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Abstract

Background: Associations of tree roots with diverse symbiotic mycorrhizal fungi have distinct effects on whole
plant functioning. An untested explanation might be that such effect variability is associated with distinct impacts
of different fungi on gene expression in local and distant plant organs. Using a large scale transcriptome
sequencing approach, we compared the impact of three ectomycorrhizal (EMF) and one orchid mycorrhizal fungi
(OMF) on gene regulation in colonized roots (local), non-colonized roots (short distance) and leaves (long distance)
of the Quercus robur clone DF159 with reference to the recently published oak genome. Since different mycorrhizal
fungi form symbiosis in a different time span and variable extents of apposition structure development, we
sampled inoculated but non-mycorrhizal plants, for which however markedly symbiotic effects have been reported.
Local root colonization by the fungi was assessed by fungal transcript analysis.

Results: The EMF induced marked and species specific effects on plant development in the analysed association
stage, but the OMF did not. At local level, a common set of plant differentially expressed genes (DEG) was
identified with similar patterns of responses to the three EMF, but not to the OMF. Most of these core DEG were
down-regulated and correspond to already described but also new functions related to establishment of EMF
symbiosis. Analysis of the fungal transcripts of two EMF in highly colonized roots also revealed onset of a symbiosis
establishment. In contrast, in the OMF, the DEG were mainly related to plant defence. Already at short distances,
high specificities in transcriptomic responses to the four fungi were detected, which were further enhanced at long
distance in leaves, where almost no common DEG were found between the treatments. Notably, no correlation
between phylogeny of the EMF and gene expression patterns was observed.

Conclusions: Use of clonal oaks allowed us to identify a core transcriptional program in roots colonized by three
different EMF, supporting the existence of a common EMF symbiotic pathway. Conversely, the specific responses in
non-colonized organs were more closely related to the specific impacts of the different of EMF on plant
performance.
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Background

The roots of numerous ecologically and economically im-
portant forest trees of the Pinaceae, Fagaceae, Betulaceae,
Dipterocarpaceae, Myrtaceae and Salicaceae live in symbi-
osis with highly diverse ectomycorrhizal fungi (EMF) of
the Basidiomycota and Ascomycota. In these mutualistic
associations, the EMF transfer nutrients to the plant and
receive photosynthetically derived sugar [1]. It is thought
that EMF evolved repeatedly from saprophytic fungi [2]
and that this evolutionary pattern is reflected by important
ecological and genetic diversity among the EMF [3]. In the
last decades, EMF were classified into morphotypes, some
traits of which have been used to predict their ecological
role on tree performance [4]. However, many EMF cannot
be identified at the species level by anatomical description,
and their effects on tree growth are sometimes even strain
specific [5]. More importantly, root colonization levels
and extent of symbiotic apposition structures (i.e. hyphal
mantle and Hartig net) are not always correlated with
effects on plant growth [6]. Consequently the anatomy of
mycorrhiza or the fungal colonization pattern can be
considered as a poor predictor of the functional effect of
EMF on plants, and comparative studies should rather
focus on the functional significance of the mycorrhizal
fungal diversity (e.g. [7]).

Most previous transcriptomic analyses of EM symbi-
oses have focused on genome-sequenced plant and fun-
gal species, e.g. Populus trichocarpa interacting with
Laccaria bicolor or Tuber melanosporum [8, 9]. Rapid
advances in genomics have prompted new projects to se-
quence genomes of additional mycorrhizal fungi [3] and
host trees, e.g., eucalyptus, spruce, oak, chestnut and
pine [10-14]. These efforts are generating important re-
sources for comparing the genomic regulation of plants
interacting with different EMF partners, and discovering
genes of ecological interest.

Establishment of EM symbiosis involves modifications
in the development of both partners, including stimula-
tion of roots formation and growth of fungal mycelium
[1, 15, 16]. Some impacts such as those on root forma-
tion are induced prior to EM formation (early mycor-
rhizal stage) [17]. Even at these early stages of
interaction, different mycobionts can have highly con-
trasting effects on growth of a same host plant species
[18, 19].

Ectomycorrhizal symbiosis leads to huge modifications
of plant and fungal gene expression, as shown by tran-
scriptomic analyses of the partners in various plant/fungus
associations [20-23]. Functional annotation of differen-
tially expressed genes (DEG) has revealed similar plant
gene expression patterns in roots colonized by different
EME, particularly for genes involved in plant cell wall
modifications and nutrient transport. This suggests that
similar plant metabolic pathways were activated during
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the parallel evolution of EM symbioses involving different
fungal clades, although there is no evidence of a common
symbiotic signalling pathway in EM associations [24].
However, most of such gene expression studies have fo-
cused on local effects within the mycorrhizal roots and
few have considered short distance effects (on gene regu-
lation in non-colonized roots) or long distance effects (in
leaves) [25-28], although mycorrhizas influence the physi-
ology of whole plants [29, 30].

The aim of this study was to elucidate how EMF with
different evolutionary histories influence gene regulation
in Quercus robur L. locally and in plant organs at both
short and long distances to the colonized roots. We for-
mulated three hypotheses. First, a core set of plant genes
is locally regulated by all inoculated fungi, but a larger
set of common core genes directly involved in the
mycorrhizal symbiosis is locally regulated in a similar
manner in associations with the different EMF. Second,
the short and long distance plant responses is more spe-
cific to each inoculated EMF species, reflecting the varia-
tions in their specific effects on plant growth. Third, the
phylogeny of the fungi is, at least locally correlated with
changes in gene expression patterns induced in the host
plant, i.e. phylogenetically related fungal taxa may induce
a more similar plant regulation pattern than more dis-
tantly related EMF. To test these hypotheses, we inocu-
lated genetically identical saplings of Q. robur clone
DF159 (the TrophinOak platform: www.trophinoak.de)
separately with four basidiomycetes: three EMF and one
orchid mycorrhizal fungus (OMF). Two of the EMF,
Paxillus involutus ATCC200175 and Pisolithus micro-
carpus 441, are members of the Boletales formally used
for molecular studies on mycorrhiza formation with
Betula and Eucalyptus, respectively [21, 31]. The other
EMF, Laccaria bicolor S238N, a member of the Agari-
cales, has been widely investigated in EM associations
with the model tree species Populus trichocarpa [32].
The three EMF belong to taxa shown to form fully de-
veloped mycorrhiza on DF159 [18]. The OMF, Serendi-
pita vermifera MAFF 305830, belongs to the Sebacinales
clade B, whose members were originally described as or-
chid mycorrhizae, but recent DNA studies have shown
that they are able to form a broader spectrum of mycor-
rhiza [33-35]. We have found no reports of this OMF
forming ectomycorrhizas with oaks [36], but it stimu-
lates growth of several plant species, such as Arabidopsis
thaliana, Panicum virgatum and Nicotiana attenuata
without forming typical mycorrhizal structures [37-39].
Herrmann and Buscot [40] and Frettinger et al. [41]
have shown that gene regulation patterns in the oak
clone DF159 are largely similar in pre-mycorrhizal roots
and fully developed EM. Hence, we compared responses
of DF159 oak saplings to inoculation with the four fungi
under high humidity conditions to avoid the formation
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of full mycorrhizas as described by Herrmann et al. [42].
This experimental strategyavoided biases due to compar-
ing mycorrhizas at different stages of differentiation with
a non-mycorrhiza forming OMF.

