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ABSTRACT The cell wall provides a major physical interface between fungal pathogens and their mammalian host. This extracellular armor is critical for fungal cell
homeostasis and survival. Fungus-speciﬁc cell wall moieties, such as ␤-1,3-glucan,
are recognized as pathogen-associated molecular patterns (PAMPs) that activate
immune-mediated clearance mechanisms. We have reported that the opportunistic
human fungal pathogen Candida albicans masks ␤-1,3-glucan following exposure to
lactate, hypoxia, or iron depletion. However, the precise mechanism(s) by which C.
albicans masks ␤-1,3-glucan has remained obscure. Here, we identify a secreted exoglucanase, Xog1, that is induced in response to lactate or hypoxia. Xog1 functions
downstream of the lactate-induced ␤-glucan “masking” pathway to promote ␤-1,3glucan “shaving.” Inactivation of XOG1 blocks most but not all ␤-1,3-glucan masking
in response to lactate, suggesting that other activities contribute to this phenomenon. Nevertheless, XOG1 deletion attenuates the lactate-induced reductions in
phagocytosis and cytokine stimulation normally observed for wild-type cells. We also
demonstrate that the pharmacological inhibition of exoglucanases undermines
␤-glucan shaving, enhances the immune visibility of the fungus, and attenuates its
virulence. Our study establishes a new mechanism underlying environmentally induced PAMP remodeling that can be manipulated pharmacologically to inﬂuence
immune recognition and infection outcomes.
IMPORTANCE The immune system plays a critical role in protecting us against po-

tentially fatal fungal infections. However, some fungal pathogens have evolved evasion strategies that reduce the efﬁcacy of our immune defenses. Previously, we reported that the fungal pathogen Candida albicans exploits speciﬁc host-derived
signals (such as lactate and hypoxia) to trigger an immune evasion strategy that involves reducing the exposure of ␤-glucan at its cell surface. Here, we show that this
phenomenon is mediated by the induction of a major secreted exoglucanase (Xog1)
by the fungus in response to these host signals. Inactivating XOG1-mediated “shaving” of cell surface-exposed ␤-glucan enhances immune responses against the fungus. Furthermore, inhibiting exoglucanase activity pharmacologically attenuates C.
albicans virulence. In addition to revealing the mechanism underlying a key immune
evasion strategy in a major fungal pathogen of humans, our work highlights the potential therapeutic value of drugs that block fungal immune evasion.
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ife-threatening fungal infection outcomes are affected by the efﬁcacy of the immune system in recognizing and clearing potential invaders (1). Fungal diseases
cause more than 1 million deaths worldwide annually (2). Candida species are a leading
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cause of life-threatening fungal infections, and Candida albicans is the species responsible for the majority of these Candida infections (2). C. albicans is an obligate commensal of warm-blooded animals that causes opportunistic mucosal and systemic
infections in immunocompromised patients and other susceptible populations, including individuals requiring abdominal surgery or long-term intensive care (3). The success
of C. albicans as a fungal pathogen is widely attributed to virulence factors such as its
ability to undergo a reversible morphological transition between yeast and ﬁlamentous
cells, the production of adhesins, secreted proteases and candidalysin, and the ability
to evade immune killing (4–6).
Host clearance mechanisms are initiated via pathogen-associated molecular pattern
(PAMP) recognition by pattern recognition receptors (PRRs) (7). The fungal cell wall is
the primary point of direct contact with host cells, and it plays a key role in immune
recognition (8). Fungal cell walls contain major PAMPs that can induce inﬂammatory or
tolerogenic processes (7, 9). ␤-1,3-Glucan, in particular, is highly inﬂammatory. In C.
albicans, most ␤-1,3-glucan is located in the inner cell wall and is masked from immune
recognition by the outer layer of mannan ﬁbrils (10). When ␤-1,3-glucan becomes
exposed at the cell surface, it is recognized by the C-type lectin dectin-1 (11), and this
PAMP-PRR interaction plays a key role in antifungal immunity (11–14).
C. albicans presents a moving immunological target to the host. For example, C.
albicans cells reduce the exposure of ␤-1,3-glucan at their cell surface in response to
speciﬁc host signals. When C. albicans is exposed to L-lactate, a metabolite generated
by cells of the host and its microbiota, the fungus activates signaling via the conserved
G-protein coupled receptor (GPCR), Gpr1, and the transcription factor, Crz1 (15). This
culminates in decreased ␤-1,3 glucan exposure and impacts host immune responses by
reducing phagocytosis and cytokine production by innate immune cells. Additional
host-relevant conditions, including hypoxia, shifts in ambient pH, and iron starvation,
inﬂuence cell wall architecture and PAMP exposure (16–18). However, the mechanisms
governing ␤-1,3 glucan masking in C. albicans have proven elusive.
In this study, we utilized proteomics to identify a secreted exo-␤-1,3-glucanase,
Xog1, that acts in trans to mediate lactate-induced ␤-glucan masking in C. albicans. We
show that deletion of XOG1, or pharmacological inhibition of exoglucanase, inhibits
lactate-induced ␤-glucan masking and results in a higher phagocytic uptake by macrophages and cytokine responses of human peripheral blood mononuclear cells
(PBMCs) compared to their wild-type or untreated controls, respectively. Furthermore,
we demonstrate that inhibition of exoglucanase activity attenuates the virulence of
C. albicans in a Galleria mellonella model of systemic infection. Taken together, our data
suggest that this major fungal pathogen evades immune recognition and promotes
infection by shaving a major cell surface PAMP.
RESULTS
Extracellular factors mediate ␤-glucan masking. We reasoned that ␤-glucan
masking might be mediated by proteins that are secreted by C. albicans into the milieu
and, if so, these proteins might act in trans to mask ␤-glucan on masking-defective cells.
To test this, we investigated whether culture supernatants from wild-type cells could
functionally complement the defect in lactate-induced ␤-glucan masking displayed by
a masking-deﬁcient czf1⌬ mutant.
CZF1 is a zinc-ﬁnger transcription factor that regulates C. albicans contactdependent morphogenesis and white-opaque switching (19, 20), and we have reported
that czf1Δ cells display a defect in lactate-induced ␤-glucan masking (15). Therefore,
czf1Δ cells were incubated for 4 h with fresh lactate-containing medium, spent medium
from congenic wild-type C. albicans cells (SC5314), or the same spent medium that had
been boiled and cooled. Their degree of ␤-glucan exposure was quantiﬁed by staining
cells with Fc-dectin-1 and analyzing them by ﬂow cytometry. We compared them to
control cells grown on medium lacking lactate. As expected (15), control wild-type C.
albicans cells displayed ␤-glucan in response to lactate, but czf1Δ cells did not (Fig. 1).
However, when the czf1Δ cells were incubated with spent medium from wild-type cells,
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␤-glucan masking was restored. This effect was abrogated if the spent medium had
been boiled (Fig. 1), suggesting that heat-denaturable factors in wild-type supernatants
are sufﬁcient to rescue ␤-glucan masking in a masking-deﬁcient mutant.
Proteomic ﬁngerprints of ␤-glucan masking. The factors involved in ␤-glucan
masking might be proteins, and C. albicans expresses genes encoding cell wallanchored or secreted carbohydrate remodeling enzymes that could mediate ␤-glucan
masking. However, our genome-wide transcriptomic comparisons of lactate-exposed
versus control C. albicans cells did not highlight differentially expressed cell wall genes
that might contribute to ␤-glucan masking (15). Therefore, we reasoned that such
proteins might be subject to posttranscriptional and/or posttranslational regulation. To
address this, we performed unbiased liquid chromatography-tandem mass spectrometry (LC-MS/MS) analysis of the cell wall proteomes and secretomes for control C.
albicans SC5314 cells and compared them to cells undergoing lactate- or hypoxiainduced ␤-glucan masking.
We identiﬁed 213 proteins in the cell wall proteome that were differentially regulated under lactate-induced ␤-glucan masking conditions, and 392 differentially regulated proteins under hypoxic conditions compared to glucose and normoxic controls
(Fig. 2A; see also Fig. S1 in the supplemental material). Fewer proteins were recovered
from the secretome compared to the cell wall proteome, and fewer proteins were
differentially regulated in the secretome (n ⫽ 79 in total for the lactate and hypoxia
treatments compared to the control) compared to the cell wall proteome (n ⫽ 526).
We surmised that proteins involved in ␤-glucan masking are likely to be under
positive regulation, and therefore more abundant under masking conditions. Thus, we
focused on the proteins that were induced in response to lactate and/or hypoxia
compared to glucose-grown cells. GO molecular function analyses of the lactate- and
hypoxia-induced proteins (Fig. S1) revealed that hydrolases with activity toward glycosyl bonds were enriched in both lactate and hypoxic cell wall proteomes and
secretomes. Strikingly, the lactate- and hypoxia-induced secretomes displayed enrichment for proteins with glucosidase and glucan exo-1,3-␤-glucosidase activity. Indeed,
three of the four secreted proteins that were induced by both lactate and hypoxia have
characterized or putative glucanase activity (Fig. 2B). Dectin-1 is known to bind
␤-glucans with chain lengths of 10 or more glucose units (21). This was consistent with
the idea that ␤-glucan “masking” may be driven by glucanase-mediated truncation of
␤-glucan chain lengths to reduce dectin-1 targets in the cell wall.
The major exoglucanase, Xog1, plays a key role in ␤-glucan masking. C. albicans
encodes three exoglucanases: Xog1, Exg2, and Spr1. EXG2 is induced in response to
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FIG 1 An extracellular factor is required for lactate-induced ␤-glucan masking. (A) C. albicans wild-type (WT) SC5314 cells were grown in glucose alone or
glucose plus lactate, while czf1Δ cells were grown in glucose alone and then treated with boiled or untreated culture supernatants from wild-type cells grown
on glucose plus lactate. The ␤-glucan exposure on these cells was assayed by Fc-dectin-1 staining and ﬂow cytometry. Left to right, respectively: wild-type cells,
glucose versus glucose plus lactate; czf1Δ cells, glucose ⫹/⫺ fresh medium; czf1Δ cells, glucose ⫹/⫺ wild-type culture supernatant; czf1Δ cells, glucose ⫹/⫺
boiled wild-type culture supernatant. The median ﬂuorescence intensity for each population is indicated. (B) Fold changes in ␤-glucan exposure for this
experiment are presented relative to glucose-grown control cells. n ⫽ 3; *, P ⬍ 0.05 (one-way ANOVA with Tukey’s post hoc).
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FIG 2 The Xog1 protein and exoglucanase activity are upregulated during ␤-glucan masking. (A) Proteomic analysis of cell walls and
secretomes of cells grown in lactate versus the glucose-grown control, and hypoxic cells versus the aerobic-grown control. Venn diagram
of proteins displaying ⬎1.5-fold upregulation in peptide spectral mean (PSM) relative to the control. n ⫽ 4. (B) Table of extracellular
proteins displaying ⬎1.5-fold upregulation in PSM in lactate-grown or hypoxia-grown cells compared to their respective controls. n ⫽ 4.
(C) Peptide spectral means for Xog1 from the supernatants of C. albicans cells grown in glucose, glucose plus lactate, and hypoxic
conditions. n ⫽ 4. (D) Fold change in peptide spectral means for Xog1 in wild-type, crz1Δ, and gpr1Δ gpa2Δ cells grown in glucose plus
lactate compared to glucose alone. n ⫽ 3 to 4. **, P ⬍ 0.01, one-way ANOVA with Tukey’s post hoc.

