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Abstract

During hematogenously disseminated candidiasis, blood borne fungi must invade the endo-

thelial cells that line the blood vessels to infect the deep tissues. Although Candida albicans,

which forms hyphae, readily invades endothelial cells, other medically important species of

Candida are poorly invasive in standard in vitro assays and have low virulence in immuno-

competent mouse models of disseminated infection. Here, we show that Candida glabrata,

Candida tropicalis, Candida parapsilosis, and Candida krusei can bind to vitronectin and

high molecular weight kininogen present in human serum. Acting as bridging molecules,

vitronectin and kininogen bind to αv integrins and the globular C1q receptor (gC1qR), induc-

ing human endothelial cells to endocytose the fungus. This mechanism of endothelial cell

invasion is poorly supported by mouse endothelial cells but can be restored when mouse

endothelial cells are engineered to express human gC1qR or αv integrin. Overall, these data

indicate that bridging molecule-mediated endocytosis is a common pathogenic strategy

used by many medically important Candida spp. to invade human vascular endothelial cells.

Author summary

The invasion of vascular endothelial cells is a key step in the pathogenesis of hematogen-

ously disseminated candidiasis. How species of Candida other than C. albicans invade

endothelial cells is poorly understood. Here, we demonstrate that Candida glabrata and

other Candida spp. adhere to and invade human endothelial cells by utilizing the serum

proteins kininogen and vitronectin as bridging molecules between the fungus and the

host cell. When bound to the surface of the fungi, these serum proteins interact with the

globular C1q receptor (gC1qR) and αv integrins on the endothelial cell surface, inducing

endocytosis. This process occurs with human but not mouse endothelial cells but can be

restored in mouse endothelial cells that express human gC1qR or integrin αv. Thus,
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bridging molecule-mediated endocytosis is a common mechanism by which medically

important Candida spp. invade human vascular endothelial cells.

Introduction

Despite the widespread use of antifungal agents, disseminated candidiasis continues to be a

serious problem in hospitalized patients. Previously, Candida albicans was the most common

cause of candidemia [1]. However, the epidemiology of this disease has changed, and C. albi-
cans now accounts for less than half of cases of candidemia. In fact, the combined incidence of

infections caused by Candida glabrata, Candida parapsilosis, and Candida tropicalis now

exceeds the incidence of infections caused by C. albicans [2,3]. Even though the causative

agents of candidemia have changed, this infection remains highly lethal; approximately 40% of

patients with candidemia die, even with currently available therapy [2,3]. A deeper under-

standing of the pathogenesis of this disease is essential for developing new strategies to prevent

and treat invasive candidal infections.

During hematogenously disseminated candidiasis, blood-borne organisms must invade the

endothelial cell lining of the vasculature to reach the target organs [4]. Because escape from the

vasculature is a key step in the pathogenesis of the infection, there is intense interest in dissect-

ing the mechanism by which this process occurs. It is known that C. albicans invades endothe-

lial cells by forming filamentous hyphae that express invasins such as Als3 and Ssa1. These

invasins interact with specific host cell receptors including N-cadherin and GP96, thereby

stimulating endothelial cells to endocytose the fungus [5–10].

While many of the factors that enable C. albicans to invade endothelial cells have been

delineated, the mechanisms by which other medically important species of Candida invade

endothelial cells remains poorly understood. A major obstacle to understanding this process is

that organisms such as C. glabrata and C. tropicalis that do not form true hyphae on endothe-

lial cells have greatly impaired capacity to invade these cells in standard in vitro assays [11,12].

These organisms also have limited virulence in immunocompetent mice [13–15]. By contrast,

these organisms are still able to cross the endothelial cell lining of the vasculature in humans

and infect target organs during disseminated infection [2,3]. Indeed, patients with candidemia

caused by C. glabrata, which grows only in the yeast form in vivo, have at least as high mortal-

ity as those with candidemia due to C. albicans [2,16]. While some of the mortality associated

with C. glabrata fungemia may be attributed to antifungal resistance and patient co-morbidi-

ties, it is clear that afilamentous C. glabrata is highly virulent in humans.

These data suggest that yeast-phase Candida spp. must be able to penetrate endothelial cells

in vivo by a mechanism that is not evident in standard in vitro invasion assays. Most assays of

Candida invasion are performed using media that contain either heat-inactivated serum or no

serum at all. Here we demonstrate that when yeast-phase Candida spp. such as C. glabrata are

incubated with either fresh human serum or plasma, two proteins, high molecular weight kini-

nogen and vitronectin bind to the fungal surface. Acting as bridging molecules, these serum

proteins interact with the globular C1q receptor (gC1qR; also known as p33/HABP) and αv

integrins on the surface of human endothelial cells and induce adherence and endocytosis of

the organisms. When C. glabrata is coated with either human or mouse serum, there is mini-

mal endocytosis by mouse endothelial cells, suggesting a key limitation of the mouse model to

study vascular invasion by yeast phase Candida spp. This mouse-specific defect in endocytosis

can be rescued in vitro by expressing either human gC1qR or human αv integrin in mouse
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endothelial cells. Thus, we delineate a previously unexplored mechanism by which fungi can

invade human endothelial cells.

Results

Serum and plasma enhance the endocytosis of Candida spp
Previously, we found that yeast-phase C. albicans, such as live efg1Δ/Δ cph1Δ/Δ mutant cells

or killed wild-type yeast, are very poorly endocytosed by human endothelial cells in vitro

[12]. A limitation of these previous experiments is that they were performed in serum-free

media. It is known that serum proteins can act as bridging molecules and mediate the

adherence of bacteria to endothelial cells [17,18]. Also, although yeast-phase C. parapsilosis
cells are poorly endocytosed by endothelial cells in the absence of serum in vitro, this pro-

cess is much more efficient in the presence of serum [19]. Therefore, we investigated

whether serum components could act as bridging molecules between Candida spp. and

endothelial cells. Live C. glabrata yeast and methanol killed, yeast phase C. albicans cells

were incubated in 20% pooled human serum that was either fresh or heat-inactivated. Killed

C. albicans cells were used in these experiments because live organisms germinate when

exposed to serum [20]. The fungal cells were then rinsed and then added to human umbili-

cal vein endothelial cells. When the organisms were incubated with heat-inactivated serum,

few cells were endocytosed, similarly to control organisms that had been incubated in

serum-free medium (Fig 1A and 1B). When the organisms were incubated in fresh serum,

the number of endocytosed cells increased by 8- to 9-fold. Incubating C. glabrata and C.

albicans with fresh serum also increased the number of cell-associated organisms, a measure

of adherence (Fig 1C and 1D). To verify that serum could enhance the endothelial cell inter-

actions of live C. albicans, we tested an efg1Δ/Δ cph1Δ/Δ mutant strain that remains in the

yeast phase when exposed to serum [15]. The endocytosis and adherence of this strain were

increased when it was incubated in fresh serum as compared to heat-inactivated serum

(S1A and S1B Fig). Although fresh serum significantly enhanced the endothelial cell endo-

cytosis of three additional C. glabrata blood isolates, it only increased the adherence of one

of these strains (S1C and S1D Fig). Fresh serum also improved the endocytosis and adher-

ence of live, yeast-phase C. parapsilosis, Candida krusei, and Candida auris, but not C. tropi-
calis (Fig 1E and 1F). Fresh human plasma was at least as effective as fresh human serum at

enhancing the endocytosis and adherence of C. glabrata (S1E and S1F Fig), indicating that

both plasma and serum contain factors that strongly enhance the endothelial cell interac-

tions of yeast-phase organisms.

