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A B S T R A C T

Oxylipins are secondary messengers used universally in the living world for communication and defense. The
paradigm is that they are produced enzymatically for the eicosanoids and non-enzymatically for the iso-
prostanoids. They are supposed to be degraded into volatile organic compounds (VOCs) and to participate in
aroma production. Some such chemicals composed of eight carbons are also envisoned as alternatives to fossil
fuels. In fungi, oxylipins have been mostly studied in Aspergilli and shown to be involved in signalling asexual
versus sexual development, mycotoxin production and interaction with the host for pathogenic species. Through
targeted gene deletions of genes encoding oxylipin-producing enzymes and chemical analysis of oxylipins and
volatile organic compounds, we show that in the distantly-related ascomycete Podospora anserina, isoprostanoids
are likely produced enzymatically. We show the disappearance in the mutants lacking lipoxygenases and cy-
clooxygenases of the production of 10-hydroxy-octadecadienoic acid and that of 1-octen-3-ol, a common volatile
compound. Importantly, this was correlated with the inability of the mutants to repel nematodes as efficiently as
the wild type. Overall, our data show that in this fungus, oxylipins are not involved in signalling development
but may rather be used directly or as precursors in the production of odors against potential agressors.
Significance: We analyzse the role in inter-kingdom communication of lipoxygenase (lox) and cyclooxygenase
(cox) genes in the model fungus Podospora anserina.

Through chemical analysis we define the oxylipins and volatile organic compounds (VOCs)produce by wild
type and mutants for cox and lox genes,

We show that the COX and LOX genes are required for the production of some eight carbon VOCs.
We show that COX and LOX genes are involved in the production of chemicals repelling nematodes.
This role is very different from the ones previously evidenced in other fungi.

1. Introduction

The complete arsenal of molecules used by microorganisms to sense
and adapt to their biotic and abiotic environment is far from being
known. Oxylipins derived from the oxidation of polyunstaurated fatty
acids (PUFAs) are used throughout the plant, animal and fungal king-
doms to signal defense mechanisms, but also development and

reproduction [1]. In fungi, their roles are well studied in the genus
Aspergillus mostly through the deletion of cyclooxygenase genes
(Table 1) and in this genus oxylipins are at the crossroads of several
biologically-significant mechanisms, such as reproduction and growth,
pathogen interactions and secondary metabolite production [2, 3]. Few
genes involved in oxylipin production have been analyzed in other
fungi and developmental roles may or may not be found in the studied
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fungi (Table 1). For the model ascomycete Aspergillus nidulans, it has
been shown that specific oxylipins, known as Precocious Sexual In-
ducers (psi factors), play a crucial role in the balance between sexual
and asexual reproduction [4, 5]. Similar roles were observed in Asper-
gillus flavus [6, 7], Aspergillus fumigatus [8] and Fusarium verticillioides
[9]. In Trichoderma atroviride, oxylipins have been hypothesized to play
a role in wounding response [10], and in Ascocoryne sarcoides in the
production of eight-carbon volatile organic compounds (VOCs) [11].
Many microorganisms, both prokaryotic and eukaryotic, generate VOCs
[12, 13]. Fungal VOCs can have a variety of applications ranging from
the control of bacteria and fungi [14] to clean biofuels [15]. Like
oxylipins, in nature, VOCs are responsible for inter- and intra-orga-
nismic communication, leading to attraction, repulsion, as well as
growth and differentiation enhancement [16]. The volatile emission
profile is a consequence of specific metabolic activities of each micro-
organism. Fungi produce VOCs as mixtures of alcohols, ketones, esters,
small alkenes, monoterpenes, sesquiterpenes, and derivatives origi-
nating from a variety of precursors [17]. They especially synthesize
many VOCs with eight carbons that are responsible for the fungal odor
[18, 19]. The exact pathways used by fungi to produce these eight-
carbon VOCs are not well-known [20, 21] and fungi, like plants, may
utilize PUFAs and/or oxylipins to produce volatile compounds, because
PUFAs may first be oxidized and then cleaved to produce the short-
chain volatiles [21].

Oxylipins are synthesized in two ways, directly chemically by re-
active oxygen species (ROS) [22] and indirectly by enzymes belonging
to the dioxygenase family like cyclooxygenases (COX) [22], lipox-
ygenases (LOX) [22] or the monooxygenase family like the recently-
discovered Abm monooxygenase [23]. Eicosanoids are supposed to be
produced mainly enzymatically, while isoprostanoids mainly non-en-
zymatically [24–27]. Presently, the exact contribution of the enzymatic
versus non-enzymatic oxidation of lipids in vivo is not well known, nor it
is proven that oxylipins are indeed important precursors of VOCs in
fungi [21, 28]. Here, we describe the role of two LOX and two COX by
systematic targeted gene deletion in the production of oxylipins and
VOCs, as well as in the general physiology of the model fungus Podos-
pora anserina. This fungus inhabits herbivore dung and, thanks to its

rapid and easy culture and manipulation in the laboratory, is frequently
used to rapidly address the role of genes [29]. We provide evidence that
(1) this fungus produces isoprostanoids by an enzymatic route, (2)
oxygenases are necessary for the production of some of the eight-carbon
VOCs, especially 1-octen-3-ol, and (3) oxylipins and/or VOCs are used
by the fungus to repel nematodes.