lactate, but exg2Δ cells display only a mild ␤-glucan masking defect (15). Also, our
proteomics experiments provided no evidence of the Spr1 protein under the conditions
examined. Gonzalez and coworkers (22) demonstrated that XOG1 is responsible for the
majority of measurable exoglucanase activity in C. albicans. We found that Xog1 was
the protein that displayed the greatest fold change in abundance in the secretomes of
lactate- and hypoxia-exposed cells (Fig. 2B). Thus, we set out to determine whether
Xog1 plays a role in lactate-induced ␤-glucan masking.
Our previous transcript proﬁling study suggested that XOG1 is not differentially
expressed in response to lactate in wild-type or crz1Δ cells (15). To test whether the
Xog1 protein is upregulated, we examined Xog1 peptide levels in the secretomes of
wild-type C. albicans SC5314 cells (Fig. 2C). Xog1 peptide levels were signiﬁcantly
increased under lactate-induced ␤-glucan masking conditions, and Xog1 peptide was
detected at higher levels under hypoxia than control conditions. This suggested that
Xog1 levels are regulated at a posttranscriptional and/or posttranslational level. Furthermore, it was consistent with the idea that Xog1 promotes lactate- and hypoxiainduced ␤-glucan masking.
C. albicans crz1Δ and gpr1Δ gpa2Δ mutants are defective in ␤-glucan masking (15).
Therefore, using LC-MS/MS, we examined the secretomes of crz1Δ and gpr1Δ gpa2Δ
cells in the presence or absence of lactate. Both crz1Δ and gpr1Δ gpa2Δ cells displayed
signiﬁcant defects in Xog1 induction in response to lactate (Fig. 2D). Thus, the induction
of Xog1 secretion appears to depend on the same signaling mechanisms that drive
lactate-induced ␤-glucan masking.
Next, we tested the impact of Xog1 inactivation upon exoglucanase levels and
␤-glucan masking. We sequentially deleted both alleles of XOG1 in the wild-type
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FIG 3 Inactivating Xog1 reduces exoglucanase activity and blocks its induction during lactate-induced ␤-glucan masking.
(A) Exoglucanase activity was measured by monitoring PNPG cleavage in the indicated strains grown in glucose or glucose
plus lactate medium. Experiments were performed in biological triplicate and technical duplicate. n ⫽ 3. **, P ⬍ 0.01; ****,
P ⬍ 0.0001, two-way ANOVA with Tukey’s post hoc. (B) Fold change in extracellular exoglucanase activity for an isogenic
set of C. albicans xog1 strains grown in medium containing glucose or glucose plus lactate: wild type (XOG1/XOG1),
heterozygote (XOG1/xog1Δ), homozygous null mutant (xog1Δ/xog1Δ), reintegrant (xog1Δ/xog1Δ/XOG1). n ⫽ 3. **, P ⬍ 0.01,
one-way ANOVA with Tukey’s post hoc.

