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ARTICLE INFO ABSTRACT
Article history: The aim of this study was to compare the arbuscular mycorrhizal fungal (AMF) community of the
Received 23 January 2015 rhizosphere and inside the roots of the perennial Polylepis australis tree. Three forest types differing in
Received in revised form 31 August 2015 their structural complexity due to anthropogenic disturbances were chosen at three different sites at the
:\c,gi?;;elg gni?rl:exr:::er 2015 high mountains of central Argentina. Rhizosphere spores and P. australis roots of four randomly selected
trees were isolated from 36 soil samples, DNA was extracted and the 18S rDNA fragments were amplified
P & by nested-PCR. The products were analyzed by DGGE and the bands were excised for sequencing. In total,
o Wor. s 36 OTUs were defined from 56 DGGE bands successfully sequenced. Forest disturbance types showed
Glomeromycota .. .. . s .
Symbionts 51m11ar. communities (?f AMF, as rhizosphere spor'es and within the roots of P. au§tfalzs. However, DGGE
soil clustering showed mainly differences between rhizosphere spores and root-colonizing AMF. Members of
oTU Glomeraceae, Pacisporaceae, Acaulosporaceae and Gigasporaceae were shown in rhizosphere spore
Polylepis australis samples. Root samples showed only members of Acaulosporaceae and Gigasporaceae, which might be
South America complementary in terms of soil resources exploration. The prevalence of the root system with their
community of symbionts might explain the resilience of AMF soil communities to forests structural
changes. This study presents evidence of a possible preference in the AMF-P. australis interaction.
© 2015 Published by Elsevier B.V.
1. Introduction Arbuscular mycorrhizal fungi (AMF) are obligate biotrophic
symbionts that colonize ~80% of the land plant species studied to
The high mountain forests of central Argentina are dominated date. In exchange for plants assimilated carbon, AMF promote
by the perennial tree Polylepis australis Bitt, an endemic species of hosts nutrition and growth, provide protection against root
Argentina (Renison et al., 2013). These mountain forests have been pathogens and improve soil structure (Smith and Read, 2008).
reduced due to the effect of livestock rearing combined with fires, Forest structural changes might affect native AMF communities
set to promote grass re-growth. The forests remnants are through changes in vegetation cover, microclimatic conditions or
represented by patches differing in their structural complexity soil physical-chemical characteristics (e.g. Zangaro et al., 2013).
and their degree of conservation, depending on their disturbance However, in previous studies, AMF communities (richness,
history. The most preserved forest fragments are located far away abundance, diversity and evenness) of P. australis mountain forests
from rancher houses, roads and in deep ravines where livestock were not influenced by structural changes (Soteras et al., 2015) nor
and fire ignitions are less frequent; while most degraded wood- by increasing livestock density (Menoyo et al., 2009), showing that
Q2 Jands are easily accessible (Renison et al., 2011). AMF soil communities might be resilient to these antropogenic
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disturbances.

The lack of AMF host specificity has been widely acknowledged
(Smith and Read, 2008). However, it is becoming evident that
exists a degree of selectivity in the plant-AMF association (Davison
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et al., 2011; Helgason et al., 2002; Opik et al., 2009). Furthermore,
in nature a single root system is usually colonized simultaneously
by different species of AMF (Saks et al., 2014), and controlled
experiments indicated that different AMF species can work
synergistically to improve plant growth (Maherali and Klironomos,
2007). There are differences in the AMF colonizing strategies based
at the family level, while Gigasporaceae family produce extensive
extra-radical mycelia, Glomeraceae mostly colonize inside the
roots (De Souza et al., 2005a). Meanwhile, Acaulosporaceae family
could be considered as an intermediate strategy, producing low
biomass inside and outside the roots (Hart and Reader, 2002; Hart
et al., 2001). Moreover, AMF taxa differ in their carbon and
phosphorous demand (Pearson and Jakobsen, 1993). Therefore,
host-AMF interaction preference could be more related to the
reciprocal correspondence of both partners to the same functional
group rather than by plant-symbionts identity (Chagnon et al.,
2013; Opik et al., 2009; Saks et al., 2014).

