CO,, Driger™) in combination with a
thermal flow meter (Heinemeyer et al. 1989). Results
were subtracted from the CO, basal production
expressed as pg CO, g ' soil h™'. Ten amino acids
(L-phenylalanine, L-glutamine, L-serine, L-arginine,
L-histidine, L-lysine, L-glutamic acid, L-tyrosine, L-
cystein), three carbohydrates (D-glucose, D-mannose,
sucrose), two amides (D-glucosamine, succinamide)
and 16 carboxylic acids (ascorbic acid, citric acid,
fumaric acid, gluconic acid, quinic acid, malonic
acid, formic acid, a-ketoglutaric acid, o-ketobutyric
acid, succinic acid, tartric acid, uric acid, oxalic acid,
gallic acid, malic acid, hydroxybutyric acid) were
tested. The amines and amino acids were added at
10 mM, whereas the carbohydrates were added at
75 mM and the carboxylic acids at 100 mM (Degens
and Vojvodic-Vukovic 1999). Catabolic evenness (a
measure of relative variability in the catabolic func-
tions) was determined using the Simpson-Yule index,
E=1 / p? with p; = [respiration response to individual
substrates]/[total respiration activity induced by all
substrates for a soil treatment] (Magurran 1988).
Microbial biomass C was calculated with the sub-
strate-induced respiration method as described by
Sparling (1995). One gram oven-dry weight of soil
was suspended in 2 ml of 75 mM glucose solution in
10 ml bottles, sealed with a vacutainer stopper and
incubated at 25°C for 4 h. After correction for CO,
produced in bottles with only deionised water added,
Microbial Biomass C (MBC) was calculated as MBC
(ug C g ! soil) = 50.4 x respiration rate (ul CO, g !
soil h™h).

Fluorescent pseudomonad efficacy for phosphorus
mobilization

Soil subsamples (1 g fresh weight) collected along the
root systems from each pot in each treatment were
suspended in 10 ml sterile magnesium sulfate solution
(0.1 M) and shaken manually (ten times up and
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down). Then serial dilutions of homogenized suspen-
sions were plated on King’s B medium (King et al.
1954) and incubated at 30° for 2 days. The King’s B
medium plates were examined under UV light and
fluorescent colonies were counted and randomly
selected. The isolates of fluorescent pseudomonads
(30 bacterial strains per treatment) were purified,
sub-cultured on King’s B medium and cryopre-
served at -80°C in glycerol 60%/TSB (Tryptic Soy
Broth, 3 g17") culture (1:1; v/v). The TCP (tricalcium
orthophosphate) medium was used to test the ability
of fluorescent pseudomonads to solubilize tricalcium
orthophosphate (Frey-Klett et al. 2005). Its compo-
sition was as follows: 4 g Ca3(POy),, 10 g glucose,
5 g NH4Cl, 1 g NaCl, 1 g MgSO,, 7 H,O and 20 g
agar per liter at pH=7.2. Petri dishes (5.5 cm diameter)
were filled with 10 ml of TCP agar medium per dish
(Frey-Klett et al. 2005). Bacterial isolates were then
picked up from their mother cultures and placed in the
center of Petri dishes on TCP agar medium. The plates
were incubated at 25°C for 5 days. All the bacterial
isolates grew on TCP agar medium. Clear zones
around the bacterial colonies indicated phosphate
solubilization. Phosphate solubilizing ability was clas-
sified as “0” or “+” depending on the presence of well
defined clear zone produced by bacterial colony.

Statistical analysis

Data were treated with one-way ANOVA. Means were
compared using the Newman-Keuls test (p<0.05). The
percentages of the mycorrhizal colonization were
transformed by arcsin(sqrt) before the statistical

analysis. The proportion of fluorescent pseudomonads
able to solubilize the inorganic phosphate was com-
pared between each treatment using a x> test (p<0.05).
The patterns of in situ catabolic potential of microbial
communities from soil samples submitted to the four
treatments (Control, Rock phosphate amendment,
Pisolithus sp. inoculation, Pisolithus sp. inoculation +
Rock phosphate amendment) were analysed using the
between-group analysis (BGA, Culhane et al. 2002).
BGA is an ordination method considered as a robust
alternative to the discriminant analysis (Huberty 1994).
A permutation test (Monte-Carlo method) was used to
check the statistical significance of the between-group
differences. BGA computations were performed with
the free ADE 4 software (Thioulouse et al. 1997).