C. albicans clinical isolate SC5314 to generate heterozygous (xog1Δ/⫹) and homozygous (xog1Δ) mutants (Table S1). We then reintroduced XOG1 into the null mutant to
generate a control reintegrant strain (xog1Δ/XOG1). We measured exoglucanase levels
in culture supernatants for this isogenic strain set in the presence and absence of
lactate. In agreement with previous studies (22, 23), we found that XOG1 encodes the
majority of extracellular exoglucanase activity for C. albicans (Fig. 3A). Furthermore,
unlike the wild-type and reintegrant controls, xog1Δ cells did not show an increase in
extracellular exoglucanase in response to lactate (Fig. 3B).
We then tested whether XOG1 contributes to lactate-induced ␤-glucan masking.
XOG1 deletion does not affect cell wall architecture signiﬁcantly (22). Nevertheless,
microscopic analyses of dectin-1-stained cells showed that xog1Δ cells displayed a
signiﬁcant defect in lactate-induced ␤-glucan masking, compared to the wild-type
control (Fig. 4A). Also, this masking defect was suppressed in the reintegrant strain.
Bright Fc-dectin-1 staining was observed around bud/birth scars as well as punctate
foci of ␤-glucan exposure on the rest of the C. albicans cell surface. Following lactate
exposure, both types of feature were less intense in wild-type XOG1 cells, but this
decrease in intensity was not observed for xog1Δ cells (Fig. 4A). These microscopic
observations were then conﬁrmed by cytometric quantiﬁcation of ␤-glucan exposure in
cell populations. In contrast to the wild-type (XOG1) and reintegrant (xog1Δ/XOG1)
strains, xog1Δ cells displayed a signiﬁcant defect in lactate-induced ␤-glucan masking
(Fig. 4B and C). Nevertheless, some masking remains, suggesting that, while Xog1 is the
major exoglucanase under the conditions tested (Fig. 3A), other activities might
contribute to lactate-induced reductions in ␤-glucan exposure.
Xog1-mediated masking inﬂuences phagocytic interactions and cytokine responses. The changes in ␤-glucan exposure that accompany adaptation to host-related
environmental inputs often result in altered host-fungus interactions (15–18). Thus, we
tested whether Xog1 inﬂuences host recognition of C. albicans cells and their interaction with host innate immune cells.
As predicted elsewhere (15), lactate-exposed wild-type C. albicans cells were phagocytosed less frequently by murine bone marrow-derived macrophages (BMDMs) than
untreated control cells (Fig. 5A; Movies S1 and S2). Also following lactate exposure,
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mbio.asm.org 5

Childers et al.

®

wild-type cells elicited weaker cytokine responses from human PBMCs, which produced
signiﬁcantly lower levels of the proinﬂammatory cytokines IL-6 and TNF-␣ (Fig. 5B and
C). In contrast, xog1Δ cells did not display signiﬁcant reductions in phagocytic uptake
(Fig. 5A; Movies S3 and S4) or attenuated cytokine responses (Fig. 5B and C) following
lactate exposure. Both phenotypes were restored in xog1Δ/XOG1 reintegrant cells.
These results suggest that Xog1-mediated ␤-glucan remodeling plays an important role
in C. albicans-host interactions. However, the inactivation of XOG1 did not signiﬁcantly
reduce the virulence of C. albicans in Galleria mellonella (Fig. S2), which was consistent
with ﬁndings in the mouse model of systemic candidiasis (22).
Exoglucanase inhibition affects ␤-glucan masking and immune responses. Our
results thus far demonstrate that the XOG1 gene promotes lactate-induced ␤-glucan
masking and inﬂuences immune responses to C. albicans. Next, we conﬁrmed that
exoglucanase activity is required for these phenotypes.
Castanospermine is the most potent inhibitor of Saccharomyces cerevisiae and C.
albicans exoglucanase activity characterized to date (24). To conﬁrm that castanospermine inhibits exoglucanase under our experimental conditions, we assayed the effects
of castanospermine upon the extracellular exoglucanase generated by wild-type C.
albicans cells using the chromogenic substrate 4-nitrophenyl-␤-D-glucopyranoside
July/August 2020 Volume 11 Issue 4 e00984-20
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FIG 4 Inactivation of Xog1 inhibits lactate-induced ␤-glucan masking. (A) Microscopic analysis of ␤-glucan exposure in C. albicans cells grown in glucose or
glucose plus lactate medium: wild type (XOG1/XOG1), homozygous null mutant (xog1Δ/xog1Δ), reintegrant (xog1Δ/xog1Δ/XOG1). Images representative of three
biological replicate experiments. Cells were stained with Fc-dectin-1 for ␤-glucan exposure (green) and concanavalin A for mannan exposure (red); scale bar,
5 m. (B) Flow cytometry plots of ␤-glucan exposure for the indicated strains grown in glucose (red) or glucose plus lactate (blue) from one representative
biological sample of n ⫽ 3 independent replicates. The median ﬂuorescence intensity for each population is indicated. (C) Fold change in Fc-dectin-1 binding
for glucose plus lactate- versus glucose-grown cells, calculated from experiments such as those shown in panel B. n ⫽ 5 to 7. Statistical analyses: one-way
ANOVA with Tukey’s post hoc. *, P ⬍ 0.05.
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(PNPG). As expected (24), castanospermine signiﬁcantly attenuated extracellular exoglucanase activity (Fig. 6A).
We then tested whether castanospermine affects lactate-induced ␤-glucan masking
in C. albicans. Control cells treated with vehicle alone displayed the normal reduction
in ␤-glucan exposure in response to lactate (Fig. 6B). However, cells treated with
castanospermine displayed a signiﬁcant defect in lactate-induced ␤-glucan masking
compared to the controls, suggesting exoglucanase plays a key role in remodeling
␤-glucan exposure in response to lactate.
The impact of castanospermine treatment upon immune responses was then tested.
Normally, exposing C. albicans to lactate reduces the ability of BMDMs to phagocytose
the fungus and attenuates the cytokine responses of PBMCs (Fig. 5). However, castanospermine abrogated this reduction in BMDM phagocytosis (Fig. 7A; Movies S5 and S6)
as well as the elicitation of TNF-␣ by PBMCs (Fig. 7B). Thus, either deleting XOG1 or
inhibiting exoglucanase signiﬁcantly attenuates lactate-induced ␤-glucan remodeling
and innate immune evasion.

