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Abstract To examine the geographic patterns in Alnus-
associated ectomycorrhizal (ECM) fungal assemblages and
determine how they may relate to host plant biogeography,
we studied ECM assemblages associated with two Alnus
species (Alnus acuminata and Alnus jorullensis) in montane
Mexico and compared them with Alnus-associated ECM
assemblages located elsewhere in the Americas. ECM root
samples were collected from four sites in Mexico (two per
host species), identified with ITS and LSU rRNA gene
sequences, and assessed using both taxon- (richness,
diversity, evenness indices) and sequence divergence-
based (UniFrac clustering and significance) analyses. Only
23 ECM taxa were encountered. Clavulina, an ECM
lineage never before reported with Alnus, contained the
dominant taxon overall. ECM assemblage structure varied
between hosts, but UniFrac significance tests indicated that
both associated with similar ECM lineage diversity. There
was a strikingly high sequence similarity among a diverse
array of the ECM taxa in Mexico and those in Alnus forests
in Argentina, the United States, and Europe. The Mexican

and United States assemblages had greater overlap than
those present in Argentina, supporting the host–ECM fungi
co-migration hypothesis from a common north temperate
origin. Our results indicate that Alnus-associated ECM
assemblages have clear patterns in richness and composi-
tion across a wide range of geographic locations. Addition-
al data from boreal western North America as well as the
eastern United States and Canada will be particularly
informative in further understanding the co-biogeographic
patterns of Alnus and ECM fungi in the Americas.
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Introduction

The evolutionary and ecological significance of mycorrhizal
symbioses has been widely recognized (Selosse and Le Tacon
1998; Van der Heijden and Sanders 2002), particularly as the
ability to identify and quantify mycorrhizal fungi in natural
environments has improved (Horton and Bruns 2001; Peay
et al. 2008). To date, however, there has been a strong
geographic bias in the study of these symbioses, especially
for ectomycorrhizal (ECM) fungi (Bruns and Kennedy
2009). The vast majority of what is known about ECM
fungi comes from studies in north temperate and boreal
regions, despite the fact that tropical and south temperate
regions harbor a high diversity of ECM hosts (Smith and
Read 2008). Due to this discrepancy, a major aim of recent
ECM research has been to determine the extent to which
patterns identified in northern regions are truly global in
scope (Dickie and Moyersoen 2008).

The ECM host genus Alnus Mill. (Betulaceae) has a
widespread distribution, with the majority of the ~30
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species occurring in temperate latitudes (Benson and
Dawson 2007). Although taxonomists have debated the
geographical origin of this genus, multiple authors have
agreed it was most likely in Asia (Chen and Li 2004 and
references therein). From that region, it appears that
ancestors of western north American species (e.g. Alnus
incana L., Alnus rubra Bong., Alnus rhombifolia Nutt.)
migrated across the Bering Sea land bridge, with Alnus
fossil records being present in central Oregon since the
middle Eocene (Crane 1989). The two Alnus species with
ranges in central and south America, Alnus acuminata
Kunth and Alnus jorullensis Kunth, are hypothesized to be
further descendants of those western north American
colonists (Furlow 1979). This relationship is supported by
fossil evidence (Crane 1989) as well as phylogenetic studies
of the genus, which show A. acuminata and A. jorullensis as
sister taxa nested within the circumpolar A. incana complex
that includes western north American species such as A.
rubra (Chen and Li 2004; Navarro et al. 2003).

Because the historical spread of Alnus in the Americas is
well documented, this genus provides an excellent oppor-
tunity to examine how the structure of ECM assemblages
may be influenced by host plant migration and biogeogra-
phy. Similar comparisons have been made for individual
ECM species (e.g., Murat et al. 2004; Geml et al. 2008) and
ECM genera (e.g., Wu et al. 2000; den Bakker et al. 2004;
Matheny et al. 2009; Bonito et al. 2010), but analyses of the
entire ECM assemblage are less common. A notable
exception is the long-term study of neotropical montane
Quercus-associated ECM assemblages by Halling, Mueller,
and colleagues (http://www.nybg.org/bsci/res/hall). Halling
(2001) summarized part of their work by stating that:
“[a]lthough we are not the first to note affinities of montane
Neotropical Agaricales with taxa in the North Temperate
zone (see Moser & Horak, 1975), we do suggest co-
migration of mycorrhizal communities; that is, obligate
ectomycorrhizal fungal genera have migrated from the
North Temperate zone with their associated phanerogams,
specifically alder [Alnus] and oak [Quercus], both of which
had a North Temperate origin.” While there have been
reports of individual ECM lineages in montane neotropical
Alnus forests that support this hypothesis (Halling 1989,
1997; Moser 2001), no systematic surveys of entire ECM
assemblages in these habitats have yet been presented.

Currently, two detailed studies of the belowground ECM
assemblages associated with Alnus species in the Americas
have been conducted. Becerra et al. (2005) examined the
ECM assemblages on A. acuminata at one site in
northwestern Argentina. The assemblage was dominated
by multiple Tomentella species, with representatives of the
genera Cortinarius, Lactarius, and Russula also being
present. More recently, Kennedy and Hill (2010) examined
the ECM assemblages associated with A. rubra at four sites

in the northwestern United States. The latter study found a
similar dominance of Tomentella species and a phylogenet-
ic analysis of ITS rRNA gene sequences indicated that one
Tomentella taxon present in both studies (Tomentella sp. 1)
likely represented the same species (99% similarity, 660/
663 bases). The study of Kennedy and Hill (2010) also
found representatives of the genera Cortinarius and
Lactarius but additionally documented an abundance of
ECM roots colonized by two other genera, Alnicola and
Alpova, and recorded a greater number of species overall.
The observed differences may be explained by multiple
factors (e.g., sampling effort, environmental conditions,
specific molecular identification method) but may also
reflect differences in host biogeography, as the south
American sites were colonized by A. acuminata more
recently than A. rubra in western north America. To
examine this hypothesis as well as others about the factors
affecting Alnus-associated ECM distributions in the Amer-
icas, data from additional locations are clearly needed.