Results
Plant growth and ectomycorrhizal colonization

After 4 months of culturing in the disinfected soil/
vermiculite mixture, shoot and root biomass, total
biomass, phosphorus and nitrogen needle concentra-
tions of the P. halepensis seedlings inoculated with
Pisolithus sp. strain PH4 were significantly higher
than in the control (Table 1). Compared to the control
treatment, the shoot and root growth of ectomycor-
rhizal plants were stimulated 1.6 and 1.2 times,
respectively (Table 1). No ectomycorrhizas were
detected in the uninoculated treatment whereas the
extent of EM colonization was 46.8% for Pisolithus
strain PH4-inoculated seedlings (Table 1).

Table 1 Growth response of P. halepensis seedlings, needle nitrogen and phosphorus concentration and mycorrhizal colonization in
soils inoculated Pisolithus sp., strain PH4 after 4-month culture in a disinfected soil

Treatments

Control Pisolithus sp. strain PH4
Shoot biomass (mg dry weight) 1593 M 2.6) @ a® 248.6 (3.9) b
Root biomass (mg dry weight) 68.6 (8.5) a 82.3(6.9)b
Total biomass (mg dry weight) 2279 (11.1) a 330.9 (10.8) b
Root/shoot ratio 0.43 (0.067) a 0.33 (0.08) b
Needle N concentration (%) 1.30.2)a 1.6 (0.3) b
Needle P concentration (g kg™') 7.7 (0.11) a 94 (0.13) b
Mycorrhizal colonization (%) - 46.8 (4.9)
Mycorrhizal dependency (%) 31.1 (2.9)

@ Mean of seven replicates. @ Standard error of the mean. ® Data in the same line followed by the same letter are not significantly

different according to the Newman & Keuls test (p<0.05).
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Twelve months after the transplantation in the non-
disinfected soil, no significant effect on plant growth
was recorded in the KRP treatment (Table 2). The
beneficial effects of Pisolithus strain PH4 on plant
growth were recorded for all the measured parameters
(shoot and root biomasses, phosphorus and nitrogen
needle concentrations; Table 2). However the highest
P halepensis seedling growth and nutrient uptake was
found in the KRP + Pisolithus strain PH4 treatment
(Table 4). For example and compared to the control,
EM inoculation stimulated 1.43 times the plant total
biomass whereas the soil amendment with KRP
combined with ectomycorrhizal inoculation improved
the total plant growth by 1.75x (Table 2). Ectomycor-
rhizas were detected on the root systems of P,
halepensis seedlings in all the treatments and EM
colonization indexes ranged from 23.2% (control) to
66.5% (KRP + Pisolithus strain PH4 treatment)
(Table 2). No significant KRP effect was recorded
on the ectomycorrhizal colonization rate but the
highest ectomycorrhization percentages were calcu-
lated in the KRP + Pisolithus strain PH4 treatment
(Table 2).

The most common morphotypes detected in all the
treatments were Suillus sp., Cenococcum geophilum
and Pisolithus sp. Their abundances were not signif-
icantly different among the treatments except for
Pisolithus that was significantly more represented in
the Pisolithus strain PH4 inoculation treatment with
or without KRP amendment.

Soil microbial analysis

After 12 month’s culture, the catabolic evenness of
the soil collected under Pisolithus strain PH4 inocu-

lated seedlings with or without KRP amendment was
significantly lower than those recorded in the other
treatments (Table 3). The highest average respiration
SIRs (Substrate Induces Respirations) to carboxylic
acids, amino-acids and amides were recorded with the
soil inoculated with the strain PH4 and amended with
KRP. No significant difference was found in the
average SIRs to carbohydrates between the Pisolithus
PH4 treatments with or without KRP amendment
(Table 3).

The four treatments gave very different SIR
profiles (Figs. 1 and 2). The highest SIRs have been
recorded with «-ketoglutaric acid and D-Glucosamine
(Fig. 1). The permutation test of BGA showed that
microbial catabolic functions were very different
according to the soil treatment (p<0.001) (Fig. 2).
The four treatments were very well separated on the
BGA second axes with the un-inoculated and un-
amended soils on the left and the inoculated and KRP
amended soils on the right of the figure (Fig. 2). The
substrates preferentially used in samples collected
from the control treatment were lysine and formic
acid whereas it was succinic acid, glutamic acid and
malic acid in the uninoculated soil but amended with
KRP (Fig. 2). In contrast, the substrates preferentially
used in the Pisolithus inoculated soil without KRP
were OH-butyric acid, tyrosine, gallic acid and
succinamide whereas it was asparagine, oxalic acid,
serine and glucosamine in the Pisolithus inoculated
soil with KRP (Fig. 2).