FIG 6 Castanospermine inhibits exoglucanase activity and ␤-glucan masking. (A) The effect of 1 M castanospermine (CAS) upon the extracellular exoglucanase activity expressed by wild-type C. albicans cells grown in glucose
or glucose plus lactate was determined using the PNPG assay. n ⫽ 3; *, P ⬍ 0.05, one-way ANOVA with Tukey’s post
hoc. (B) The effect of 1 M castanospermine on the change in ␤-glucan exposure observed for wild-type C. albicans
cells grown in glucose plus lactate versus glucose: no addition, wild type (WT); DMSO, WT ⫹ vehicle; castanospermine, WT ⫹ 1 M CAS. n ⫽ 8. *, P ⬍ 0.05; **, P ⬍ 0.01, one-way ANOVA with Tukey’s post hoc.
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FIG 5 Exoglucanase-induced ␤-glucan masking impacts macrophage phagocytosis and cytokine elicitation. (A) C. albicans strains were grown in medium
containing glucose or glucose plus lactate, inactivated in thimerosal, and coincubated with murine BMDMs: wild type (XOG1/XOG1), homozygous null mutant
(xog1Δ/xog1Δ). Mean number of C. albicans cells phagocytosed per murine BMDM in 2 h; n ⫽ 4 mice analyzed in biological triplicate; ⬎200 macrophages
counted per coincubation. *, P ⬍ 0.05, one-way ANOVA with Tukey’s post hoc. (B and C) The same C. albicans strains, grown in glucose or glucose plus lactate
and inactivated in thimerosal, were coincubated with human PBMCs. IL-6 (B) and TNF-␣ (C) levels were assayed after 24 h. n ⫽ 3 healthy donors, measured in
duplicate (n ⫽ 3); *, P ⬍ 0.05; **, P ⬍ 0.01, two-way ANOVA with Tukey’s post hoc.
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Exoglucanase inhibition attenuates virulence. Next, we tested whether exoglucanase inhibition affects virulence outcomes during systemic candidiasis. Castanospermine is toxic in mice, inducing both weight loss and lethargy (25, 26), thereby
precluding us from using this drug in the murine model of systemic candidiasis.
Consequently, we used the G. mellonella invertebrate infection model, the outcomes of
which correlate well with mouse survival studies (27). G. mellonella larvae died rapidly
if they were infected with wild-type C. albicans cells and treated with vehicle only
(Fig. 7C). However, infected larvae that were treated postinoculation with one dose of
castanospermine displayed signiﬁcantly extended survival times and increased survival
rates (Fig. 7C). Larvae treated with castanospermine alone or with saline survived for
the duration of the experiment. Therefore, castanospermine treatment extends host
survival during a lethal challenge with C. albicans. This does not appear to be due to a
loss of ﬁtness, because XOG1 inactivation or treatment with castanospermine does not
inhibit yeast growth (22, 24), and exoglucanase activity is not essential for ﬁtness in vitro
(23). Therefore, castanospermine treatment probably promotes fungal clearance in the
host.
DISCUSSION
The exposure of the proinﬂammatory PAMP, ␤-1,3-glucan, drives phagocytic uptake
and the release of proinﬂammatory cytokines, thereby promoting fungal killing and
clearance from host tissues (8). There is no correlation between the thickness of the
inner ␤-glucan-containing layer of the C. albicans cell wall and the degree of ␤-glucan
exposure at the cell surface: hypoxia and iron limitation are both strong triggers of
␤-glucan masking and yet the former leads to a thin cell wall, while the latter leads to
a thick cell wall (16, 17). Rather, the prevailing paradigm has been that most ␤-glucan
in the inner cell wall of C. albicans is masked by the mannan in the outer layer of the
cell wall (10, 28, 29). Perturbation of the mannan outer layer leads to ␤-glucan exposure
and enhanced immune recognition (10, 30, 31). This model is consistent with immune
evasion strategies in other pathogens. For example, the Cryptococcus neoformans cell
wall is coated with a glucuronoxylomannan polysaccharide capsule that protects cells
from phagocytosis (32). Histoplasma capsulatum chemotype II strains mask ␤-glucan
from immune recognition under an outer layer of ␣-glucan (33). However, simply
masking ␤-glucan by a cell wall outer layer is not sufﬁcient to account for the
phenomenon of lactate-induced ␤-glucan masking in C. albicans because a range of
mannan mutants still display reductions in ␤-glucan exposure in response to lactate
(15). Even in wild-type cells, clearly some glucan escapes mannan-mediated masking to
generate foci of exposure at the C. albicans cell surface (e.g., Fig. 4A).
July/August 2020 Volume 11 Issue 4 e00984-20
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FIG 7 Inhibition of exoglucanase inﬂuences macrophage interactions, cytokine production, and virulence. (A) Mean number of wild-type C. albicans SC5314
cells phagocytosed per murine BMDM in 2 h: DMSO added, vehicle; 1 M castanospermine added, CAS. n ⫽ 4 mice analyzed in biological triplicate, ⬎200
macrophages counted per coincubation. ****, P ⬍ 0.0001, one-way ANOVA with Tukey’s post hoc. (B) Wild-type C. albicans cells were grown in glucose or glucose
plus lactate, with or without vehicle or castanospermine (CAS), and ﬁxed. TNF-␣ production was assayed after the ﬁxed C. albicans cells were incubated with
human PBMCs for 24 h. n ⫽ 3 healthy donors, measured in duplicate. (C) Percent survival of G. mellonella infected with wild-type C. albicans and treated with
vehicle alone or 1 M castanospermine. n ⫽ 10; *, P ⬍ 0.05, Kruskal-Wallis log rank test.
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FIG 8 Xog1 “shaves” ␤-1,3-glucan to facilitate immune evasion by C. albicans. Top panel: patches of
␤-1,3-glucan (blue) are accessible to dectin-1 recognition in glucose-grown C. albicans cells. Bottom
panel: speciﬁc host inputs induce Xog1 secretion. Xog1 exoglucanase activity (red) shaves exposed
␤-1,3-glucan, thereby reducing its accessibility to dectin-1 recognition.

