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The yeast Geotrichum candidum 
encodes functional lytic polysaccharide 
monooxygenases
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Abstract 

Background: Lytic polysaccharide monooxygenases (LPMOs) are a class of powerful oxidative enzymes that have 
revolutionized our understanding of lignocellulose degradation. Fungal LPMOs of the AA9 family target cellulose and 
hemicelluloses. AA9 LPMO‑coding genes have been identified across a wide range of fungal saprotrophs (Ascomy‑
cotina, Basidiomycotina, etc.), but so far they have not been found in more basal lineages. Recent genome analysis of 
the yeast Geotrichum candidum (Saccharomycotina) revealed the presence of several LPMO genes, which belong to 
the AA9 family.

Results: In this study, three AA9 LPMOs from G. candidum were successfully produced and biochemically character‑
ized. The use of native signal peptides was well suited to ensure correct processing and high recombinant production 
of GcLPMO9A, GcLPMO9B, and GcLPMO9C in Pichia pastoris. We show that GcLPMO9A and GcLPMO9B were both 
active on cellulose and xyloglucan, releasing a mixture of soluble C1‑ and C4‑oxidized oligosaccharides from cellulose. 
All three enzymes disrupted cellulose fibers and significantly improved the saccharification of pretreated lignocellu‑
losic biomass upon addition to a commercial cellulase cocktail.

Conclusions: The unique enzymatic arsenal of G. candidum compared to other yeasts could be beneficial for plant 
cell wall decomposition in a saprophytic or pathogenic context. From a biotechnological point of view, G. candidum 
LPMOs are promising candidates to further enhance enzyme cocktails used in biorefineries such as consolidated 
bioprocessing.
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(http://creativecommons.org/licenses/by/4.0/), which permits unrestricted use, distribution, and reproduction in any medium, 
provided you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, 
and indicate if changes were made. The Creative Commons Public Domain Dedication waiver (http://creativecommons.org/
publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated.

Background
Lignocellulosic biomass is a central resource for biofuel 
and bio-based industries. Increasing the recovery yields 
of the monosaccharide during lignocellulose conversion 
is one of the main bottlenecks of the biofuel produc-
tion process due to the complex structure of lignocel-
lulosic material limiting enzymatic digestibility [1, 2]. 
Lytic polysaccharide monooxygenases (LPMOs), a new 
class of microbial enzymes, were identified as boosters 
of biomass deconstruction through the oxidative cleav-
age of polysaccharides increasing the activity of cellulases 

[3]. Their significant contribution to the saccharification 
of biomass led to their incorporation in last-generation 
commercial enzyme cocktails [4]. LPMOs are secreted 
enzymes [5], and signal peptide removal uncovers the 
N-terminal histidine. This histidine forms part of a histi-
dine brace that holds the copper ion, which is critical for 
enzymatic activity.

In the CAZy database, LPMOs are placed within the 
Auxiliary Activity (AA) enzyme class [6] in families AA9, 
AA10, AA11, and AA13 [7, 8]. In filamentous fungi, 
AA11 LPMOs cleave chitin [9] and AA13 target starch 
[10], while AA9 members target cellulose and hemicel-
luloses [11]. In May 2017, out of 3400 members belong-
ing to the AA9 LPMO family [12], the 26 characterized 
ones all originated from filamentous fungi. The substrate 
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specificities of some of these AA9 LPMOs are restricted 
to cellulose [13], while others display a broader sub-
strate specificity toward xyloglucans and/or beta-glucans 
in addition to cellulose [14–17]. A few of them are also 
active on soluble cello-oligosaccharides [15, 18, 19]. The 
LPMO9H from Podospora anserina has been shown to 
create nicking points on cellulose microfibrils trigger-
ing the disintegration of the cellulose fibrillar structure 
through modification of accessible and inaccessible sur-
faces of the fibrils [20].

AA9 LPMO-coding genes have been identified across 
Ascomycota and Basidiomycota including wood-rot-
ting fungi (white rots and brown rots); litter degrad-
ers; symbiotic, endophytic fungi; and fungal pathogens 
[21]. However, so far they have not been found in more 
basal lineages. The yeast Geotrichum candidum (teleo-
morph = Galactomyces candidus) belongs to the Saccha-
romycotina subphylum within the Ascomycota phylum in 
the Kingdom of Fungi. It compromises most of the asco-
mycete yeasts (e.g., Saccharomyces cerevisiae). G. candi-
dum is well known for its creamy white color it creates 
on the rind of brie and camembert, and is able to grow 
on wooden cheese boxes [22]. Some strains of Geotri-
chum candidum display high cellulolytic and xylanolytic 
activities and can degrade efficiently filter paper and cot-
ton. A GH7 cellobiohydrolase, which was found to be 
the predominant protein in G. candidum secretome, was 
characterized and shown to have interesting biochemi-
cal properties compared with canonical Trichoderma 
reesei cellobiohydrolases, such as a broader pH range 
and reduced product inhibition [23]. Recently, genomic 
analysis of the strain G. candidum CLIB 918 revealed 
the presence of four genes encoding AA9 LPMOs [24]. 
Together with four GH45 endoglucanases, these AA9 
LPMO genes have been specifically retained by G. candi-
dum after the filamentous fungi–yeasts split concomitant 
with the yeasts’ genome contraction, thus contributing 
to the phenotypic specificity of lineages [24]. The unique 

arsenal of carbohydrate-degrading enzymes of G. can-
didum compared with other yeasts could be involved in 
plant cell wall degradation in a saprophytic or pathogenic 
context but experimental investigations are necessary to 
validate the hypothesis. In this study, we investigated the 
substrate specificities and contribution to biomass degra-
dations of three G. candidum AA9 LPMOs.