Transcriptomes of the saplings were analysed by
[lumina sequencing, reads were aligned against the re-
cently sequenced oak genome [12], and 12 of the differ-
entially expressed transcripts were validated by qRT-
PCR. Local, short distance and long distance responses
to the fungi were then compared by analysing transcrip-
tomic changes in colonized roots, non-colonized roots
and leaves, respectively.

Results

Effects of fungal inoculation on oak growth

After 13 weeks of co-culture, total plant fresh weight
and total root length were significantly enhanced by the
three EMF P. microcarpus, P. involutus and L. bicolor
(Additional file 1: Fig. Sla,c), but not affected by the
OMEF S. vermifera. The root/shoot ratio (R/S) was
increased under the P. microcarpus and P. involutus
treatments but not affected by L. bicolor and S. vermifera
inoculations (Additional file 1: Fig. S1b). Total leaf area
was significantly increased by treatments with P.
microcarpus and L. bicolor, but not by P. involutus or S.
vermifera treatments (Additional file 1: Fig. S1d).

Oak and fungal read alignments

[llumina RNAseq was performed on colonized roots,
non-colonized roots and leaves of control plants (not
inoculated) and plants inoculated with the four fungi.
Between 26 and 32 million reads were successfully
aligned on the oak genome and assigned to genes for
colonized root, non-colonized root and leaf samples
(Additional file 2: Figure S2).

To assess the degree of fungal mycelium association in
colonized (local) and optically non-colonized (short
distance) roots of oak, the RNA-seq reads from the two
root types were aligned on the genomes of the interact-
ing fungi. In colonized roots, 11% of reads aligned to L.
bicolor and 13.5% to P. involutus genome, but only 3.8%
to P. microcarpus and 1.2% to S. vermifera. As expected,
the alignment rates were markedly lower in non-
colonized roots, with 2.9, 1.2, 0.6 and 0.9% of reads for
L. bicolor, P. involutus, P. microcarpus, and S. vermifera,
respectively.

Fungal symbiosis-related genes are expressed in
colonized roots

Ectomycorrhizas were not detected in the densely colo-
nized roots, but the levels of read alignment on L.
bicolor and P. involutus genomes represented 11 and
13%, of total reads, respectively. Since this corresponds
to more than four million reads per sample, fungal gene
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expression between colonized roots and free living
mycelium was compared. In total 962 genes were up-
and 1132 down-regulated in L. bicolor and 499 genes
were up- and 348 down-regulated in P. involutus
(Additional file 3: Table S1).

Several highly up-regulated fungal genes encoded
mycorrhiza-induced small secreted proteins (MiSSPs)
that have been implicated in ECM formation (Add-
itional file 3: Table S1 and Additional file 4: Fig. S3).
The 40 most up-regulated genes for L. bicolor
encoded six MiSSPs: LbMiSSP7, LbMiSSP7.61,
LbMiSSP8, LbMiSSP11.4 and LbMiSSP17, with up-
regulation levels of 80-fold (LbMiSSP7.61) to more
than 7000-fold (LbMiSSP8). Other highly up-regulated
genes in L. bicolor included cysteine proteinase inhibi-
tors, ammonium transporters, glutamate dehydrogen-
ase, zinc dependent metalloprotease, major facilitator
superfamily transporters and carbohydrate-binding
protein. In addition, L. bicolor transcripts encoding
carbohydrate active enzymes were up-regulated,
including endoglucanases from glycoside hydrolase
family 5 (Lb319772) and family 12 (Lb385634,
Lb320398 and Lb477020), as well as glycoside hydro-
lase family 28 polygalacturonase (Lb612983). As
observed with L. bicolor, the most highly root
contact-induced genes in P. involutus encoded small
secreted polypeptides, such as Pi167671 with 105-fold
and Pi20703 with 46-fold up-regulation. Genes specif-
ically and strongly up-regulated in P. involutus
encoded hydrophobin, protein kinase, phosphatidylser-
ine decarboxylase, acetate transporter, glutaredoxin,
thioredoxin disulfide reductase and cytochrome P450
monooxygenase. Carbohydrate active enzyme genes
were not up-regulated in P. involutus.

Core DEG in EMF-colonized oak roots
In total, 2252 genes were differentially expressed, relative
to controls, under the four fungal treatments: 1081,
1156, 777 and 481 in roots colonized by P. microcarpus,
P. involutus, L. bicolor and S. vermifera, respectively
(Fig. 1a). A core set of 31 genes was differentially
expressed in colonized roots, relative to controls, under
all four inoculation treatments (Fig. 1a, Table 1). Most
(23) of these core genes were up-regulated, and related
to cell-wall organization, including inositol oxygenase
and trehalose-phosphate synthase encoding genes. Seven
genes of the core set were down-regulated transporter
and photosynthesis-related genes. Finally one gene of
the core set was a polygalacturonase-encoding gene
(Qrob_Pr0350390.2), which was down-regulated by the
EMEF, but up-regulated by the OMF (Table 1).

In accordance with our first hypothesis, a stronger
common response of 196 core DEG was observed in col-
onized oak roots when the comparison was restricted to
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Fig. 1 Venn diagrams showing numbers of differentially expressed
genes in oak after inoculation with mycorrhizal fungi. Differential
expression thresholds of RNA sequencing data were at least 2-fold
difference to control (no fungus) and a Benjamini-Hochberg
adjusted P < 0.01. Numbers in brackets indicate the total number of
differentially expressed genes under each treatment. (a) colonized
oak roots, (b) non-colonized oak roots, and (c) leaves after
inoculation of P. microcarpus, P. involutus, L. bicolor and S. vermifera

the three EMF treatments (Fig. 1a, Table 2 and Add-
itional file 5: Table S2). Clearly corresponding to a gen-
eral plant response to EMF, all of these 196 core DEG
were regulated in the same direction by the three EMF.
Most of them (87%) were down-regulated, including
genes encoding proteins involved in carbon metabolism,
defense responses, phenolic pathways and transport
(Table 2). Due to the well-known impact of biotic inter-
action on plant hormone equilibrium, phytohormone-
related genes were checked for all interactions. Genes
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involved in auxin biosynthesis, transport and responses
were globally affected, relative to controls, by interac-
tions with the three EMF, but not by the OMF S. vermi-
fera. In contrast, ethylene- and gibberellic acid-related
genes were differentially regulated in both the EMF- and
OMF-treated roots (Additional file 6: Table S3).