We show that C. albicans expresses a major extracellular exoglucanase, Xog1, in
response to lactate. Xog1 expression both is regulated by the same pathways that
control lactate-induced ␤-glucan masking and is required for this phenotype. Other
activities may contribute to lactate-induced reductions in ␤-glucan exposure (Fig. 3A),
but Xog1 is the major extracellular exoglucanase under these experimental conditions.
Signiﬁcantly, Xog1 inactivation attenuates immune evasion by preventing the decrease
in phagocytosis rates and the tempering of cytokine elicitation normally associated
with lactate responses in C. albicans. These effects were phenocopied by the pharmacological inhibition of exoglucanase by castanospermine, reinforcing the idea that the
Xog1 exoglucanase is a major factor in ␤-glucan masking and manipulates host
immune recognition. The induction of Xog1 by C. albicans in response to lactate is
particularly signiﬁcant, because this suggests that exoglucanase production is an
anticipatory response that protects the fungus against impending attack by innate
immune cells (34). Given the biochemical role of Xog1, we suggest that this exoglucanase “shaves” ␤-glucan epitopes from the C. albicans cell surface, rather than
physically masks them (Fig. 8).
However, XOG1 inactivation does not signiﬁcantly attenuate virulence in G. mellonella (see Fig. S2 in the supplemental material) or signiﬁcantly reduce kidney burdens
in mice (22). Interestingly, H. capsulatum expresses an endoglucanase, Eng1, which,
together with the outer ␣-1,3-glucan layer, reduces ␤-1,3-glucan exposure and promotes immune evasion by H. capsulatum cells (35). Blocking ENG1 expression in H.
capsulatum only leads to a slight reduction in fungal burden in mice after 8 days of
infection (35).
Clearly, Xog1 plays a major role in lactate-induced ␤-1,3-glucan shaving. Nevertheless, we note that our proteomics data sets reveal other glucanases that were differentially regulated in response to lactate. These enzymes could potentially contribute to
PAMP remodeling. Also, we cannot exclude minor roles for other glucanases in vivo
and, in particular, the putative exoglucanase, Exg2, which is transcriptionally induced in
response to lactate. but was not detected in our proteomics data sets (15), and which
might be secreted at elevated levels in vivo. It is also conceivable that environmentally
contingent changes in the outer mannan layer might affect the efﬁcacy with which this
layer masks ␤-glucan. Indeed, the abundance of some cell wall mannoproteins did
change in response to lactate (Table S2). Therefore, while Xog1 plays a major role in
␤-glucan shaving in vitro, other mechanisms could potentially contribute to the observed changes in ␤-glucan exposure that occur during the adaptation of C. albicans to
certain speciﬁc host signals (15–18, 36). Furthermore, we cannot exclude the possibility
that the inactivation of Xog1 inﬂuences innate immune responses in some other way,
for example by indirectly inﬂuencing the levels of certain cell wall proteins, or enhancing PAMP recognition by some means.
Is exoglucanase a viable antifungal drug target? Our results show that the inhibition
of exoglucanase with the small molecule castanospermine enhanced immune recognition of C. albicans cells and signiﬁcantly improved the survival of G. mellonella larvae
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after lethal challenge with the fungus. Although castanospermine does not inhibit
endoglucanase in vitro (24), potential effects upon activities other than exoglucanase
cannot be excluded in vivo. For example, host cells also produce glucanases and
␣-glucosidases that can be inhibited by castanospermine, leading to mammalian
toxicity (26). Less toxic derivatives of castanospermine are under development for the
treatment of viral infections, including dengue fever (37). These drugs are thought to
inhibit viral protein folding by blocking the trimming of N-linked carbohydrates (38).
Taken together, the data suggest that the development of fungus-speciﬁc exoglucanase inhibitors might provide a new therapeutic avenue to augment current antifungal
treatments.
MATERIALS AND METHODS
Strains and growth conditions. Strains used in this study are listed in Table S1 in the supplemental
material. Strains were cultured routinely on YPD agar (1% yeast extract, 2% Bacto peptone, 2% glucose,
and 2% Bacto agar) at 30°C. For ␤-glucan masking experiments, strains were grown at 30°C, 200 rpm,
overnight in yeast nitrogen base without amino acids (BD Difco; 6.7 g/liter) containing the appropriate
supplements, plus 2% glucose (YNB-Glu) and then diluted to an OD600 of ⬃0.1 in fresh YNB-Glu with and
without 2% D/L-lactate (Sigma) and grown 5 h at 30°C, 200 rpm. To prepare hypoxic cultures, cells were
inoculated into YNB-Glu in a screw-cap conical ﬂask under nitrogen (16). Cells treated with castanospermine (Cayman Chemical) were grown as described above for ␤-glucan masking experiments with the
addition of castanospermine (in dimethyl sulfoxide [DMSO]) to a ﬁnal concentration of 1 M.
Strain construction. Heterozygous (XOG1/xog1Δ) and homozygous (xog1Δ/xog1Δ) C. albicans mutants were constructed sequentially using the SAT1 ﬂipper (39). Brieﬂy, upstream and downstream
ﬂanking regions to the XOG1 open reading frame were ampliﬁed using primers 1 to 4 listed in Table S1
and cloned into the SAT1 ﬂipper plasmid between the NotI/SacII and KpnI/XhoI restriction sites,
respectively. The resultant plasmid was digested with KpnI/SacII to release the disruption cassette, which
was then puriﬁed by gel extraction (Qiagen) and transformed into C. albicans SC5314 using a lithium
acetate protocol (40). C. albicans reintegrant strains (xog1Δ/xog1Δ/XOG1) were constructed by amplifying
2 kb of XOG1 promoter region, the open reading frame, and terminator from C. albicans SC5314 genomic
DNA and cloning the PCR product into plasmid CIp-NAT at the NotI/SacII restriction sites (41). The
resulting plasmid was linearized with StuI and transformed into the xog1Δ/xog1Δ mutant for integration
at the RPS1 locus. Mutant genotypes were conﬁrmed by colony PCR.
Proteomics. C. albicans wild-type (SC5314), crz1Δ, and gpr1Δ gpa2Δ strains were grown for 5 h in
YNB-Glu, YNB-Glu plus Lac, or YNB-Glu under hypoxic conditions to induce ␤-glucan masking. Cell wall
extracts were prepared from cells by an SDS boiling procedure (42). Brieﬂy, cells were washed twice with
4°C distilled water (dH2O) and broken with 400- to 600-nm acid-washed glass beads using a FastPrep
machine (MP Biomedical). Cell homogenates were pelleted and washed in 1 M NaCl and resuspended in
SDS extraction buffer (50 mM Tris-HCl, pH 7.5, 2% SDS, 0.3 M ␤-mercaptoethanol, and 1 mM EDTA).
Homogenates were boiled at 100°C for 10 min, washed with dH2O, and freeze-dried. Cell wall protein
extracts (lyophilized, 1 mg) or secreted proteins (approximately 10 g) were resuspended in 100 l
ammonium bicarbonate (50 mM) in 1.5-ml low-binding tubes. Reduction was performed by the addition
of 2 l dithiothreitol (DTT; 200 mM) with incubation for 30 min at 60°C and then alkylation by the
addition of 4 l iodoacetamide (200 mM) with incubation in the dark for 30 min at 25°C. Proteins were
digested by the addition of 10 l sequencing-grade trypsin (20 g/ml, Promega) with incubation
overnight at 37°C. Digested cell wall samples were centrifuged at 17,000 ⫻ g, and the supernatants were
transferred to clean tubes. The pellets were resuspended in 50 l 0.1% (vol/vol) triﬂuoroacetic acid
(TFA)-70% (vol/vol) acetonitrile in ultrapure water, shaken for 10 min, and centrifuged again, and the
supernatants were added to those already taken. All digests were frozen at ⫺70°C and dried by vacuum
centrifugation (SpeedVac SC110A; Savant). Peptides were dissolved in 40 l 0.1% TFA, desalted on -C18
ZipTips (Merck Millipore, Watford, United Kingdom), and dried by vacuum centrifugation.
Desalted peptide samples were dissolved in 10 l loading solvent (0.1% [vol/vol] formic acid, 2%
[vol/vol] acetonitrile in ultrapure water). Liquid chromatography-tandem mass spectrometry was performed using a Q Exactive Plus/Ultimate 3000 RSLCnano system (Thermo Scientiﬁc, Hemel Hempstead,
United Kingdom). Sample (5 l) was loaded onto a trapping column (C18 PepMap 100; 300-m inside
diameter [i.d.] by 5 mm) for 5 min at 10 l/min and reverse-ﬂushed to the nanocolumn (PepMap RSLC
C18; 75-m i.d. by 25 cm) at 300 l/min using a gradient of various proportions of solvent A (0.1% formic
acid in ultrapure water) and solvent B (0.1% formic acid, 80% acetonitrile in ultrapure water). The
proportion of solvent B was increased from 3 to 10% during 5 to 10 min, from 10 to 40% during 10 to
40 min, and from 40 to 80% during 40 to 45 min; held at 80% during 45 to 53 min; and then returned
to 3%. Mass spectra were acquired during 5 to 65 min in full MS/data-dependent MS2 mode using a “Top
10” method. MS1 scans were performed from 375 to 1,750 m/z with a resolution of 70,000, an automatic
gain control (AGC) target of 3e6, and maximum injection time (max IT) of 50 ms. The 10 most abundant
precursor ions with charge states of ⫹2 to ⫹5 were selected from each MS1 scan for sequential trapping
and fragmentation by higher-energy collisional dissociation (normalized collision energy 26%). MS2
scans were performed with a resolution of 17,500, an AGC target of 5e4, and max IT of 100 ms. Previously
selected ions were dynamically excluded for 40 s, and peptide ions were preferred.
Raw data ﬁles from the Q Exactive Plus were processed using Proteome Discoverer v1.4 (Thermo
Scientiﬁc) with Mascot v2.5 (Matrix Science, London, United Kingdom) as the search engine. The database
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comprised 12,421 protein sequences in the ﬁle ⬍C_albicans_SC5314_A22_current_orf_trans_all.fasta⬎
downloaded from the Candida Genome Database (www.candidagenome.org, datestamp 2016-02-19).
Search parameters were: enzyme ⫽ trypsin; maximum missed cleavage sites ⫽ 2; instrument ⫽ electrospray ionization Fourier transform ion cyclotron resonance (ESI-FTICR); precursor mass tolerance ⫽ 10 ppm; fragment mass tolerance ⫽ 20 millimass units (mmu); dynamic modiﬁcations ⫽ oxidation (M); static modiﬁcations ⫽ carbamidomethyl (C). Results were ﬁltered for peptides with a Mascot
signiﬁcance value of 0.05, and protein area values were based on the extracted ion chromatograms of
the three most abundant peptides. Peptide-spectrum matches were validated using a decoy database
search with target false-discovery rates of 0.01 (strict) and 0.05 (relaxed). To perform a semiquantitative
analysis, the number of detected peptides for each protein was divided by the total number of peptides
detected for the respective biological replicate and multiplied by 100 to obtain the percent spectral
count. Percent spectral counts were averaged between biological replicates to calculate percent spectral
means for each protein.
Flow cytometry. Cells were inactivated overnight at room temperature in 50 mM thimerosal, washed
three times and resuspended in phosphate-buffered saline (PBS), and counted by hemocytometer (15).
Then, 2.5 ⫻ 106 cells were washed in ﬂuorescence-activated cell sorting (FACS) buffer (PBS containing 1%
fetal bovine serum [FBS], 0.5 mM EDTA) and stained with Fc-dectin-1 and goat (Gt) F(ab=)2 anti-human
IgG conjugated to Alexa Fluor 488 (Invitrogen), and 10,000 cells from each experiment were analyzed by
either FACSCalibur or BD Fortessa. The data represent three biological replicates for each condition.
Microscopy. For microscopy, cells were inactivated and stained as described above for ﬂow
cytometry with the addition of concanavalin A conjugated to Texas Red (Invitrogen) to stain cell wall
mannan. Cells were imaged using phase-contrast and ﬂuorescence microscopy on a Zeiss Axioplan 2
microscope. Images were captured with a Hamamatsu C4742-95 digital camera (Hamamatsu Photonics)
and recorded using Zeiss Zen software (Oberkochen, Germany).
Exoglucanase assay. Exoglucanase activity was determined by a para-nitrophenol-␤-D-glucopyranoside (PNPG; Sigma) cleavage assay (23). Cell supernatants (10 ml) were ﬁltered and concentrated
to 1 ml on 10-kDa-cutoff Vivaspin protein concentrator columns (GE Healthcare and Life Sciences) and
washed in 50 mM sodium acetate, pH 5.3. One hundred twenty-ﬁve microliters of concentrated supernatant was coincubated with an equal volume of PNPG (5 mg/ml in 50 mM sodium acetate, pH 5.3) for
16 h at 37°C. Reactions were stopped with 2.25 ml of Na2CO3 (40 g/liter), the absorbance was measured
at 410 nm, and values were normalized to cell density. Assays were performed in duplicate, and blanks
(250 l 50 mM sodium acetate, pH 5.3) and negative controls (equal volumes 50 mM sodium acetate, pH
5.3, and PNPG) were included. Relative exoglucanase activities were calculated as follows: (normalized
A410 Glu⫹Lac/normalized A410 Glu) ⫻ 100. Strains were assayed in biological triplicate.
Supernatant complementation. C. albicans wild-type (SC5314) and czf1⌬ cells were grown overnight in 5 ml YNB-Glu at 30°C, 200 rpm. The wild-type cells were diluted to an OD600 of ⬃0.1 into 50 ml
fresh YNB-Glu with or without 2% D/L-lactate and cultured at 30°C, 200 rpm, for 4 h, and at this point, cells
in one portion of the culture were inactivated in 50 mM thimerosal for analysis. The supernatant from the
other portion of the culture was passed through a 0.45-m syringe ﬁlter: one-half was used directly, and
the other half was boiled at 100°C for 15 min and cooled on ice. The C. albicans czf1⌬ cells were diluted
to an OD600 of ⬃0.1 in this spent-boiled medium, in the spent-untreated medium, or in fresh medium
that had been prewarmed to 30°C and were incubated for 4 h at 30°C, 200 rpm. Cells were then harvested
and inactivated in 50 mM thimerosal for ﬂow cytometry (above).
Macrophage interactions. Bone marrow-derived macrophages (BMDMs) were prepared from the
femurs and tibias of 12-week-old male C57BL/6 mice. BMDMs were differentiated for 7 days in Dulbecco’s
modiﬁed Eagle’s medium (DMEM; Gibco) containing 10% heat-inactivated fetal calf serum supplemented
with 15% L-cell conditioned medium (43). C. albicans cells grown in glucose plus lactate or glucose alone
were inactivated with thimerosal, mixed with the BMDMs at a ratio of 3:1 (yeast cells to macrophages),
and imaged at 2-min intervals for 2 h using a Nikon Eclipse Ti UltraVIEW VoX spinning disk microscope
with Volocity software (Quorum Technologies, ON, Canada). The number of C. albicans cells engulfed per
macrophage was quantiﬁed over 2 h. The difference in engulfment between conditions was determined
in GraphPad Prism 8 using one-way ANOVA with Tukey’s post hoc test.
Cytokine measurements. PBMCs were prepared from nonheparinized whole blood (40 ml) collected
from three healthy volunteers by Ficoll-Paque centrifugation according to the manufacturer’s instructions (Sigma-Aldrich). Thimerosal-ﬁxed C. albicans cells were washed thrice with sterile PBS and incubated for 24 h with PBMCs (5:1, yeast to PBMCs). The coincubation supernatant was collected, and
speciﬁc cytokines were quantiﬁed with a Luminex screening kit (R&D Systems) in the Bioplex 200 system
(Bio-Rad) according to the manufacturer’s instructions.
Galleria mellonella infections. Galleria larvae were acquired from BioSystems Technology and
stored with wood shavings in the dark at 20°C prior to the experiment. C. albicans wild-type (SC5314)
cells were grown overnight, diluted into fresh glucose medium, and grown for a further 5 h to reach
exponential phase. Cells were collected by centrifugation, washed thrice in PBS, and resuspended in
sterile PBS. Groups of 10 G. mellonella larvae (⬃300-mg weight) were inoculated with a 50-l suspension
of 5 ⫻ 105 C. albicans yeast cells in the last left proleg (27). Larvae received a second 50-l injection of either
1 M castanospermine or vehicle in the last right proleg. Injections were delivered with U-100 30G BD
Micro-ﬁne syringes (BD). Control groups of ﬁve larvae received PBS alone or PBS and castanospermine
injections in 50-l suspensions. The larvae were then incubated in the dark at 37°C, and survival was assessed
every 2 to 4 h thereafter. No larvae in the control group died over the course of the experiment. Survival
experiments were terminated approximately 5 days postinfection. The virulence of xog1⌬ cells was assessed
mbio.asm.org 11