2. Materials and methods

2.1. Strains and growth conditions

The P. anserina strains (Table S1) used in this study derived from the
“S” (uppercase S) wild-type strain [30] used for sequencing [31, 32].
Standard culture conditions, media and genetic methods for P. anserina
have been described [29, 33]. The M2 medium had the following
composition KH2PO4 0.25 g/l, K2HPO4 0.3 g/l, MgSO4/7H2O 0.25 g/l,
Urea 0.5 g/l, Thiamine 0.05mg/l, Biotine 0.25 μg/l, Citric Acid 2.5mg/
l, ZnSO4 2.5 mg/l, CuSO4 0.5mg/l, MnSO4 125 μg/l, Boric Acid 25 μg/l,
Sodium Molybdate 25 μg/l, Iron Alum 25 μg/l, Dextrine 5 g/l, Agar
12,5 g/l. The paper medium has the same composition as M2 except
that dextrin was replace by 3 cm×3 cm “3 MM”Whatman paper. M0 is
the same as M2 except that dextrin is omitted. The N2 Bristol C. elegans
strain was raised on Escherichia coli OP50.

2.2. Chemicals

9-hydroxy-octadecadienoic acid (9-HODE), 10-hydroxy-octadeca-
dienoic acid (10-HODE) and 13-hydroxy-octadecadienoic acid (13-
HODE) were purchased from Cayman Chemical Co. (Ann Arbor, MI,
USA). 16-F1t-phytoprostanes, and 9-F1t-phytoprostanes were synthe-
sized according to published procedures [34–36].

2.3. Gene deletions and phenotypic analysis

The COX and LOX genes were deleted as described [29]. The pri-
mers used are reported in Table S2. After verification of the deletions by
Southern blot analyses (Fig. S1), two successive crosses of the mutants

Table 1
Lipoxygenase and cyclooxygenase genes in selected fungal genomes.

Lox Val-group Lox Ile-group Cox Abm Phenotypes References

Podospora anserina PaLox1
(Pa_2_4370)
PaLox2
(Pa_6_8140)

PaCox1 (Pa_1_4690)
PaCox2 (Pa_5_1240)

See text. This paper

Magnaporthe grisea MGG_08499 MGG_13239
MGG_10859

MGG_04777 MGG_13239: No phenotype for mycelium, conidia,
appressoria and plant invasion.
MGG_04777: reduced invasive growth in rice

[9]

Fusarium
verticillioides

FVEG_05726 FVEG_09897
FVEG_03347

FvLDS1a
(FVEG_09294)
FvLDS1b
(FVEG_09294)
FVEG_11670
FVEG_12540

Thin, leathery & pink mycelium; conidia more numerous with
faster germination, fewer perithecia when crossed with WT,
enhanced virulence.

[58]

Aspergillus nidulans ppoA (AN1967)
ppoB (AN6320)
ppoC (AN5028)

Alteration of the ratio between cleisthothecia vs conidia. [7]

Aspergillus flavus XP_002379215 ppoA (ACO57610)
ppoB (ACO57611)
ppoC (ACO57612)
ppoD (ACO57613)

Alteration of the ration of sclerotia vs conidia.

Aspergillus fumigatus Afu4g02770 Afu7g00860 PpoA (Afu4g10770)
PpoB (Afu4g00180)
PpoC (Afu3g12120)

PpoC alone:Fewer conidia with faster germination, altered
stress resistance
PpoA, PpoB: no phenotype
PpoABC-RNAi: increased virulence & altered stress response.

Ustilago maydis Ssp1 (Ustma1_4571) No phenotype for yeast morphology, teliospore formation,
mating and plant invasion.

[59]

This table gives the genes present in selected fungal genomes. Darkened cell: no gene could be found by BLAST analysis. In bold, genes that have been inactivated by
targeted gene deletion or in the case of the triple PpoABC mutant of A. fumigatus by RNAi.
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with the wild type enabled to recover progeny strains in which poten-
tial additional interfering mutation(s) were segregated out. These F2
strains were used for phenotypic analyses. Co-segregation of the worm
phenotype with the deletions (e.g., see Table 3) was further evidenced
during the construction of the multiple mutants, which required addi-
tional crosses between the independently-obtained mutants. Cross
Lox1Δ x Lox2Δ resulted in the recovery of LoxΔ and Cox1Δ x Cox2Δ in the
recovery of CoxΔ. Cross of LoxΔ x CoxΔ enabled to construct Δ4. Co-
segregation of the phenotype with the deletions showed that the worm
phenotype was due to the inactivation of the genes and not to some
additional mutation. Phenotypes were evaluated as in [37–39] for fer-
tility, as in [40] for paper degradation, as in [41] for constitutive per-
oxide and superoxide production and as in [42] for hyphal interference.