Although fresh serum significantly enhanced the endocytosis and adherence of multiple

species of Candida, it only increased the adherence of S. cerevisiae but had no effect on endocy-

tosis (S1G and S1H Fig). Thus, the bridging molecules that bind to Candida spp. appear to be

non-functional after they bind to S. cerevisiae.
To verify that the serum-coated organisms were being endocytosed, endothelial cells were

infected with serum-coated C. glabrata, fixed and then stained for actin. We observed that

actin microfilaments coalesced around C. glabrata cells, a hallmark of endocytosis (Fig 1G).

When endothelial cells were treated with cytochalasin D to depolymerize actin, the endocytosis

of serum-coated organisms was significantly decreased (Fig 1H). Cytochalasin D also reduced

the number of adherent organisms (Fig 1I). Collectively, these data suggest the model that

heat-labile serum proteins function as bridging molecules that induce endothelial cells to

endocytose yeast-phase Candida spp.
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Fig 1. Serum coating increases the endocytosis of Candida spp. by human endothelial cells. (A-D), Effects of fresh and heat-

inactivated human serum on the number of organisms that were endocytosed by and cell-associated (a measure of adherence) with

human umbilical vein endothelial cells. (A) Endocytosis of live C. glabrata, (B) endocytosis of killed wild-type C. albicans yeast, (C) cell-

association of live C. glabrata, (D) cell-association of killed wild-type C. albicans yeast. (E-F) endocytosis (E) and cell-association (F) of

live cells of the indicated Candida spp. (G) Confocal micrographs showing the accumulation of phalloidin-stained endothelial cell actin
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The globular C1q receptor (gC1qR) and αv integrins are endothelial cell

receptors for serum-coated yeast-phase C. glabrata
To identify potential endothelial cell receptors for serum-coated organisms, we used a knowl-

edge-directed approach. We selected gC1qR for analysis because it is known to bind to several

different serum proteins [21]. To determine if gC1qR interacted with serum-coated C. glabrata
cells, we incubated endothelial cell membrane proteins with C. glabrata coated with either

fresh or heat-inactivated serum. After extensively rinsing the cells to remove the unbound pro-

teins, the remaining bound proteins were eluted with 6M urea and separated by SDS-PAGE.

By immunoblotting with an anti-gC1qR monoclonal antibody, we determined that more

gC1qR was associated with C. glabrata cells coated with fresh serum relative to cells coated

with heat-inactivated serum (Fig 2A). To determine the functional significance of this interac-

tion, we used siRNA to knockdown gC1qR. We found that gC1qR siRNA significantly inhib-

ited the endocytosis of serum-coated C. glabrata (Figs 2B and S2). The gC1qR siRNA also

slightly inhibited C. glabrata adherence (Fig 2C). Because gC1qR is known to be expressed

both intracellularly and on the cell surface [22,23], siRNA knockdown likely depleted both

pools of this protein. To verify that surface-expressed gC1qR was required for the endocytosis

of serum-coated C. glabrata, we tested two different anti-gC1qR monoclonal antibodies. Anti-

body 74.5.2, which recognizes the high molecular weight kininogen binding site in the C-ter-

minus of the gC1qR [24,25], reduced endocytosis by 45% but did not significantly affect

adherence (Fig 2D and 2E). By contrast, antibody 60.11, which is directed against the C1q

binding site in the N-terminus of the gC1qR, had no effect on either endocytosis or adherence.

Collectively, these data suggest that the gC1qR functions as an endothelial cell receptor for

serum-coated C. glabrata. They also indicate that the C-terminus of gC1qR, which contains

the binding site for high molecular weight kininogen, plays a key role in bridging molecule-

mediated endocytosis.

The finding that blocking gC1qR resulted in incomplete inhibition of endocytosis

prompted us to search for additional endothelial cell receptors for serum-coated C. glabrata.

Because integrins bind to serum proteins that could potentially act as bridging molecules, we

tested whether siRNA knockdown of either integrin αv or α5 could reduce the interactions of

serum-coated C. glabrata with human endothelial cells. We found that knockdown of integrin

αv, but not integrin α5 significantly reduced the endocytosis and adherence of C. glabrata
(Figs 3A and 3B and S3A). Integrin αv can form a heterodimer with integrin β3 and β5. We

therefore tested the effects of antibodies against integrins αvβ3 and αvβ5 and determined that

both antibodies inhibited endocytosis and adherence by approximately 45% (Fig 3C–3F).

Although some antibodies against integrins αvβ3 and αvβ5 also bind to the surface of C. albi-
cans [26,27], flow cytometry confirmed that the monoclonal antibodies used in our experi-

ments did not bind to C. glabrata (S3B Fig).

Notably, blocking gC1qR and integrins αvβ3 and αvβ5 simultaneously decreased endocyto-

sis to the basal level induced by heat-inactivated serum, but did not further decrease the adher-

ence of C. glabrata (Figs 3G and 3H and S4A and S4B). Collectively, these results indicate that

the gC1qR and integrins αvβ3 and αvβ5 are key receptors that mediate the endocytosis of

serum coated organisms.

around endocytosed C. glabrata cells. Results are representative of 3 independent experiments. Arrows indicate the C. glabrata cells and

the actin that has accumulated around them. Scale bar, 10 μm. (H and I) Effects of cytochalasin D on the endocytosis (H) and cell-

association (I) of live C. glabrata coated with fresh human serum. Results are the mean ± SD of 3 experiments each performed in

triplicate. Orgs/HPF, organisms per high-power field; ns, not significant; �P< 0.05, ��P< 0.01, ���P< 0.001, ����P< 0.0001 by

ANOVA with the Dunnett’s test for multiple comparisons (A-F) or the Student’s t-test (H and I).