®

Childers et al.

SUPPLEMENTAL MATERIAL
Supplemental material is available online only.
FIG S1, PDF ﬁle, 0.5 MB.
FIG S2, PDF ﬁle, 0.1 MB.
TABLE S1, PDF ﬁle, 0.2 MB.
TABLE S2, PDF ﬁle, 0.3 MB.
MOVIE S1, AVI ﬁle, 18.4 MB.
MOVIE S2, AVI ﬁle, 18.4 MB.
MOVIE S3, AVI ﬁle, 18.4 MB.
MOVIE S4, AVI ﬁle, 18.4 MB.
MOVIE S5, AVI ﬁle, 18.4 MB.
MOVIE S6, AVI ﬁle, 18.4 MB.
ACKNOWLEDGMENTS
A.J.P.B., N.A.R.G., L.P.E., M.G.N.: This work was supported by the UK Medical Research
Council (MR/M026663/1) and the Wellcome Trust (097377). N.A.R.G.: Wellcome Trust
(075470, 086827, 093378, 099197, 101873, 102705, 200208). A.P., D.E.L.: PhD studentships from the University of Aberdeen. All authors: This work was supported by the MRC
Centre for Medical Mycology, the University of Aberdeen, and the University of Exeter
(MR/N006364/1). M.G.N. was supported by an ERC Advanced Grant (no. 833247) and a
Spinoza grant of the Netherlands Organization for Scientiﬁc Research.
All correspondence and requests for materials should be addressed to Delma S.
Childers or Alistair J. P. Brown.
We apologize to colleagues whose work we have been unable to cite because of
space constraints. We are grateful to David Stead and the University of Aberdeen
Proteomics Core Facility, Andrea Holme and the Iain Fraser Cytometry Centre, and Kevin
MacKenzie and the Microscopy and Histology Core Facility at Aberdeen University for
their expert help with the proteomics, cytometry, and microscopy.

REFERENCES
1. Lionakis MS, Levitz SM. 2018. Host control of fungal infections: lessons
from basic studies and human cohorts. Annu Rev Immunol 36:157–191.
https://doi.org/10.1146/annurev-immunol-042617-053318.
2. Brown GD, Denning DW, Gow NA, Levitz SM, Netea MG, White TC. 2012.
Hidden killers: human fungal infections. Sci Transl Med 4:165rv13.
https://doi.org/10.1126/scitranslmed.3004404.
3. Wisplinghoff H, Bischoff T, Tallent SM, Seifert H, Wenzel RP, Edmond MB.
2004. Nosocomial bloodstream infections in US hospitals: analysis of
24,179 cases from a prospective nationwide surveillance study. Clin
Infect Dis 39:309 –317. https://doi.org/10.1086/421946.
4. Calderone RA, Fonzi WA. 2001. Virulence factors of Candida albicans.
Trends Microbiol 9:327–335. https://doi.org/10.1016/S0966-842X(01)
02094-7.
5. Moyes DL, Wilson D, Richardson JP, Mogavero S, Tang SX, Wernecke J,
Hofs S, Gratacap RL, Robbins J, Runglall M, Murciano C, Blagojevic M,
Thavaraj S, Forster TM, Hebecker B, Kasper L, Vizcay G, Iancu SI, Kichik N,
July/August 2020 Volume 11 Issue 4 e00984-20

6.