Soil microbial biomass ranged among the treat-
ments as follow: Pisolithus inoculated soil with
KRP > Pisolithus inoculated soil without KRP >
KRP amendment = control treatments (Table 4).
The abundance of fluorescent pseudomonads was

Table 2 Growth response of P. halepensis seedlings, needle nitrogen and phosphorus concentrations and mycorrhizal colonization in
soils inoculated with Pisolithus sp. strain PH4 and/or rock phosphate amendment after 12-months culture in a non-disinfected soil

Treatments

Control

KRP Pisolithus sp. PH4 PH4 + KRP

3212@ (247) @ a @
159.7 (21.6) a
480.9 (22.5) a

Shoot biomass (mg dry weight)
Root biomass (mg dry weight)
Total biomass (mg dry weight)

Needle N content (%) 1.2 (0.1)a
Needle P content (g kg ") 4.1 (0.11) a
Mycorrhizal colonization (%) 232 (1.5)a

318.6 (14.9) a
149.7 (22.4) a
468.3 (18.3) a

432.7 (21.5) b
254.6 (21.8) b
687.3 (21.6) b

542.9 (14.6) ¢
297.5 (14.5) ¢
840.4 (14.8) ¢

1.1 (02)a 1.5(02) b 1.5 (0.1) b
43(0.14) a 7.3 (0.13) b 9.5 (0.14) ¢
254 (43)a 525(1.2) b 66.5 (1.6) ¢

(@ KRP: Khouribga Rock Phosphate (Morocco). ® Mean of seven replicates.  Standard error of the mean. ¥ Data in the same line
followed by the same letter are not significantly different according to the Newman & Keuls test (»<0.05).
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Table 3 Catabolic evenness and average substrate-induced respiration (SIR) responses (ug CO, g ' soil h™') with each substrate
group (carboxylic acids, amino-acids, amides and carbohydrates) in the soil treatments

Treatments

Control KRP P Pisolithus sp. PH4 PH4 + KRP
Catabolic evenness 937 @029 ®a® 9.51 (0.22) a 11.63 (0.38) b 10.58 (0.33) b
Carboxylic acids 233 (0.64) a 254 (0.72) a 24.9 (0.86) a 28.2 (0.69) b
Amino-acids 3.1(0.39) a 2.1(0.15) a 53(022) b 6.3 (0.33) ¢
Amides 15.1 (0.43) a 18.7 (0.32) b 194 (0.11) b 229 (1.03) ¢
Carbohydrates 2.4 (0.19) a 33 (0.51)a 5.9 (041) b 6.5 (0.49) b

() KRP: Khouribga Rock Phosphate (Morocco). @ Mean of five replicates. @ Standard error of the mean. ® Data in the same line
followed by the same letter are not significantly different according to the Newman & Keuls test (»<0.05).

significantly higher in the soil collected from the
Pisolithus inoculated treatment with or without KRP
amendment (Table 4). The percentages of fluorescent
pseudomonad isolates able to solubilize the inorganic
phosphate were significantly higher in the soils
collected from the Pisolithus inoculated treatments
(with or without KRP amendment) than in the other
soil treatments (Table 4).

Discussion

This study clearly shows that (i) P. halepensis growth
is greatly promoted by the presence of the ectomycor-
rhizal fungus Pisolithus strain PH4 in a disinfected
soil/vermiculite mixture and in a non disinfected soil,
(ii) ectomycorrhizal inoculation induces significant
changes in the functions of soil microbial communities

and selects microorganisms potentially beneficial to
the plant growth (i.e. phosphate-solubilizing fluores-
cent pseudomonad) and (iii) rock phosphate solubili-
zation is mainly dependent on EM inoculation and
mycorrhizosphere microorganisms.