Fungus-specific gene expression patterns identified in
non-colonized oak roots

In non-colonized roots, 3320 genes were identified as differ-
entially expressed, relative to controls, under the four fungal
treatments. Notably, the number of DEG strongly varied, de-
pending on the inoculated fungus. 1984 and 1599 genes were
differentially expressed in non-colonized roots of plants inoc-
ulated with P. involutus and S. vermifera, respectively, but
only 87 and 23 in non-colonized roots inoculated with P.
microcarpus and L. bicolor, respectively (Fig. 1b). Moreover,
only one core gene regulated in non-colonized roots under
all four treatments was detected. Transcripts of this gene,
Qrob_P0673920.2, encoding a leucine-rich receptor serine
threonine kinase, were among the most strongly enriched
(log, fold change between 7.58 and 8.45) in all four interac-
tions (Additional file 7: Table S4). In non-colonized roots,
most of the DEG were linked to the interaction with just one
fungus, few overlaps between three or even two inoculation
treatments were observed. Regarding the EMF, no gene was
differentially expressed in non-colonized roots under treat-
ments by all three EMF. In accordance with the second hy-
pothesis, that the fungi would induce species-specific ‘short-
distance’ responses in non-colonized roots of host plants, the
genes with the highest fold-changes under each of the four
treatments had different functions. For example, the treat-
ments with P. microcarpus and P. involutus induced down-
regulation of genes related to phytohormone (cytokinin and
ethylene) biosynthesis and reduction of ferric iron, respect-
ively (Additional file 7: Table S4). Less specifically, a global
response concerning the plant hormone-related genes, par-
ticularly genes involved in auxin pathways, was detected in
non-colonized roots under both P. involutus and S. vermifera
treatments (Additional file 6: Table S3). However, in accord-
ance with the specificity hypothesized, this auxin response
was coupled with modifications in gibberellic acid (Gibberel-
lic acid methyltransferase, Gibberellin 20 oxidase, Gibberellin
2-beta-dioxygenase and Ent-kaurene) and ethylene (1-ami-
nocyclopropane-1-carboxylate oxidases) pathways only in
the presence of the OMF S. vermifera.

The specificity of responses observed in DEG in non-
colonized roots were also reflected in GO-term enrich-
ment patterns (Additional file 8: Table S5), in both the
numbers of enriched GO-terms and the directions of
regulation (up or down) of genes associated with given
GO-terms. No GO-term was enriched among the few
DEG associated with the L. bicolor treatment, and only
two (photosynthesis, light harvesting and galactose
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Table 1 Thirty-one core genes showing differential expression in
microcarpus, P. involutus, L. bicolor and S. vermifera. Genes with at
Benjamini-Hochberg adjusted P<0.01 were selected
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colonized roots after inoculation by the mycorrhizal fungi P.
least 2-fold difference relative to fungus-free controls and a

Log: fold change

(inoculated roots vs. control roots)

Gene ID . P. , P. .L' S'. Putative function

microcarpus involutus bicolor vermifera
Qrob_P0151140.2 -3.03 -2.41 -2.18 -2.43 Cysteine proteinase
Qrob P0135120.2 -2.53 -1.60 -2.15 -1.81 Glyceraldehyde-3-phosphate dehydrogenase
Qrob_P0201470.2 -2.28 _ -3.36 Ribulose bisphosphate carboxylase oxygenase activase
Qrob_P0186630.2 -3.16 -3.44 -3.04 -3.27 Photosystem 11
Qrob_P0601080.2 -2.39 -3.09 -3.35 -2.76 Ribulose bisphosphate carboxylase small chain
Qrob_P0030780.2 -3.45 -1.89 -2.63 -1.86 U-box domain-containing protein 19
Qrob_P0603670.2 -2.70 -2.18 -2.15 -2.59 Auxin efflux carrier family protein
Qrob_P0350390.2 _ -2.82 -2.49 1.92 Polygalacturonase non-catalytic subunit JP650
Qrob_P0144440.2 6.87 5.47 3.99 7.74 Cytochrome P450 861
Qrob_P0495440.2 3.22 2.39 2.87 3.57 Chaperone protein dnaJ 11
Qrob_P0590770.2 2.01 1.47 2.77 4.17 Casp-like protein 4A4
Qrob_P0124090.2 4.03 2.66 1.89 7.02 Inositol oxygenase
Qrob_P0124150.2 4.07 2.74 1.97 7.10 Inositol oxygenase
Qrob_P0124110.2 4.07 2.70 1.94 7.10 Inositol oxygenase
Qrob_P0124130.2 4.15 2.57 1.83 7.14 Inositol oxygenase
Qrob_P0454890.2 4.19 3.57 245 7.41 Inositol oxygenase
Qrob_P0454910.2 391 4.04 2.78 7.56 Inositol oxygenase
Qrob_P0172930.2 1.71 1.74 1.32 291 Cytochrome P450
Qrob_P0172950.2 1.75 1.66 1.40 2.95 Cytochrome P450
Qrob_P0693390.2 2.30 1.41 1.28 2.56 Protein SRG1
Qrob_P0673920.2 7.85 8.37 7.99 7.36 LRR receptor serine threonine protein kinase
Qrob_P0314140.2 2.75 2.14 2.79 3.27 BI-1 protein
Qrob_P0375530.2 2.41 1.04 1.99 3.47 Trehalose-phosphate synthase 11
Qrob_P0723080.2 3.56 1.10 2.80 4.59 Late embryogenesis abundant protein Lea5-D
Qrob_P0418620.2 3.55 5.35 5.20 6.26 Glutathione transferase GST 23
Qrob_P0573000.2 2.41 2.08 3.50 2.71 Heavy metal-associated isoprenylated plant protein 26
Qrob_P0712420.2 1.74 1.54 2.09 1.57 Protein reveille 1
Qrob P0462130.2 2.40 1.41 1.75 1.58 Protein glutamine dumper 3
Qrob _P0476810.2 1.98 1.28 2.21 2.85 Ammonium transporter 1.2
Qrob_P0476830.2 3.49 3.18 4.13 3.60 Ammonium transporter 1.2
Qrob_P0512390.2 2.75 1.52 224 4.81 Unknown

metabolic process) were associated with the P. microcar-
pus treatment. In contrast, 25 GO-terms were enriched
in non-colonized roots after P. involutus inoculation.
These included GO-terms related to the regulation of
transcription among the up-regulated genes, and GO-
terms related to cell-wall organization and defense
responses among the down-regulated genes.