7.
8.

9.

Hader A, Kurzai O, Luo T, Kruger T, Kniemeyer O, Cota E, Bader O,
Wheeler RT, Gutsmann T, Hube B, Naglik JR. 2016. Candidalysin is a
fungal peptide toxin critical for mucosal infection. Nature 532:64 – 68.
https://doi.org/10.1038/nature17625.
Marcos CM, de Oliveira HC, de Melo WC, da Silva JF, Assato PA, Scorzoni
L, Rossi SA, de Paula E Silva AC, Mendes-Giannini MJ, Fusco-Almeida AM.
2016. Anti-immune strategies of pathogenic fungi. Front Cell Infect
Microbiol 6:142. https://doi.org/10.3389/fcimb.2016.00142.
Brown GD, Gordon S. 2001. Immune recognition. A new receptor for
␤-glucans. Nature 413:36 –37. https://doi.org/10.1038/35092620.
Erwig LP, Gow NA. 2016. Interactions of fungal pathogens with phagocytes. Nat Rev Microbiol 14:163–176. https://doi.org/10.1038/nrmicro
.2015.21.
Gow NA, Hube B. 2012. Importance of the Candida albicans cell wall
during commensalism and infection. Curr Opin Microbiol 15:406 – 412.
https://doi.org/10.1016/j.mib.2012.04.005.
mbio.asm.org 12

Downloaded from http://mbio.asm.org/ on November 16, 2020 at RADBOUD UNIVERSITEIT NIJMEGEN

as described above, with the following modiﬁcation: G. mellonella larvae were inoculated with a 50-l
suspension of 1 ⫻ 105 C. albicans wild-type (SC5314) or xog1⌬ yeast cells in the last left proleg.
Statistics. G. mellonella survival was assessed by Mantel-Cox test using SPSS software. All other
statistical analyses were performed using GraphPad Prism 8 software.
Ethics. This study complies with all relevant ethical regulations for experiments with human
participant samples. Donor blood was collected from healthy volunteers with their informed consent
according to local guidelines and regulations that were approved by the College Ethics Review Board of
the University of Aberdeen (CERB/2016/8/1300). Animal usage was approved by the University of
Aberdeen Animal Welfare and Ethical Review body. Mice were bred in-house, housed in stock cages
under speciﬁc-pathogen-free conditions, and selected at random. Animals did not undergo any regulated procedures prior to culling by cervical dislocation.
Data availability. The data supporting the ﬁndings in this study are available within the paper and
accompanying supplemental material. The mass spectrometry proteomics data have been deposited to
the ProteomeXchange Consortium via the PRIDE (44) partner repository with the data set identiﬁers
PXD018027 and PXD018044.

®

Epitope Shaving Promotes Fungal Immune Evasion

July/August 2020 Volume 11 Issue 4 e00984-20

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.
44.

between virulence of Candida albicans mutants in mice and Galleria
mellonella larvae. FEMS Immunol Med Microbiol 34:153–157. https://doi
.org/10.1111/j.1574-695X.2002.tb00617.x.
Bain JM, Louw J, Lewis LE, Okai B, Walls CA, Ballou ER, Walker LA, Reid
D, Munro CA, Brown AJ, Brown GD, Gow NA, Erwig LP. 2014. Candida
albicans hypha formation and mannan masking of beta-glucan inhibit
macrophage phagosome maturation. mBio 5:e01874-14. https://doi.org/
10.1128/mBio.01874-14.
Hasim S, Allison DP, Retterer ST, Hopke A, Wheeler RT, Doktycz MJ,
Reynolds TB. 2016. ␤-(1,3)-Glucan unmasking in some Candida albicans
mutants correlates with increases in cell wall surface roughness and
decreases in cell wall elasticity. Infect Immun 85:e00601-16. https://doi
.org/10.1128/IAI.00601-16.
Wheeler RT, Fink GR. 2006. A drug-sensitive genetic network masks fungi
from the immune system. PLoS Pathog 2:e35. https://doi.org/10.1371/
journal.ppat.0020035.
Wheeler RT, Kombe D, Agarwala SD, Fink GR. 2008. Dynamic,
morphotype-speciﬁc Candida albicans ␤-glucan exposure during infection and drug treatment. PLoS Pathog 4:e1000227. https://doi.org/10
.1371/journal.ppat.1000227.
Casadevall A, Coelho C, Cordero RJB, Dragotakes Q, Jung E, Vij R, Wear
MP. 2019. The capsule of Cryptococcus neoformans. Virulence 10:
822– 831. https://doi.org/10.1080/21505594.2018.1431087.
Rappleye CA, Eissenberg LG, Goldman WE. 2007. Histoplasma capsulatum alpha-(1,3)-glucan blocks innate immune recognition by the
␤-glucan receptor. Proc Natl Acad Sci U S A 104:1366 –1370. https://doi
.org/10.1073/pnas.0609848104.
Brown AJP, Gow NAR, Warris A, Brown GD. 2019. Memory in fungal
pathogens promotes immune evasion, colonisation, and infection.
Trends Microbiol 27:219 –230. https://doi.org/10.1016/j.tim.2018.11.001.
Garfoot AL, Shen Q, Wuthrich M, Klein BS, Rappleye CA. 2016. The Eng1
␤-glucanase enhances Histoplasma virulence by reducing ␤-glucan exposure. mBio 7:e01388-15. https://doi.org/10.1128/mBio.01388-15.
Cottier F, Sherrington S, Cockerill S, del Olmo Toledo V, Kissane S, Tournu H,
Orsini L, Palmer GE, Pérez JC, Hall RA. 2019. Remasking of Candida albicans
␤-glucan in response to environmental pH is regulated by quorum sensing.
mBio 10:e02347-19. https://doi.org/10.1128/mBio.02347-19.
Low JG, Sung C, Wijaya L, Wei Y, Rathore APS, Watanabe S, Tan BH, Toh
L, Chua LT, Hou Y, Chow A, Howe S, Chan WK, Tan KH, Chung JS, Cherng
BP, Lye DC, Tambayah PA, Ng LC, Connolly J, Hibberd ML, Leo YS,
Cheung YB, Ooi EE, Vasudevan SG. 2014. Efﬁcacy and safety of celgosivir
in patients with dengue fever (CELADEN): a phase 1b, randomised,
double-blind, placebo-controlled, proof-of-concept trial. Lancet Infect
Dis 14:706 –715. https://doi.org/10.1016/S1473-3099(14)70730-3.
Courageot MP, Frenkiel MP, Dos Santos CD, Deubel V, Desprès P. 2000.
Alpha-glucosidase inhibitors reduce dengue virus production by affecting the initial steps of virion morphogenesis in the endoplasmic reticulum. J Virol 74:564 –572. https://doi.org/10.1128/jvi.74.1.564-572.2000.
Reuss O, Vik A, Kolter R, Morschhauser J. 2004. The SAT1 ﬂipper, an
optimized tool for gene disruption in Candida albicans. Gene 341:
119 –127. https://doi.org/10.1016/j.gene.2004.06.021.
Walther A, Wendland J. 2003. An improved transformation protocol for
the human fungal pathogen Candida albicans. Curr Genet 42:339 –343.
https://doi.org/10.1007/s00294-002-0349-0.
Shahana S, Childers DS, Ballou ER, Bohovych I, Odds FC, Gow NA, Brown
AJ. 2014. New Clox systems for rapid and efﬁcient gene disruption in
Candida albicans. PLoS One 9:e100390. https://doi.org/10.1371/journal
.pone.0100390.
Mora-Montes HM, Bates S, Netea MG, Díaz-Jiménez DF, López-Romero E,
Zinker S, Ponce-Noyola P, Kullberg BJ, Brown AJP, Odds FC, FloresCarreón A, Gow NAR. 2007. Endoplasmic reticulum alpha-glycosidases of
Candida albicans are required for N glycosylation, cell wall integrity, and
normal host-fungus interaction. Eukaryot Cell 6:2184 –2193. https://doi
.org/10.1128/EC.00350-07.
Davies JQ, Gordon S. 2005. Isolation and culture of murine macrophages.
Methods Mol Biol 290:91–103. https://doi.org/10.1385/1-59259-838-2:091.
Perez-Riverol Y, Csordas A, Bai J, Bernal-Llinares M, Hewapathirana S,
Kundu DJ, Inuganti A, Griss J, Mayer G, Eisenacher M, Pérez E, Uszkoreit
J, Pfeuffer J, Sachsenberg T, Yilmaz S, Tiwary S, Cox J, Audain E, Walzer
M, Jarnuczak AF, Ternent T, Brazma A, Vizcaíno JA. 2019. The PRIDE
database and related tools and resources in 2019: improving support for
quantiﬁcation data. Nucleic Acids Res 47:D442–D450. https://doi.org/10
.1093/nar/gky1106.
mbio.asm.org 13