In this study, we sampled the ECM assemblages
associated with two Alnus species, A. acuminata and A.
jorullensis, in the montane forests of central Mexico. This
study is the first to examine the ECM assemblages
associated with A. acuminata at the northern end of its
distribution as well as compare the assemblages present on
A. jorullensis to those of other host species. We also present
the phylogenetic analyses of four ECM genera with Alnus-
associated taxa in the United States, Mexico, and Argentina
to examine patterns of sequence similarity at the continental
scale. Based on the relatively high genus-level overlap
between the north and south American Alnus-associated
ECM assemblages as well as those sampled in Europe
(Pritsch et al. 1997; Tedersoo et al. 2009), we hypothesized
that the Mexican assemblages would have similar compo-
sition and richness to those present in other regions.

Materials and methods

Study location

ECM samples were collected from four montane sites in
Mexico (“Electronic supplementary materials, S1”). Two of
the sites were located in Parque Nacional La Malinche,
Tlaxcala, in mature forests co-dominated by A. jorullensis
and Pinus montezumae. At Malinche site 1 (19°16.07 N, 98°
02.13 W, elevation=3,283 m), A. jorullensis and P.
montezumae were both present in the canopy; at Malinche
site 2 (19°11.29 N, 97°58.97 W, 2,929 m), A. jorullensis and
P. montezumae dominated the sub-canopy and canopy,
respectively. These sites were separated by 10 km. The only
additional ECM host at those sites was a Salix species,
which was present in much lower abundance than both
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Alnus and Pinus. The other two sites were located at the
Acatlan volcano, Veracruz. The sites, designated Naolinco 1
(19°40.49 N, 96°51.12 W, 1,816 m) and Naolinco 2
(19°40.98 N, 96°51.48 W, 1,880 m), were separated by
1 km and located on opposite sides of the outer rim of the
volcano. Both were exclusively dominated by A. acuminata,
with no other ECM hosts present. The A. acuminata
individuals at the Naolinco sites were estimated to be ~20–
25 years old based on height and basal diameter (C. Alvarez,
personal communication). Climate information for each site
is provided in Table 1.

Field sampling design

The design of ECM root tip sampling varied slightly among
sites. At both the Malinche sites and at Naolinco 1, two
parallel transects separated by >10 m were established and
all Alnus trees separated by >2 m along each transect were
numbered (~20 trees per transect). A total of 20 trees were
then randomly selected for ECM root tip sampling. At each
tree, root samples were obtained in the immediate vicinity
of the trunk (<1 m) from the top 20 cm of soil. Because the
Alnus root distribution was patchy, multiple individual root
samples and associated soil around each tree were pooled
into a single ~2,500-cm3 sample. At the two Malinche sites,
a concerted effort was made to collect roots with Frankia
nodules or directly connected to Alnus trees due to the co-
occurrence of P. montezumae (see results regarding variable
success rates). No Salix individuals were located near the
sampled Alnus trees. The Naolinco 2 site was smaller in
total area than the other sites, so a similar transect-based
randomization was not feasible. Therefore, 20 A. acuminata
trees separated by >2 m were haphazardly selected for the
same type of ECM sampling (see Krebs (1999) for
differences between random and haphazard sampling). All
samples were collected in July 2010 and stored on ice for a
maximum of 72 h prior to laboratory processing.

ECM root tip processing

In the laboratory, roots from each sample were removed
from the soil and gently rinsed in non-distilled water. They

were then stored in water at 8°C for 24 to 96 h before
microscopic examination. For each sample, all roots were
examined under a ×10 dissecting microscope and ECM root
tips were distinguished from non-ECM root tips based on
standard morphological characteristics (e.g., swelling, col-
or, branching morphology, emanating hyphae). Tips from
all ECM putative morphotypes present in each sample were
removed in approximate proportion to their abundance.
From that pool, which varied in size across samples from 0
to >50 tips (typically around 40), eight ECM root tips were
randomly selected (or as many present if less than that),
placed into CTAB buffer (2% CTAB, 0.1 M Tris pH 8.0,
1 M NaCl, 0.02 M EDTA, 1% PVPP), and stored at −20°C.

ECM molecular protocols

Total genomic DNA from ECM root tips was extracted
using the REDExtract-N-Amp Plant PCR kit (Sigma-
Aldrich, St. Louis, MO, USA). Individual root tips were
added to 10 μl of extraction solution and heated at 65°C for
10 min, followed by 95°C for 10 min. After incubation,
30 μl of dilution solution was added and DNA extracts
were stored at −20°C. PCR reactions of the rDNA internal
transcribed spacer (ITS) region were conducted using the
primer pair ITS1F and ITS4 under conditions previously
described (Gardes and Bruns 1993; Kennedy and Hill
2010). For each sample with dual amplification, which
represented 9.6% (54/562) of all root tips, both the ITS1F/
ITS4B and ITS1F/ITS4A primer combinations were subse-
quently applied to obtain single amplicons wherever
possible. A ~800-bp fragment of rDNA large subunit
(LSU) gene was also amplified using the fungal specific
primer pair LROR_F and LR5-F under conditions de-
scribed by Amend et al. (2010). All PCR products were
cleaned by combining 0.75 μl of ExoSAP IT (USB Corp.,
Cleveland, OH, USA), 1.25 μl of PCR-grade water, and
7.5 μl of PCR product. The combination was heated to
37°C for 45 min, followed by 80°C for 15 min. DNA
sequencing was performed on a 3730xl DNA Analyzer
(Applied Biosystems, Foster City, CA, USA) at the
Genetics Core Facility at the University of Arizona, USA.
Sequence chromatograms were visually confirmed and

Table 1 Annual and July-specific temperature and precipitation data
for the four Mexican field sites. Data are calculated from the USDA
Forest Service current climate model (http://forest.moscowfsl.wsu.

edu/climate/). Temperature units are in degrees Celcius and precipi-
tation is in millimeters

Site Temperature (mean, max, min) Precipitation (total) July temperature (mean, max, min) July precipitation (total)

Malinche 1 9.6, 18.6, 0.6 928 9.9, 15.2, 4.6 154

Malinche 2 11.9, 21.6 , 1.7 620 12.3, 18.1, 6.3 90

Naolinco 1 16.0, 23.5, 8.5 2,414 16.6, 21.4, 12.0 414

Naolinco 2 15.6, 23.1, 8.2 2,413 16.2, 21.0, 11.6 413
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manually corrected where necessary, and contiguous
sequences were assembled using Sequencher 4.8 (Gene
Codes Corp., Ann Arbor, MI, USA).