To assess effects of mycelia on worms, fungi and worms were in-
oculated at the same time on M2 plates or worms were inoculated three
days after the fungi (Fig. S2). For the fungi, one plug of a wild-type
culture and one plug of mutant culture were deposited at two distal
edges of the plates. For the worms, twenty adult worms were deposited
at the center of the plates. Inoculation plates were made in duplicates.
Whether the fungi and worms were inoculated at the same time or at
different times, the results were identical and were thus combined.
Plates were then incubated at 18 °C in the dark. Locations of the worms
were recorded three times per week for two weeks, at which time the
two fungal cultures were still not in contact. Newborn worms hatched
during the time course of the experiments and continue their devel-
opment thanks to the bacteria brought up during worm inoculation (the
bacteria were able to consume the M2 medium). Behavior of the
newborn worms was identical to that of the adults. The results of
Table 3 are the combined data of two independent experiments, i.e., of
at least 8 plates for each tested WT vs mutant combination. To check for
the effect of opening the plates, location of the worms was recorded and
the plate covers were removed (two plates for each tested WT vs mutant
combination). The plates were left on the bench for two hours before
making a new record of worm locations. This experiment was per-
formed twice with identical results.

2.4. Phylogenetic analysis

COX, LOX and Abm-like proteins were identified by BLAST using
various fungal homologues as queries using the JGI mycocosm portal
[43]. Alignment was made with MAFFT [44] and manually refined.
This alignment was used to construct a phylogenetic tree using the
maximum likelihood method (PhyML software) [45] using the default
parameters and the WAG model and transferred to the iTOL server for
visualization [46]. Bootstrap values are expressed as percentages of 100
replicates.

2.5. Total fatty acid quantification

Five mg of mat+/mat- mycelium were crushed with a FastPrep ®-24
Instrument (MP Biomedical) in 1ml of water 5mM EGTA: MeOH (v/v;
1: 2); 50 μl were withdrawn for protein quantification. Lipids were
extracted according to Bligh and Dyer [47] in dichloromethane/me-
thanol/water (2.5: 2.5: 2.1, v/v/v), in the presence of 2 μg of glyceryl
triheptadecanoate as internal standard. The lipid extracts were directly
methylated in boron trifluoride methanol solution 14% (SIGMA, 1ml)
and heptane (1ml) at RT for 1 h at 80 °C. After addition of water (1 ml)
to the crude, FAs were extracted with heptane (3ml), evaporated to
dryness and dissolved in ethyl acetate (20 μl). FAs extract (1 μl) was
analyzed by gas-liquid chromatography [48] on a Clarus 600 Perkin
Elmer system using a Famewax RESTEK fused silica capillary columns
(30m×0.32mm i.d, 0.25 μm film thickness). Oven temperature was
programmed from 110 °C to 220 °C at a rate of 2 °C per min and the
carrier gas was hydrogen (0.5 bar). The injector and the detector tem-
pertatures were 225 °C and 245 °C respectively.

2.6. Eicosanoid quantification

For extraction, each frozen mat+/mat- mycelium (5mg) was cru-
shed with a FastPrep ®-24 Instrument (MP Biomedical) in 1ml of HBSS
(Invitrogen). After 2 crush cycles (6.5 m/s, 30 s), 10 μl were withdrawn
for protein quantification. 900 μl of homogenate (around 60mg of
tissue) were withdrawn for oxylipins analyses. 300 μl of cold −20 °C
methanol (MeOH) and 5 μl of internal standard (Deuterium labeled
compounds) were added. After centrifugation at 900g for 15min at 4 °C,
supernatants were transferred into 2ml 96-well deep plates and diluted
in H2O to 2ml. Samples were then submitted to solid phase extraction
(SPE) using HRX 96-well plate (50mg/well, Macherey Nagel) pre-
treated with MeOH (2ml) and equilibrated with 10% MeOH (2ml).
After sample application, the extraction plate was washed with 10%
MeOH (2ml). After drying under aspiration, lipids mediators were
eluted with 2ml of pure MeOH. Prior to LC-MS/MS analysis, samples
were evaporated under nitrogen gas and reconstituted in 10 μl on
MeOH. LC-MS/MS analyses of eicosanoids were performed as described
[49]. Briefly, lipid mediators were separated on a ZorBAX SB-C18
column (2.1mm, 50mm, 1.8 μm, Agilent) for 9-hydroxy-octadecadie-
noic acid (9-HODE) and 13-hydroxy-octadecadienoic acid (13-HODE),
and on a ZorBAX SB-C18 column (2.1 mm, 100mm, 1.8 μm, Agilent) for
10-HODE using Agilent 1290 Infinity HPLC system coupled to an ESI-
triple quadruple G6460 mass spectrometer (Agilent Technologies). Data
were acquired in Multiple Reaction Monitoring (MRM) mode with op-
timized conditions (ion optics and collision energy). Peak detection,
integration and quantitative analysis were done using Mass Hunter
Quantitative analysis software (Agilent) based on calibration lines built
with commercially available eicosanoids standards (Cayman Chemi-
cals).