Downloaded from http://mbio.asm.org/ on November 16, 2020 at RADBOUD UNIVERSITEIT NIJMEGEN

10. Graus MS, Wester MJ, Lowman DW, Williams DL, Kruppa MD, Martinez
CM, Young JM, Pappas HC, Lidke KA, Neumann AK. 2018. Mannan
molecular substructures control nanoscale glucan exposure in Candida.
Cell Rep 24:2432–2442.e5. https://doi.org/10.1016/j.celrep.2018.07.088.
11. Hardison SE, Brown GD. 2012. C-type lectin receptors orchestrate antifungal
immunity. Nat Immunol 13:817–822. https://doi.org/10.1038/ni.2369.
12. Plantinga TS, van der Velden WJ, Ferwerda B, van Spriel AB, Adema G,
Feuth T, Donnelly JP, Brown GD, Kullberg BJ, Blijlevens NM, Netea MG.
2009. Early stop polymorphism in human DECTIN-1 is associated with
increased candida colonization in hematopoietic stem cell transplant
recipients. Clin Infect Dis 49:724 –732. https://doi.org/10.1086/604714.
13. Ferwerda B, Ferwerda G, Plantinga TS, Willment JA, van Spriel AB,
Venselaar H, Elbers CC, Johnson MD, Cambi A, Huysamen C, Jacobs L,
Jansen T, Verheijen K, Masthoff L, Morre SA, Vriend G, Williams DL,
Perfect JR, Joosten LA, Wijmenga C, van der Meer JW, Adema GJ,
Kullberg BJ, Brown GD, Netea MG. 2009. Human dectin-1 deﬁciency and
mucocutaneous fungal infections. N Engl J Med 361:1760 –1767. https://
doi.org/10.1056/NEJMoa0901053.
14. Taylor PR, Tsoni SV, Willment JA, Dennehy KM, Rosas M, Findon H,
Haynes K, Steele C, Botto M, Gordon S, Brown GD. 2007. Dectin-1 is
required for ␤-glucan recognition and control of fungal infection. Nat
Immunol 8:31–38. https://doi.org/10.1038/ni1408.
15. Ballou ER, Avelar GM, Childers DS, Mackie J, Bain JM, Wagener J, Kastora
SL, Panea MD, Hardison SE, Walker LA, Erwig LP, Munro CA, Gow NA,
Brown GD, MacCallum DM, Brown AJ. 2016. Lactate signalling regulates
fungal ␤-glucan masking and immune evasion. Nat Microbiol 2:16238.
https://doi.org/10.1038/nmicrobiol.2016.238.
16. Pradhan A, Avelar GM, Bain JM, Childers DS, Larcombe DE, Netea MG,
Shekhova E, Munro CA, Brown GD, Erwig LP, Gow NAR, Brown A. 2018.
Hypoxia promotes immune evasion by triggering ␤-glucan masking on the
Candida albicans cell surface via mitochondrial and cAMP-protein kinase A
signaling. mBio 9:e01318-18. https://doi.org/10.1128/mBio.01318-18.
17. Pradhan A, Avelar GM, Bain JM, Childers D, Pelletier C, Larcombe DE,
Shekhova E, Netea MG, Brown GD, Erwig L, Gow NAR, Brown A. 2019.
Non-canonical signalling mediates changes in fungal cell wall PAMPs
that drive immune evasion. Nat Commun 10:5315. https://doi.org/10
.1038/s41467-019-13298-9.
18. Sherrington SL, Sorsby E, Mahtey N, Kumwenda P, Lenardon MD, Brown
I, Ballou ER, MacCallum DM, Hall RA. 2017. Adaptation of Candida
albicans to environmental pH induces cell wall remodelling and enhances innate immune recognition. PLoS Pathog 13:e1006403. https://
doi.org/10.1371/journal.ppat.1006403.
19. Brown DH, Jr, Giusani AD, Chen X, Kumamoto CA. 1999. Filamentous
growth of Candida albicans in response to physical environmental cues
and its regulation by the unique CZF1 gene. Mol Microbiol 34:651– 662.
https://doi.org/10.1046/j.1365-2958.1999.01619.x.
20. Vinces MD, Kumamoto CA. 2007. The morphogenetic regulator Czf1p is
a DNA-binding protein that regulates white opaque switching in Candida albicans. Microbiology 153:2877–2884. https://doi.org/10.1099/mic
.0.2007/005983-0.
21. Palma AS, Feizi T, Zhang Y, Stoll MS, Lawson AM, Diaz-Rodriguez E,
Campanero-Rhodes MA, Costa J, Gordon S, Brown GD, Chai W. 2006.
Ligands for the beta-glucan receptor, Dectin-1, assigned using “designer” microarrays of oligosaccharide probes (neoglycolipids) generated from glucan polysaccharides. J Biol Chem 281:5771–5779. https://
doi.org/10.1074/jbc.M511461200.
22. del Mar Gonzalez M, Diez-Orejas R, Molero G, Alvarez AM, Pla J, Nombela
C, Sanchez-Perez M. 1997. Phenotypic characterization of a Candida
albicans strain deﬁcient in its major exoglucanase. Microbiology 143:
3023–3032. https://doi.org/10.1099/00221287-143-9-3023.
23. Tsai PW, Yang CY, Chang HT, Lan CY. 2011. Characterizing the role of
cell-wall ␤-1,3-exoglucanase Xog1p in Candida albicans adhesion by the
human antimicrobial peptide LL-37. PLoS One 6:e21394. https://doi.org/
10.1371/journal.pone.0021394.
24. Ridruejo JC, Munoz MD, Andaluz E, Larriba G. 1989. Inhibition of yeast
exoglucanases by glucosidase inhibitors. Biochim Biophys Acta 993:
179 –185. https://doi.org/10.1016/0304-4165(89)90161-X.
25. Ruprecht RM, Mullaney S, Andersen J, Bronson R. 1989. In vivo analysis
of castanospermine, a candidate antiretroviral agent. J Acquir Immune
Deﬁc Syndr 2:149 –157.
26. Pan YT, Ghidoni J, Elbein AD. 1993. The effects of castanospermine and
swainsonine on the activity and synthesis of intestinal sucrase. Arch
Biochem Biophys 303:134 –144. https://doi.org/10.1006/abbi.1993.1264.
27. Brennan M, Thomas DY, Whiteway M, Kavanagh K. 2002. Correlation