Numerous studies have reported the high suscep-
tibility for P. halepensis to be colonized by ectomy-
corrhizal fungi (Gonzalez-Ochoa et al. 2003; Rincon
et al. 2007). Inoculations with different fungal species
such as Suillus collinitus, Pisolithus tinctorius and
Rhizopogon roseolus have been demonstrated to
improve the performance of P. halepensis plantations
(Querejeta et al. 1998). The present study confirmed
the high mycorrhizal dependency of this Pinus
species. The inoculation with Pisolithus strain PH4
improved the growth of P. halepensis seedlings and
stimulated its nitrogen and phosphorus assimilation in
shoot tissues in a disinfected cultural substrate. It is
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Fig. 1 Catabolic responses for each soil treatments. Errors bars represent standard errors (#=5). White bars, control; Clear grey bars,
KRP amendment; Dark grey bars, PH4 inoculation; Black bars, KRP amendment + PH4 inoculation
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Fig. 2 Graphical display (biplot) of BGA axes showing the Control: un-inoculated and un-amended soil), KRP: soil
Substrate Induced Respirations with respect to the soil treat- amended with Khouribga Rock Phosphate, PH4: soil inoculated
ments. The upper and medium parts of the figure show the with Pisolithus sp. strain PH4, PH4 + KRP: soil amended with
scores of the 31 substrates on the first and second BGA axes, Khouribga Rock Phosphate and inoculated with Pisolithus sp.
respectively. The four Gauss curves in the medium and lower strain PH4. Substrates represented by lines curved in the same
parts of the figure represent the mean and the variance of the direction as corresponding Gauss curves tend to be used more
scores of the soil samples on the first and second BGA axes. in the corresponding soil samples
well known that EM fungi improve the phosphorus fact that the extramatrical mycelium increased the
and nitrogen uptake of their associated host plant abilities of the host plant to explore a larger volume of
(Read and Perez-Moreno 2003). This ectomycorrhizal soil than roots alone and to take up phosphate from a
effect on plant growth has been mainly ascribed to the greater surface area (Smith and Read 1997). Our results
Table 4 Effect of Pisolithus sp. strain PH4 inoculation and/or soil and the distribution of fluorescent pseudomonads according
Khouribga Rock Phosphate amendment on the soil microbial to their ability to solubilize tricalcium orthophosphate after 12-
biomass, the number of fluorescent pseudomonads per gram of months culture in a non-disinfected soil
Treatments
Control KRP P Pisolithus sp. PH4 PH4 + KRP
Soil microbial biomass (ug C g ' soil) 629 (17.9)@a® 871 (239 a 1743 (152)b 2413 (11.7) ¢
Fluorescent pseudomonads (CFU gf' of soil) 177 (11) a 186 (15) a 459 (26) b 546 (68) b
Phosphate solubilizing fluorescent pseudomonads (%) 40 a @ 38a 85b 89 b

(@ KRP: Khouribga Rock Phosphate (Morocco). @ Mean of seven replicates. @ Standard error of the mean. ¥ Data in the same line
followed by the same letter are not significantly different according to the Newman & Keuls test (p<0.05). © Data in the same line
followed by the same letter are not significantly different according to the x> test (p<0.05).
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showed that the positive effect of EM inoculation on
the plant growth was maintained in a non-disinfected
soil suggesting that the persistence and the beneficial
influence of the ectomycorrhizal fungus could be
maintained in these environmental conditions. The
persistence of the introduced fungal strain generally
depends on abiotic factors such as soil pH, soil fertility,
moisture and temperature (Slankis 1974). It has been
also established that apart from host specificity, the
environmental conditions play an important role in the
occurrence of Pisolithus (Duponnois et al. 2007). It
highlights the importance of criteria such as host-
fungus compatibility, fungal ecological adaptability to
the transplantation site, to select EM fungi for nursery
mycorrhization programmes (Smith and Read 1997).
Since the fungal symbiont tested in the present study
has been isolated from the same soil as that used in the
experiment, its high efficiency on the plant growth and
its persistence in the soil could result from its
adaptability to the biotic and abiotic soil characteristics.

Pisolithus inoculation has induced strong modifi-
cations in soil microbial catabolic functions. In the
present study, the catabolic evenness of the un-
inoculated and KRP un-amended soil was 9.37, which
was rather low compared with previous studies in
which values of catabolic evenness for soils under
Pine forest conditions ranged from 15.1-22.3 (Degens
et al. 2000). However, Degens et al. (2000) reported
that there was no characteristic level of catabolic
evenness for soils under pine forest and evenness was
highly dependent to the soil type. It has been
hypothesized that decreases in microbial catabolic
diversity will cause declines in the resistance of
soils to stress or disturbances (Giller et al. 1997).
The inoculation of Pisolithus sp. enhanced the soil
catabolic evenness, leading to a more resistant soil to
disturbances. This result highlights the importance
of EM symbiosis in the soil functioning. It is also
well known that mycorrhizas modify root functions
(in particular, root exudation) and, therefore, could
modify qualitatively and quantitatively microbial com-
munities (commonly termed the “mycorrhizosphere
effect”) (Linderman 1988). Moreover the extramatrical
mycelium of ectomycorrhizal fungi could also influence
soil microbiota by modifying the chemical composition
and pH of the surrounding soil and excreting substances
into it (Caravaca et al. 2002).