Results
Production of G. candidum AA9 LPMOs
The genes products encoding GcLPMO9A (GECA 
32s02892g), GcLPMO9B (GECA32s00307g), GcLPMO9C 
(GECA21s01121g), and GcLPMO9D (GECA08s04487g) 
are all formed by a single AA9 catalytic module starting 
with the canonical-conserved histidine residue common 
to all LPMOs. The AA9 modules are preceded by around 
18–20 residues’ signal peptides and carry a C-terminal 
extension (Table  1). The overall amino acid sequence 
similarity of the G. candidum AA9 LPMOs with each 
other is relatively high, ranging from 47 to 67%, in spite 
of wide variations in sequence length, which ranges 
from 288 residues (GcLPMO9A) to 530 residues (GcLP-
MO9C). To produce the recombinant proteins in Pichia 
pastoris, the C-terminal sequences were removed. An 
important feature to consider upon production of recom-
binant LPMOs is the perfect processing of the signal pep-
tides during secretion to ensure correct binding of the 
catalytic copper ion by the N-terminal histidine residue. 
Optimal processing of signal peptides during heterolo-
gous production is protein dependent, and heterogeneity 
on N-terminal sequences is a recurrent problem [25]. In 
P. pastoris, the use of the α-mating factor (α-MF) as sig-
nal peptide is sometimes associated with incorrect cleav-
age by the Ste13 protease [26]. Therefore, we designed 
plasmid constructs using both the α-MF and the native 
signal sequences of each G. candidum LPMOs to foster 
recombinant protein production in P. pastoris. Using this 
strategy, GcLPMO9A, GcLPMO9B, and GcLPMO9C 

Table 1 Production and activity details of AA9 LPMO used in this study

SP signal peptide, ND not determined, nd not detected, AA9 AA9 catalytic module
a Specific activity was determined using amplex red assay. N-glycosylation sites were predicted using the Hirst group prediction server [40]

Protein Modularity Predicted 
N-glycosylation 
sites

Signal 
peptide

Production 
yield (g/L)

Specific 
activity 
(U/g)a

Total activity 
(U/L)

Competitive assay (% residual 
activity)

PASC (0.1%) Xyloglucan (0.1%)

GcLPMO9A 1‑20[SP]‑21‑243[AA9]‑
244‑288[Cterm]

6 α‑factor 0.062 0.174 0.011 ND ND

Native 0.110 0.286 0.031 33.9 ± 5.4 16.3 ± 0.4

GcLPMO9B 1‑18[SP]‑19‑244[AA9]‑
245‑359[Cterm]

10 α‑factor 0.113 0.011 0.001 ND ND

Native 0.194 1.012 0.196 24.0 ± 0.6 15.1 ± 3.8

GcLPMO9C 1‑18[SP]‑19‑242[AA9]‑
243‑530[Cterm]

12 α‑factor 0.150 0.020 0.003 ND ND

Native 0.072 0.474 0.034 ND ND
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were successfully produced and purified to homogeneity. 
However, GcLPMO9D was not detected in the superna-
tant of P. pastoris after 3 days of induction and was thus 
not further investigated. SDS-PAGE analysis revealed 
that GcLPMO9A, GcLPMO9B, and GcLPMO9C each 
displayed an apparent molecular weight higher than 
the expected ones. Indeed, 6-12 N-glycosylation sites 
(Table  1) are predicted on the sequences, and consist-
ently, endoH treatment allowed for the release of pro-
teins, with the decreasing apparent molecular mass, 
closer to the expected values, indicating that the proteins 
are N-glycosylated. In addition, mass spectrometry analy-
sis revealed a heterogeneous mass shift of about 3–5 kDa 
compared to the predicted mass for GcLPMO9A, indi-
cating a heterogeneous glycosylation pattern (theoretical 
mass: 26.9  kDa, observed values: 29–32  kDa). Replac-
ing the α-MF by the native signal peptide of the pro-
teins resulted in contrasting production yields. Using the 
α-MF, production yields were over 100 mg l−1 of purified 
protein of culture for all proteins, except for GcLPMO9A, 
which reached around 60  mg  l−1. Production yields 
significantly increased when native signal sequences 
of GcLPMO9A and GcLPMO9B were used (Table  1). 
Besides the fact that the proteins are expressed to high 
levels, these results highlight that the choice of the signal 
peptide strongly affects the production yield of recom-
binant proteins, a general feature that remains strongly 
empirical. In addition, N-terminal sequencing indicated 
that the nature of the signal peptide used massively 
affected their processing by P. pastoris. Indeed, using the 
α-MF, 84% of GcLPMO9A, 73.5% of GcLPMO9B, and 
79% of GcLPMO9C kept the EAEA sequence upstream 
the His1 residue, indicating a partial signal peptide pro-
cessing. Indeed, signal peptide cleavage is achieved by 
the subsequent actions of the two proteases Kex2 and 
Ste13. Ste13 cleavage site is right downstream this EAEA 
tetrapeptide, which is often retained in the case of high 
levels of secreted recombinant proteins expression in P. 
pastoris. The expected sequence starting with Histidine 
1 accounted only for 5% for all three proteins. However, 
using their native signal peptides, the presence of the 
desired sequence was found at 10, 90, and 63% for GcLP-
MO9A, GcLPMO9B, and GcLPMO9C, respectively.

GcLPMO9A and GcLPMO9B are active toward cellulose 
and xyloglucan
In order to verify the copper loading of the histidine 
brace of GcLPMO9s, the enzymes were assayed for 
assessing their ability to produce  H2O2 using ascorbate 
as electron donor [15, 27]. In the absence of substrate, 
enzymes were able to produce  H2O2 with various effi-
ciencies (Table  1). The use of the native signal peptide 
increased the specific activities by 92- and 24-folds for 

GcLPMO9B and GcLPMO9C, respectively, compared 
to those the same proteins with the α-MF. GcLPMO9B 
was the most affected by signal peptide replacement, as 
both the specific activity and the production yield were 
increased, resulting in an overall 159-fold increase, from 
1.24 U/l with the α-MF up to 197 U/l with the native sig-
nal peptide. This increase can be correlated with a better 
cleavage of the signal peptides. Indeed, upon production 
with their native signal peptides, the vast majority of the 
protein samples harbored the correct His1 N-term resi-
due (up to >90% for GcLPMO9C), while those with the 
α-MF were badly processed (below 5%). This percentage 
of correctly processed proteins was rationally correlated 
with the activity, as GcLPMO9B was found to be the most 
active, followed by GcLPMO9C (63% of His1), and finally 
by GcLPMO9A (10%). Therefore, N-terminal sequencing 
and  H2O2 production should be systematically performed 
prior to functional characterization of LPMOs.