https://doi.org/10.1371/journal.ppat.1010681.g001
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To further explore the relationship among the gC1qR and the integrins αvβ3 and αvβ5, we

infected endothelial cells with serum-coated C. glabrata, stained them with antibodies against

the three receptors, and then imaged them with confocal microscopy. We observed that all

three receptors accumulated around organisms coated with fresh serum (Fig 4A), whereas

Fig 2. The globular C1q receptor (gC1qR) is a human endothelial cell receptor for serum-coated C. glabrata. (A)

Western blot showing that endothelial cell gC1qR binds to C. glabrata coated with fresh serum. Results are

representative of 3 independent experiments. (B-E) Effects of inhibiting gC1qR function with siRNA knockdown (B

and C) and specific monoclonal antibodies (D and E) on the endocytosis (B and D) and cell-association (C and E) of C.

glabrata coated with fresh serum. Antibody 74.5.2 recognizes the high molecular weight kininogen binding site in the

C-terminus of the gC1qR and antibody 60.11 is directed against the C1q binding site in the N-terminus of the gC1qR.

Results shown in (B-E) are the mean ± SD of 3 experiments each performed in triplicate. Heat inact., heat inactivated

serum; orgs/HPF, organisms per high-power field; ns, not significant, �P< 0.05, ��P< 0.01 by Student’s t-test (B and

C) or ANOVA with the Dunnett’s test for multiple comparisons (D and E).

https://doi.org/10.1371/journal.ppat.1010681.g002
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there was minimal accumulation of these receptor around organisms coated with heat-inacti-

vated serum (Fig 4B). Collectively, these results support the model that when serum proteins

bind to a C. glabrata cell, they interact with gC1qR and integrins αvβ3 and αvβ5 on the endo-

thelial cell surface, which causes organism to adhere to and be endocytosed by the endothelial

cell.

High molecular weight kininogen and vitronectin are bridging molecules

that mediate the endocytosis of serum-coated organisms

Next, we sought to identify potential bridging molecules that mediate the binding of serum-

coated organisms to gC1qR and integrins αvβ3 and αvβ5. After incubating C. glabrata cells in

Fig 3. Integrins αvβ3 and αvβ5 are human endothelial cell receptors for serum-coated C. glabrata. (A-F) Effects of inhibiting αv integrin function with

siRNA knockdown (A and B or)specific monoclonal antibodies (C-F) and on the endocytosis (A, C, D) and cell-association (B, E, F) of serum-coated C.

glabrata. (G and H) Inhibition of gC1qR (with monoclonal antibody 74.5.2) and αv integrins has an additive effect on decreasing the endocytosis (G) but not

cell-association of serum-coated C. glabrata (H). Results are the mean ± SD of 3 experiments, each performed in triplicate. Orgs/HPF, organisms per high

power field; ns, not significant; �P< 0.05, ��P< 0.01, ���P< 0.001, ����P< 0.0001 by ANOVA with the Dunnett’s test for multiple comparisons (A, B, G, H)

or the Student’s t-test (C-F).

https://doi.org/10.1371/journal.ppat.1010681.g003
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fresh serum, we rinsed them extensively and eluted the bound serum proteins with HCl fol-

lowed by Tris neutralization. The eluted proteins were separated by SDS-PAGE and analyzed

by Western blotting to detect proteins that are known to bind to these receptors. Two proteins,

Fig 4. Integrins αvβ3 αvβ5 are accumulate around C. glabrata cells coated with fresh human serum. Confocal micrographs of human

endothelial cells showing the accumulation of gC1qR and integrins αvβ3 and αvβ5 around C. glabrata cells coated with either fresh (A)

or heat-inactivated (B) serum. Arrows show the organisms that are in the magnified insets. Representative results of 3 independent

experiments. Scale bar, 10 μm.

https://doi.org/10.1371/journal.ppat.1010681.g004
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high molecular weight kininogen and vitronectin, were identified. These proteins could be

eluted from C. glabrata when the cells were incubated in fresh serum, but not heat-inactivated

serum (Fig 5A). The binding of these proteins to C. glabrata was functionally significant

because antibodies against kininogen and vitronectin significantly inhibited endocytosis, but

had no effect on adherence (Figs 5B and S5A). Also, coating C. glabrata cells with kininogen

and vitronectin significantly enhanced their endocytosis by and adherence to endothelial cells

relative to organisms coated with BSA (Figs 5C and S5B). This augmentation progressively

increased with the multiplicity of infection. Collectively, the results indicate that kininogen

and vitronectin function as bridging molecules that induce endothelial cells to endocytose C.

glabrata.

High molecular weight kininogen is cleaved by kallikrein and other proteases, releasing bra-

dykinin from the larger protein. The remaining protein, called HKa, consists of a 62 kDa

heavy chain that is linked by a disulfide bond to a 56 kDa light chain [28]. By immunoblotting

with specific monoclonal antibodies and looking for bands of the appropriate molecular mass,

we found that both the heavy and light chains of HKa bound to C. glabrata (Fig 5A). Both of

these chains were bound by C. glabrata when the cells were incubated in fresh human serum,

but not with heat-inactivated serum. Collectively, these results suggest that high molecular

weight kininogen is cleaved to HKa, which then binds to C. glabrata.

Using flow cytometry, we analyzed the relationship between the binding of kininogen and

vitronectin to C. glabrata. We found that when the organisms were incubated with kininogen

alone, very little protein bound to them (Fig 5D and 5E). When the organisms were incubated

with kininogen in the presence of vitronectin, kininogen binding increased significantly. By

contrast, vitronectin bound to the organisms both in the presence and absence of kininogen

(Fig 5D and 5F). These results suggest the model that vitronectin binds to the organism and

facilitates the binding of kininogen.

To determine if kininogen and vitronectin could function as bridging molecules by them-

selves, we incubated C. glabrata cells with these proteins, either alone or in combination, and

then measured their endocytosis by endothelial cells. When the organisms were incubated

with kininogen alone, few organisms were endocytosed, similarly to control organisms that

had been incubated in BSA (Fig 5G). When the organisms were incubated in vitronectin

alone, endocytosis increased significantly, and it increased even more when the organisms

were incubated in both kininogen and vitronectin. The combination of kininogen and vitro-

nectin also significantly increased the adherence of the organisms, while kininogen and vitro-

nectin alone had no effect (S5C Fig). Collectively, these data indicate that the human serum

proteins kininogen and vitronectin function as bridging molecules that enhance adherence

and induce endocytosis of C. glabrata by human endothelial cells.