2.7. Isoprostanoid quantification

To a total of 15mg of thawed mat+/mat- mycelium sample, 1 ml of
Folch solution (CHCl3:MeOH, 2:1, v/v) containing 10 μl BHT (1% in
ethanol) was added and spiked with 5 ng of each internal standard
(d4–15-F2t-IsoP, d4–10-F4t-NeuroP). The mixture was homogenized
with a Fast Prep instrument (MP Biomedicals) for 30 s at 6.5m/s. Then
the homogenized tissue was further extracted with 1.5ml ice-cold Folch
solution (CHCl3: MeOH, 2:1, v/v) and 0.5 ml of ultrapure water. The
mix was shaken for 30 s and centrifuge for 10min at room temperature
to separate the aqueous and organic layers. The lower organic layer was
carefully removed and transferred to a pyrex tube and then evaporated
under nitrogen gas. The extracted lipid was dissolved in 1ml of hy-
drolysis solution (KOH 1M in MeOH) and incubated at 40 °C for 30min.
After cooling at room temperature, 3 ml of 40mM formic acid was
added. Thereafter, the samples were cleaned and extracted by solid-
phase extraction on a 96-well plate OASIS MAX 60mg (Waters, USA)
modified from [50]. Briefly, the wells were cleaned with 2ml of MeOH
and conditioned with 2ml of 40mM formic acid (pH 4.5). After loading
the samples, the wells were washed with 2ml of 2% NH4OH followed
by 2ml of MeOH/20mM formic acid (20:80 v/v) and 2ml of hexane.
The isoprostanoids were eluted with 2ml hexane/ethanol/acetic acid
(70:29.4:0.6 v/v/v). After drying under nitrogen gas, the samples were
re-dissolved with 20 μl of MeOH. A part of the sample (5 μl) was taken
for LC-MS/MS analysis using an Agilent 1290 Infinity equipped with a
thermostated autosampler, a binary pump and a column oven coupled
to a Agilent 6460 triple quadrupole MS (Agilent) equipped with elec-
trospray ionization (ESI). The ESI was performed in negative ion mode.
Method is described in Dupuy et al. [51]. Briefly the column was a
Zorbax SB-C18 Rapid Resolution HD (2,1×100mm; 1,8 μm, Agilent).
The mobile phases consisted of water: formic acid (99.9:0.1;v/v) (A)
and acetonitrile: formic acid (99.9:0.1, v/v) (B) with a flow rate of
0.3 ml/min. The analysis was performed in Selected Reaction Mon-
itoring (SRM) detection mode using nitrogen as the collision gas. The
SRM of each compound were pre-determined by MS/MS analysis. Peak
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detection, integration and quantitative analysis were performed by
Mass Hunter Quantitative analysis software (Agilent Technologies,
USA).

2.8. VOC analyses

VOCs produced during fungal growth were collected on tubes con-
taining a TENAX®TA absorbent (Sigma Aldrich). Sampling was active
and flow rate was fixed at 10ml / min during a time sufficient to renew
at least three times chamber's volume. Desorption of TENAX®TA tubes
was performed at 260 °C for 15min (ATD 400, Perkin Elmer) and cold
entrapment was conditioned at −30 °C. Temperature of transfer line
between the ATD and the GC was maintained at 220 °C. VOCs were then
injected simultaneously on a VF-5ms type column (Agilent), they were
separated and analyzed with a GC–MS system (GC 3800 coupled with
an ion trap, Varian) as described [52, 53]. Analytical conditions were
40 °C for 5min, 2.5 °C/min up to 170 °C, 7.5 °C/min up to 250 °C and
250 °C for 15min. Analytes were identified by retention time, compared
with a mass spectral library (NIST 2008) and validated with the passage
of a standard. VOC production was evaluated on a nutritional media
made with an inert material (glass fiber pad CAT N° 1823–025
Whatman) in presence of M2 medium. After inoculation of mat+/mat-
heterokaryotic cultures, samples were placed in emission chambers [52,
54] and incubated during ten days, at 27 °C.

2.9. Preparation of lipid peroxidation products and determination of worm
avoidance

Because lipid peroxidation products are high insoluble and sensitive
to oxidation, they were extemporaneously saponified to render them
bio-available [55]. To this end, 9±HODE and 13±HODE (cat
n°38,400 and 38,600 from Cayman chemical, U.S.A.) were first dis-
solved in ultrapure cold ethanol before being carefully dried under
argon. Concerning the ent-16-F1t-PhytoP (9-F1) and 9-epi-9-F1t-PhytoP
(16-F1) phytoprostanes, an aliquote of a methanolic solution was dried
in the same conditions. Immediately after drying, the working solution
of oxylipins or phytoprostanes were prepared by saponification in iced
Na2CO3 100mM aqueous solution. Aliquotes of every solutions corre-
sponding to 12.5 nmoles of the four molecules was then put on separate
Petri dishes (50mm diameter) and 10 to 15 worms were inoculated on
the opposite side of the Petri dish. The Petri dishes were immediately

sealed with parafilm. Three plates for each lipid peroxidation product
were processed. Worms closer than 1 cm to the oxidized lipds and those
present in a region with an identical area located at the opposite end of
the plates were counted two weeks after inoculation.