In order to identify the putative natural substrates of 
these enzymes,  H2O2 production was measured in the 
presence of a range of plant polysaccharides. The redox 
copper center of LPMOs can catalyze the formation 
of hydrogen peroxide in the absence of any substrate 
when a suitable electron donor is provided. Therefore, a 
decrease in  H2O2 production is usually observed in the 
presence of the substrate. Among all the polysaccharides 
tested, decreases in  H2O2 production were observed for 
GcLPMO9A and GcLPMO9B on phosphoric acid-swol-
len cellulose (PASC) by 33.9  ±  5.4% and 24.0  ±  0.6%, 
respectively; and on xyloglucan with residual activities by 
16.3 ± 0.4% and 15.1 ± 3.8%, respectively, demonstrating 
an enzyme dose-dependent behavior (Fig. 1). The activity 
profile was not significantly affected by the nature of the 
signal peptide—PASC and xyloglucan remaining the only 
two hits (Table 1). No decrease in  H2O2 production was 
observed with GcLPMO9C.

GcLPMO9A and GcLPMO9B were further assayed 
using ionic chromatography in order to confirm oxi-
dative cleavage of cellulose and xyloglucan. On cellu-
lose, chromatograms showed that both enzymes were 
able to release a series of nonoxidized cello-oligosac-
charides of DP2–DP6, (retention times between 10 
and 17  min) together with a series of peaks (retention 
times between 17 and 20  min) attributable to C1-oxi-
dized cello-oligosaccharides, according to C1-oxidized 
standards (Fig.  2). In addition, other oxidized species 
were observed at 25  min and between 35 and 38  min, 
as well as peaks around 40–44  min, which correspond 
to C4-oxidized and C1–C4-double-oxidized products, 
respectively, based on previous analyses with respect to 
Podospora anserina AA9 LPMOs [15]. All these peaks 
were not detected without ascorbate, demonstrat-
ing that both GcLPMO9A and GcLPMO9B require an 
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exogenous electron donor. Care was taken to discrimi-
nate the peaks that were due to the action of ascorbate, 
well known for inducing basal release of oligosaccha-
rides, from those directly attributable to the action of 
the enzymes.

GcLPMO9A and GcLPMO9B also had comparable 
degradation profiles when assayed on xyloglucan (Fig. 2). 
Both enzymes released a broad range of xyloglucan oli-
gosaccharides eluting from 12 to 35 min, some of them 
matching those released by PaLPMO9H that releases 
C1-, C4-, and C1–C4-oxidized xyloglucan oligosaccha-
rides [17]. When assayed on XG14, GcLPMO9A and 
GcLPMO9B released appreciable amounts of mixed 
branched oligosaccharides, some substrate peaks being 
reduced while products appeared, eluting from 10 to 
35 min. Some of the peaks could be attributed to XG7, 
and GcLPMO9B clearly appeared to be the more active 
of the two LPMOs (Fig.  2). In-depth characterizations 
of the enzymes’ activities on such a complex substrate 
remain to be conducted using mass spectrometry [17], 
as many of the detected peaks (apart from those pointed 
here) are also present under the ascorbate condition.

GcLPMO9s improve the deconstruction of plant biomass
In order to assess the contribution of GcLPMO9s on 
woody biomass degradation, these enzymes were tested 

using a commercial T. reseei cellulases cocktail on the 
saccharification of birchwood fibers and pretreated 
poplar. Assays were performed sequentially because 
we believe that LPMOs act first as observed in a time-
course study of the fungus Laetisaria arvalis where 
LPMOs are secreted before hydrolases [28]. Quanti-
fication of the total glucose released at the end of the 
reactions clearly showed that each LPMO had a com-
parable boosting effect on birchwood fibers and poplar 
(Fig.  3). Compared with the T. reesei enzyme cocktail 
alone, glucose releases were improved by 49, 55, and 
49% on birchwood fibers, and by 29, 27, and 43% on 
poplar, by GcLPMO9A, GcLPMO9B, and GcLPMO9C, 
respectively.

To get further insights into the mode of action of 
GcLPMO9s, we directly assessed their disruptive action 
on birchwood fibers using microscopy. Each GcLPMO9 
enzyme in the presence of ascorbate led to the disrup-
tion of the cellulose fibrils in a similar way to the one 
that was previously observed with PaLPMO9H [20], 
suggesting that GcLPMO9s create nicking points in 
which rupture of chains release elementary nanofi-
brils (Fig. 4). Taken together, these results clearly dem-
onstrate that the LPMOs encoded by G. candidum 
genome are functional and contribute to plant biomass 
degradation.
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Fig. 1 Relative  H2O2 productions of GcLPMO9A and GcLPMO9B in the absence and the presence of increasing amounts of PASC and xyloglucan. 
Relative  H2O2 productions of GcLPMO9A (left) and GcLPMO9B (right) in the absence or the presence of 0.01, 0.05, and 0.1% of PASC or xyloglucan. 
Error bars indicate standard deviations from triplicate independent experiments
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Fig. 2 Analysis of products released from PASC, xyloglucan, and xyloglucan oligosaccharides XG14 by GcLPMO9A and GcLPMO9B. HPAEC chroma‑
tograms show the products released by GcLPMO9A from PASC (a), xyloglucan (b), XG14 (c), and by GcLPMO9B from PASC (d), xyloglucan (e), and 
XG14 (f). Enzyme assays in the presence of substrate and ascorbate are shown in blue and control reactions without ascorbate and without enzyme 
are shown in black and red, respectively. The insets in a and d highlight the releases of C4 and C1‑C4‑oxidized cello‑oligosaccharides by GcLPMO9A 
and GcLPMO9B, respectively. PASC, phosphoric acid‑swollen cellulose; XG, Xyloglucan
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Fig. 3 Contribution of GcLPMO9 enzymes to the saccharification of woody biomass. Glucose releases upon saccharification of birchwood (a) and 
poplar (b) by the Trichoderma reesei enzyme cocktail in the presence of 2.2 µM GcLPMO9 enzymes. All assays were run in the presence of 1 mM 
ascorbic acid. Glucose was quantified using HPAEC. Error bars indicate standard deviations from triplicate independent experiments