We next investigated whether kininogen and vitronectin could act as bridging molecules

for C. albicans. Using flow cytometry, we verified that these proteins bound to methanol killed

C. albicans yeast (S5D–S5F Fig). We also analyzed the endothelial cell interactions of live C.

albicans cells that had been incubated in kininogen and vitronectin prior to being added to

these host cells. These experiments were feasible because, unlike serum, kininogen and vitro-

nectin did not induce significant filamentation. We found that preincubating organisms

with these proteins significantly enhanced the endocytosis and adherence of the C. albicans
efg1Δ/Δ cph1Δ/Δ mutant, which remained in the yeast phase while in contact with the endo-

thelial cells (Figs 6A and S6A). Also, kininogen and vitronectin sightly enhanced the endocyto-

sis of wild-type C. albicans, which formed hyphae on the endothelial cells, and largely rescued

the endocytosis and adherence defects of the invasin-deficient als3Δ/Δ ssa1Δ/Δ mutant (Figs

6B and S6B).
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When wild-type C. albicans is endocytosed by endothelial cells, it damages these cells, likely

by releasing candidalysin into the invasion pocket [6,29–31]. We tested whether coating the

als3Δ/Δ ssa1Δ/Δ mutant with kininogen and vitronectin would restore is capacity to damage

endothelial cells. While organisms coated with BSA caused minimal endothelial cell damage,

cells coated with kininogen and vitronectin induced significantly greater damage (Fig 6C).

These results indicate that in the absence of invasins, bridging molecules can enhance the

endocytosis of C. albicans hyphae, leading to subsequent endothelial cell damage.

As we had observed that fresh serum increased the endocytosis of species of Candida, other

than C. albicans, we investigated whether human kininogen and vitronectin functioned as

bridging molecules for these organisms. We found that these proteins significantly increased

the endocytosis of C. parapsilosis, C. tropicalis, and C. krusei, but not C. auris. (Fig 6D). Kini-

nogen and vitronectin also increased the endothelial cell adherence of C. parapsilosis and C.

krusei (S6C Fig). Next, we tested whether the enhanced endocytosis of these organisms by kini-

nogen and vitronectin would result in endothelial cell damage. To increase the sensitivity of

the experiment, we increased the inoculum and extended the incubation period to 6 hr. None

of these organisms caused detectable damage to the endothelial cells (S6D Fig), indicating that

induction of endocytosis alone is not sufficient for these species of Candida to cause significant

endothelial cell damage.

To investigate the specificity of kininogen and vitronectin in inducing endocytosis, we

compared C. glabrata with S. cerevisiae, which is not endocytosed when coated with human

serum (S1G Fig). We found that there was minimal endocytosis or adherence of S. cerevisiae
cells coated with kininogen and vitronectin (Figs 6E and S6E), indicating that kininogen and

vitronectin do not act as bridging molecules for this organism.

To investigate which endothelial cell receptor was responsible for interacting with each

bridging molecule, we tested the inhibitory effects of specific antibodies directed against

gC1qR and αv integrins. When C. glabrata cells were incubated with vitronectin alone, endo-

cytosis was significantly inhibited by antibodies against integrins αvβ3 and αvβ5, but not by

the anti-gC1qR antibody (Fig 6F). None of these antibodies significantly reduced the adher-

ence of vitronectin-coated organisms (S6F Fig). When the organisms were incubated with

vitronectin and kininogen, endocytosis was inhibited by both the anti-gC1qR antibody and

the anti-αv integrin antibodies (Fig 6G). The combination of all 3 antibodies inhibited endocy-

tosis in an additive manner and also inhibited adherence (S6G Fig). Taken together, these data

support the model that vitronectin likely binds first to the fungal surface where it is recognized

mainly by integrins αvβ3 and αvβ5 (Fig 7). Binding of vitronectin enables kininogen to bind

to fungal cell surface, and the vitronectin-kininogen complex is recognized by both gC1qR

and the αv integrins, leading to the strong adherence and subsequent endocytosis of the

organism.

Fig 5. High molecular weight kininogen and vitronectin function as bridging molecules. (A) Western blots showing that the heavy

chain (HC) and light chain (LC) of high molecular weight kininogen and vitronectin bind to C. glabrata cells that have been incubated

in fresh human serum. In each pair of blots, the upper panel shows the proteins that were eluted from C. glabrata and lower panel shows

the proteins present in serum in the absence of C. glabrata. (B) Effects of anti-kininogen and anti-vitronectin antibodies on the

endocytosis of serum-coated C. glabrata by human endothelial cells. (C) Endocytosis of the indicated number of C. glabrata cells that

had been coated with either BSA or kininogen and vitronectin. (D) Flow cytometric detection of the binding of kininogen (top row)

and vitronectin (bottom row) to C. glabrata cells that had been incubated for 1 h with BSA without kininogen or vitronectin, kininogen

alone, vitronectin alone, or kininogen and vitronectin. Numbers in the upper right hand corner indicate the percentage of positive cells.

Results are representative of 5 (kininogen) or 4 (vitronectin) separate experiments, each of which analyzed 10,000 cells. (E-F) Summary

of combined flow cytometry results showing the binding of kininogen (E) and vitronectin (F) to C. glabrata cells. (G) Endocytosis of C.

glabrata cells that had been coated with the indicated proteins. Data in (B), (C), and (G) are the mean ± SD of 3 experiments each

performed in triplicate. Orgs/HPF, organisms per high power field; ns, not significant; �P< 0.05, ��P< 0.01, ���P< 0.001,
����P< 0.0001 by ANOVA with the Dunnett’s test for multiple comparisons.

https://doi.org/10.1371/journal.ppat.1010681.g005
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Expression of human gC1qR and αv integrins on mouse endothelial cells

enhances bridging molecule mediated endocytosis

Next, we investigated whether mouse serum bridging molecules also mediated the endocytosis

of C. glabrata by comparing the capacity of mouse and human serum to mediate endocytosis

by human endothelial cells. To maximize endocytosis, we incubated the organisms in 100%

serum. We observed that after 45 min, mouse serum enhanced the endocytosis of C. glabrata
by human endothelial cells, but to a lesser extent than human serum (Fig 8A). Mouse serum

also increased adherence to human endothelial cells, but not as much as human serum (S7A

Fig). These differences in endocytosis and adherence persisted even when the incubation

period was increased to 3 h (Figs 8B and S7B). These results indicate that while mouse serum

proteins can function as bridging molecules between C. glabrata and human endothelial cells,

they are less effective than human serum proteins.