3. Results

3.1. The P. anserina genome encodes four oxylipin-producing enzymes

Mining the genome of P. anserina for genes coding oxylipin-produ-
cing enzymes (Table 1) revealed that this fungus has two genes coding
for LOX of the Ile-group [56], PaLox1 (=Pa_2_4370 according to the
nomenclature of the P. anserina genome sequencing project [32]) and
PaLox2 (Pa_6_8140), and two genes coding for COX, PaCox1
(Pa_1_4690) and PaCox2 (Pa_5_1240). The P. anserina genome does not
contain any gene coding for LOX enzymes of the Val-group [56] nor any
homologue of the Abm monooxygenase gene [23]. Phylogenetic survey
showed that LOX and COX are enzymes expendable during evolution
and likely implicated in the fine tuning of the different fungal species to
their environment (Figs. S3 and S4). Microarray analysis [57] con-
firmed the expression of the four genes in P. anserina and showed a
downregulation of PaLox1, PaLox2 and PaCox1 in stationary phase,
while the expression of PaCox2 remained constant. To analyze their
role, the four genes were inactivated by replacing their coding sequence
with a resistance marker. Note that to the best of our knowledge, this is
the first inactivation of genes encoding lipoxygenase of the ile group in
fungi (Table 1). As different markers were used for each gene, multiple
mutants could be constructed by genetic crosses, including LoxΔ lacking
both PaLox1 and PaLox2, CoxΔ lacking both PaCox1 and PaCox2 and Δ4
devoid of all four genes (Table S1). The deletions were verified by
Southern blot analysis (Fig. S1 and see M & M for subsequent genetic
analysis of the mutants).

3.2. Production of oxylipins in wild type and mutants

Total fatty acid (TFA), free eicosanoids and total isoprostanoids
contents in wild-type were assayed by GC-FID and LC-MS/MS on 3-day-
old and 8-day-old mycelia grown on the M2 standard medium and
proportions of each molecule was calculated for TFA, eicosanoids and
isoprostanoids (Table 2). In the wild type at day 3, TFAs were by order
of decreasing proportion: linoleic (18:2 n-6), linolenic (18:3 n-3),

Table 2
Proportions (%) of the various fatty acids and oxylipins in P. anserina wild type and devoid of COX and LOX genes (Δ4).

WT-3D WT-8D Δ4-3D Δ4-8D

TFA %
16:0a 16.68 ± 0.42 18.81 ± 1.37 14.29 ± 1.02 17.57 ± 1.88
18:0a 3.21 ± 0.77 2.21 ± 0.07 2.75 ± 0.45 2.02 ± 0.05
18:1w9a 6.01 ± 0.26 5.55 ± 1.58 4.52 ± 1.04 5.76 ± 1.24
18:2w6a 51.47 ± 8.35 63.34 ± 2.41 52.88 ± 6.80 65.39 ± 1.51
18:3w3a 22.62 ± 7.41 10.10 ± 5.43 25.55 ± 8.40 9.25 ± 4.59

Eicosanoids %
13-HODEa 93.73 ± 2.63 70.43 ± 9.56 72.24 ± 2.78 66.15 ± 2.14
9-HODEa 6.27 ± 0.70 29.57 ± 8.27 27.76 ± 2.78 33.85 ± 4.16
13-HODE +9-HODEb 67.16 34.66 99.81 99.87
10-HODEb 32.84 65.34 0.19 0.13

Isoprostanoids %
ent-16-F1t-PhytoPa 34.66 ± 0.78 37.35 ± 4.24 42.64 ± 0.60 0
9-F1t-PhytoPa 21.41 ± 7.26 18.92 ± 4.75 9.18 ± 12.99 0
ent-16-epi-16-F1t-PhytoPa 25.26 ± 7.96 22.25 ± 1.10 39.18 ± 25.12 0
9-epi-9-F1t-PhytoPa 18.44 ± 14.44 21.47 ± 10.09 9.00 ± 12.73 0

The table gives the proportions (± SD) of total fatty acids (TFA), eicosanoids and isoprostanoids in each family in wild type and Δ4 mutant grown for 3 days (3D) or
8 days (8D) on M2. Only the most abundant species for TFA are indicated, i.e., species more abundant at day 3 than 1 μg/mg of proteins.

a This is the percentage ± SD for two independent lipidomic assays.
b 10-HODE was assayed separately only once, while other products were assayed twice. Comparison is thus made with the other eicosanoids from the same

samples.
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palmitic (16:0), oleic (18:1) and stearic (18:0) acids. The three major
detected eicosanoids were 13-hydroxy-octadecadienoic (13-HODE), 10-
hydroxy-octadecadienoic (10-HODE) and 9-hydroxy-octadecadienoic
(9-HODE) acids (Table 2). Isoprostanoids were ent-16-F1t-phytopros-
tane (16F1), ent-16-epi-16-F1 t-phytoprostane (16epiisoP), 9-F1t-phyto-
prostane (9isoP) and 9-epi-9-F1t-phytoprostane (9F1). Note that oxyli-
pins were in minute amounts compared to TFAs. At day 3,
isoprostanoids amounted to 0.008 μg/mg of proteins and eicosanoids to
0.9 μg/mg of proteins, while TFAs amounted to 400 μg/mg of protein.
The major differences that we observed between 3-day-old and 8-day-
old wild-type mycelia were (1) the proportion of 10-HODE that in-
creased and concomitantly that of 13-HODE that decreased and (2) a
decrease in the amounts of total eicosanoids (down to 0.5 μg/mg of
proteins) and isoprostanoids (down to 0.004 μg/mg of proteins), while
TFA increased up to 1600 μg/mg of proteins. These last data are com-
patible with a large increase of membrane content of the mycelium,
since old hyphae accumulate numerous vacuoles.