GcLPMO9CGcLPMO9BGcLPMO9A

- LPMO

+ LPMO

Fig. 4 Microscopic observation of cellulose fibrils disruption. Pictures showing the activities of GcLPMO9A, GcLPMO9B, and GcLPMO9C on cellulose 
fibrils. The fibrils before (top) and after treatment (bottom) with 20 mg g−1 LPMO in the presence of 1 mM ascorbic acid for 48 h at 40 °C. Images 
were recorded after dispersion and the representative of the samples was analyzed
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Discussion
The presence of AA9 LPMO genes in G. candidum was 
unexpected from an organism selected for cheese prepa-
ration. Apart from cheese, this yeast can be found else-
where in nature, and particularly, some strains have been 
described as plant and fruit pathogens or degraders [29]. 
On the other hand, several strains of G. candidum, such 
as G. candidum 3C, are well known for their cellulose-
degrading capabilities [23]. In order to confirm the cel-
lulolytic behavior of the strain CLIB 918, we assessed its 
growth capabilities on different carbon sources (Fig.  5). 
Under our experimental conditions, G. candidum 
CLIB 918 was able to grow on cellulose, but the growth 
was not correlated to the presence of ascorbic acid, a 

typical electron donor of LPMOs (data not shown). The 
lack of growth on wheat straw and birchwood could be 
explained by the absence of lignin-degrading enzymes in 
G. candidum genome.

Our study reveals that the AA9 LPMOs of yeast origin 
characterized for the first time are functional enzymes 
acting on plant polysaccharides. Striking differences 
between GcLPMO9 enzymes were observed. Indeed, only 
GcLPMO9A and GcLPMO9B released soluble C-1 and 
C-4-oxidized oligosaccharides, while all three GcLPMO9 
enzymes disrupted cellulosic fibers and boosted biomass 
conversion, suggesting a difference in terms of substrate 
specificity. We believe that amorphous cellulose is not 
a suitable substrate for GcLPMO9C, which may act at 

1 cm1 cm

a c

Wheat strawGlucose

1 cm1 cm

b d

PASC Birchwood
Fig. 5 Growth of G. candidum CLIB 918 on diverse carbon sources. Pictures show the propagation of G. candidum CLIB 918 from the central 
inoculate disk onto glucose (a), PASC (b), wheat straw (c), and birchwood (d). The plates shown here are those from the condition in the absence of 
ascorbate. Identical profiles were observed in the presence of 1 mM ascorbate. The pictures were taken after 7 days of incubation at 30 °C
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the surface of cellulose microfibrils without any release 
of soluble products. Most biochemical methods used to 
assess the activity of LPMOs are based on the release of 
short oligosaccharides and might not be adaptable to all 
LPMOs. Therefore, the impact of LPMOs on the insolu-
ble part of the fibers should be systematically imple-
mented into the assessment of their activity.

From a biotechnological point of view, GcLPMO9 
enzymes are promising enzymes for applications in a 
biorefinery context. Replacing the typical α-MF sig-
nal peptide by the native signal peptide was beneficial, 
increasing the production yields of active enzymes in P. 
pastoris. The use of this host opens the way to achieving 
the production of large amounts of active recombinant 
LPMOs, a critical point for industrial applications. Yet, as 
no rule-of-thumb exists regarding the prediction of the 
best signal peptide for a specific target protein, larger-
scale productions still have to be conducted in bioreac-
tors to optimize production yields. G. candidum AA9 
LPMOs could be appropriate enzymes for consolidated 
bioprocessing (CBP), which combines enzyme produc-
tion, saccharification, and fermentation in a single step 
[30]. One of the strategies for engineering a CBP bio-
catalyst is to develop recombinant yeast strains display-
ing cellulases and hemicellulases on the cell surface [31, 
32]. Yeast genomes are generally poor in cellulose-acting 
enzymes, and only a few CAZymes of yeast origin have 
been so far characterized [33, 34].

Conclusion
The AA9 LPMOs characterized for the first time in this 
study are those of yeast origin. The use of their native sig-
nal peptides facilitated their functional production in P. 
pastoris. All three enzymes disrupted cellulose fibers and 
improved the saccharification of woody biomass. GcLP-
MO9A and GcLPMO9B were both active on cellulose 
and xyloglucan, releasing a mixture of soluble C1- and 
C4-oxidized oligosaccharides from cellulose. The unique 
enzymatic arsenal of G. candidum compared with other 
yeasts could be more beneficial for plant cell wall decom-
position in a saprophytic or pathogenic context. In biore-
fineries, G. candidum LPMOs are promising candidates 
to further enhance enzyme cocktails. These AA9 LPMOs 
of yeast origin are perfectly suited for CBP, in which the 
engineered yeast strains should produce efficiently these 
LPMOs, which are able to improve the conversion of 
plant biomass when used in concert with cellulases and 
hemicellulases.

Methods
Cloning and production of Geotrichum candidum LPMOs
Protein sequences of GcLPMO9A (GenBank ID 
CDO58049), GcLPMO9B (GenBank ID CDO57961), 

and GcLPMO9C (GenBank ID CDO57431) were used 
for generating codon-optimized DNA sequences for pro-
duction in P. pastoris. Total gene synthesis (Genescript, 
Piscataway, USA) was performed prior to cloning into 
the pPICZαA expression vector (Invitrogen, Cergy-Pon-
toise, France). Care was taken in order to clone the ORF 
in frame with both the yeast α-MF and the C-term-(His)6 
tag encoding sequences while removing the native-pre-
dicted signal peptide and the C-term-predicted disor-
dered region from the final secreted protein sequences 
(Table  1). Alternative constructs where the yeast α-MF 
from the expression vector was swapped with the native 
signal peptide were also designed. PmeI-linearized plas-
mids were used for transformation into electrocompe-
tent P. pastoris X33 cells as described in Couturier et al. 
[35]. Zeocin-resistant P. pastoris transformants were 
then screened for optimal protein production. The best-
producing transformants were grown in 1  L of BMGY 
containing 1 ml l−1 of  PTM4 salts (2 g  l−1  CuSO4·5H2O; 
3 g l−1  MnSO4·H2O; 0.2 g l−1  Na2MoO4·2H2O; 0.02 g l−1 
 H3BO3; 0.5 g l−1  CaSO4·2H2O; 0.5 g l−1  CoCl2; 12.5 g l−1 
 ZnSO4·7H2O; 22 g l−1  FeSO4·7H2O; biotin 0.2 g l−1; and 
concentrated  H2SO4 1  ml) in shaken flasks at 30  °C in 
an orbital shaker (200 rpm) for 16 h to an  OD600 of 2–6. 
Expression was induced by transferring the cells into 
200  ml of BMMY containing 1  ml  l−1 of  PTM4 salts at 
20 °C in an orbital shaker (200 rpm) for another 3 days. 
Each day the medium was supplemented with 3% (v/v) 
methanol.