To investigate whether serum bridging molecules could mediate the endocytosis of C. glab-
rata by mouse endothelial cells, we obtained primary mouse kidney and liver endothelial cells

and tested their capacity to endocytose C. glabrata cells that had been coated with either

human or mouse serum. We found that there was minimal endocytosis and adherence of

Fig 6. Kininogen and vitronectin interact with gC1qR and αv integrins to induce endocytosis by human endothelial

cells. (A and B) Effects of BSA or kininogen and vitronectin on the endocytosis of live cells of the indicated strains of C.

albicans after 90 min. (C) Effects of BSA or kininogen on endothelial cell damage caused by the indicated strains of C.

albicans. (D) Kininogen and vitronectin increase endothelial cell endocytosis of the indicated Candida spp. (E) Kininogen

and vitronectin do not enhance the endocytosis of S. cerevisiae. (F and G) Inhibition of endocytosis of C. glabrata coated

with either vitronectin alone (E) or vitronectin and kininogen (F) by antibodies against gC1qR (clone 74.5.2) and/or

integrins αvβ3 and αvβ5. Data are the mean ± SD of 3 experiments each performed in triplicate. Orgs/HPF, organisms per

high power field; ns, not significant; �P< 0.05, ��P< 0.01, ���P< 0.001, ����P< 0.0001 by ANOVA with the Dunnett’s test

for multiple comparisons.

https://doi.org/10.1371/journal.ppat.1010681.g006

Fig 7. Model of how kininogen and vitronectin function as bridging molecules that bind to Candida spp. and induce endocytosis by

human endothelial cells. Vitronectin binds to the surface of the organism, which enhances the binding of kininogen. When the organism

comes in contact with the endothelial cell, vitronectin interacts mainly with the integrins αvβ3 and αvβ5 and whereas the vitronectin-

kininogen complex interacts with both the αv integrins and gC1qR on the endothelial cells surface. These interactions mediate the

adherence of the fungus to the endothelial cells and induce the endothelial cells to endocytose the organism.

https://doi.org/10.1371/journal.ppat.1010681.g007
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organisms coated with human or mouse serum by mouse endothelial cells after both 45 min

and 180 min (Figs 8A and 8B and S7A and S7B). To verify that human endothelial cells other

than those obtained from umbilical cord veins were able to endocytose serum coated organ-

isms, we tested a Tert-immortalized human microvascular endothelial (TIME) cell line. C.

glabrata cells coated with either human serum or human kininogen and vitronectin were

endocytosed by and adhered to the TIME cells more than human umbilical vein endothelial

cells (S7C–S7F Fig). Collectively, these data indicate that while both mouse and human serum

proteins can function as bridging molecules between C. glabrata and human endothelial cells,

mouse endothelial cells have very limited capacity to endocytose organisms coated with serum

from either mice or humans.

We considered the possibility that the inability of mouse endothelial cells to endocytose

serum coated C. glabrata was due to difference between the receptors on mouse vs. human

endothelial cells. To evaluate the possibility, we used lentivirus to transduce primary mouse

liver endothelial cells with human C1QBP (gC1qR), ITGAV (integrin αv), or ITGB5 (integrin

β5). Control cells were transduced with lentivirus encoding GFP. The expression of the human

proteins by the transduced endothelial cells was verified by Western blotting (S7G Fig). Endo-

thelial cells that expressed human gC1qR and integrin αv endocytosed significantly more

serum-coated organisms than did the control endothelial cells (Fig 8C). Endothelial cells that

expressed human gC1qR, integrin αv, and integrin β5 also had enhanced C. glabrata adher-

ence (S7H Fig). These data demonstrate that human gC1qR and integrin αv mediate the endo-

cytosis and adherence of serum-coated C. glabrata. They also suggest that these human

receptors are functionally different from their mouse counterparts.

Fig 8. Mouse endothelial cells poorly support bridging molecule-mediated endocytosis. (A and B) Endocytosis of C. glabrata
coated with either human or mouse serum by the indicated endothelial cells after 45 min (A) and 180 min (B). (C) Endocytosis of C.

glabrata coated with fresh human serum by mouse liver endothelial cells expressing human gC1qR, integrin αv, or integrin β5. Data

are the mean ± SD of 3 experiments each performed in triplicate. HUVEC, human umbilical vein endothelial cell; orgs/HPF,

organisms per high power field; ns, not significant; ��P< 0.01, ����P< 0.0001. ���P< 0.001, ����P< 0.0001 by ANOVA with the

Dunnett’s test for multiple comparisons.

https://doi.org/10.1371/journal.ppat.1010681.g008
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Discussion

In this study, we sought to elucidate how species of Candida that do not form true hyphae are

able to invade vascular endothelial cells. Using C. glabrata as a representative fungus that

grows only as yeast within the human host, we determined that proteins present in human

serum act as bridging molecules between the fungus and human endothelial cells and induce

the adherence and subsequent endocytosis of the organism. The data presented here indicate

that binding of vitronectin to the fungal surface facilitates the subsequent binding of kinino-

gen. Vitronectin interacts mainly with the integrins αvβ3 and αvβ5 endothelial cells, and the

kininogen-vitronectin complex also interacts with gC1qR. The binding of these serum proteins

to their respective receptors causes the organism to adhere to endothelial cells and stimulates

its subsequent endocytosis (Fig 7). Not only did kininogen and vitronectin act as bridging mol-

ecules for C. glabrata, but they also mediated endothelial cell endocytosis of yeast-locked and

invasin-deficient C. albicansmutants and other medically important species of Candida,

including C. tropicalis, C. parapsilosis, and C. krusei. Although serum enhanced the endocyto-

sis of C auris, kininogen and vitronectin did not, suggesting that other serum proteins must

function as bridging molecules for this organism. Also, serum bridging molecules did not

induce the endocytosis of S. cerevisiae, indicating that bridging molecule-mediated endocytosis

is not a general property of yeast. Taken together, these results indicate that invasion of vascu-

lar endothelial cells via bridging molecule-mediated endocytosis is a pathogenic strategy

shared by many medically important Candida spp.

Vitronectin, which is bound by integrins αvβ3 and αvβ5, is known to function as a bridging

molecule that mediates adherence to respiratory epithelial cells of a variety of bacteria, includ-

ing nontypeableHaemophilus influenzae,Moraxella catarrhalis, group A streptococci, and

Pseudomonas aeruginosa (reviewed in [32]). In addition to mediating adherence, vitronectin

induces the internalization of Neisseria gonorrhoeae and Pseudomonas fluorescens by epithelial

cells [33,34]. C. albicans, C. parapsilosis and C. tropicalis have been shown to bind to fluid

phase vitronectin [35], and the binding of C. albicans to vitronectin mediates adherence to ker-

atinocytes [36]. Our findings demonstrate that C. glabrata and C. krusei are additional Can-
dida spp. that bind to vitronectin. More importantly, we show that vitronectin acts as a

bridging molecule that, in conjunction with kininogen, mediates the endocytosis of these

organisms by human endothelial cells.