Whereas rock phosphate amendment had little
effect on soil microbial functionalities compared to

the control treatment, it induced strong modifications
when it is added to the soil of inoculated P. halepensis
seedlings. Rock phosphates can be solubilized under
the influence of water, acids, complexing agents and
oxygen. Biological weathering or biochemical weath-
ering is realized by microorganisms which produce
organic acids, phenolic compounds, protons and side-
rophores (Drever and Vance 1994). Soluble organic
acids affecting rock phosphate weathering in soils
could be of high molecular weight (i.e. humic
substances) or low molecular weight. They are
produced by plant roots and soil microorganisms (Ochs
1996). Many EM fungi excrete organic acids and
more particularly oxalic acid (Lapeyrie et al. 1990;
Wallander 2000). However the importance of organic
acids in dissolving minerals remains uncertain since
they could be easily degraded by microorganisms in
the soil (Wallander 2000). In the present study, rock
phosphate amendment combined with EM inoculation
lead to a higher average SIR response with carboxylic
acids and higher SIR responses with oxalic and oc-
ketobutyric acids. It suggests that large amounts of
carboxylic acids excreted by the EM fungus could
exert a selective influence on soil microbial commu-
nities through a multiplication of carboxylic acids-,
oxalic acid- and «-ketobutyric acid-catabolizing
microorganisms inducing a higher SIR. In addition,
the ability of the EM fungus to enhance the uptake of
P from rock phosphate has favoured a better shoot
and root growth and a higher development of the EM
symbiont along the root systems (increase of the EM
colonization index) and probably a larger develop-
ment of the extrametrical mycelium. In fact, most of
fungi including members of the Ascomycotina,
Basidiomycotina, Deuteromycotina and Mastigomy-
cotina have walls which contain chitin and glucans
or mannans whereas those of the Zygomycotina
contain both chitin and chitosan (Bartnicki-Garcia
1968). Glucosamine being the building block of
chitin originating from fungal cell walls, its mea-
surement is frequently used to estimate the fungal
biomass in the soil (Ekblad and Nésholm 1996;
Appuhn et al. 2004). Hence the presence of this
compound in soil is highly linked to the extent of
extramatrical mycelium and could be also a source of
C for soil microbiota. In the KRP + Pisolithus PH4
treatment, a higher SIR response with glucosamine
suggested that glucosamine-catabolizing microor-
ganisms were more abundant in this soil treatment
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than in the others, resulting from a higher establish-
ment of the EM symbiosis, along the roots and in the
soil.

Our results showed that the number of fluorescent
pseudomonads was significantly higher in the Pisolithus
inoculated treatments. Since it could be assumed that,
in the present study, soil samples represented mycor-
rhizosphere and hyphosphere compartments, these
results are in accordance with those of Frey et al
(1997) and Grayston et al. (1994) from which it has
been reported that the mycorrhizosphere activity exerts
a significant stimulating effect on the populations of
fluorescent pseudomonads in the soil.

This study clearly showed that most of the fluores-
cent pseudomonads strains isolated from the Pisolithus
treatments were able to solubilise inorganic phos-
phate by contrast to the majority of those isolated
from uninoculated treatments. It has been already
reported that phosphate-solubilizing bacteria could
positively interact with mycorrhizal fungi and en-
hance P supply to plants (Muthukumar et al. 2001).
Our results are in accordance with those of Frey-
Klett et al. (2005). These authors suggested that the
enrichment of the mycosphere with phosphate-
solubilizing fluorescent pseudomonads could be
involved in an improvement of Douglas fir seedlings
in a nursery soil as it has also been recorded in the
present study.

In conclusion, this study shows that ectomycor-
rhizal fungus inoculation had a positive effect on the
P halepensis growth and had a significant impact on
the solubilisation of rock phosphate. This fungal
effect is also combined with an indirect effect of the
ectomycorrhizal fungus on the functionalities of
fluorescent pseudomonads by selecting bacteria
potentially beneficial to the plant growth. It confirms
that ectomycorrhizal symbiosis functioning results
from microbial complex activities where multitrophic
interactions take place. However field-based experi-
mental research must be undertaken to determine the
impacts of ectomycorrhizal symbiosis on plant
growth and soil microbiota functionalities using rock
phosphate amendment.

Acknowledgements This work was funded by the Moroccan-
France PRAD programme (PRAD 05/12). Programme de
Recherche Agronomique pour le Développement) and by IRD
(Institut de Recherche pour le Développement (Jeune Equipe
Associée a I'IRD, JEAI « Usen »).