Purification of Geotrichum candidum LPMOs
The culture supernatants were recovered by pelleting the 
cells by centrifugation at 2700 × g for 5 min, 4 °C and fil-
tered on 0.45-µm filters (Millipore, Molsheim, France) 
to remove any remaining cells. After adjusting the pH to 
7.8, the supernatants were filtered once more on 0.2-µm 
filters and loaded onto 5-ml Histrap columns (GE health-
care, Buc, France) connected to an Akta Xpress system 
(GE healthcare). Prior to loading, the columns were 
equilibrated in Tris HCl 50  mM pH 7.8; NaCl 150  mM 
(buffer A). The loaded columns were then washed with 
5 column volumes (CV) of 10 mM imidazole in buffer A, 
before the elution step with 5 CV of 150 mM imidazole 
in buffer A. After elution, the fractions containing the 
purified proteins were pooled, and buffer was exchanged 
with Tris HCl pH 7.8, NaCl 50 mM using PD-10 columns 
(GE healthcare). An aliquot of each fraction was loaded 
onto an SDS-PAGE stain-free gel (Bio-rad, Marnes-la-
Coquette, France) to check protein purity. Protein con-
centrations were determined using a Nanodrop ND-2000 
spectrophotometer (Thermo Fisher Scientific, IL, USA) 
and theoretical masses and molar extinction coefficients 
calculated from protein sequences.
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Amplex red assays
A fluorimetric assay based on Amplex red and horserad-
ish peroxidase was used as described previously [15, 27]. 
One hundred microliter reactions containing 50  mM 
sodium acetate pH 6.0, 50  μM Amplex Red (Sigma-
Aldrich, Saint-Quentin Fallavier, France), 7.1 U  ml−1 
horseradish peroxidase, 1–10  μM purified GcLPMOs, 
and 50  μM ascorbate as reductant in water were incu-
bated for 30  min at 30  °C in 96-Well Black Solid Plates 
(Greiner Bio One, Kremsmünster, Austria). Fluorescence 
was measured using excitation and emission wavelengths 
of 560 and 595  nm, respectively, using a Tecan Infinite 
M200 plate reader (Tecan, Männedorf, Switzerland). 
The specific activity was calculated from an  H2O2 cali-
bration curve, and the slope (13,227 counts μmol−1) was 
used to convert the fluorimeters readout (counts min−1) 
into enzyme activity. Various polysaccharides (PASC, 
CMC, avicel, xylan, xyloglucan, chitin, lichenan, curd-
lan, starch, β-1,3-glucan, glucomannan, and cello-pen-
taose) were tested to a final concentration of 0.1% (w/v) 
or 0.4 mg ml−1. For dose–response inhibition assays on 
PASC and xyloglucan, substrates were added to final con-
centrations of 0.1, 0.05, and 0.01% (w/v). All measure-
ments were performed in triplicates.

Cellulose and xyloglucan degradation assays
All reactions were performed in 1.5-mL tubes. Two hun-
dred microliters reaction volumes containing 0.1% (w/v) 
PASC or xyloglucan, 1 mM ascorbate as electron donor, 
10  µM LPMO in 50  mM sodium acetate pH 5, 50  mM 
NaCl were incubated for 24 h at 40 °C, 800 rpm in a ther-
momixer (Eppendorf, Montesson, France). PASC was 
prepared from Avicel as described by Wood et  al. [36]. 
Tubes were then heated at 100  °C for 10  min to stop 
the reactions, and centrifuged for 10  min at 13,000 ×  g 
in order to separate the supernatant from the insoluble 
material.

Analysis of degradation products
Mono-, oligosaccharides and their corresponding aldonic 
acid and C4-gemdiol forms generated after PASC cleav-
age were analyzed by high-performance anion exchange 
chromatography coupled with amperometric detec-
tion (HPAEC-PAD) as described by Westereng et  al. 
[37] using nonoxidized cello-oligosaccharides (Mega-
zyme, Wicklow, Ireland) as standards. Oligosaccharides 
standards oxidized at the C1 position were produced 
from nonoxidized cello-oligosaccharides using a cello-
biose dehydrogenase as described in Bennati-Granier C. 
et  al. [15]. For analysis of xyloglucan degradation prod-
ucts, purified xylo-oligosaccharides of known structure 
XXXG, XXLG, and XLLG according to the nomenclature 

of Fry et al. [38] were used as standards (Megazyme ref-
erence O-XGHON).

Growth of Geotrichum candidum CLIB 918 on cellulosic 
substrates
The G. candidum strain CLIB 918 used in the present 
study was provided by the CIRM-levures (INRA, Micalis 
Institute, Thiverval-Grignon, France). Cellulosic degrada-
tion capabilities of G. candidum CLIB 918 were assessed 
on various substrates (PASC, native-milled wheat straw, 
and birchwood fibers) by inoculating agar plates con-
taining each substrate as sole carbon source. Each plate 
contained a 1.5% agar bottom layer and a top layer con-
taining 1.5% agar, 1.5% substrate, 0.17% YNB, and 40 mM 
di-ammonium tartrate. A positive control with glucose as 
sole carbon source was added. Similar plates containing 
an additional 1 mM ascorbic acid were also prepared. A 
pregrown YNB-agar plate of G. candidum was used to 
inoculate a 6 mm disk at the center of each plate. Growth 
of G. candidum from this central disk was monitored 
over 7 days of incubation at 30 °C.