In contrast, the S. vermifera treatment led to up-
regulation of defense response genes in non-colonized
roots, as revealed by enrichment in defense response and
response to biotic stimulus GO-terms. Strong expansion
of genes related to biotic interactions has been detected
in the oak genome, particularly those encoding
nucleotide-binding site leucine-rich repeat (NB-LRR)
proteins and receptor-like kinases (RLK), for which 95

and 55% expansion rates have been estimated, respect-
ively [12]. Thus, we focused on these groups of potential
defense-related genes. Many of these plant disease resist-
ance genes were differentially expressed in non-
colonized roots under the fungal treatments. They
included 165 of the 1091 (14.8%) NB-LRR and 256 of the
1247 (20.5%) RLK genes (Additional file 9: Fig. S4 and
Additional file 10: Table S6). Most of these plant genes
responded in a fungus-specific manner. Interestingly,
even though the proportion of RLK genes was similar
with P. involutus and S. vermifera (5.5 and 5.6%, respect-
ively), under the S. vermifera treatment, genes of LRR-
RLK subgroup Xlla, which include receptors known to
participate in responses to microbial infection, as well as
lectin receptor kinases known for their role in plant
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Table 2 Forty genes showing the largest differential expression in colonized roots after inoculation by the EMF P. microcarpus, P.
involutus and L. bicolor. Genes with at least 2-fold difference relative to fungus-free controls and a Benjamini-Hochberg adjusted P <

0.01 were selected

Log: fold change

(inoculated roots vs. control roots)

Gene ID P. microcarpus P. involutus L. bicolor Putative function

Qrob_P0154220.2 [NEINGZIN -4.74 -4.3 Bifunctional inhibitor/lipid-transfer/seed storage
Qrob_P0379130.2 -9.61 -7.15 -9.53 Bifunctional inhibitor/lipid-transfer/seed storage
Qrob_P0056900.2 -9.08 -4.28 -5.19 Non-functional NAPDH-dependent codeinone reductase 2
Qrob_P0733120.2 -8.99 -4.75 -5.1 Transcription factor bHLH93

Qrob_P0252250.2 -7.49 -7.43 -4.14 Unknown

Qrob_P0166050.2 -6.99 -5.07 -2.78 Plant invertase/pectin methylesterase inhibitor superfamily
Qrob_P0248580.2 -6.66 -33 -3.37 Proline-rich extensin protein EPR1
Qrob_P0396680.2 -6.24 -3.84 -4.76 Aspartic proteinase nepenthesin 1
Qrob_P0608370.2 -5.92 -4.48 -5.16 ABC transporter G family member 4
Qrob_P0413830.2 -5.71 -3.49 -2.52 Cyclin D1-1

Qrob_P0583930.2 -5.6 -2.76 -4.86 Bifunctional inhibitor/lipid-transfer/seed storage
Qrob_P0216700.2 -5.54 -6.35 -7.43 Polygalacturonase Atlg48100
Qrob_P0099230.2 -5.53 -5.5 -3.47 Xyloglucan endotransglucosylase hydrolase
Qrob_P0697560.2 -5.45 -2.21 -2.63 Unknown

Qrob_P0296830.2 -5.35 -3.96 -3.92 GDSL esterase lipase At5g45670
Qrob_P0245260.2 -5.11 -3.1 -4.02 Bifunctional inhibitor/lipid-transfer/seed storage
Qrob_P0649360.2 -4.93 -2.43 -2.15 Purple acid phosphatase 22

Qrob_P0716090.2 -4.86 -3.05 -1.41 Laccase 4

Qrob_P0243940.2 -4.71 -3.03 -4 Pollen Ole e 1 allergen and extensin family
Qrob_P0404970.2 -4.52 -2.54 -1.68 Cupredoxin superfamily protein
Qrob_P0542970.2 -4.38 -3.18 -2.89 Caffeic acid 3-O-methyltransferase
Qrob_P0491340.2 -4.35 -2.31 -2.24 Beta glucosidase 12

Qrob_P0447920.2 -4.26 -3.45 -2.67 Serine-threonine protein kinase
Qrob_P0649520.2 -4.24 2.2 -1.66 Cytochrome P450 94C1

Qrob_P0086580.2 -4.1 -2.26 -1.62 GDSL esterase lipase Atl1g28600
Qrob_P0252840.2 -4.09 -1.87 -2.65 Calmodulin 3

Qrob_P0703720.2 -4.06 -3.09 -2.92 Leucine-rich repeat family

Qrob_P0712730.2 -4.05 -2.77 -1.36 Cellulose synthase

Qrob_P0086590.2 -4 -2.37 -1.57 GDSL esterase lipase

Qrob_P0491370.2 -3.87 -2.21 -2.13 Beta glucosidase 24

Qrob_P0232430.2 -3.87 -3.29 -2.36 Sucrose transport

Qrob_P0135910.2 -3.8 -2.58 -1.23 Cellulose synthase a catalytic subunit 4
Qrob_P0664170.2 -3.79 -2.33 -1.62 Serine threonine protein kinase At5g41260
Qrob_P0491360.2 -3.79 -2.11 -1.99 Beta glucosidase 24

Qrob_P0182100.2 -3.77 -2.47 -2.01 Plant disease resistance response
Qrob_P0680560.2 3.15 2.98 3.58 Receptor protein kinase At1g67000
Qrob_P0301480.2 3.79 3.24 2.54 Protein NRT1/PTR family

Qrob_P0712020.2 4.5 4.62 5.14 Ole el protein

Qrob_P0170440.2 4.85 4.5 3.11 Polygalacturonase non-catalytic subunit JP650
Qrob_P0287470.2 4.91 3.63 3.75 TMYV resistance protein N

defense and immunity, were specifically differentially
expressed in non-colonized roots (Additional file 10:
Table S6).