@ Springer

References

Agerer R (1995) Anatomical characteristics of identified
ectomycorrhizas: an attempt towards a natural classifica-
tion. In: Varma A, Hock B (eds) Mycorrhiza: structure,
function, molecular biology and biotechnology. Springer,
Berlin, pp 687-734

Appuhn A, Joergensen RG, Raubuch M, Scheller E, Wilke B
(2004) The automated determination of glucosamine,
galactosamine, muramic acid and mannosamine in soil
and root hydrolysates by HMPLC. J Plant Nutr Soil Sci
167:17-21 doi:10.1002/jpIn.200321302

Bartnicki-Garcia S (1968) Cell wall chemistry, morphogen-
esis, and taxonomy of fungi. Ann Rev Microbiol 22:87—
108

Caravaca F, Garcia C, Hernandez MT, Roldan A (2002)
Aggregate stability changes after organic amendment and
mycorrhizal inoculation in the afforestation of a semiarid
site with Pinus halepensis. Appl Soil Ecol 19:199-208
doi:10.1016/S0929-1393(01)00189-5

Caravaca F, Alguacil MM, Azcon R, Diaz G, Roldan A (2004)
Comparing the effectiveness of mycorrhizal inoculum and
amendment with sugar beet, rock phosphate and Aspergil-
lus niger to enhance field performance of the leguminous
shrub Dorycenium pentaphyllum L. Appl Soil Ecol 25:169—
180 doi:10.1016/j.aps0il.2003.08.002

Caravaca F, Alguacil MM, Azcon R, Parladé J, Torres P,
Roldan A (2005) Establishment of two ectomycorrhizal
shrub species in a semiarid site after in situ amendment
with sugar beet, rock phosphate, and Aspergillus niger.
Microb Ecol 49:73-82 doi:10.1007/s00248-003-0131-y

Culhane AC, Perriere G, Considine EC, Cotter TG, Higgins
DG (2002) Between-group analysis of microarray data.
Bioinformatics 18:1600-1608 doi:10.1093/bioinformatics/
18.12.1600

Degens BP, Harris JA (1997) Development of a physiological
approach to measuring the metabolic diversity of soil
microbial communities. Soil Biol Biochem 29:1309-1320
doi:10.1016/S0038-0717(97)00076-X

Degens BP, Vojvodic-Vukovic M (1999) A sampling strategy to
assess the effects of land use on microbial functional
diversity in soils. Aust J Soil Res 37:593-601

Degens BP, Schipper LA, Sparling GP, Vojvodic-Vukovic M
(2000) Decreases in organic C reserves in soils can reduce
the catabolic diversity of soil microbial communities. Soil
Biol Biochem 32:189-196 doi:10.1016/S0038-0717(99)
00141-8

Drever JI, Vance GF (1994) Role of soil organic acids in
mineral weathering processes. In: Lewan MD, Pittman ED
(eds) The role of organic acids in geological processes.
Springer, Berlin, pp 138-161

Duponnois R, Garbaye J (1991) Techniques for controlled
synthesis of the Douglas fir—Laccaria laccata ectomy-
corrhizal symbiosis. Ann Sci 48:239-251 doi:10.1051/
forest:19910301

Duponnois R, Founoune H, Masse D, Pontanier R (2005)
Inoculation of Acacia holosericea with ectomycorrhizal
fungi in a semiarid site in Senegal: growth response and
influences on the mycorrhizal soil infectivity after 2 years
plantation. For Ecol Manage 207:351-362


http://dx.doi.org/10.1002/jpln.200321302
http://dx.doi.org/10.1016/S0929-1393(01)00189-5
http://dx.doi.org/10.1016/j.apsoil.2003.08.002
http://dx.doi.org/10.1007/s00248-003-0131-y
http://dx.doi.org/10.1093/bioinformatics/18.12.1600
http://dx.doi.org/10.1093/bioinformatics/18.12.1600
http://dx.doi.org/10.1016/S0038-0717(97)00076-X
http://dx.doi.org/10.1016/S0038-0717(99)00141-8
http://dx.doi.org/10.1016/S0038-0717(99)00141-8
http://dx.doi.org/10.1051/forest:19910301
http://dx.doi.org/10.1051/forest:19910301

Plant Soil (2009) 320:169-179

179

Duponnois R, Kisa M, Prin Y, Ducousso M, Plenchette C,
Lepage M, Galiana A (2007) Soil factors influencing the
growth response of Acacia holosericea A; Cunn. Ex G.
Don to ectomycorrhizal inoculation. New For 35:105-117
doi:10.1007/511056-007-9066-3

Ekblad A, Ndsholm T (1996) Determination of chitin in fungi and
mycorrhizal roots by an improved HPLC analysis of
glucosamine. Plant Soil 178:29-35 doi:10.1007/BF00011160