Saccharification assays
The enzymatic treatments were carried out in sodium 
acetate buffer (50 mM, pH 5.2) in a final volume of 1 ml at 
0.5% consistency (w d.m./v). The two assayed substrates 
were birchwood fibers and acid-pretreated poplar. Birch-
wood fibers mainly consisted of cellulose. The total car-
bohydrate contents (% d.w.) of poplar were 50.85 ± 0.91 
of glucose, 0.39 ± 0.01 of xylose, and 0.07 ± 0.01 of ara-
binose. The LPMO treatment was carried out sequen-
tially using a CL847 T. reesei enzyme cocktail [39]. Each 
GcLPMO9 enzyme was added to the substrates at a con-
centration of 2.2  µM in the presence of 1  mM ascorbic 
acid for 72 h, followed by the addition of 1 mg g−1 d. m. 
substrate of commercial cellulases from T. reesei for 24 h. 
Control experiments were performed in the absence of 
LPMO in a buffer containing 1 mM ascorbate. Enzymatic 
treatments were performed in 2-ml tubes incubated at 
45  °C and 850  rpm in a rotary shaker (Infors AG, Swit-
zerland). Then, samples were centrifuged at 13,000 ×  g 
for 5 min at 4 °C, and the soluble fraction was heated for 
10 min at 100 °C to stop the enzymatic reaction. Glucose 
was quantified using high-performance anion exchange 
chromatography coupled with amperometric detection 
(HPAEC-PAD) as described in Westereng et  al. [37]. In 
brief, the eluents were 0.1 M NaOH (eluent A) and 1 M 
NaOAc in 0.1  M NaOH (eluent B). Elution was per-
formed onto a CarboPac PA1 column 2  ×  250  mm at 
a constant flow rate of 0.25  ml  min−1 at 30  °C, using a 
linear gradient of 0–10% eluent B over 10 min, 10–30% 
eluent B over 25  min, and an exponential gradient of 
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30–100% eluent B over 5 min. The initial condition (100% 
eluent A) was then restored in 1 min and maintained for 
9 min.

Mass spectrometry
Matrix-assisted laser desorption ionization mass spec-
tra analyses were performed on a Microflex II mass 
spectrometer (Bruker Daltonics, MA, USA). One μL of 
matrix [10  mg of 2,5-Dihydroxybenzoic acid in 1  ml of 
 CH3CN/H2O 50/50 (v/v), 0.1% formic acid (v/v)] was 
added to 1 μL of intact LPMO protein sample (100 pmol) 
in the same solution. Then, the mixture was allowed to 
dry at room temperature. Data acquisition was operated 
using the Flex control software. External mass calibration 
was carried out on Peptide calibration standard (Bruker 
Daltonics).

Microscopic observation of cellulose fibrils
Aqueous dispersions of Kraft birchwood cellulosic fib-
ers (kindly provided by Sandra Tapin, FCBA, Gre-
noble, France) were adjusted to pH 5.2 with acetate 
buffer (50 mM) in a final reaction volume of 5 ml. Each 
GcLPMO9 enzyme was added to the fibers at a final 
concentration of 20 mg g−1 in the presence of 1 mM of 
ascorbic acid. Enzymatic incubation was performed at 
40  °C under mild agitation for 48 h. Samples were then 
dispersed using a Polytron PT 2100 homogenizer (Kine-
matica AG, Luzern, Switzerland) for 3 min, and ultrason-
icated by means of a QSonica Q700 sonicator (20  kHz, 
QSonica LLC., Newtown, USA) at 350-W ultrasound 
power for 3 min as previously described [20]. The refer-
ence sample was submitted to the same treatment but 
did not contain the enzyme. Wood cellulose fibers (refer-
ence and GcLPMO9-treated) were deposited onto a glass 
slide and observed under a BX51 polarizing microscope 
(Olympus France S.A.S.) with a 4  ×  objective. Images 
were captured on a U-CMAD3 camera (Olympus, Tokyo, 
Japan).

Abbreviations
α‑MF: α‑mating factor from S. cerevisiae; AA: auxiliary activity enzyme; CBM: 
carbohydrate‑binding module; CMC: carboxymethylcellulose; PASC: phos‑
phoric acid‑swollen cellulose; GcLPMO9: Geotrichum candidum AA9 LPMO; 
LPMO: lytic polysaccharide monooxygenase; XG: xyloglucan.

Authors’ contributions
SL, BH, and JGB designed research; SL, MH, SG, and AV performed research; SL, 
AV. BC, SG, IH‑G, BH, and JGB analyzed the data; and SL and JGB drafted the 
manuscript. All the authors read and approved the final manuscript.

Author details
1 INRA, Aix Marseille University BBF, Biodiversité et Biotechnologie Fongiques, 
13288 Marseille, France. 2 INRA, UR1268 Biopolymères Interactions Assem‑
blages, 44316 Nantes, France. 3 Architecture et Fonction des Macromolécules 
Biologiques, UMR7857, CNRS, Aix‑Marseille University, 13288 Marseille, France. 
4 USC1408, Architecture et Fonction des Macromolécules Biologiques, INRA, 

13288 Marseille, France. 5 Department of Biological Sciences, King Abdulaziz 
University, Jedda 21589, Saudi Arabia. 

Acknowledgements
The authors thank Chloé Bennati‑Granier (INRA BBF) for her kind help in the 
preparation of PASC cellulose, Sona Garajova (INRA BBF) for assistance with 
Amplex red experiments, Pascal Mansuelle from the the IMM proteomics 
platform (CNRS Marseille), and Noémie Chabanon for technical assistance. The 
authors also thank Prof. Harry Brumer for providing XG14, and S. Casaregola for 
providing the G. candidum strain CLIB 918.

Competing interests
The authors declare that they have no competing interests.

Availability of supporting data
All data generated or analyzed during this study are included in this published 
article.

Consent for publication
All authors approved the final version of the manuscript.

Funding
The project leading to this publication has received funding from Excellence 
Initiative of Aix‑Marseille University ‑ A*MIDEX, a French “Investissements 
d’Avenir” program.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

Received: 25 June 2017   Accepted: 7 September 2017

References
 1. Himmel ME, Ding S‑Y, Johnson DK, Adney WS, Nimlos MR, Brady JW, 

et al. Biomass recalcitrance: engineering plants and enzymes for biofuels 
production. Science. 2007;315:804–7.