Confirmation of fungus-specific long distance responses
in leaves

In leaves, 1408 DEG were identified, relative to controls,
under the four fungal treatments (Additional file 11:
Table S7). For 12 leaf DEG in plants inoculated with L.
bicolor, we found a good agreement between estimates
of the differential expression levels obtained by qRT-
PCR and transcriptome analysis, confirming the overall
value of the RNA-seq data (Additional file 12: Fig. S5).
Numbers of DEG of the same order of magnitude
(235 to 417) were obtained after inoculation with all
three EMFs, while the OMF (S. vermifera) treatment
resulted in the highest number (653). Only two
genes were differentially expressed in leaves under

all four fungal treatments (Fig. 1c), one encoding a
metacaspase 1 (Qrob_P0407070.2) and the other a
superoxide dismutase copper chaperone (Qrob_
P0502610.2). Even under the three EMF treatments,
only two more common DEG were identified in
leaves, one encoding a sucrose synthase (Qrob_
P0403240.2) and the other an F-box kelch-repeat
protein (Qrob_P0245400.2). Similarly, the only con-
sistent pattern of changes in expression of
phytohormone-related genes in leaves under all three
EMF treatments was the down-regulation of genes
involved in abscisic acid degradation. However
higher specificity in responses to the four fungi was
observed in expression patterns of the other
hormone-related genes (Additional file 6: Table S3).
In leaves, the high specificity of changes induced by
the four fungi was confirmed by GO-term enrich-
ment analyses, which revealed specific modifications
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to plant functions induced by each fungus at long
distance (Table 3). Laccaria bicolor inoculation in-
duced enrichment of GO-terms associated with plant
cell wall organization including lignin catabolic
process, microtubule-based process and plant-type cell
wall organization. In contrast, the two other EMF
inoculations led to enrichment of only one GO-term,
photosynthesis and light harvesting with P. involutus
and oxidation-reduction process with P. microcarpus.
Finally, S. vermifera inoculation induced enrichment of
GO-terms related to cell wall biogenesis. In conclusion,
the oak displayed highly fungus-specific responses at long
distance in the leaves, demonstrating the specificity of the
distant impacts of the three EMF on the host tree.

As characteristic distant plant responses were detected
for each fungus, we compared the DEG to mobile
mRNAs in A. thaliana listed by [44-47] to identify
whether the long distance effects were correlated with
potential mobile mRNAs. Closest homologs in A. thali-
ana of about 14-23% of the genes differentially
expressed in both roots and leaves under each inocula-
tion treatment correspond to putative mobile mRNAs
(Additional file 13: Table S8). Up- or down-regulation of
most of these putative mobile mRNAs was associated
with a specific mycorrhizal fungus, and contributed to
the previously described specificity of distant plant re-
sponses. Under P. microcarpus and L. bicolor treatments,
the DEG among the putative mobile mRNAs were re-
lated to cell wall processes, whereas under P. involutus
and S. vermifera treatments they related to photosyn-
thesis and defense responses, respectively.
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Is fungal phylogeny a good predictor of induced plant
regulation patterns?

The phylogeny of the four studied fungi was compared
to the changes they induced in the expression patterns.
The analysis was based on the DEG data and expression
levels of the 5000 most highly expressed genes in each
of the three considered plant parts. In colonized roots,
the changes induced by the three EMF were more simi-
lar to each other than those induced by the OMF S. ver-
mifera, according to heatmap-based clustering of data
for both the DEG and 5000 most highly expressed genes
(Fig. 2). However, the EMF phylogeny was not congruent
with the observed clustering, as heatmaps of changes in-
duced by L. bicolor (Agaricales) and P. involutus (Bole-
tales) clustered together, while the heatmap of changes
induced by the other EMF member of the Boletales, P.
microcarpus, was more distant. In non-colonized roots,
the three EMF induced closer DEG profiles than the
OME, but again the similarity of changes induced by the
EMF did not correlate with their phylogenetic closeness.
Clustering based on the 5000 most highly expressed
genes did not confirm this pattern of responses in non-
colonized roots, as the changes in gene expression in-
duced by P. involutus differed most strongly from those
induced by the other fungi (two other EMF and an
OME). In leaves, the clustering based on DEG and the
5000 most highly expressed genes showed that the three
EMF did not induce more similar changes than the
OMEF (Fig. 2), confirming thereby the specificity of the
distant plant responses to the four tested species of
mycorrhizal fungi.

Table 3 GO-term enrichment analysis (Biological processes) performed on leaves for the different treatments. Values correspond to
Benjamini-Hochberg adjusted p-values obtained using GOseq [43], in red for up-regulated GO-terms and in blue for down-regulated

GO-terms. n.s.: not significant

Leaves (Benjamini-Hochberg adjusted p-value)

S. vermifera

GOID Description L. bicolor P. involutus P. microcarpus
GO0:0006012 Galactose metabolic process ns.
GO:0055114 Oxidation-reduction process
GO:0042546 Cell wall biogenesis
GO:0010411 Xyloglucan metabolic process
GO:0006073 Cellular glucan metabolic

process
GO:0005975 Carbohydrate metabolic process
G0:0030244 Cellulose biosynthetic process
GO0:0046274 Lignin catabolic process
GO:0051258 Protein polymerization
GO0:0007017 Microtubule-based process
GO:0006979 Response to oxidative stress
GO:0009664 Plant-type cell wall organization
GO:0009733 Response to auxin
GO0:0009765 Photosynthesis, light harvesting
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Fig. 2 Heatmaps of DEG and expression levels of the 5000 most highly expressed genes. Genes are shown in colonized roots, non-colonized
roots and leaves

Discussion

Formation of ectomycorrhizas on roots by different EMF
requires variable timespans after inoculation, and extent
of apposition structures is heterogeneous and their
development is not synchronous even on root systems
developed in microcosms [18]. Consequently, it cannot
be expected that different fungi inoculated on a same
plant species will reach similar colonization intensities
and rates at a given sampling time, even in a standard-
ized culture system as the one with clonal oak cuttings
used in this work [17]. In addition the presented experi-
ment included a Serendipita non able to differentiate
EM. For these reasons our experiment deliberately ana-
lyzed plants in interactions without EM differentiation,
knowing that in the used oak system, inoculation alone
exerts typical symbiotic effects on development and
physiology [42] as well as on gene regulation [41] of
plants, which are similar to the one observed after
complete formation of ectomycorrhizas. This functional

impact on the plant in absence of symbiotic structures
was confirmed for the EMF tested here by their influ-
ence on plant growth and fresh weight. Additionally, in
this experiment, the different proportions of fungal and
plant transcripts found in colonized vs. non-colonized
roots allowed us to confirm that at least for two out of
the three EMF (P. involutus and L. bicolor), the fungi
markedly colonized host roots locally, close to the inocu-
lation points in the microcosms. Despite a weaker
colonization revealed by its transcript analysis, the third
EMF P. microcarpus had significant effects on plant
growth, which have already been described for other
fungi [1, 48].