ECM taxa identification

Sequences from ECM root tips were grouped across all
samples into operational taxonomic units (OTUs) at ≥97% and
≥99% similarity for the ITS and LSU regions, respectively.
Those thresholds have been previously shown to distinguish
most ECM taxa at the species level (Peay et al. 2008; Porter et
al. 2008). Sequences of each OTU (hereafter referred to as
taxon) were compared with those in the NCBI and UNITE
databases (“Electronic supplementary materials,” S2 and S3)
and names were designated based upon the taxonomic level
supported from the database queries. There was very high
overlap in the OTU designations from the two gene regions
(95% (394/416) of the identified EM root tips were
designated identically); however, in 22 cases they differed.
These were all either intra-family (Hymenogastraceae and
Hebeloma (ITS) vs. Alnicola (LSU)) or intra-generic
(Tomentella and Sebacina) differences. For the samples with
different ITS and LSU intra-family designations, the taxo-
nomic affiliation was left at the family level. For the intra-
generic Tomentella and Sebacina differences, the ITS
classification was used due to greater genetic discrimination
with this region. Only samples with confirmed host
identification (see below) and from ECM lineages identified
by Tedersoo et al. (2010) were included in the final analyses.

ECM host identification

Due to the co-dominance of P. montezumae at the Malinche
sites, additional analyses of ECM root tips were conducted
to confirm host root identity. For all root tips with ECM
taxa that were not shared with the A. acuminata sites, as
well as all singletons from all four sites, the plant plastid
trnL cpDNA region was amplified using the trnL_c-trnL_d
primer pair (Taberlet et al. 1991). The PCR cycling
conditions for those reactions were as follows: (1) 94°C
for 3 min, (2) 94°C for 45 s, (3) 55°C for 45 s, (4) 72°C for
30 s, (5) back to step two 30 times, and (6) 72°C for
10 min. Size differences among amplicons were determined
on 2% agarose gels, with Pinus and Alnus leaf amplicons
present on each gel for reference. A representative sequence
from each ECM taxon (including those present on Pinus)
was submitted to GenBank under the accession numbers
HQ271351–HQ271432.

Soil chemical analyses

Soils from five samples at each site were analyzed
independently for pH, cation exchange capacity (CEC),

available phosphorus (Olsen method), percent carbon, and
percent nitrogen at the Instituto de Geologia, Universidad
Nacional Autonoma de Mexico. The soils came from the
same samples from which ECM root tips were analyzed.

Statistical and phylogenetic analyses

EstimateS (Colwell 2005) was used to estimate ECM
richness at each site. The Chao2 estimator was chosen to
facilitate comparison with previous Alnus ECM studies
(Tedersoo et al. 2009; Kennedy and Hill 2010) and
computed based on 500 randomizations of sample order
without replacement. The same program was also used to
calculate for Simpson’s index of diversity and evenness. To
examine the potential effect of host species on Alnus ECM
assemblage structure, divergence-based analyses were con-
ducted (Lozupone and Knight 2008). Both weighted and
unweighted UniFrac analyses were carried out in Fast
UniFrac (Hamady et al. 2010). For these analyses, LSU
ECM sequence data were first aligned in MUSCLE (Edgar
2004) and then a maximum likelihood (ML) tree was
generated in MEGA 4 (Tamura et al. 2007) using a K2
model of nucleotide substitution and 500 bootstrap repli-
cations. Jackknife sample clustering and UniFrac tests of
significance were carried out under the default settings.
Because local abundances of ECM root tips can be directly
influenced by fungi themselves (Van der Heijden and
Kuyper 2003; Pickles et al. 2010), all of the taxon- and
divergence-based analyses were based on the number of
root samples, not the number of ECM root tips.

Phylogenetic analyses of the genera Tomentella, Lactar-
ius, and Cortinarius were conducted using the same ML
methods as described in detail in Kennedy and Hill (2010).
For the genus Inocybe, a LSU alignment was obtained from
Matheny et al. (2009) and trimmed to include 30 taxa most
related to those sampled in this study. All samples were re-
aligned using MUSCLE and a ML tree was generated in
PhyML 3.0 (Guindon and Gascuel 2003) on the Montpel-
lier bioinformatics platform (http://www.atgc-montpellier.
fr/phyml/) using the following settings: substitution model
TN93, proportion of invariable sites fixed, gamma param-
eter estimated, number of substitution categories=4, start-
ing tree BIONJ, type of tree improvement NNI, optimized
topology and branch lengths, and approximate likelihood
ratio test (aLRT) scores.

Soil parameters were compared among sites using a
series of one-way fixed-factor ANOVAs. Prior to running
those analyses, pH, cation exchange, and phosphorus data
were log-transformed to reduce variance heterogeneity.
Significant differences of means were determined using
post-hoc Tukey HSD tests. Analyses were conducted in
JMP v4 (SAS Inc, Cary, NC, USA) and considered
significant at P ≤ 0.05.
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Results

ECM root tips were present in 79 of the 80 samples
collected. Seventy-four percent (416/562) of all root tips
sampled were successfully sequenced with at least one
primer pair and identified as ECM taxa. Success varied
somewhat between gene regions, with ITS and LSU having
70% (390/562) vs. 63% (353/562) ECM identifications,
respectively. Amplification of the trnL plant plastid
revealed that 60% (32/53) of the identified ECM root tips
from Malinche 1 and 9% (10/114) from Malinche 2
belonged to P. montezumae, not A. jorullensis. As a result,
only 11 of the samples at Malinche 2 contained Alnus ECM
root tips, while the other three sites were each represented

by 20 samples. All amplified ECM singletons from the
Naolinco sites were confirmed to be present on A.
acuminata roots (data not shown).