Analysis of lipids and oxylipins in the Δ4 mutants identified dra-
matic differences in the production of oxylipins, while minor differ-
ences were observed for TFAs (Table 2). Firstly, eicosanoids amounts
were down to 0.13 μg/mg of proteins and 0.15 μg/mg of proteins at day
3 and day 8, respectively. Decrease was especially important for 10-
HODE since it was not produced at all. Secondly, Isoprostanoids
amounts were also down especially at day 8, since they could not be
detected by our analysis. Note that at day 3, diminution was also no-
ticed (0.003 μg/mg of proteins instead of the 0.008 μg/mg of proteins of
the wild type). Analysis of TFA in the LoxΔ and CoxΔ did not evidence
any major difference in the proportion of the various fatty acids (Table
S3). However, we could not detect prostanoids in the LoxΔ mutant at
both day 3 and day 8 and only minute amount at day 3 (0.0008 μg/mg
of proteins) and none at day 8 in the CoxΔ mutant (Table S3).

3.3. Production of VOCs in WT and mutants

VOCs production was measured by GC–MS [53] on M2 medium on
an inert support (Fig. 1 & Table 3). Our analysis identified the VOCs
emitted by mat+/mat- heterokaryotic wild-type, LoxΔ, CoxΔ and Δ4

mycelia after ten days of incubation at which time all assayed strains
had produced their fruiting bodies. The emission profiles of the wild
type and each of the three mutants were different and could be clearly
differentiated by principal component analysis, indicating that each
strain produced specific sets of VOCs (Fig. 1). However, seven mole-
cules clearly differentiated the wild type and mutant profiles, i.e., they
were present in the wild type and not in some of the mutants (Table 3).
These included three molecules with seven carbons (C7), three mole-
cules with eight carbons (C8) and one monoterpene. Five out of these
seven molecules are oxygenated, suggesting a possible production from
oxylipins. The three C8 molecules, among which 1-octen-3-ol, were still
produced in the LoxΔ mutant, suggesting that their synthesis relied upon
the COX enzymes (Table 3).

3.4. Phenotypic analysis of the LOX and COX mutants

The role of PaLox1, PaLox2, PaCox1 and PaCox2 was further char-
acterized by analyzing the phenotypes of the mutants throughout the
lifecycle of the fungus. We did not detect any obvious phenotypic dif-
ference between the mutants and the wild type regarding growth, fer-
tility on media containing various carbon sources and longevity (Fig.
S5). Note that this fungus does not possess an asexual cycle, but is able
to produce spermatia for fertilization purposes. Production of the

Fig. 1. PCA (left) and associated correlation circle (right) for wild type and mutants strains CoxΔ, LoxΔ and Δ4. PCA was constructed from all fragment ions (33 to
425) extracted from the chromatograms, each presenting several hundred peaks. A global volatile chemical print or global emission without a priori was thus
determined for each sample. Global emission of each strain is statistically different and specific. Axis 1 clearly separates wild type from mutants.

Table 3
Some VOCs identified in wild type and mutants CoxΔ, LoxΔ and Δ4.

Formula Name of compound WT COXΔ LOXΔ Δ4

C7H14O 3-Heptanone 0.11 – – –
C7H16O 3-Heptanol 0.50 – – –
C7H14O2 Acetic acid pentyl ester < LOQ – – –
C8H14 1,3-Octadiene 0.87 – 1.15 –
C8H16O 1-Octen-3-ol 0.20 – 0.25 –
C8H16O 3-Octanone 0.19 – 0.51 –
C10H16 α-Pinene < LOQ – – –

Under these analytical conditions LOD (Limit of detection) is 0.01 ppm and LOQ
(Limit of quantification) is 0.1 ppm in Toluene Equivalent. The Table shows
VOCs with a carbon number between C7 and C10. This is not an exhaustive list.
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spermatia was not modified in the mutants. In P. anserina, wounding is
associated with increased ROS production as measured by DAB pre-
cipitation. This reaction was normal in all the LOX/COX mutants (Fig.
S5). Hyphal Interference with Penicillium chrysogenum was also normal
in the mutants (Fig. S5). This mechanism is triggered upon contact of P.
anserina hyphae with those of P. chrysogenum [42]. It is associated with
a ROS burst visualized by accumulation of a DAB precipitate at the
contact zone between the two species, while death of P. chrysogenum
hyphae was detected by Evans Blue coloration. We then assayed whe-
ther P. anserina could inhibit the growth of bacteria and fungi at a
distance. To this end, we used Quadrant Petri dishes, in which two
alternate quadrants were inoculated with P. anserina and two days later
the other two with the bacteria or fungi to be assayed and the plates
were sealed with parafilm. We could not detect any promoting or in-
hibiting effect of P. anserina wild type or Δ4 mutants on the growth of
Corynebacterium glutamicum ATCC 13032 and Corynebacterium melasse-
cola ATCC 17965, two species commonly found in soil, nor on that of
the dung fungus Sordaria macrospora, another inhabitant of herbivore
dung.