The AMF spores of the rhizosphere of P. australis at the high
mountains forests of central Argentina have been morphologically
described (Menoyo et al., 2009; Soteras et al., 2015). However,
molecular techniques that could help improving soil community's
characterization have not yet been implemented. In addition,
research in this high altitudinal forests has been focused on
rhizospheric spore communities without considering root-colo-
nizing AMF. The identification of P. australis symbionts will allow to
state general ecological hypothesis about host-AMF preferences.
But, more meaningful due to the endemic nature and current
degradation of P. australis forests, the identification of root-
colonizing symbionts will increase the knowledge about the most
appropriate AMF-inocula to facilitate reforestation efforts. Molec-
ular techniques provide an accurate approach for the identification
of the AMF community of the rhizosphere soil and within the
target plant roots (Helgason et al., 1998; Husband et al., 2002). The
denaturing gradient gel electrophoresis (DGGE) can separate
ribosomal DNA (rDNA) fragments of different sequence amplified
from total community DNA (Muyzerm and Smalla, 1998).
Therefore, this molecular fingerprinting technique together with
the sequencing of amplified rDNA fragments has been applied for
the AMF community characterization (Kowalchuk et al., 2002;
Liang et al., 2008; Opik et al., 2003).

One of the most important dimensions of AMF niche space is
comprised by the root system of host plant species. Other niche
axes of these obligate plant symbionts include the soil environ-
ment, as AMF allocate great part of their biomass to spores and/or
extra-radical mycelia (Bever et al., 2001; Lekberg et al., 2011; Smith
and Read, 2008). The resilience of the AMF community against
anthropogenic disturbances might be mainly influenced by the
degree that below- or aboveground changes physically disrupt the
soil (Kladivko, 2001). Disturbance history in the high mountain
forests of central Argentina has mainly changed vegetation cover
and soil impedance but maintaining the dominant plant species of
the community (Renison et al., 2004; 2011). Therefore, symbionts
of the root system may have prevailed after disturbance occurrence
thus restoring the soil community of the ecosystem. In this context
and according to previous field evidence (Menoyo et al., 2009;
Soteras et al., 2015), we hypothesized that soils of P. australis forests
with different disturbance histories are similar in terms of AMF
community composition. We expected that the different forest
disturbance types (degraded, young and mature) might not
strongly affect the AMF community composition thus showing
similar DGGE banding patterns. However, considering that
coexisting plant species might be colonized by different AMF
communities (Vandenkoornhuyse et al., 2003 ) and that hosts-AMF
preference is generally the rule, we hypothesized that P. australis is
colonized by a subset of the soil AMF. We expected that this
perennial host show a tight relationship with AMF taxa belonging

to the same functional group (i.e. AMF members of the Giga-
sporaceae family).

To test these predictions, the aim of this study was to compare
the AMF community of the rhizosphere spores of P. australis trees
with the root-colonizing AMF community in three forests types
differing in their structural complexity, using nested-PCR DGGE
analysis of the 18S rDNA followed by sequencing of excised bands.

2. Materials and methods
2.1. Field sampling of rhizosphere soil and root system

During June 2012 soil samples were collected from three
P. australis forest disturbance types (degraded forest, young forest
and mature forest) at three river basins (spatial replicates) of the
high mountains of central Argentina. Lateral roots and rhizospheric
soil were collected with a trowel 15 cm away from the main trunk
and below the soil litter layer (0-20 cm depth) of four randomly
selected P. australis trees separated for at least 20 m of distance.
Thus rhizosphere soil samples totalized 36 replicates
(4 trees x 3 forest types x 3 sites).

Forest disturbance types have been shaped by livestock and fire
management and differed among each other according to their
structural complexity (e.g. canopy cover, age and height of the
oldest tree, exposed rock surfaces; Renison et al., 2011). Mean
temperature for the coldest and warmest months are 5°C and
11.4°C, respectively, with no frost-free period. Mean annual
precipitation is 840 mm, being concentrated in the warmest
months (October-April) (Cabido et al., 1987).

2.2. Spore isolation from soil and DNA extraction

AMF spores were extracted by wet sieving and decanting of
25 cm? of soil, followed by centrifugation in sucrose solution (50%
w/v) (Walker et al., 1982). The material on the top sieve (500 pm)
was discarded and the content on the fine sieve (38 wm) was
suspended in water and centrifuged for 4 min at 3000 rpm. The
resulting pellet was resuspended and centrifuged in sucrose for
2min at 2000 rpm. Finally, the suspension was transferred to a
20 ml tube and stored at 4°C until DNA extraction.