Frey P, Frey-Klett P, Garbaye J, Berge O, Heulin T (1997)
Metabolic and genotypic fingerprinting of fluorescent pseu-
domonads associated with the Douglas Fir-Laccaria bicolor
mycorrhizosphere. Appl Environ Microbiol 63:1852—1860

Frey-Klett P, Chavatte M, Clausse ML, Courrier S, Le Roux C,
Raaijmakers J, Martinotti MG, Pierrat JC, Garbaye J
(2005) Ectomycorrhizal symbiosis affects functional diver-
sity of rhizosphere fluorescent pseudomonads. New Phytol
165:317-328 doi:10.1111/j.1469-8137.2004.01212.x

Giller KE, Beare MH, Lavelle P, [zac A-MN, Swift MJ (1997)
Agricultural intensification, soil biodiversity and agro-
ecosystem function. Appl Soil Ecol 6:3-16 doi:10.1016/
S0929-1393(96)00149-7

Gonzalez-Ochoa Al, de las Heras J, Torres P, Sanchez-Gomez E
(2003) Mycorrhization of Pinus halepensis Mill. and Pinus
pinaster Aiton seedlings in two commercial nurseries. Ann
Sci 60:43-48 doi:10.1051/forest:2002072

Grayston SJ, Campell CD, Vaughan D (1994) Microbial
diversity in the rhizospheres of different tree species. In:
Pankhurst CE (ed) Soil biota: management in sustainable
farming systems. CSIRO, Adelaide, pp 155-157

Hafidi M (1996) Enrichissement du compost par addition des
phosphates naturels. Thése d’Etat, Faculté des Sciences
Semlalia, Marrakech

Heinemeyer O, Insam H, Kaiser EA, Walenzik G (1989) Soil
microbial biomass and respiration measurements: an
automated technique based on infrared gas analysis. Plant
Soil 116:77-81 doi:10.1007/BF02214547

Huberty CJ (1994) Applied discriminant analysis. John Wiley
& Sons, New York

Illmer P, Schinner F (1992) Solubilization of inorganic phosphates
by microorganisms isolated from forest soils. Soil Biol
Biochem 24:389-395 doi:10.1016/0038-0717(92)90199-8

[llmer P, Barbato A, Schinner F (1995) Solubilization of hardly-
soluble AIPO4 with P-solubilizing microorganism. Soil Biol
Biochem 27:265-270 doi:10.1016/0038-0717(94)00205-F

John MK (1970) Colorimetric determination of phosphorus in soil
and plant material with ascorbic acid. Soil Sci 68:171-177

King EO, Ward MK, Raney DE (1954) Two simple media for
the demonstration of pyocyanine and fluorescein. J Lab
Clin Med 44:301-307

Lapeyrie F, Ranger J, Vairelles D (1990) Phosphate-solubilizing
activity of ectomycorrhzial fungi in vitro. Can J Bot
69:342-346 doi:10.1139/b91-046

Linderman RG (1988) Mycorrhizal interactions with the
rhizosphere microflora: the mycorrhizosphere effect.
Phytopathology 78:366-371

Lopez-Bucio J, de la Vega OM, Guevara-Garcia A, Herrera-
Estrella L (2000) Enhanced phosphorus uptake in transgenic
tobacco plants that overproduce citrate. Nat Biotechnol
18:450-453 doi:10.1038/74531

Magurran AE (1988) Ecological diversity and its measurement.
Croom Helm, London

Marx DH (1991) The practical significance of ectomycorrhizae
in forest establishment. Ecophysiology of forest trees.
Marcus Wallenberg Found Symp Proc 7:54-90

Muthukumar T, Udaiyan K, Rajeshkannan V (2001) Response
of neem (Azadirachta indica A. Juss) to indigenous
arbuscular mycorrhizal fungi, phosphate-solubilizing and
asymbiotic nitrogen-fixing bacteria under tropical nursery
conditions. Biol Fertil Soils 34:417-426

Ochs M (1996) Influence of humidified and non-humidified
natural organic compounds on mineral dissolution. Chem
Geol 132:119-124 doi:10.1016/S0009-2541(96)00046-0

Plenchette C, Fortin JA, Furlan V (1983) Growth responses of
several plant species to mycorrhizae in a soil of moderate
P-fertility. 1. Mycorrhizal dependency under field con-
ditions. Plant Soil 70:199-209 doi:10.1007/BF02374780

Querejeta JI, Roldan A, Albadalejo J, Castillo V (1998) The
role of mycorrhizae, site preparation, and organic amend-
ment in the afforestation of a semi-arid Mediterranean site
with Pinus halepensis. For Sci 44:203-211