A total of only 23 ECM taxa were observed across the
four sites (Fig. 1; Table 2). Chao2 taxon richness estimates
indicated that the vast majority of ECM taxa were captured
at all sites except Naolinco 1, where eight of the 16 taxa
were encountered in a single soil sample (Table 2). The
dominant taxon overall, Clavulina sp. 1, was present in
35% (25/71) of all samples analyzed and represented an
ECM lineage never previously reported on Alnus. While
Clavulina sp. 1 was the most abundant taxon on A.
acuminata, Cortinarius sp. 1 had the highest abundance
on A. jorullensis (Fig. 1). Other ECM taxa present on both
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that other congeneric taxa were
sampled on P. montezumae

Mycorrhiza (2011) 21:559–568 563



hosts with relatively high abundance (>10 samples total)
included multiple Tomentella taxa (Tomentella sp. 1 and 2),
Alnicola sp. 1, and Hymenogastraceae sp. 1. Taxa in the
family Sebacinaceae, which also have not been previously
reported in association with Alnus, represented a significant
component of the richness of the ECM assemblages
sampled (six taxa total) but were only present on A.
acuminata (Fig. 1).

ECM diversity was higher at both Naolinco (A.
acuminata) sites than at the two Malinche (A. jorullensis)
sites (Table 2). This appeared to be due mainly to
differences in taxon richness, as evenness was relatively
similar among sites (Fig. 1; Table 2). Coleman rarefaction
curves indicated that, even when all four sites were rarefied
to 11 samples, ECM richness was still significantly higher
in the Naolinco sites compared to the Malinche sites
(Fig. 2). The structure (i.e., richness, composition, and
abundance) of the ECM assemblages also varied across

sites. UniFrac jacknife clustering showed that the two
Naolinco sites were more similar in structure to each other
than to those located at Malinche and vice versa (“Electronic
supplementary materials, S4”). This divergence was most
apparent in the higher abundance of Cortinarius and
Alnicola taxa at the Malinche sites and the higher and
exclusive abundance of Tomentella and Sebacinaceae taxa at
the Naolinco sites, respectively (Fig. 1). Despite these
differences, UniFrac tests of significance revealed no differ-
ences in ECM lineage representation among sites (P>0.05).
Soil pH, available phosphorus, percent carbon, and percent
nitrogen additionally also varied by site (Table 3). Of these
variables, only available phosphorus varied consistently
between host sites, with the Malinche (A. jorullensis) sites
having approximately 70-fold greater phosphorus concen-
trations than those at Naolinco (A. acuminata).

BLAST searches and phylogenetic analyses indicated
that many of the Alnus-associated ECM taxa sampled in

Table 2 Ectomycorrhizal fungal taxa richness, diversity, and even-
ness associated with A. jorullensis and A. acuminata in Mexican
montane forests. Samples represent the number of samples in which
Alnus EMF root tips were present. Taxa estimated are based on Chao 2

estimates, while diversity and evenness are both based on Simpson
estimates. All estimates were calculated in the program EstimateS
(Colwell 2005)

Host A. jorullensis A. acuminata Total

Site Malinche 1 Malinche 2 Naolinco 1 Naolinco 2

Samples 20 11 20 20 71

Taxa observed 9 5 16 19 23

Taxa estimated 9 5.9 22.7 20.4 24.6

Taxa diversity 8.6 3.9 10.9 13.2 14.1

Taxa evenness 0.76 0.72 0.68 0.69 0.61

Singletons 1 2 8 5 16

Doubletons 1 0 3 5 9

0

5

10

15

20

25

0 5 10 15 20

Number of root samples

Naolinco2
Naolinco1
Malinche1
Malinche2

N
um

be
r 

of
 E

C
M

 t
ax

a

Fig. 2 Coleman rarefaction curves of ECM taxa richness at the four
study sites. Means±1 s.d. were calculated in EstimateS (Colwell 2005).
Similar differences in richness among sites were also obtained from
rarefaction curves calculated in the program EcoSim (http://www.
garyentsminger.com/ecosim/index.htm). Rarefying all sites to the lowest

total number of ECM occurrences (n=21), the mean taxa number and
95% confidence intervals (CI) per site were: Malinche2 mean=5, 95%
CI low=5, 95% CI high=5; Malinche1 mean=7.99, 95% CI low=6,
95% CI high=9; Naolinco1 mean=10.83, 95% CI low=8, 95% CI
high=14; Naolinco2 mean=11.48, 95% CI low=9, 95% CI high=14
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Mexico were very closely related to those present in other
Alnus forests (“Electronic supplementary materials, S2”).
Within the genus Tomentella, for example, the closest
related taxon to each of the five most abundant Mexican
Tomentella taxa came from studies of Alnus-associated
ECM in either Argentina or the United States and not
Mexico (Fig. 3). In all of those cases, sequence similarity
was ≥97% (“Electronic supplementary materials, S5”), the
cutoff typically used to group ITS sequences at the species
level. Matching patterns of high sequence similarity (≥97%)
between Mexican taxa and north or south American Alnus-
associated ECM were also observed with representatives of
the genera Cortinarius, Inocybe, and Lactarius (Fig. 3). In
addition, many of the ECM taxa sampled in American
Alnus forests showed high similarity to Alnus-associated
taxa from Europe. The relatively high aLRT scores in these
analyses indicate that the ML trees represented accurate
reconstructions of phylogenetic history.

Discussion

The Alnus-associated ECM assemblages in Mexican forests
shared many characteristics with those present elsewhere in
the Americas. Overall, taxa richness on both A. jorullensis
and A. acuminata was relatively low, which supports all
previous studies of Alnus-associated ECM assemblages
showing that they typically have much lower richness than
those of other hosts (Kennedy and Hill 2010 and references
therein). Like other American Alnus-associated ECM
assemblages sampled to date, the ECM assemblages in
Mexico were only composed of basidiomycete ECM
lineages. This contrasts with the Alnus-associated ECM
assemblages in Europe, which contain a number of ECM
ascomycete lineages (Tedersoo et al. 2009). Also similar to
the other two American assemblages, Tomentella was the
most diverse ECM genus in Mexico and present in
relatively high abundance, particularly on A. acuminata.
At the same time, the Mexican Alnus-associated ECM
assemblages had some unique features. Both the overall
dominance of a Clavulina taxon and the high richness of
ECM taxa in the Sebacinaceae represented globally novel

ECM associations for Alnus. While neither of these ECM
lineages has previously been documented in Alnus forests,
they have been reported as abundant in Quercus-dominated
Mexican montane forests (Morris et al. 2009), suggesting
that the environmental conditions present in Mexico may be
particularly conducive to their growth. In addition, the high
abundance of Cortinarius sp. 1 on A. jorullensis was
unexpected given that Cortinarius species consistently
represent a sub-dominant role in Alnus-associated ECM
assemblages in the United States (Kennedy and Hill 2010),
Argentina (Beccera et al. 2005), and Europe (Pritsch et al.
1997; Tedersoo et al. 2009).