DNA extraction from the isolated spores was performed using
UltraClean™ soil DNA kit (MO BIO Laboratories, Solana beach, CA,
USA) following the manufacturer's specifications. DNA extracted
was checked by agarose gel electrophoresis (0.8%), stained with
ethidium bromide and visualized under UV light.

2.3. DNA extraction from root system

Roots were carefully separated from rhizosphere samples and
washed with tap water. Then the samples were dried for 48 h at
50°C and stored at —5°C until DNA extraction. Root material
(60mg) was ground in a mortar with liquid nitrogen and DNA
extraction was performed following manufacturer’s protocol of the
Invisorb® Spin Plant Mini Kit (Invitek, Berlin, Germany).

2.4. Amplification of 18S rDNA fragments by nested-PCR

In order to characterize the AMF community of soil and roots
the methodology proposed by Liang et al. (2008) with modifica-
tions was followed. Nested-PCR reactions were done in a sterile
microcentrifuge 0.5 ml tube using GoTaq®™ Flex DNA Polymerase
(Promega, Madison, USA) according to manufacturer’s advices,
adding elution buffer (20 mM Tris-HCl, 50 mM KCl, pH 8.4) and
reaching a total reaction volume of 50 .l

A 580bp sequence of the SSU rRNA gene was amplified using
the universal eukaryotic primer NS31 (Simon et al., 1992) and the
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AM1 fungal-specific primer (Helgason et al., 1998). The reaction
mixture for performing the PCR was composed of 200 wM each of
the four deoxynucleoside triphosphates, 1.5 mM MgCl,, 0.2 wM of
each primer and 1.25 U GoTaq DNA polymerase Flex™. An aliquot of
0.8 1 (0.8 g ul~1) of BSA (Promega) was also added. Also 5 .l of
DNA spores and roots were added. The cycling was made on a
Mastercycler Ep Gradient (Eppendorf) thermal cycler. The regime
used was as follows: first cycle at 94°C for 1 min, then 1 min at
66°C and 1.30min at 72 °C, followed by 30 cycles of 94°C (305),
66°C (1 min) and 72°C (1.30s), and a final elongation at 72 °C for
10 min. To confirm the PCR amplification and quality, the products
were checked by agarose gel electrophoresis (0.8%), stained with
ethidium bromide and visualized under UV light.

The PCR products were diluted ten times with MilliQ sterile
water, then 1 .l of the diluted amplicons were used as a template
for a second PCR, using the primers NS31-GC (Kowalchuk et al.,
2002) and Glo1 (Cornejo et al., 2004) with the same reaction
mixture detailed formerly. Conditions for the nested-PCR were: an
initial denaturalization step at 94 °C (5 min), followed by 35 cycles
of a denaturalization at 94°C (45s), then 52°C (45s) and 72°C
(1min), and a final elongation at 72 °C for 30 min. To confirm the
PCR amplification and quality, the products were checked by
agarose gel electrophoresis (1.5%), stained with ethidium bromide
and visualized under UV light. PCR products were stored at -20°C
until the denaturing gradient gel electrophoresis (DGGE) analyses
(Liang et al., 2008).

2.5. Nested-PCR products analysis by DGGE

In order to compare DGGE bands, Glomeromycota reference
markers were performed using 15 .l of a mixture of Glomus clarum
from in vitro collection (Laboratory of Mycorrhizal Associations,
Universidade Federal de Vigosa—Vigosa, Brazil), Acaulospora koskei
SCT406A, A. tuberculata SCT250B, Gigaspora albida PRN201A, Gi.
decipiens SCT304A and Scutellospora heterogama PNB102A, collec-
tions from the International Glomeromycota Culture of the
Regional University of Blumenau (FURB), Santa Catarina.