Last but not least, we assayed interactions with the nematode
Caenorhabditis elegans. This worm is bacterivore and does not consume
P. anserina (data not shown). To test whether the worms avoided or
preferred the wild type versus the mutants, we inoculated the wild type
and one of the mutants at distal positions in a M2 Petri dish that was
populated with worms at the center (see Fig. S2 and M & M). The plates
were then incubated for several days at 18 °C, which is the ideal tem-
perature for C. elegans. Worms located<2 cm away from the edges of
the thalli were then counted three times a week. Up to 10 days of in-
cubation at 18 °C, we did not notice any differences between the wild
type and the mutants. On the contrary, after two weeks of incubation,
the worms exhibited a clear avoidance of the wild-type thallus and
preferred hanging near the mutant mycelium (Table 4). This was
especially significant for mutants lacking the Lox1 gene, but could also
be detected in some strains devoid of the Cox2 gene. This showed that
the role of the Lox and Cox genes in P. anserina was related to the
synthesis of molecule(s) able to repel worms. To test if the molecules
were oxylipins or their VOC degradation product(s), we repeated the
experiment using the Δ4 mutants and after counting a first time, the
Petri dishes were left open at room temperature (~20 °C) for two hours,
and subsequently for an additional two hours, in order to allow for the
volatile compounds to withdraw from the plate and the worms to travel
to other locations. As seen in Table 5, the proportion of worms avoiding
the wild type mycelium was lower after opening the lid of the dishes
(although they still significantly shirked the wild-type). Worm reloca-
tion was especially significant 2 h after opening. This strongly suggested

that the VOCs, and not the oxylipins, were likely responsible for the
avoidance phenomenon, in line with the fact that C. elegans did not
consume the fungus.

To confirm that oxidized lipids were not directly involved in de-
terring C. elegans, we assayed whether pure commercial eicosanoids
and pure phytoprostanes synthesized as described in Fig. S6 were able
to repel the nematodes. To this end, we tested the two commercially-
available eicosanoids (9 ± HODE and 13+HODE) and the two phy-
toprostanes (9-F1 and 16-F1) that were the most abundantly synthe-
sized by the fungus. These were rendered available to the worms by
saponification (see M. & M.) and inoculated in defined regions of Petri
plates onto which worms where added. After two weeks of incubation
the worms close the oxylipins and those far away from them were
counted. Table 6 gives the ratios for each of the four compounds. These
were not significantly different from 1, as seen for the control without
lipid peroxidation products, confirming that worm repulsion was likely
not directly caused by eicosanoids and phytoprostanes. This indirectly
argued that the VOCs were likely the chemicals involved in worm re-
pulsion.

4. Discussion

Oxylipins are natural products that may be formed enzymatically or
non-enzymatically. COX and LOX are the two major classes of enzymes
involved in their production. In P. anserina, inactivation of COX and
LOX genes clearly has an effect on oxylipins production. Analysis of the
patterns of oxylipins in the wild type and the mutants shows that the
COX and LOX enzymes may have complex activities. Firstly, they are
involved in the synthesis of 10-HODE, which appears to be a major
eicosanoid in P. anserina. These enzymes, however, have seemingly
little effects on the production of 9-HODE and 13-HODE, arguing that
the production of these two oxylipins is mainly non enzymatic in this
fungus or catalyzed by as yet unknown enzyme(s). Intriguingly, COX
and LOX enzymes appear to be involved in the synthesis of iso-
prostanoids that are thought to be formed non-enzymatically [24–26].
Here, we have not demonstrated whether the action of the COX and
LOX enzymes is direct (i.e., they actually participate in the transfor-
mation of fatty acids into isoprostanoids) or if their action is indirect

Table 4
Repellence activity of wild type versus mutant mycelia on C. elegans worm
strain Bristol N2.

Strain Mean preference ratio ± SD

S/Cox1Δ 1.29 ± 0.64
S/Cox2Δ 1.32 ± 0.51⁎
S/Lox1Δ 0.83 ± 0.44⁎⁎
S/Lox2Δ 1.01 ± 0.21
S/CoxΔ 1.06 ± 0.37⁎
S/LoxΔ 0.55 ± 0.16⁎⁎
S/Cox1Δ Lox1Δ Lox2Δ 1.56 ± 0.56⁎
S/Cox1Δ Cox2Δ Lox1Δ 0.95 ± 0.25
S/Cox1Δ Cox2Δ Lox2Δ 1.15 ± 0.30
S/Δ4 0.73 ± 0.11⁎⁎

The table gives the ratios of worms located at the edge of the wild-type
mycelium versus worms present at the edge of the indicated mutant myce-
lium on two-week-old plates. Statistical significance was tested by con-
formity chi2 with equal population size on both mycelia.

⁎ statistically significant at 0.05.
⁎⁎ statistically significant at< 0.005.

Table 5
Effect of opening the plates on worm repulsion by the wild type.