Studies of the interaction of kininogen with microbial pathogens have focused mainly on its

proteolytic cleavage to release bradykinin and other fragments with antimicrobial activity.

Kininogen has been found to bind to S. aureus, Salmonella typhimurium, and Bacteroides spp.

[37,38]. Rapala-Kozik et al., have determined that virtually all medically important Candida
spp. bind kininogen [39–41]. In contrast to the results shown here, they found that kininogen

could bind to the fungus in the absence of additional serum proteins, whereas we found that

there was minimal binding of kininogen to C. glabrata unless vitronectin was present. The

likely explanation for these divergent results is that the other investigators used a more sensi-

tive assay that was able to detect the binding of even low amounts of kininogen to the fungal

surface. Nevertheless, our results indicate that vitronectin dramatically increases the amount

of kininogen that binds to C. glabrata and enables kininogen to function as a bridging mole-

cule that enhances fungal endocytosis.

Although the function of kininogen as a bridging molecule between microbial pathogens

and host cells has not been appreciated previously, it is known that kininogen can bind to gly-

coprotein 1b on platelets and integrin αMβ2 on neutrophils to enhance the co-adherence of

these two cells [42]. We determined that unlike platelets and neutrophils, endothelial cells

bind kininogen via gC1qR, a result that has been reported by others [43]. gC1qR has also been
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found to be a receptor for Listeria monocytogenes that mediates the internalization of this

organism. However, the bacterium binds directly to gC1qR, and this interaction can be

blocked by both C1q and monoclonal antibody 60.11, which is directed against the C1q bind-

ing site of gC1qR [44]. By contrast, we found that while monoclonal antibody 60.11 did not

inhibit bridging molecule-mediated endocytosis of C. glabrata, monoclonal antibody 74.5.2,

which is directed against the kininogen binding site of gC1qR, was highly inhibitory. These

results support the model that when kininogen is bound to the surface of Candida spp., it

interacts with gC1qR on endothelial cells and stimulates the endocytosis of the organisms.

Although gC1qR was required for the maximal endocytosis of serum-coated C. glabrata,

this protein lacks a transmembrane sequence and thus likely induces endocytosis by associat-

ing with other endothelial cell surface proteins. For example, we recently found that in oral

epithelial cells, gC1qR forms a complex with the epidermal growth factor receptor (EGFR),

and this association is necessary for C. albicans to activate EGFR and induce its own endocyto-

sis [45]. Because endothelial cells express little to no EGFR, it is likely that gC1qR associates

with other endothelial cell surface proteins, possibly integrins αvβ3/5 [46].

Patients with hematogenously disseminated candidiasis due to C. glabrata, C. tropicalis, C.

krusei, and C auris have at least as high mortality as those who are infected with C. albicans
[2,16,47]. These data suggest that in humans, these different species of Candida have similar

virulence. In immunocompetent mice, C. albicans is highly virulent, and most wild-type

strains are capable of causing a lethal infection. By contrast, intravenous infection of immuno-

competent mice with C. glabrata, C. tropicalis, C. krusei, and C. auris induces minimal mortal-

ity even when high inocula are used [48,49]. Thus, in mice, these species of Candida have

greatly attenuated virulence. A possible explanation for this discrepancy is that C. albicans is

able to form hyphae that express invasins such as Als3 and Ssa1 that interact directly with

endothelial cell receptors and induce endothelial cell endocytosis. By contrast, other species of

Candida, such as C. glabrata invade endothelial cells by bridging molecule-mediated endocy-

tosis, a process that occurs inefficiently in mouse endothelial cells in culture.

The results of the in vitro studies support this concept. C. albicans was endocytosed avidly

by human endothelial cells in the absence of serum and coating the organism with serum only

increased endocytosis slightly. By contrast, C. glabrata was poorly endocytosed in the absence

of serum, and coating the organisms with serum dramatically increased endocytosis. Both

mouse and human proteins increased endocytosis by human cells, indicating that mouse

serum proteins can function as bridging molecules, albeit not as well as human proteins.

Importantly, C. glabrata was poorly endocytosed by mouse liver and kidney endothelial cells

when it was coated with either mouse or human serum. When the mouse endothelial cells

were engineered to express human gC1qR or integrin αv, they gained the capacity to endocy-

tose serum-coated C. glabrata. These data indicate that a key difference between mouse and

human endothelial cells in vitro is that mouse gC1qR and integrin αv do not support bridging

molecule-mediated endocytosis of C. glabrata. The role of bridging molecules in mediating

endothelial cell invasion in vivo is likely more complex because of the multitude of cell types

and receptors that interact with the fungus during mammalian infection.

Although the mouse model of disseminated candidiasis is an excellent model for investigat-

ing antifungal efficacy and many aspects of fungal pathogenicity, our results suggest that this

model is not optimal for investigating how C. glabrata and possibly other Candida spp. other

than C. albicans disseminate hematogenously because mouse endothelial cells do not support

bridging molecule-mediated vascular invasion. Even though mice inoculated intravenously

with these organisms still contain some fungal cells in their tissues, we speculate that the

organisms must egress from the vasculature by another mechanism(s) that has less pathogenic

impact. This possibility is currently being investigated.
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The results presented here indicate that many medically important species of Candida can

utilize serum proteins as bridging molecules to induce their own endocytosis by human vascu-

lar endothelial cells. Because this mechanism is shared by multiple Candida spp., it represents a

promising therapeutic target for preventing or ameliorating hematogenously disseminated

candidiasis.

Methods

Ethics statement

All animal work was approved by the Institutional Animal Care and Use Committee (IACUC)

of the Lundquist Institute for Biomedical Innovation at Harbor-UCLA Medical Center. The

human subjects research was approved by the IRB of the Lundquist Institute for Biomedical

Innovation at Harbor-UCLA Medical Center under protocol 30636-01R. Written informed

consent was obtained prior to phlebotomy.

Serum and plasma

After obtaining informed consent, blood was collected by venipuncture from healthy volun-

teers. Blood was also collected from anesthetized Balb/C mice by cardiac puncture. To obtain

serum, the blood was allowed to clot at room temperature for 30 min and then centrifuged at

2000 rpm for 10 min at 4˚C. After collecting the serum, samples from individual donors were

pooled and stored in aliquots in liquid nitrogen. To make heat-inactivated serum, the fresh

serum was incubated at 56˚C for 1 h and stored in aliquots in liquid nitrogen.