A sample of 10wl of the products of the nested-PCR was
analyzed by DGGE (Modelo Dcode™ System—BIO Rad California,
USA). Electrophoresis vertical gels contained polyacrylamide
(37.5:1 acrylamide:bisacrylamide), 8% (wt/v) of Tris—acetate-EDTA
(TAE) buffer 1X (Tris/acetic acid/EDTA, pH 8.0). A final gradient
varying from 35% at the top to 55% at the bottom of the gel was
prepared aided by the Gradient Hoefer SG50 (Amersham
Biosciences). The condition of 100% denaturant was formed by
7M urea (Sigma, Cat#U5378) plus 40% v/v formamide (Sigma,
Cat#F9037). DGGE was performed in TAE 1X buffer at a constant
temperature of 60°C at 80V (10 min), followed by 60V (20h).
DGGE gels were stained with 1X SYBR GOLD® (Sigma-Aldrich)
according to manufacturer’s advices. Gels were visualized under
UV light, captured and digitized using a photodocumentation
imaging system (Loccus Biotecnologic L-Pix Chemi). Dendrograms
were constructed with the Bionumeric software version 6.0
(Applied Maths, Inc., Austin, Texas, USA) using Jaccard’s similarity
index and cluster analysis with the un-weighted pair-group
method with arithmetic averages (UPGMA).

2.6. Nested-PCR products sequencing and OTU delimiting

From the DGGE gels, more frequent and intense bands were
excised and transferred to microtubes of 0.5 ml containing 30 vl of
MilliQ sterile water for re-amplification by PCR.

The new PCR reaction was performed as the nested-PCR
described formerly, using NS31 and Glo1 primers but without
GC-clamp. The DNA fragments were sequenced using primer
Glo1 and NS31 by the Macrogen Company (Macrogen Inc., Korea).

The sequences obtained were analyzed using SEQUENCHER
software version 4.1.4 (Gene Codes Corporation, Ann Arbor,
Michigan, USA).

Sequences were grouped into operational taxonomic units
(OTUs) with the following criteria: >97 % of identity and no more
than 10 bp shorter than the query length. Sequence of each OTU
were compared with those in the MaarjAM database (Opik et al.,
2010) and in the National Center for Biotechnology Information
(NCBI) by conducting a BLAST-n (Altschul et al., 1997) and
morphospecies taxa were assigned following the criteria previ-
ously stated. Sequences not similar to known taxa were
automatically aligned using the MAFT web service in Jalview
version 2.8 (Waterhouse et al., 2009) together with all virtual taxa
type sequences of MaarjAM database (status 31.03.2013) and the
closest sequences. Neighbor-joining analysis (F84 model with
gamma substitution rates and bootstrapping over 100 runs) was
performed in TOPALi v2.5 (Milne et al., 2004). New OTUs were
defined based on bootstrap support and the same criteria formerly
described. Sequences of all the determined OTUs were submitted
to the European Nucleotide Archive of EMBL-EBI (accession
numbers from LM993888- LM993943).

Following the removal of sequences of Glomeromycota families
that did not appear in the sample and potential sequencing
artifacts, a Bayesian tree was built using MrBayes version
3.1.2 software (Ronquist and Huelsenbeck, 2003) including the
36 OTUs defined and the closest GenBank sequences. The best
nucleotide substitution model (GTR with gamma distributed rate
heterogeneity among sites) according to the Akaike Information
Criterion (AIC) was determined with jModelTest version 2.1.4
(Darriba et al., 2012).

3. Results
3.1. Nested-PCR products analysis by DGGE

The DGGE analysis of the nested-PCR products evidenced a total
of 56 bands that were used for pattern comparison based on band
matching and intensity. DGGE clustering showed that AMF
community was mainly different between rhizosphere spores
and roots (bootstrap 90%) rather than among forest structural
types, excepting for three DGGE bands of spore samples (6-8) that
were grouped with root bands (Fig. S1).

3.2. DGGE excised bands sequencing

In total 56 bands grouped in 36 OTUs that belonged to four AMF
families (Glomeraceae, Acaulosporaceae, Gigasporaceae and
Pacisporaceae) were successfully sequenced. Among them,
18 bands could be assigned to known AMF morphospecies.