Comparing Alnus-associated ECM assemblages across
the Americas, the ECM assemblages in Mexico had greater
overlap with those present in the United States on A. rubra
than those in Argentina on A. acuminata. This was
evidenced by the shared Cortinarius clades, a greater
number of common Tomentella clades, and the presence
of both Alnicola and Alpova ECM lineages in Mexico and
the United States but not in Argentina. The high general
similarity between the United States and Mexican Alnus-
associated ECM assemblages lends clear support to the
hypothesis of Halling (2001) that there has been a co-
migration of Alnus hosts and ECM fungi from north
temperate regions into neotropical montane habitats. While
the overlap between the United States and Mexico was
higher than that with Argentina, the similarity between the
latter two assemblages also supports a continual expansion
of this host genus from north to south America. Mexican
and Argentinean assemblages both shared Tomentella,
Lactarius, and Inocybe clades with very high sequence
similarity. In addition, the higher ECM taxa richness on A.
acuminata in the older part of its range (i.e., Mexico) is also
suggestive of a north-to-south expansion of this species.
Additional data from boreal western North America as well
as the eastern United States and Canada will be particularly
informative in further examining Alnus–ECM fungi co-
biogeographic patterns in the Americas. We hypothesize
that the western boreal Alnus-associated ECM assemblages
will have considerable overlap with those in the western
United States, central, and south America due to their
common biogeographic history (Chen and Li 2004). In

Table 3 Soil chemical characteristics at the four Mexican field sites.
Five soil samples from each site were independently analyzed at the
Instituto de Geologia, Universidad Nacional Autonoma de Mexico.

The characteristics at each site are given as mean (± 1 s.d.). Means not
followed by the same letter were significantly different in post-hoc
Tukey tests following one-way fixed-factor ANOVAs

Site Host pH (H2O 1:2.5) CEC (uS/cm) P (mg/kg) C (%) N (%)

Malinche1 A. jorullensis 5.76 (0.18) a, b 194.6 (145.4) a 52.2 (25.8) b 5.92 (1.83) a 0.38 (0.13) a

Malinche2 A. jorullensis 5.90 (0.41) b 158.5 (53.5) a 86.6 (22.1) b 4.40 (0.96) a 0.32 (0.08) a

Naolinco1 A. acuminata 5.34 (0.11) a 301.1 (39.7) a 1.18 (0.53) a 6.22 (1.02) a 0.52 (0.04) a

Naolinco2 A. acuminata 5.30 (0.17) a 274.9 (46.6) a 0.76 (0.13) a 13.46 (2.45) b 1.14 (0.17) b
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contrast, Alnus-associated ECM assemblages from eastern
north America, which are present on host species that
colonized the continent via the North Atlantic land bridge
from Europe (Chen and Li 2004), may likely have greater
similarity to European Alnus-associated ECM assemblages
(e.g., presence of ascomycetes, a greater diversity of
Alnicola taxa).

Our phylogenetic analyses indicate that many ECM taxa
present in Alnus forests in both the western United States
and Argentina were also present in Mexico. Because our
data are only based on root tip sequences and do not
include any fruit body comparisons or laboratory mating

tests, we are not able to say that geographically disparate
samples with high sequence similarity are in fact the same
ECM species. It is clear, however, that there are many
common Alnus-associated ECM clades present throughout
the Americas. These results correspond well with the recent
study of Pritsch et al. (2010), who compared some of the
Alnus-associated ECM taxa in Argentina with those in
Europe and found very high sequence similarity among
taxa in the genera Tomentella and Lactarius. The high
global similarity among many Alnus-associated ECM taxa
is a striking pattern that contrasts with the more regional
distribution patterns observed in many ECM species (Wu et

Mexico
Argentina
Estonia
United States

T. sublilacina (UDB002972)
Thelephorales (DQ195590)

Tomentella sp. 1 (HQ271382)
Tomentella sp. 1 (GQ398247)

Tomentella L2280 (FM993113)
Tomentella L2260 (FM993110)

T. sublilacina (DQ822833)
T. sublilacina (AF272933)
T. sublilacina (AF272929

Tomentella sp. 4 (HQ271385)
Tomentella sp. 2 (GQ398248)

Tomentella sp. 2 (HQ271383)

T. ellisii (UDB000219)
T. terrestris (UDB000221)

T. coerulea (UDB000958)

T. stuposa (AY272902)

T. bryophila (AF272908)
T. fuscocinerascens (UDB000240)

T. lilacibogrisea (UDB000953)
T. lapida (UDB000273)

Tomentella L3806 (FM993167)

T. botryoides (UDB000257)
T. punicea (UDB000271)

T. pilosa (UDB000241)
T. umbrinospora (UDB000233)

T. badia (AF272937)
T. atramentaria (AF272904)

T. galzinii (UDB000260)
T. subtestacea (UDB000034)

T. lateritia (UDB000267)
Thelephora pseudoterrestris (AF272907)

Tomentella sp. 3 (GQ398249)

Thelephorales (DQ195592)

Thelephorales (DQ195591)
Tomentella sp. 5 (HQ271386)

Tomentella sp. 5 (GQ398251)

Tomentella sp. 4 (GQ398250)
Tomentella sp. 3 (HQ271384)

Tomentella sp. 8 (HQ271389)

Tomentella sp. 9 (HQ271390)

0.04

99%

.89
.76

.91

.86

.66

.94

.93

.98

1 .90
.90

1

.88

.84

.80

.98
.82

.72

.84

.90

.74
.96

1

.76

.84
.91

.89

.99

.97

.62

C. rubrovioleipes (UDB001454)
C. paleaceus (AJ236078)

Cortinarius sp. 2 (HQ271354)

C. hinnuleus (AY083183)
C. alnetorum (JFA10010)

C. cedriolens (AY083179)

C. helodes (PB1043)
C. helvelloides (AY083132)

C. umbilicatus (U56032)
C. decipiens (AY083180)

C. keralensis (AY083188)

C. californicus (U56023)

C. miniatopus (U56029)
C. bivelus (UDB002233)

C. evernicus (UDB000157)

C. brunneus (UDB001294)

C. laniger (AF325592)

C. myxacium (JFA10008)

0.04

99%

.81

.70

.92

.86

.67

.95

.98

.85
.86

.98

.81
.75

.90

.74

1

.75

C. alnetorum (AY083177)

C. cf. bibulus (SM1031)

C. bibulus (FM993205)
Cortinarius sp. 2 (GQ398244)

Cortinarius sp. 1 (HQ271353)