 2. Tan H‑T, Corbin KR, Fincher GB. Emerging technologies for the production 
of renewable liquid transport fuels from biomass sources enriched in 
plant cell walls. Front Plant Sci. 2016;7:1854.

 3. Harris PV, Welner D, McFarland KC, Re E, Navarro Poulsen J‑C, Brown K, 
et al. Stimulation of lignocellulosic biomass hydrolysis by proteins of gly‑
coside hydrolase family 61: structure and function of a large, enigmatic 
family. Biochem (Mosc.). 2010;49:3305–16.

 4. Johansen KS. Discovery and industrial applications of lytic polysaccharide 
mono‑oxygenases. Biochem Soc Trans. 2016;44:143–9.

 5. Berrin J‑G, Rosso M‑N, Abou Hachem M. Fungal secretomics to probe the 
biological functions of lytic polysaccharide monooxygenases. Carbohydr 
Res. 2017;448:155–60. doi:10.1016/j.carres.2017.05.010.

 6. Levasseur A, Drula E, Lombard V, Coutinho PM, Henrissat B. Expansion 
of the enzymatic repertoire of the CAZy database to integrate auxiliary 
redox enzymes. Biotechnol Biofuels. 2013;6:41.

 7. Hemsworth GR, Johnston EM, Davies GJ, Walton PH. Lytic polysac‑
charide monooxygenases in biomass conversion. Trends Biotechnol. 
2015;33:747–61.

 8. Hemsworth GR, Déjean G, Davies GJ, Brumer H. Learning from micro‑
bial strategies for polysaccharide degradation. Biochem Soc Trans. 
2016;44:94–108.

 9. Hemsworth GR, Henrissat B, Davies GJ, Walton PH. Discovery and charac‑
terization of a new family of lytic polysaccharide monooxygenases. Nat 
Chem Biol. 2014;10:122–6.

 10. Vu VV, Beeson WT, Span EA, Farquhar ER, Marletta MA. A family of 
starch‑active polysaccharide monooxygenases. Proc Natl Acad Sci USA. 
2014;111:13822–7.

 11. Hemsworth GR, Davies GJ, Walton PH. Recent insights into copper‑
containing lytic polysaccharide mono‑oxygenases. Curr Opin Struct Biol. 
2013;23:660–8.

http://dx.doi.org/10.1016/j.carres.2017.05.010


Page 11 of 11Ladevèze et al. Biotechnol Biofuels  (2017) 10:215 

•  We accept pre-submission inquiries 

•  Our selector tool helps you to find the most relevant journal

•  We provide round the clock customer support 

•  Convenient online submission

•  Thorough peer review

•  Inclusion in PubMed and all major indexing services 

•  Maximum visibility for your research

Submit your manuscript at
www.biomedcentral.com/submit

Submit your next manuscript to BioMed Central 
and we will help you at every step:

 12. Lenfant N, Hainaut M, Terrapon N, Drula E, Lombard V, Henrissat B. A 
bioinformatics analysis of 3400 lytic polysaccharide oxidases from family 
AA9. Carbohydr Res. 2017;448:166–74. doi:10.1016/j.carres.2017.04.012.

 13. Westereng B, Ishida T, Vaaje‑Kolstad G, Wu M, Eijsink VGH, Igarashi K, et al. 
The putative endoglucanase PcGH61D from Phanerochaete chrys-
osporium is a metal‑dependent oxidative enzyme that cleaves cellulose. 
PLoS ONE. 2011;6:e27807.

 14. Agger JW, Isaksen T, Várnai A, Vidal‑Melgosa S, Willats WGT, Ludwig R, et al. 
Discovery of LPMO activity on hemicelluloses shows the importance of 
oxidative processes in plant cell wall degradation. Proc Natl Acad Sci USA. 
2014;111:6287–92.

 15. Bennati‑Granier C, Garajova S, Champion C, Grisel S, Haon M, Zhou S, 
et al. Substrate specificity and regioselectivity of fungal AA9 lytic polysac‑
charide monooxygenases secreted by Podospora anserina. Biotechnol 
Biofuels. 2015;8:90.

 16. Borisova AS, Isaksen T, Dimarogona M, Kognole AA, Mathiesen G, Várnai 
A, et al. Structural and functional characterization of a lytic polysac‑
charide monooxygenase with broad substrate specificity. J Biol Chem. 
2015;290:22955–69.

 17. Fanuel M, Garajova S, Ropartz D, McGregor N, Brumer H, Rogniaux H, et al. 
The Podospora anserina lytic polysaccharide monooxygenase PaLPMO9H 
catalyzes oxidative cleavage of diverse plant cell wall matrix glycans. 
Biotechnol Biofuels. 2017;10:63.

 18. Frandsen KEH, Simmons TJ, Dupree P, Poulsen J‑CN, Hemsworth GR, 
Ciano L, et al. The molecular basis of polysaccharide cleavage by lytic 
polysaccharide monooxygenases. Nat Chem Biol. 2016;12:298–303.

 19. Isaksen T, Westereng B, Aachmann FL, Agger JW, Kracher D, Kittl R, et al. 
A C4‑oxidizing lytic polysaccharide monooxygenase cleaving both cel‑
lulose and cello‑oligosaccharides. J Biol Chem. 2014;289:2632–42.

 20. Villares A, Moreau C, Bennati‑Granier C, Garajova S, Foucat L, Falourd X, 
et al. Lytic polysaccharide monooxygenases disrupt the cellulose fibers 
structure. Sci Rep. 2017;7:40262.

 21. Riley R, Salamov AA, Brown DW, Nagy LG, Floudas D, Held BW, et al. Exten‑
sive sampling of basidiomycete genomes demonstrates inadequacy of 
the white‑rot/brown‑rot paradigm for wood decay fungi. Proc Natl Acad 
Sci USA. 2014;111:9923–8.

 22. Mariani C, Briandet R, Chamba J‑F, Notz E, Carnet‑Pantiez A, Eyoug RN, 
et al. Biofilm ecology of wooden shelves used in ripening the French raw 
milk smear cheese reblochon de savoie. J Dairy Sci. 2007;90:1653–61.