Forest structural types shared most of the ribotypes present in
the rhizosphere of P. australis. Spore bands revealed that OTU4
(accession number: LM993898, best score: 100% of query coverage
and 99% of identity) and OTU5 (accession number: LM993908, best
score: 98% of query coverage and 98% of identity) in the
rhizosphere of the degraded and mature forests matched with
Acaulospora laevis. This morphospecie was also found in the young
forests rhizosphere. The OTU7 appeared in the rhizosphere of
mature forest type and its closest match was with Gigaspora
margarita (accession number: LM993919, 100% of query coverage
and 98% of identity). Root bands showed OTU1 which was closely
related with Gi. rosea (accession number: LM993918, best score:
98% of query coverage and 98% of identity) as the only known
morphospecies in both degraded and mature forests (Table S1).

The sequences of excised bands showed differences between
the AMF community of spores and roots. DGGE bands of spore
samples (46 successfully sequenced) revealed 31 OTUs belonging
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to the four families. Contrary to that, DGGE bands of root samples
showed only affiliations with Acaulosporaceae and Gigasporaceae
(7 OTUs). From the total of OTUs inside P. australis roots only 2 were
also present as spores: OTU1 and OTU4, respectively related to Gi.
rosea and Acaulospora laevis. Gigasporaceae OTU18, OTU19 and
OTU35 were related to Scutellospora arenicola, Scutellospora
pellucida, Gi. roseae (OTU1) and Gi. margarita (OTU7) (Fig. 1).
Pacispora OTU12, OTU13, OTU14 and OTU33 were related to
Pacispora scintillans (Fig. 1).

4. Discussion

In accordance with the hypothesis stated and as with Soteras
et al. (2015), forest disturbance types did not influence the AMF
community, as molecularly characterized. Rather, differences in
the composition between rhizosphere spores and root-colonizing
AMF of P. australis were observed, the latter showing the lower
diversity. The different forest disturbance types of P. australis have
been shaped by the disturbance history of the high mountain
ecosystems of central Argentina. Livestock rearing and intentional
fires to promote grass re-growth are the main anthropogenic
impacts on these forests, causing changes in forest structural
complexity, mainly cover reduction and soil compactation increase
(Renison et al., 2004; 2011). However, dominant tree and shrub
species are still present in the different forest types thus
maintaining the root system with their community of symbionts.
The prevalence of the root ecosystem is probably the cause of the
lack of differences among forest disturbance types of the AMF
community, characterized by either morphological or molecular
techniques.

Similar to previous morphological approaches of rhizosphere
samples of P. australis (Soteras et al, 2015), excised bands
sequences were related to Gi. rosea OTU1 (accession number:
LM993918) and Gi. margarita OTU7 (accession number: LM993919)
according to the BLAST against MaarjAM database. Of the total
OTUs defined, OTU4 (accession number: LM993898), affiliated to
Acaulospora laevis, was the most frequent (18 % of the sequenced
bands). This morphospecies was also morphologically recorded by
Menoyo et al. (2009) at the high mountain forests of central
Argentina. In addition, members of Pacispora sp., previously
identified by morphological techniques were detected in this
study, thus confirming its presence and increasing the current
knowledge about the distribution range of this genus (Novas et al.,
2005).

As was revealed by other authors (Opik et al., 2009; Saks et al.,
2014; Torrecillas et al., 2011), and supporting the hypothesis stated,
P. australis trees were colonized by a subset of the rhizosphere
spore AMF taxa. Among the four different Glomeromycota families
obtained from DGGE bands of the spores samples, only members of
Acaulosporaceae and Gigasporaceae were found inside P. australis
roots. There are numerous potential hypotheses that could explain
the differences among AMF root-colonizing and spore community.