C. pulchellus (AY083192)

C. pulchellus (PBM1729)

C. bibulus (PBM1310)
C. pulchellus (JFA10056)

.86

.70

.74

.74

Cortinarius sp. 1 (GQ398243)

Russulaceae (DQ195593) (UDB002514)

L. subdulcis (UDB000026)

Lactarius sp. 4 (HQ271368)

L. tabidus (UDB000385)

L. rufus (UDB002247)

L. fallax (AY750160)

L. serifluus (UDB000868)

L. subumbonatus (UDB000867)

L. cf. rubidus (DQ822820)

L. helvus (UDB001597)

L. quietus (UDB000818)

L. lilacinus (FM993280)

L.pseudomucidus (AY534201)

L. spinosulus (FM993284)

R. amoenolens (DQ22824)

0.05

.82

1

.77

.96

.87

.87

.96

.86

.90

.73

1

.73
L. hepaticus (UDB000861)

L. fulvissimus (UDB000379)

L. cf. luculentus (FM993280)

Lactarius sp. 1 (HQ271365)

L. aurantiacus (UDB000321)

L. cf. obscuratus (GQ398246)

Lactarius sp. L3843 (FM993183)

Lactarius sp. L3967 (FM993233)

.87

.77

.75

.78

99%

I. sp. NI250904 (EU307834)
I. fuligineoatra (EU307831)

I. praetervisa (AY038322)

I. sp. SA100602A (EU307837)

I. intricata (EU307835)

Inocybe  L3X29 (FM993253)

I. sp. 96083 (EU600884)
I. pileosulcata (EU600838)

I. calospora (AY038313)
I. thailandica (EU600871)

I. lineata (EU569861)
I. actinospora (AY380363)

Crepidotus mollis (DQ986293)

0.02

.99

.81

.92

.87

.87

.90

.99

.73

.76

.62

I. candidipes (AY239019)
I. glabrodisca (AY239023)

Inocybe sp. 3 (HQ271361)

.76

.75

.68

.98

Inocybe sp. 1 (HQ271359)
I. sp. SA100602B(EU307838)

I. curvipes (AY239022)

I. lacera (AY038318)

I. calopedes (EU555456)
I. scissa (EU600854)

I. aff. asterospora (AY702015)

I. fulvilubrica (EU569850)
I. pseudocytis (AY380389)

I. emergens (EU569838)
I. sinuospora (EU600861)

I. cerasphora (AY380370)
I. redolens (EU600844)

I. mixtilis (AY380387)

I. lanuginosa (AY038319)
I. leptophylla (AY038320)

I. teraturgus (AY239027)

.75

.97

.86

.77

.78

.79

.78

1

.96

.94

Inocybe sp.1 (GQ398245)

.86

*

Fig. 3 Phylogenetic reconstructions of taxa in the ECM genera
Tomentella, Cortinarius, Lactarius, and Inocybe based on rDNA ITS
or LSU sequences. Nodes are labeled with aLRT scores from the
maximum likelihood analysis above 0.60. Taxa are labeled with
species name or unique identifier and GenBank or UNITE number in
parentheses. Alnus-associated taxa are designated in gray boxes, with
the Mexican Alnus-associated taxa in bold. Symbols next to selected
Alnus-associated taxa indicate the geographic area from which they
were obtained. The percentage values for the selected groups represent
pair-wise comparisons between all group members (specific values for
each comparison are provided in “Electronic supplementary materials,

S5”). Thelephora pseudoterrestris, Cortinarius myxacium (sensu J.
Ammirati), Russula amoenolens, and Crepidotus mollis were desig-
nated as outgroups. Note that many of the species epithets used in the
Inocybe analysis are provisional; see Matheny et al. (2009) for full
details about the Inocybe nomenclature used. Asterisk, Inocybe sp. 1
(GQ398245), which was sampled in A. rubra forests in the United
States by Kennedy and Hill (2010), shares 99% sequence similarity
with another Inocybe taxon, provisionally named I. crucifera Moreau
and Matheny ad. int., collected under Alnus alnobetula subsp.
suaveolens in Corsica, Europe (P-A. Moreau and P. Matheny, personal
communication)
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al. 2000; Murat et al. 2004; Geml et al. 2008) and sub-
genera (Matheny et al. 2009; Bonito et al. 2010). The
reasons for this pattern are not clear, but we have
previously hypothesized that it may be due to the co-
presence of nitrogen-fixing Frankia bacteria (Kennedy and
Hill 2010). These bacteria strongly alter soil nitrogen
concentrations (Bormann et al. 1994) in ways that may
differentially affect ECM taxa (Lilleskov et al. 2002;
Toljander et al. 2006) and/or favor the presence of those
with greater enzymatic capacities for nutrients aside from
nitrogen. Although our current data cannot address this
hypothesis directly, we have experiments about the effects
of Frankia on Alnus-associated ECM assemblages in
progress.

There was considerable overlap in the dominant ECM taxa
associated with A. acuminata and A. jorullensis, with the
former species also hosting a number of additional low-
abundance taxa. The differential abundance of shared ECM
taxa on the two hosts could indicate some level of host
preference, a pattern well documented both within (Morris et
al. 2008; Morris et al. 2009) and among (Kennedy et al.
2003; Ishida et al. 2007; Smith et al. 2009) other ECM host
genera. The lack of significance in the UniFrac tests,
however, indicated that intra-generic host specificity is low.
A lack of intra-generic host specificity was also experimen-
tally demonstrated by Molina (1981). Given the confounded
design of this study (i.e., host species is co-correlated with
differences in distance, elevation, climate, soil phosphorus,
and tree age), no clear conclusions can be drawn about
which factors were most responsible for the differential
abundance of ECM taxa across sites. Interestingly, the low
ECM richness observed on A. jorullensis does not reflect the
ECM capacity of the Malinche sites. From the 42 P.
montezumae ECM root tips that we sampled at those sites,
24 taxa were identified as belonging to a diverse array of
genera (“Electronic supplementary materials, S3”). This
much higher richness in fewer ECM root tips reiterates the
distinctive nature of Alnus-associated ECM assemblage
richness compared to other hosts. Despite a clear intermin-
gling of root systems, there was no overlap in the ECM
assemblages on Alnus and Pinus at the Malinche sites. This
result may reflect an absence of Alnus-associated ECM
ascomycetes, which Tedersoo et al. (2009) found were the
only ECM taxa that co-occurred on Alnus and other hosts.