 23. Borisova AS, Eneyskaya EV, Bobrov KS, Jana S, Logachev A, Polev DE, et al. 
Sequencing, biochemical characterization, crystal structure and molecu‑
lar dynamics of cellobiohydrolase Cel7A from Geotrichum candidum 3C. 
FEBS J. 2015;282:4515–37.

 24. Morel G, Sterck L, Swennen D, Marcet‑Houben M, Onesime D, Levasseur 
A, et al. Differential gene retention as an evolutionary mechanism to 
generate biodiversity and adaptation in yeasts. Sci Rep. 2015;5:11571.

 25. Ahmad M, Hirz M, Pichler H, Schwab H. Protein expression in Pichia 
pastoris: recent achievements and perspectives for heterologous protein 
production. Appl Microbiol Biotechnol. 2014;98:5301–17.

 26. Daly R, Hearn MTW. Expression of heterologous proteins in Pichia pastoris: 
a useful experimental tool in protein engineering and production. J Mol 
Recognit JMR. 2005;18:119–38.

 27. Kittl R, Kracher D, Burgstaller D, Haltrich D, Ludwig R. Production of four 
Neurospora crassa lytic polysaccharide monooxygenases in Pichia pastoris 
monitored by a fluorimetric assay. Biotechnol Biofuels. 2012;5:79.

 28. Navarro D, Rosso M‑N, Haon M, Olivé C, Bonnin E, Lesage‑Meessen L, et al. 
Fast solubilization of recalcitrant cellulosic biomass by the basidiomycete 
fungus Laetisaria arvalis involves successive secretion of oxidative and 
hydrolytic enzymes. Biotechnol Biofuels. 2014;7:143.

 29. Thornton CR, Slaughter DC, Davis RM. Detection of the sour‑rot 
pathogen Geotrichum candidum in tomato fruit and juice by using a 
highly specific monoclonal antibody‑based ELISA. Int J Food Microbiol. 
2010;143:166–72.

 30. Hasunuma T, Kondo A. Development of yeast cell factories for consoli‑
dated bioprocessing of lignocellulose to bioethanol through cell surface 
engineering. Biotechnol Adv. 2012;30:1207–18.

 31. Guirimand G, Sasaki K, Inokuma K, Bamba T, Hasunuma T, Kondo A. 
Cell surface engineering of Saccharomyces cerevisiae combined with 
membrane separation technology for xylitol production from rice straw 
hydrolysate. Appl Microbiol Biotechnol. 2016;100:3477–87.

 32. Guo Z, Duquesne S, Bozonnet S, Cioci G, Nicaud J‑M, Marty A, et al. 
Conferring cellulose‑degrading ability to Yarrowia lipolytica to facilitate 
a consolidated bioprocessing approach. Biotechnol Biofuels. 2017;10. 
http://biotechnologyforbiofuels.biomedcentral.com/articles/10.1186/
s13068‑017‑0819‑8. Accessed 2017 Jun 9.

 33. Couturier M, Feliu J, Haon M, Navarro D, Lesage‑Meessen L, Coutinho 
PM, et al. A thermostable GH45 endoglucanase from yeast: impact of its 
atypical multimodularity on activity. Microb Cell Factories. 2011;10:103.

 34. Gognies S, Gainvors A, Aigle M, Belarbi A. Cloning, sequence analysis and 
overexpression of a Saccharomyces cerevisiae endopolygalacturonase‑
encoding gene (PGL1). Yeast Chichester Engl. 1999;15:11–22.

 35. Couturier M, Haon M, Coutinho PM, Henrissat B, Lesage‑Meessen L, Berrin 
J‑G. Podospora anserina hemicellulases potentiate the Trichoderma ree‑
sei secretome for saccharification of lignocellulosic biomass. Appl Environ 
Microbiol. 2011;77:237–46.

 36. Wood TM. Preparation of crystalline, amorphous, and dyed cellulase sub‑
strates. Methods enzymol. Elsevier. 1988:19–25. http://linkinghub.elsevier.
com/retrieve/pii/0076687988601030. Accessed 9 Jun 2017.

 37. Westereng B, Agger JW, Horn SJ, Vaaje‑Kolstad G, Aachmann FL, Sten‑
strøm YH, et al. Efficient separation of oxidized cello‑oligosaccharides 
generated by cellulose degrading lytic polysaccharide monooxygenases. 
J Chromatogr A. 2013;1271:144–52.

 38. Fry SC, York WS, Albersheim P, Darvill A, Hayashi T, Joseleau J‑P, et al. An 
unambiguous nomenclature for xyloglucan‑derived oligosaccharides. 
Physiol Plant. 1993;89:1–3.

 39. Herpoël‑Gimbert I, Margeot A, Dolla A, Jan G, Mollé D, Lignon S, et al. 
Comparative secretome analyses of two Trichoderma reesei RUT‑C30 and 
CL847 hypersecretory strains. Biotechnol Biofuels. 2008;1:18.

 40. Hamby SE, Hirst JD. Prediction of glycosylation sites using random forests. 
BMC Bioinform. 2008;9:500.

http://dx.doi.org/10.1016/j.carres.2017.04.012
http://biotechnologyforbiofuels.biomedcentral.com/articles/10.1186/s13068-017-0819-8
http://biotechnologyforbiofuels.biomedcentral.com/articles/10.1186/s13068-017-0819-8
http://linkinghub.elsevier.com/retrieve/pii/0076687988601030
http://linkinghub.elsevier.com/retrieve/pii/0076687988601030

	The yeast Geotrichum candidum encodes functional lytic polysaccharide monooxygenases
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Background
	Results
	Production of G. candidum AA9 LPMOs
	GcLPMO9A and GcLPMO9B are active toward cellulose and xyloglucan
	GcLPMO9s improve the deconstruction of plant biomass

	Discussion
	Conclusion
	Methods
	Cloning and production of Geotrichum candidum LPMOs
	Purification of Geotrichum candidum LPMOs
	Amplex red assays
	Cellulose and xyloglucan degradation assays
	Analysis of degradation products
	Growth of Geotrichum candidum CLIB 918 on cellulosic substrates
	Saccharification assays
	Mass spectrometry
	Microscopic observation of cellulose fibrils

	Authors’ contributions
	References