To obtain plasma, fresh human blood was transferred to 4 ml vacutainer tubes containing

7.2 mg of K2EDTA (BD, Inc.). The tubes were then centrifuged at 2000 rpm for 10 minutes at

4˚C, after which the plasma was collected, pooled, aliquoted, and stored in liquid nitrogen.

Heat-inactivated plasma was made by incubating fresh plasma at 56˚C for 1 hr.

Host cells, fungal strains and growth conditions

Human umbilical vein endothelial cells were isolated from umbilical cords and grown as

described and used at passage one [30,50]. Mouse kidney endothelial cells (Cell Biologics),

mouse liver endothelial cells (Cell Biologics), and hTert-immortalized human microvascular

endothelial cells (American Type Culture Collection) were purchased and grown according to

the suppliers’ instructions.

The fungal strains used in this work are listed in S1 Table. For use in the experiments, the

organisms were grown overnight in yeast extract peptone dextrose (YPD) broth at 30˚C in a

shaking incubator. They were harvested by centrifugation, washed twice with PBS and enu-

merated with a hemacytometer as previously described [30]. To produce killed organisms,

cells of C. albicans strain DIC185 were pelleted by centrifugation and then resuspended in

100% methanol for 2 min. The killed organisms were recovered by centrifugation and washed

two times with PBS. Fungal killing was verified by plating a sample of the cells onto YPD agar.

Strain DSC10 was constructed by plating strain CAN34 (efg1Δ/Δ cph1Δ/Δ) on minimal

medium containing 5-fluororotic acid. The resulting Ura- strain was transformed with a PstI/

NotI-digested fragment of pBSK-URA3 [51] to restore the URA3-IRO1 locus. Proper integra-

tion was verified by PCR.

Coating fungal cells with bridging molecules

To coat the organisms with serum or plasma, approximately 5x107 fungal cells were mixed

with either RPMI 1640 medium alone (Irvine Scientific) or RPMI 1640 medium containing

PLOS PATHOGENS Serum bridging molecules and candidal endothelial cell invasion

PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1010681 July 7, 2022 17 / 26

https://doi.org/10.1371/journal.ppat.1010681


20% fresh or heat-inactivated human serum and then incubated for 1 h at 37˚C in a shaking

incubator. In some experiments, the human serum was replaced with human plasma to which

CaCl2 was added to reverse the effects of the EDTA. In experiments comparing mouse with

human serum, the organisms were incubated with either 100% mouse or human serum. After

coating, the fungal cells were washed twice with PBS, diluted, and counted for use in the assays

described below.

To coat the organisms with bridging molecules, approximately 2x107 fungal cells were incu-

bated with human kininogen (10 μg/ml; Molecular Innovations, Inc., Cat. # HK-TC) and/or

human vitronectin (30 μg/ml; Molecular Innovations Inc., Cat. # HVN-U) in RPMI 1640

medium supplemented with 50 μM ZnCl2 and 3 μM CaCl2. Control cells were incubated with

BSA (Sigma-Aldrich). The cells were incubated for 1 h at 37˚C in a shaking incubator and pro-

cessed as described above.

Confocal microscopy

The confocal microscopy was performed as previously described [6]. Briefly, endothelial cells

were grown to confluency on fibronectin-coated glass coverslips and then infected with 3x105

C. glabrata cells. After 45 min, the cells were fixed with 3% paraformaldehyde and blocked

with 5% goat serum containing 0.05% Triton X-100. The cells were incubated with Alexa

Fluor 568-labeled phalloidin (Thermo Fisher Scientific, Cat. #A12380), rabbit anti-gC1qR anti-

body (Santa Cruz Biotechnology, Cat. #sc-48795), anti-integrin αvβ3 monoclonal antibody

(Millipore-Sigma, clone LM609, Cat. # MAB1976), or anti-integrin αvβ5 monoclonal antibody

(Millipore-Sigma, clone P1f6, Cat. # MAB1961). The C. glabrata cells were labeled with calco-

fluor white. After extensive rinsing, the cells were incubated with the appropriate Alexa Fluor

labeled secondary antibody (Thermo Fisher Scientific, Cat. #A-11031 or A-11034), rinsed, and

then imaged by confocal microscopy. Consecutive z-stacks were combined to create the final

images.

Endocytosis assay

The endocytosis of the various organisms by endothelial cells was determined by our standard

differential fluorescence assay as described previously [6,52]. Briefly, endothelial cells grown

on fibronectin-coated glass coverslips were incubated with 105 fungal cells in 5% CO2 at 37˚C

for 45 or 180 min. Next, the cells were fixed in 3% paraformaldehyde, and the non-endocy-

tosed organisms were stained with an anti-Candida antibody (Meridian Life Science, Cat. #

B65411R) that had been conjugated with Alexa Fluor 568 (Thermo Fisher Scientific, Cat. # A-

10235). After rinsing the cells extensively with PBS, the endothelial cells were permeabilized in

0.05% Triton X-100 (Sigma-Aldrich), and the cell-associated organisms were stained with the

anti-Candida antibody conjugated with Alexa Fluor 488 (Thermo Fisher Scientific). The cov-

erslips were mounted inverted on microscope slides and viewed with an epifluorescent micro-

scope. The number of endocytosed organisms was determined by scoring at least 100

organisms per slide. Each experiment was performed at least three times in triplicate.

The effects of depolymerizing microfilaments on endocytosis was determined by incubating

the endothelial cells with 0.4 μM cytochalasin D (Sigma-Aldrich) for 45 min prior to infection.

Control endothelial cells were incubated in the diluent (0.1% DMSO) in parallel. The cytocha-

lasin D and DMSO remained in the medium for the duration of the infection. To determine

the effects of blocking endothelial cell receptors on endocytosis, the endothelial cells were

incubated with anti-gC1qR antibodies (Santa Cruz Biotechnology, clone 74.5.2 Cat. # sc-23885

and Abcam, clone 60.11, Cat. # ab24733), anti-αvβ3 antibody (Millipore Sigma, clone LM609,

Cat. # MAB1976), αvβ5 (Millipore Sigma, clone P1F6, Cat. # MAB1961), or a combination of
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antibodies, each at 10 μg/ml. Control cells were incubated in the same concentration of mouse

IgG (R&D Systems, clone 11711; # MAB002). The endothelial cells were incubated with the

antibodies for 1 h prior to infection and the antibodies remained in the medium for the dura-

tion of infection.