In summary, we found that the Alnus-associated ECM
assemblages in Mexico contained novel host associations
but also shared many features with those located in other
regions of the Americas. The continental-scale similarity in
taxon richness and composition indicates that Alnus ECM
assemblages have clear patterns across a wide range of
geographic locations. Greater sampling of Alnus-associated
ECM assemblages in boreal western north America and
throughout eastern North America, both above and below

the ground, will help in further investigating the role of host
plant migration and biogeography in ECM assemblage
structure. In addition, a better understanding of the effects
of Frankia bacteria on Alnus ECM assemblages may also
reveal much about the latter’s exclusive nature.

Acknowledgements The authors thank A. Kong for assistance in
identifying the location of Malinche site 2, G. Williams-Linera and C.
Alvarez for assistance in locating Naolinco site 1, L. Mora for
assistance with soil analyses, and P-A. Moreau and P. B. Matheny for
access to data presented in Fig. 3 as well as discussions about Alnus-
associated taxa in the genus Inocybe. A. Amend, G. Bonilla, R.
Molina, M. Palomino, K. Peay, F. Reverchon, E. Vellinga, M. Weber,
and two reviewers provided many constructive comments on previous
versions of this manuscript. Funding was provided by the Lewis &
Clark College Student Academic Affairs Board (L.M. Higgins), a
Lewis & Clark College Rogers Summer Research fellowship (L.M.
Higgins and P.G. Kennedy), UNAM-PAPIIT IN218210 (R. Garibay-
Orijel), a CIES Fulbright-Garcia Robles award (P.G. Kennedy), and
National Science Foundation grant DEB-1020735 (P.G. Kennedy).

References

Amend A, Seifert K, Samson R, Bruns TD (2010) Indoor fungal
composition is geographically patterned and more diverse in
temperate zones than in the tropics. Proc Natl Acad Sci USA
107:13478–13753

Beccera A, Zak M, Horton T, Micolini J (2005) Ectomycorrhizal and
arbuscular mycorrhizal colonization of Alnus acuminata from
Caliegua National Park (Argentina). Mycorrhiza 15:525–531

Benson D, Dawson J (2007) Recent advances in the biogeography and
genecology of symbiotic Frankia and its host plants. Phys Plant
130:318–330

Bonito G, Gryganski A, Trappe JM, Vilgalys R (2010) A global meta-
analysis of Tuber ITS rDNA sequences: species diversity, host
associations and long-distance dispersal. Mol Ecol 19:4994–5008

Bormann B, Cromack K, Russell W (1994) Influences of red alder on
soils and long-term ecosystem productivity. In: Hibbs D, DeBell
D, Tarrant R (eds) The biology and management of red alder.
Oregon State University Press, Corvallis, pp 47–56

Bruns T, Kennedy P (2009) Individuals, populations, communities and
function: the growing field of ectomycorrhizal ecology. New
Phytol 182:12–14

Chen Z, Li J (2004) Phylogenetics and biogeography of Alnus
(Betulaceae) inferred from sequences of nuclear ribosomal
DNA ITS region. Int J Plant Sci 165:325–335

Colwell R (2005) EstimateS: statistical estimation of species richness
and shared species from samples. Version 7.5. User's guide and
application. http://purl.oclc.org/estimates

Crane P (1989) Early fossil history and evolution of the Betulaceae.
In: Crane P, Blackmore S (eds) Evolution, systematics, and fossil
history of the Hamamelidae, vol 2, “Higher” Hamamelidae.
Clarendon, Oxford, pp 87–116

den Bakker H, Zuccarello G, Kuyper T, Noordeloos M (2004)
Evolution and host specificity in the ectomycorrhizal genus
Leccinum. New Phytol 163:201–215

Dickie IA, Moyersoen B (2008) Towards a global view of
ectomycorrhizal ecology. New Phytol 180:263–265

Edgar R (2004) MUSCLE: multiple sequence alignment with high
accuracy and high throughput. Nucleic Acids Res 32:1792–1797

Furlow J (1979) The systematics of the American species of Alnus
(Betulaceae). Rhodora 81(1–121):151–248

Mycorrhiza (2011) 21:559–568 567

http://purl.oclc.org/estimates


Gardes M, Bruns T (1993) ITS primers with enhanced specificity for
basidiomycetes—application to the identification of mycorrhizae
and rust. Mol Ecol 2:113–118

Geml J, Tulloss R, Laursen GA, Sazanova NA, Taylor DL (2008)
Evidence of strong inter- and intracontinental phylogenetic
structure in Amanita muscaria, a wind-dispersed ectomycorrhizal
basidiomycete. Mol Phylogenet Evol 48:694–701

Guindon S, Gascuel O (2003) A simple, fast, and accurate algorithm
to estimate large phylogenies by maximum likelihood. Syst Biol
52:696–704

Halling RE (2001) Ectomycorrhizae: co-evolution, significance, and
biogeography. Ann Mo Bot Gard 88:5–13

Halling RE (1989) A synopsis of Colombian boletes. Mycotaxon
34:93–113

Halling RE (1997) Boletaceae (Agaricales): latitudinal biodiversity
and biological interactions in Costa Rica and Colombia. Rev Biol
Trop 44(suppl 4):111–114

Hamady M, Lozupone C, Knight R (2010) Fast UniFrac: facilitating
high-throughput phylogenetic analyses of microbial communities
including analysis of pyrosequencing and PhyloChip data. ISME
J 2010:17–27

Horton TR, Bruns TD (2001) The molecular revolution in ectomycor-
rhizal ecology: peeking into the black-box. Mol Ecol 10
(8):1855–1871

Ishida T, Nara K, Hogetsu T (2007) Host effects on ectomycorrhizal
fungal communities: insight from eight host species in mixed
conifer–broadleaf forests. New Phytol 174:430–440