Fungal response to oak roots includes MiSSP and plant
cell wall degrading enzyme gene expression

Although sampling of the plant material was performed
before mycorrhiza differentiation, L. bicolor genes
related to the full establishment of the symbiosis were
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up-regulated in the colonized roots. Of the mycorrhiza
induced small secreted polypeptide (MiSSP) gene prod-
ucts of L. bicolor, MiSSP7 induction leads to alterations
of the plant transcriptomic profile and modification of
plant immunity during colonization [32], LbMiSSP8 is
involved at early stages of ectomycorrhiza formation
[49], and MiSSP7.6 has been implicated in the modula-
tion of plant gene expression during root colonization
[50]. Interestingly, MiSSP7 is induced by poplar root
exudates prior to root colonization process, and the
abundance of MiSSP7.6 transcripts increases similarly in
ectomycorrhizas and in the extramatricial mycelium
close to the roots, indicating that direct physical contact
with roots is not required to trigger MiSSP7 or MiSSP7.6
induction [50, 51]. These observations are in line with
ours on MiSSP gene induction prior to ectomycorrhiza
formation. The abundance of plant cell wall degrading
enzyme transcripts of L. bicolor also increased on the
colonized roots. The survey of ectomycorrhizal fungal
genomes by Kohler et al. [3] demonstrated substantial
losses in such genes as compared to saprophytic fungi,
but the cell-wall-degrading enzyme genes are expressed
in a limited manner during ECM establishment. Zhang
et al. [52] showed that Lb319772 endoglucanase, one of
the induced genes on colonized oak roots, is involved in
plant cell wall modifications during symbiosis formation
in poplar.

Different EMF induced a common local core
transcriptional program in colonized roots

In accordance with our first hypothesis that a common
set of genes related to symbiosis are regulated similarly
by different EMF, a much broader range of plant core
genes were found to be induced by all three EMF species
within colonized roots compared to the number of genes
common to the four mycorrhizal treatments. The pro-
portion of DEG that accounted for these ‘core genes’ is
similar to proportions observed in chickpea colonized by
rhizobia, pathogenic oomycetes or arbuscular mycor-
rhizal fungi [53]. However, our study revealed several
core genes that were not previously identified in other
plant-mycorrhizal fungus interaction studies. These
include genes encoding inositol oxygenase, an enzyme
involved in cell wall biosynthesis [54], which is consist-
ent with its likely participation in establishment of the
apposition structure between plant and fungal walls in
the Hartig net of mycorrhizae. Most of the core genes
that were differentially expressed under all three EMF
treatments (including genes encoding components of
defense response and phenolic pathways) were down-
regulated. This is consistent with the attenuation of cor-
tical host cells’ defenses in roots that promotes fungal
penetration [22, 23, 55]. At this local site of interaction,
a modification of the auxin pathways was observed in

Page 9 of 15

the host plant during interaction with the three EMF but
not with the OMF S. vermifera. This is congruent with
auxin’s major role in EMF-induced root differentiation
[56-58]. It is also consistent with increases in root/shoot
ratios previously recorded following inoculation of the
same oak clone (DF159) with the EMF Piloderma
croceum [42], and may therefore be responsible for the
increases we observed in root system lengths of plants
inoculated with each of the three EMF. In addition,
comparison of changes induced by the different EMF
partners during interaction with genetically identical oak
saplings enabled identification of further locally regu-
lated core genes. These include genes previously
reported to be differentially expressed in oak mycor-
rhizal roots [23] such as genes encoding for laccase,
cellulose synthase, polygalacturonase and xyloglucan
endotransglucosylase hydrolase, but also other genes
with potential role in EM establishment such as a plant
disease resistance response protein and a receptor protein
kinase encoding gene.

The detected plant core response can reflect a com-
mon symbiotic pathway [59] activated by different EMF.
This is supported by our finding of fungal symbiosis-
related genes activated in L. bicolor and P. involutus
hyphae during root colonization. Formation of ECM
symbiosis requires lineage-specific genes encoding small
secreted proteins that were evidenced in the fungal tran-
scripts of both L. bicolor and P. involutus. Further found
genes like hydrophobin, phosphatidylserine decarboxy-
lases, glutaredoxin, and cytochrome P450 monooxygenase
have also previously been reported to be up-regulated in
ECM tissues [60, 61], confirming that even without
differentiation of mycorrhiza a symbiotic plant-fungus
dialog was already set up in the colonized roots.

Distant plant responses are highly fungus-specific

The second hypothesis, that short and long distance
responses of plants to specific EMF may differ was vali-
dated in terms of plant growth responses, numbers of
DEG and the metabolic pathways affected. Notably, we
observed two patterns of short-distance responses, as
few DEG were associated with the P. microcarpus and L.
bicolor treatments, but high numbers were associated
with the P. involutus and S. vermifera treatments. The
smaller short-distance effects of P. microcarpus and L.
bicolor on gene expression was not due to a general lack
of host plant responses, as these interactors strongly
affected gene expression in leaves. Moreover, despite
only changing the expression of a few plant genes in
non-colonized roots, P. microcarpus and L. bicolor had
strong morphological effects, including more than 400
and 250% increases in root length and total plant fresh
weight, respectively. Inoculation with P. involutus had
strong effects on both host plant growth and gene
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expression in non-colonized roots. The DEG included
genes involved in auxin and jasmonic acid pathways,
which are known to play roles in both root growth [62]
and formation of ectomycorrhiza and arbuscular mycor-
rhiza [16, 32, 58, 63]. In contrast, the short-distance
responses induced by the non-EMF S. vermifera concern
the regulation of numerous genes, particularly up-
regulation of genes involved in defense responses, which
is consistent with the probably non-symbiotic relation-
ship between this OMF and the oak. As the high humid-
ity conditions of our experiment hamper formation of
ectomycorrhiza [42], it was not suitable to explore the
potential of the OMF to form EMF. However, contrarily
to the three tested EMF species, the OMF had no impact
on the plant growth.

Large-scale comparative molecular studies on long-
distance plant responses to EMF are scarce. A study
focusing on defense-related genes in shoots of Medicago
truncatula in presence of three arbuscular mycorrhizal
species has been reported [28]. Here we show that more
general long-distance plant responses, in leaves, are
clearly induced by inoculation with EMF and even with
an orchid mycobiont, and that the responses are strongly
dependent on the fungal partner. The specific changes
observed in expression patterns in leaves included up-
regulation of genes related to cell wall modification-
related genes following inoculation with L. bicolor, and
the identification of putative mobile mRNAs related to
cell wall organization among products of DEG detected
under treatment with this fungus is consistent with
the enhancement of aboveground plant growth. In
contrast, no significant increase in leaf area occurred
after P. involutus inoculation, but here modification
in the regulation concerned genes involved in carbo-
hydrate allocation to roots. Thus, P. involutus seems
to influence energy storage, putatively changing the
balance between soluble sugar and starch. Induction
of an increase in sucrose contents of Populus
euphratica leaves by P. involutus has been previously
described, even in the apparent absence of mycor-
rhiza or changes in leaf growth [64]. This suggests
that P. involutus has evolved a more specific strategy
to benefit from plant carbohydrates than the two
other studied EMF.