Time after opening Mean preference WT/Δ4 ratio of ± SD

0 0.60 ± 0.14⁎⁎ Significantly different p-value=0.035
2 h 0.82 ± 0.30⁎
4 h 0.74 ± 0.30⁎⁎

Statistical significance of difference on the worms near the wild type versus the
Δ4 mutant was tested by conformity chi2 with equal population size on both
mycelia. Difference on the ratios after opening the plate was made by a Student
t-test; only the difference between 0 and 2 h is statistically significant.

⁎ statistically significant at 0.05.
⁎⁎ statistically significant at< 0.005.

Table 6
Lack of repulsive effect by oxylipins and phytoprostanes.

Mean preference+ LPP/-LPP

Controla 1.1 ± 0.1
13- ± HODE 1.7 ± 0.7
9 ± HODE 0.8 ± 0.4
ent-16-F1t-PhytoP 0.7 ± 0.3
9-epi-9-F1t-PhytoP 1.2 ± 0.5

The Table gives the ratio of worms closer than 1 cm away from the lipid
peroxidation products (+LPP) versus those far away (d > 3 cm, -LPP).
The ratios are not statistically different from 1.

a Control was 100mM Na2CO3 without lipid peroxidation products.
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through modifications of the FA metabolism. Noteworthy, we observed
variations of eicosanoid and isoprostanoid proportions in the wild type
and mutant between day 3 and day 8. This is correlated with variations
of TFAs also in the wild type versus the mutants and day 3 versus day 8.
Thus far, it is not clear whether non-enzymatic or enzymatic processes
may be involved in triggering these variations. Since PaLox1, PaLox2
and PaCox1 are down-regulated as the mycelium enter stationary
phase, it is not surprising to see modifications of the pattern of eico-
sanoids in the wild type. However, we cannot eliminate the possibility
that other as-yet unknown enzymes are responsible, as the recent dis-
covery of the Abm enzyme recently underscored in M. grisea [23].

For each mutant, the set of FA and oxylipins appears specific, a
feature correlated with specific emission patterns of VOCs. Particularly,
seven VOCs are missing in the CoxΔ and Δ4 mutants. Based on hy-
pothesized or extrapolated pathways (Fig. 2), 1-octen-3-ol, 1,3-octa-
diene and 3-octanone could be produced by cleavage of 13-HODE or
10-HODE. At the present time, the exact synthesis pathway is unknown.
However, these 8 carbon molecules are produced through the action of
COX enzymes, since 1-octen-3-ol, 1,3-octadiene and 3-octanone are still
synthesized in a strain lacking the LOX enzymes.

LOX and COX enzymes are present in many fungal genomes; how-
ever few have been analyzed by targeted gene deletion or RNAi
(Table 1). The investigated enzymes are mostly from Aspergillus species
and the oxylipins they produce seem involved in regulating develop-
mental processes and secondary metabolite production. Here, analyses
of the LOX and COX genes in P. anserina show that these enzymes and
the oxylipins that they produce are not involved in regulating the de-
velopmental features studied here (i.e., fertility, wounding response and
hyphal interference). On the contrary, the presence of LOX and COX
genes is clearly associated with a repellent effect on C. elegans. To date,
it is not clear which of the eicosanoids, phytoprostanes and/or VOCs are
the molecules important for this effect. We showed that pure oxylipins
and phytoprostanes are not able to repel worms. We also evidenced that
opening of the Petri plates allowing for VOCs to be removed results in

lower avoidance of the fungus by the worms. Finally, C. elegans does not
consume the fungus and hence the lipid peroxidation products that are
present in the membranes of the fungus. This tends to suggest that VOCs
are the most likely factors responsible for worm repulsion. However, we
cannot eliminate the hypothesis that oxylipins possibly in combination
with VOCs also participate in repulsion. The mutants lacking LOX en-
zyme(s) have the strongest decrease in their repellent outcome, while
they still produce 1-octen-3-ol, 1,3-octadiene and 3-octanone, sug-
gesting that these three molecules are not the active ones. The active
molecules may be some minor VOC undetected by our methods in the
wild type. Volatile derivatives of isoprostanoids are good candidates, as
mutants of Lox genes do not produce these oxylipins. Alternatively, the
repellent effect may stem from a cocktail of VOCs rather that a single
molecule.

5. Conclusion

In P. anserina, oxylipins are produced by four COX and LOX genes
and are involved in providing a unique signature of VOCs. These per-
oxidized lipids and/or the VOCs they produce are used by the fungus to
repel potential mycophagous animals. The worm C. elegans that we
assayed here to show this effect is bacterivorous and does not consume
P. anserina. Nevertheless, many nematodes and other small animals,
such as mites, eat fungi and there is thus a clear advantage for P. an-
serina to produce noxious repellents in its natural biotope. The LOX and
COX enzymes that generate these products are not present in all fungi
and follow a complex evolution, as would be expected from “luxury”
genes, i.e., genes coding for non-essential function, but that are im-
portant in nature to finely adapt to particular biotopes. It remains to be
determined whether these enzymes and the volatile and non-volatile
products they generate are used by other fungal species to also repel
animals that consume them.

Fig. 2. Hypothesized pathways for the production of VOCs [18]. 1–3-octadiene may be synthesized through the 13-HODE pathway (in red) or through the 10-HODE
pathway (in blue). (For interpretation of the references to colour in this figure legend, the reader is referred to the web version of this article.)
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