Kennedy P, Hill L (2010) A molecular and phylogenetic analysis of
the structure and specificity of Alnus rubra ectomycorrhizal
assemblages. Fungal Ecol 3:195–204

Kennedy PG, Izzo AD, Bruns TD (2003) There is high potential for
the formation of common mycorrhizal networks between under-
storey and canopy trees in a mixed evergreen forest. J Ecol
91:1071–1080

Krebs C (1999) Ecological methodology. Benjamin/Cummings,
Menlo Park

Lilleskov E, Hobbie E, Fahey T (2002) Ectomycorrhizal fungal taxa
differing in response to nitrogen deposition also differ in pure
culture organic nitrogen use and natural abundance of nitrogen
isotopes. New Phytol 154:219–231

Lozupone C, Knight R (2008) Species divergence and the measure-
ment of microbial diversity. FEMS Microbiol Rev 32:557–578

Matheny PB, Aime MC, Bougher NL, Buyck B, Desjardin DE, Horak
E, Kropp BR, Lodge DJ, Soytong K, Trappe JM, Hibbett DS
(2009) Out of the Palaeotropics? Historical biogeography and
diversification of the cosmopolitan ectomycorrhizal mushroom
family Inocybaceae. J Biogeogr 36:577–592

Molina R (1981) Ectomycorrhizal specificity in the genus Alnus. Can
J Bot 59:325–334

Morris MH, Perez-Perez MA, Smith M, Bledsoe C (2009) Influence
of host species on ectomycorrhizal communities associated with
two co-occurring oaks (Quercus spp.) in a tropical cloud forest.
FEMS Microbiol Ecol 69:274–287

Morris MH, Smith M, Rizzo D, Rejmanek M, Bledsoe C (2008)
Contrasting ectomycorrhizal fungal communities on the roots of
co-occurring oaks (Quercus spp.) in a California woodland. New
Phytol 178:167–176

Moser M, Horak E (1975) Cortinarius Fries und. nahe verwande
Gatttungen in Sudamerika. Beih Nova Hedwig 52:1–628

Moser M (2001) Some species of Cortinarius associated with Alnus. J
des J E C 3:47–101

Murat C, Diez C, Luis P, Delaruelle C, Dupre C, Chevalier G, Bonfante P,
Martin F (2004) Polymorphism at the ribosomal DNA ITS and its
relations to postglacial re-colonization routes of the Perigord truffle
Tuber melanosporum. New Phytol 164:401–411

Navarro E, Bousquet J, Moiroud A, Munive A, Piou D, Normand P
(2003) Molecular phylogeny of Alnus (Betulaceae) inferred from
nuclear ribosomal DNA ITS sequences. Plant Soil 254:207–217

Peay K, Kennedy P, Bruns T (2008) Fungal community ecology: a
hybrid beast with a molecular master. Bioscience 58:799–810

Pickles BJ, Genney DR, Potts JM, Lennon J, Anderson I, Alexander I
(2010) Spatial and temporal ecology of Scots pine ectomycor-
rhizas. New Phytol 186:755–768

Porter TM, Skillman JE, Moncalvo J-M (2008) Fruiting body and soil
rDNA sampling detects complementary assemblage of Agarico-
mycotina (Basidiomycota, Fungi) in a hemlock-dominated forest
plot in southern Ontario. Mol Ecol 17:3037–3050

Pritsch K, Beccera A, Polme S, Tedersoo L (2010) Description and
identification of Alnus acuminata ectomycorrhizae from Argen-
tinean alder stands. Mycologia 102:1263–1273

Pritsch K, Boyle H, Munch J, Buscot F (1997) Characterization and
identification of black alder ectomycorrhizas by PCR/RFLP
analyses of the rDNA internal transcribed spacer (ITS). New
Phytol 137:357–369

Selosse M-A, Le Tacon F (1998) The land flora: a phototroph–fungus
relationship? Trends Ecol Evol 13:15–20

Smith M, Douhan G, Kremier A, Rizzo D (2009) Are true multihost
fungi the exception or the rule? Dominant ectomycorrhizal fungi
on Pinus sabinia differ from those on co-occurring Quercus
species. New Phytol 182:295–299

Smith S, Read D (2008) Mycorrhizal symbiosis. Academic, San Diego
Taberlet P, Gielly L, Pautou G, Bouvet J (1991) Universal primers for

amplification of three non-coding regions of chloroplast DNA.
Plant Mol Biol 17:1105–1109

Tamura K, Dudley J, Nei M, Kumar S (2007) MEGA4: molecular
evolutionary genetics analysis (MEGA) software version 4.0.
Mol Biol Evol 24:1596–1599

Tedersoo L, May TW, Smith M (2010) Ectomycorrhizal lifestyle in
fungi: global diversity, distribution, and evolution of phyloge-
netic lineages. Mycorrhiza 20:217–263

Tedersoo L, Suvi T, Jairus T, Ostonen I, Polme S (2009) Revisiting
ectomycorrhizal fungi of the genus Alnus: differential host
specificity, diversity and determinants of the fungal community.
New Phytol 182:727–735

Toljander J, Eberhardt U, Toljander Y, Paul L, Taylor A (2006)
Species composition of an ectomycorrhizal fungal community
along a local nutrient gradient in a boreal forest. New Phytol
170:873–884

Van der Heijden EW, Kuyper TW (2003) Ecological strategies of
ectomycorrhizal of Salix repens: root manipulation versus root
replacement. Oikos 103:668–680

Van der Heijden M, Sanders I (2002) Mycorrhizal Ecology. Springer,
Berlin

Wu Q-X, Mueller GM, Lutzoni FM, Huang Y-Q, Guo S-Y (2000)
Phylogenetic and biogeographic relationships of eastern Asian
and eastern north American disjunct Suillus species (fungi) as
inferred from nuclear ribosomal RNA ITS sequences. Mol
Phylogenet Evol 17:37–47

568 Mycorrhiza (2011) 21:559–568


	Ectomycorrhizal...
	Abstract
	Introduction
	Materials and methods
	Study location
	Field sampling design
	ECM root tip processing
	ECM molecular protocols
	ECM taxa identification
	ECM host identification
	Soil chemical analyses
	Statistical and phylogenetic analyses

	Results
	Discussion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