Particularity of the non-host interaction with S. vermifera

In contrast to the EMF, S. vermifera induced up-regulation
of genes encoding chitinases, and the induction of several
genes encoding beta-1.3-glucanases, ethylene responsive
transcription factors, caffeic acid methyltransferases and fla-
vonol synthases, some of which were also identified as puta-
tive mobile mRNAs. The defense responses were detected
both at short distance in non-colonized roots and long dis-
tance in leaves, and these observations suggest that the
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OMF induces general defense responses and secondary
metabolism pathways, perhaps in a similar manner to the
reported induction of oak defenses against the biotrophic
pathogen Microsphaera alphitoides induced by a mycor-
rhiza helper bacterium [65]. The OMF generally form
friendly associations with their hosts without eliciting
defense responses [66]. However, an interesting outcome of
our comparison is that S. vermifera seems to elicit
responses in the oak saplings, which are different from their
responses to true EMF. The up-regulation of defense-
related genes suggests that S. vermifera may induce a non-
host response in oak, including up-regulation of large
proportions of the NB-LRR and RLKs genes identified in
Plomion et al. [12] in non-colonized roots, particularly lec-
tin receptor kinases and LRR-RLKs known to induce
defense responses and mediate plant immunity [67, 68].
Such defense response might be related to oak being a
non-host of S. vermifera. Although other Sebacina species
are ectomycorrhizal in oaks [36], S. vermifera does not
colonize oaks in nature, and thus the S. vermifera isolate
used in the present study might show an incompatibility
reaction to the oak clone.

Fungal phylogeny is not correlated to induced plant
responses

Contrary to the third hypothesis, fungal phylogeny was
not a good predictor of oak gene expression patterns. As
expected, the transcriptomic changes induced by the
OMF in the host plants’ colonized roots differed from
those induced by the three EMF. However, the differ-
ences did not agree with the phylogenic distances
between the three EMF, as the patterns of responses to
P. involutus (Boletales) and L. bicolor (Agaricales) were
more similar to each other than to those induced by the
other member of the Boletales, P. microcarpus. Interest-
ingly, we found that the phylogenic distances between
the tested fungal taxa were less strongly connected to
transcriptomic changes in the distant plant parts than in
the infected roots. In this respect, there was a clear dis-
tinction between the three EMF and the OMF in
infected roots, but not in non-colonized roots and
leaves. These results are consistent with the common
traits of EMF apposition tissues (i.e. hyphal mantle and
Hartig net within EM roots), but sometimes markedly
different effects on the growth of the whole host plant,
due to specific patterns of distant gene activation. EMF
have evolved independently from multiple fungal phyla,
and it has been estimated that more than 80 lineages
exist [69]. Phylogenetic and genomic analyses suggest
that they convergently evolved from white- and brown-
rot fungi and from soil saprotrophs [2, 70], and even
within the Boletales, the ectomycorrhiza formation cap-
acity of Paxillus and Pisolithus spp. may have emerged
independently [3]. If so, clear associations between
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evolutionary relationships of EMF and the changes they
induce in plant expression patterns would only exist
among taxa of the same ectomycorrhizal lineage or
which are derived from the same ancestor [70].

Conclusion

Our study allowed the first molecular-level comparison
of local and distant effects of three EMF and one OMF
on different parts of a genetic identical host tree (Q.
robur clone DF159), with reference to the recently
released oak genome. Through comparative transcrip-
tome analysis, we identified a core set of EMF-induced
genes in the oak at the local site of interaction. This sup-
ports the existence of common EMF symbiotic pathways
[59], despite dissimilar “symbiotic toolkits” of the EMF
previously reported [3]. Conversely, in non-colonized
roots and leaves, effects were strongly fungus-specific
and did not correlate with their phylogenetic relation-
ships. Mycorrhizal inoculation may trigger diverse dis-
tant mechanisms like signaling or transfer of metabolites
to target organs, which is also supported by the identifi-
cation of affiliated putative mobile mRNAs known to
migrate through the plants. These distant mechanisms
vary according to the EMF partner, leading to high het-
erogeneity of the distant responses, in accordance with
evidence that the ectomycorrhizal functional trait
evolved independently in distinct fungal lineages [2],
resulting in different EMF taxa having different regula-
tory effects on the same host tree.

Methods

Plant and fungal growth conditions

The pedunculate oak clone DF159 (Quercus robur L.) was
micro-propagated and rooted as described by Herrmann
et al. [17]. The four used mycorrhizal fungal strains
included the ectomycorrhiza forming fungi Pisolithus
microcarpus 441, Paxillus involutus ATCC200175 and
Laccaria bicolor S238N, as well as the orchid mycorrhiza
forming fungus Serendipita vermifera MAFF305830. They
were pre-cultivated in Petri dishes on Melin Norkrans
Modified agar medium (MMN agar medium [71];) supple-
mented with 0.1% (w/v) casein hydrolysate (MMNC [17];)
in darkness at 20°C. Fungal inoculum was produced by
inoculating a mixture of 750 ml of perlite with 100 ml of
MMN liquid medium supplemented with 0.5% (w/v) glu-
cose and 100 ml of a 2-3 weeks old liquid fungal culture
produced in MMNC medium, in darkness at 20°C with
shaking at 100 rpm. Rooted micro-cuttings were trans-
ferred into closed glass vessels containing 150 ml of the
two-week-old inoculum, 150 ml of sterilized perlite and
30 ml of MMN liquid medium with no carbohydrate and
tenth-strength P and N (MMN1/10 [17];). Non-inoculated
control plants were grown in similar glass vessels with
300 ml of sterilized perlite and 50 ml of MMN1/10 liquid
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medium. Plants were grown at 23°C with 16 h photo-
period, with a photosynthetic photon flux density of
180 umol m™~?s™ ! during light phases, for 13 weeks.

Morphological analyses of the oak saplings

At harvest, the oaks at bud rest stage A of the endogen-
ous rhythmic growth [25] were gently lifted from the
vessels, perlite was carefully removed with forceps and
placed on filter paper for photography. Plants measure-
ments were performed on these photos using WinRhizo
and WinFolia pro V2005b (Regent Instruments). Plant
growth parameters (fresh weight) were evaluated on the
complete plant using a minimum of eight replicates
(excepted for saplings inoculated with L. bicolor, 6 repli-
cates) and compared using the Kruskal-Wallis test
implemented in R software [72]. Between-treatment
differences in these parameters were considered signifi-
cant if P < 0.05.