First, there could be a degree of host specificity or preference by
the AMF community of the rhizosphere, or vice versa (Chagnon
et al., 2013; Davison et al., 2011; Helgason et al., 2002; Opik et al.,
2009; Torrecillas et al., 2011). As was depicted by Opik et al. (2009)
and Davison et al. (2011) for specialist vs. generalist forest species
and by Torrecillas et al. (2011) for annual vs. perennial hosts, the
preference of the P. australis—-AMF association may be occurring at
the level of functional groups. The “competitive” members of
Gigasporaceae (Chagnon et al., 2013), shown inside the roots of the
target tree as expected, tend to demand high carbon supply from
plants, producing extensive extra-radical mycelia (Hart and Reader,
2002; Pearson and Jakobsen, 1993) and large spores (De Souza
et al., 2005a,b). Therefore, in general this Glomeromycota family
colonizes perennial species, while members of the ruderal family
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Fig. 1. Phylogram of the midpoint-rooted majority rule consensus tree based on
Bayesian analysis of the nested-PCR DGGE bands sequences of spores and roots of
P. australis rhizosphere in three forest types. Posterior probabilities > 0.5 are shown.
OTUs determined in this study are highlighted in bold along with DGGE band
number as designated in the figure and ENA accession number. Symbols at the right
of the tree indicate OTUs detected from spores of the rhizosphere (squares) and
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Glomeraceae typically colonize roots of herbaceous annual plants
(Chagnon et al., 2013; Grilli et al., 2014).

Additionally, OTUs related to Acaulosporaceae family were
found colonizing P. australis roots. Acaulospora spp. have been
previously recorded colonizing roots of mountain grassland
species of central Argentina (Opik et al., 2013) and they are
widespread in forest ecosystems in Brazil (Zangaro et al., 2013). In
the North Yorkshire, OTUs related to Acaulosporaceae were also
found as the most frequent in root of Hyacinthoides non-scripta
(Helgason et al., 1999). This family was not expected to colonize
P. australis roots. However, due to the low production of both extra-
and intra-radical hyphae and it low competition for spatial niche,
taxa belonging to this “stress tolerant” family may colonize
together with Glomeraceae or Gigasporaceae (Chagnon et al.,
2013; Maherali and Klironomos, 2007).

Second, dormant spores may be present in the AMF rhizosphere
pool and could potentially initiate root colonization of host plants
under certain conditions or during one season (Hart et al., 2001).
Hempel et al. (2007) evidenced different AMF taxa as intra- or
extra-radical mycelium or as spores in a grassland ecosystem. In
agreement with these and other author findings (Saks et al., 2014;
Torrecillas et al., 2011), some of the OTUs found in root samples
(Acaulospora OTU30, OTU31 and OTU32; Gigasporaceae OTU18 and
0OTU19) were not found as spores. Probably, these taxa were not
present as this propagule type at the sampling time (Saks et al.,
2014; Torrecillas et al., 2011). Further seasonal sampling may
reveal other AMF taxa inside tree roots.

Third, AMF root-colonizing taxa could vary along the target
plant life cycle (Kuramae et al., 2013). For instance, Husband et al.
(2002) showed that the richness and diversity of AMF community
colonizing Tetragastris panamensis roots decreased with seedlings
age. This issue should be tested in future studies.

Although general patterns of the rhizosphere AMF community
could be evidenced using DGGE analyses, a possible limitation of
this molecular technique is that rare AMF taxa may not be
detected. Future root analysis performing clones from the Sanger
sequencing products (Kowalchuk et al., 2002; Opik et al., 2003) or
directly pyrosequencing of the samples could help revealing them
(Opik et al., 2009).

Finally, it should be kept in mind that members of Archae-
osporaceae and Paraglomeraceae cannot be detected using the
NS31/AM1 primer combination applied in this work (Helgason
et al., 1998). However, AMF taxa belonging to these families were
not previously detected in morphological approaches of the spores
of P. australis rhizosphere (Menoyo et al., 2009; Soteras et al., 2015).

This study presents evidence of a possible preference in the
AMF-P. australis interaction. Only Gigasporaceae and Acaulospor-
aceae members, which may be functionally complementing, were
inside the roots of this perennial woody host. As was widely
evidenced, different AMF assemblages had distinctive effects on
plant performance (Bever et al., 2001); thus our findings could be
of great relevance for the reforestation activities with P. australis, as
AMF communities could be isolated and used for inoculation of
nursery trees. During field transplant, seedlings have to face with
livestock browsing; therefore higher biomass production through
the inoculation with the symbionts that show a degree of
specificity, which are likely the most beneficial, might improve
reforestation success. We suggest future researches should attain
the hypothesis of the specificity of the interaction between hosts
and AMF belonging to the same functional group, including plants
of the high mountain of central Argentina of different life-history
strategies.

OTUs detected inside P. australis roots (circles). Color coding: gray, degraded forest;
white, young forest and black, mature forest.
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