Quezel P, Barbero M (1992) Le pin d’Alep et les espéces
voisines. Répartition et caractéres écologiques généraux,
sa dynamique récente en France méditerranéenne. Foret
Mediterraneenne 3:158-170

Read DJ, Perez-Moreno J (2003) Mycorrhizas and nutrient cycling
in ecosystems—a journey towards relevance? New Phytol
157:475-492 doi:10.1046/j.1469-8137.2003.00704.x

Requena N, Perez-Solis E, Azcon-Aguilar C, Jeffries P, Barea ]M
(2001) Management of indigenous plant—microbe symbioses
aids restoration of desertified ecosystems. Appl Environ
Microbiol 67:495-498 doi:10.1128/AEM.67.2.495-498.2001

Rincon A, Ruiz-Diez B, Fernandez-Pascual M, Probanza A,
Pozuelo JM, de Felipe MR (2006) Afforestation of
degraded soils with Pinus halepensis Mill.: effects of
inoculation with selected microorganisms and soil amend-
ment on plant growth, rhizospheric microbial activity and
ectomycorrhizal formation. Appl Soil Ecol 34:42-51
doi:10.1016/j.aps0il.2005.12.004

Rincon A, de Felipe MR, Fernandez-Pascual M (2007)
Inoculation of Pinus halepensis Mill. With selected
ectomycorrhizal fungi improves seedling establishment 2
years after planting in a degraded gypsum soil. Mycorrhiza
18:23-32 doi:10.1007/s00572-007-0149-y

Slankis V (1974) Soil factors influencing formation of mycor-
rhizae. Annu Rev Phytopathol 12:437-457 doi:10.1146/
annurev.py.12.090174.002253

Smith S, Read J (1997) Mycorrhizal symbiosis, 2nd edn.
Academic, London

Sparling GP (1995) The substrate induced respiration method. In:
Alef K, Nannipieri P (eds) Methods in applied soil microbi-
ology and biochemistry. Academic, London, pp 397404

Thioulouse J, Chessel D, Dolédec S, Olivier JM (1997) ADE-4:
a multivariate analysis and graphical display software. Stat
Comput 7:75-83 doi:10.1023/A:1018513530268

Wallander H (2000) Uptake of P from apatite by Pinus sylvestris
seedlings colonized by different ectomycorrhizal fungi.
Plant Soil 218:249-256 doi:10.1023/A:1014936217105

West AW, Sparling GP (1986) Modifications of the substrate-
induced respiration method to permit measurements of
microbial biomass in soils of differing water contents.
J Microbiol Methods 5:177-189 doi:10.1016/0167-7012
(86)90012-6

@ Springer


http://dx.doi.org/10.1007/s11056-007-9066-3
http://dx.doi.org/10.1007/BF00011160
http://dx.doi.org/10.1111/j.1469-8137.2004.01212.x
http://dx.doi.org/10.1016/S0929-1393(96)00149-7
http://dx.doi.org/10.1016/S0929-1393(96)00149-7
http://dx.doi.org/10.1051/forest:2002072
http://dx.doi.org/10.1007/BF02214547
http://dx.doi.org/10.1016/0038-0717(92)90199-8
http://dx.doi.org/10.1016/0038-0717(94)00205-F
http://dx.doi.org/10.1139/b91-046
http://dx.doi.org/10.1038/74531
http://dx.doi.org/10.1016/S0009-2541(96)00046-0
http://dx.doi.org/10.1007/BF02374780
http://dx.doi.org/10.1046/j.1469-8137.2003.00704.x
http://dx.doi.org/10.1128/AEM.67.2.495-498.2001
http://dx.doi.org/10.1016/j.apsoil.2005.12.004
http://dx.doi.org/10.1007/s00572-007-0149-y
http://dx.doi.org/10.1146/annurev.py.12.090174.002253
http://dx.doi.org/10.1146/annurev.py.12.090174.002253
http://dx.doi.org/10.1023/A:1018513530268
http://dx.doi.org/10.1023/A:1014936217105
http://dx.doi.org/10.1016/0167-7012(86)90012-6
http://dx.doi.org/10.1016/0167-7012(86)90012-6

	Responses...
	Abstract
	Introduction
	Materials & methods
	Fungal isolation and preparation of the EM fungal inoculum
	Experimental design
	Ectomycorrhizal assessment
	Measurement of microbial catabolic diversity
	Fluorescent pseudomonad efficacy for phosphorus mobilization
	Statistical analysis

	Results
	Plant growth and ectomycorrhizal colonization
	Soil microbial analysis

	Discussion
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /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
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /ENU <>
    /DEU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