RNA extractions and lllumina RNA-Seq

For RNA extractions, three types of plant material were
harvested: colonized roots represented by short roots
with visible, dense (L. bicolor, P. involutus, P. microcar-
pus) or loose (S. vermifera) fungal mycelium covering
their surfaces; non-colonized roots characterized by
short roots without any visible fungal mycelium covering
their surfaces, and fully developed source leaves belong-
ing to the last developed shoot flush. An absence of
mycorrhizas was controlled by de visu observation with
dissection microscope on a small set of lateral roots. At
harvest, tissues were immediately submerged in liquid
nitrogen and the material was stored at —80°C. Total
RNA was extracted from 50 mg portions of leaf material
and 100 mg portions of colonized and non-colonized
root material using a MasterPure Plant RNA Purification
Kit (Epicentre, Hessisch Oldendorf, Germany). Three
biological replicates from single plants were used for
non-colonized roots and leaves. For the colonized roots,
two (L.bicolor, P. microcarpus and S. vermifera) to three
(P. involutus) biological replicates from four to six plants
were considered. The extracted RNA was treated with
DNase I (Fermentas, St Leon-Rot, Germany), and quan-
tified using a NanoDrop spectrophotometer (Thermo
Scientific, Passau, Germany) and a Quant-iT RiboGreen
RNA Assay Kit (Invitrogen, Darmstadt, Germany). Its
quality was checked using a Nano Chip and Bioanalyzer
2100 (Agilent, Boblingen, Germany). cDNA libraries
were prepared from the total RNA using Illumina
TruSeq RNA Sample Preparation kit v2 and sequenced
using a 2 x 100 bp Illumina HiSeq 2000 platform at the
Beijing Genomics Institute, Hong Kong, China. Raw se-
quence data are available in the Sequence Read Archive
at the National Center for Biotechnology Information
(BioProject accession PRINA516042).
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Read processing and statistical analysis

Low complexity and low-quality reads were removed
with  SeqClean http://sourceforge.net/projects/seq-
clean/files/). Nucleotides with quality score <20 were
removed from the ends of the reads using a custom
Java script. Sequences < 50 bp were discarded, as well
as sequences lacking paired-end information. Illu-
mina reads were aligned against the haploid oak gen-
ome [12] by TopHat2 v.2.1.0 [73] and gene
expression levels quantified by featureCounts in the
subread package v.1.4.6 [74]. The significance of dif-
ferences in gene expression was assessed using edgeR
v.3.10.2 [75] implemented in the Bioconductor pack-
age. Genes were considered differentially expressed
when the Benjamini-Hochberg adjusted P-value was
less than 1% and the log2-fold change of gene
expression was greater than 2. Blast2GO [76] was
used to classify the genes in Gene Ontology (GO)
terms [77]), and GO enrichment analysis was per-
formed with the Bioconductor package GOseq
v.1.20.0 [43], and GO-terms were considered
enriched when the Benjamini-Hochberg adjusted P-
value was less than 5%. Differentially expressed
genes (DEG) were subjected to blastx search against
the NCBI nr and Arabidopsis thaliana TAIR data-
bases. Only hits with an E-value of at least <le-5
were taken into account. Heatmapping was per-
formed using the DEG data and the number of reads
of the 5000 most strongly expressed genes using the
heatmap function in the R software. The list of the
nucleotide-binding site leucine-rich repeat (NB-
LRR)-related protein genes and receptor-like kinase
(RLK)-encoding genes were extracted from the data
published by Plomion et al. [12] and compared to
the DEGs identified. For analysis of mobile mRNAs,
DEG detected in both roots (colonized and non-
colonized) and leaves were compared to the list of
2249 known mobile mRNAs of A. thaliana identified
by [44-47].

To assess how the fungal mycelium contributes to
gene expression in colonized and non-colonized
roots, reads from the colonized and non-colonized
roots samples were aligned using TopHat2 v.2.1.0
[73] on the genomes of the interacting fungi: L. bi-
color, P. involutus, P. microcarpus and S. vermifera.
Fungal genomes information was retrieved from Joint
Genome Institute’s Mycocosm database [78]. Align-
ment results of colonized roots showed that from
the 40 million reads, the highest mapping rates were
for L. bicolor (average 4,440,291 reads comprising
11% of input), followed by P. involutus (3,717,004,
9.3%), P. microspermum (1,355,623, 3.3%) and S. ver-
mifera (430,732, 1%). The respective alignments in
lateral roots were considerably lower, L. bicolor with
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1,001,193 aligned reads comprising 2.5%, P. involutus
(424,155, 1%), P. microcarpum (213,166, 0.46%) and
S. vermifera (318,539, 0.53%). Fungal gene expression
analysis was thus possible only for the colonised root
samples with L. bicolor and P. involutus, and for this
purpose, we considered the control samples of free
living mycelium grown on MMN agar medium by
Shah et al. [79] and with following accession num-
bers: L. bicolor SRR1752511, SRR1752510 and
SRR1752509, and P. involutus SRR1752470,
SRR1752472 and SRR1752473. The RNA seq analysis
pipeline was according to the oak RNA-seq analysis.
[lumina reads from colonized roots and from vege-
tative mycelium were aligned against L. bicolor or P.
involutus genome by TopHat2, gene expression levels
were quantified by featureCounts, and the signifi-
cance of differences in gene expression was assessed
using edgeR. The thresholds for differential expres-
sion were fold change >2 and Benjamini-Hochberg
adjusted P<0.01. Gene expression analysis was not
performed for P. microcarpus and S. vermifera due
to the low levels of fungal reads in colonized roots.

Primer design and validation by qRT-PCR

To validate the differential expression of genes revealed by
Ilumina RNA sequencing, the expression of 12 of those
genes was quantified by qRT-PCR in leaf samples from
control and L. bicolor-inoculated plants. The same original
RNA samples were used for cDNA synthesis for sequen-
cing experiments as for qRT-PCR analyses. Among these
12 genes some were affected by all four fungi (Qrob_
P0407070.2 and Qrob_P0502610.2), others by the three
EMF (Qrob_P0403240.2), or by three fungi (L. bicolor, S.
vermifera and P. involutus or P. microcarpus; Qrob_
P0412360.2, Qrob_P0286850.2, Qrob_P0758050.2, Qrob_
P0112730.2, Qrob_P0457340.2, Qrob_P0656320.2 and
Qrob_P0491740.2), and two specifically by L. bicolor
(Qrob_P0135910.2 and Qrob_P0273540.2). Primer pairs
were constructed using the oak genome [12] as a reference
and tested for functionality, amplicon size, specificity (sin-
gle peak produced for each primer after melting curve
analysis) and efficiency (using standard curve with dilution
series of cDNA as template), and the qRT-PCR amplifica-
tions were performed according to Tarkka et al. [23].
Sequences of constructed primer pairs are listed in
Additional file 14: Table S9. Briefly, using an iScript One-
Step RT-PCR Kit with SYBR Green (Bio-Rad) and 18S
rRNA as the reference gene, transcript abundances in the
leaf samples were determined based on their Ct values
using the Relative Expression Software Tool (REST, [80]).
The coefficient of variation was used as a reproducibility
indicator, with a maximal value of 6.0. Differential gene
expression was determined by a randomization test imple-
mented in REST.
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