To determine the effects of inhibiting bridging molecules on endocytosis, C. glabrata cells

were coated with 20% heat-inactivated or fresh serum in the presence of an anti-kininogen

antibody (Santa Cruz Biotechnology, clone 2B5, Cat. # sc-23914), an anti-vitronectin antibody

(Millipore Sigma, clone 8E6(LJ8), Cat. # MAB88917), or an isotype control IgG, each at 10 μg/

ml. The organisms were then washed twice with PBS, counted, and used in the endocytosis

assay.

Because of day to day variation in the number of organisms that were endocytosed by and

cell-associated with endothelial cells from different umbilical cords, the data were normalized

to control cells. The mean and standard deviation of the raw data from each experiment are

provided in S2 Table.

Protein purification and Western blotting

Endothelial cell membrane proteins were isolated using glucopyranoside according to our pre-

viously described method6-8. To pull down endothelial cell proteins that bound to serum-

coated C. glabrata, 8x108 organisms that had been coated with fresh or heat-inactivated serum

were incubated with 1 mg of endothelial cell membrane proteins on ice for 1 hr. Unbound pro-

teins were removed by rinsing with 1.5% glucopyranoside, after which the bound proteins

were eluted with 6M Urea. Samples were added to SDS-PAGE sample buffer, heated to 90˚C

for 5 min, and then separated by SDS-PAGE. To detect gC1qR that was associated with C.

glabrata cells that had been coated with fresh or heat-inactivated serum, Western blotting was

performed with the anti-gC1qR antibody (clone 74.5.2).

To detect serum proteins that bind to C. glabrata, 1x108 C. glabrata cells were incubated

with 20% fresh or heat-inactivated serum in RPMI 1640 medium for 1 hr at 37˚C. Unbound

serum proteins were removed by rinsing the cells twice with PBS, after which bound serum

proteins were eluted with 2M HCl, pH 2.0 and immediately neutralized with Tris buffer, pH

8.0. The proteins were separated by SDS-PAGE and Western blotting using an anti-kininogen

heavy chain antibody (Santa Cruz Biotechnology, clone 2B5, Cat. # sc-23914), anti-light chain

antibody (Santa Cruz Biotechnology, clone 14J09, Cat. # sc-80524), and anti-vitronectin anti-

body (clone 8E6(LJ8)) was performed to detect kininogen and vitronectin that had been eluted

from C. glabrata.

siRNA

Knockdown of endothelial cell surface proteins was accomplished using siRNA. The endothe-

lial cells were transfected with gC1qR siRNA (Santa Cruz Biotechnology, Cat. # sc-42880),

integrin α5 siRNA (Santa Cruz Biotechnology, Cat. # sc-29372), integrin αv siRNA (Santa

Cruz Biotechnology, Cat. # sc-29373), or scrambled control siRNA (Qiagen, Cat. # 1027281)

using Lipofectamine 2000 (Thermo Fisher Scientific) following the manufacturer’s instruc-

tions. After 48 hr, the transfected endothelial cells were infected with serum coated C. glabrata
and the number of endocytosed organisms was determined. Knockdown of each protein was

verified by immunoblotting with antibodies against gC1qR (clone 74.5.2), integrin α5 (Milli-

pore-Sigma, Cat. # AB1928), integrin αv (Santa Cruz Biotechnology, clone H-2, Cat # sc-

376156), integrin β3 (Santa Cruz Biotechnology, clone B-7, Cat. # sc-46655), integrin β5 (Santa

Cruz Biotechnology, clone F-5, Cat. # sc-398214), or actin (Millipore-Sigma, clone C4, Cat. #

A5441-100UL)
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Flow cytometry

The binding of kininogen and vitronectin to C. glabrata and methanol-fixed C. albicans was

analyzed by a modification of a previously described method [53]. Fungal cells were incubated

with kininogen that had been labeled with Alexa Fluor 568 (Thermo Fisher Scientific, Cat.

#A20184) and/or unlabeled vitronectin, both at a final concentration of 30 μg/ml, for 1 h at

37˚C. Control cells were incubated in a similar concentration of BSA. The unbound proteins

were removed by washing the cells twice with PBS. Next, the cells were incubated with the

anti-vitronectin antibody followed by the Alexa Fluor 488-labeled goat anti-mouse secondary

antibody. The fluorescence of the cells was then quantified using a Becton Dickinson FACSca-

libur flow cytometer, analyzing 10,000 cells per sample using the FlowJo software.

The potential binding the anti-αvβ3 and anti-αvβ5 antibodies to C. glabrata was deter-

mined by incubating C. glabrata cells with each antibody at a final concentration of 10 μg/ml,

followed by the Alexa Fluor 488-labeled goat anti-mouse secondary antibody The fluorescence

of the cells was then quantified by flow cytometer, analyzing 10,000 cells per sample.

Endothelial cell damage assay

The capacity of wild-type (CAI4-URA) and als3Δ/Δ ssa1Δ/Δ C. albicans strains to damage

human umbilical vein endothelial cells was determined using our previously described 51Cr

release assay [6]. Endothelial cells were grown in a 96-well tissue culture plate containing

detachable wells and loaded with 51Cr. The C. albicans were coated with either BSA or kinino-

gen and vitronectin and rinsed, after which 4 x 104 fungal cells were added to individual wells

of endothelial cells. After incubation for 3 h, the medium above the cells was aspirated and the

wells were detached from each other. The amount of 51Cr released into the medium and

remaining in the endothelial cells was determined using a gamma counter.

When the C. glabrata, C. tropicalis, C. parapsilosis, C. krusei, and C. auris strains were tested

in the damage assay, they were processed similarly to the C. albicans cells except that the inocu-

lum was increased to 2 x 105 cells per well and the incubation period was increased to 6 h.

Lentivirus packaging and host cell transduction

The transfer vectors (pLenti-EF1A-EGFP-Blast, pLenti-EF1A-hITGAV-NEO, pLenti-EF1A-

hITGB5-NEO or pLenti-EF1A-hC1QBP-Blast) were constructed by cloning eGFP, hC1QBP

[NM_001212.4], hITGAV [NM_002210], or hITGB5 [NM_002213] into pLenti-Cas9-Blast

(Addgene; # 52962) or pLenti-Cas9-NEO at the BamHI and XbaI sites. The virus was pro-

duced by transfecting HEK293T cells with plasmid psPAX2 (Addgene; # 12260), plasmid

pCMV-VSVG (Addgene; # 8454), and transfer vector at 1:1:1 molar ratio using the X-treme-

GENE 9 DNA transfection reagent (Sigma-Aldrich; # 6365787001) according to the manufac-

turer’s instructions. The supernatant containing the virus was collected at 60 h post-

transfection, passed through a 0.45um PVDF filter and stored at 4˚C (short-term) or -80˚C

(long-term).

For transduction, mouse primary liver endothelial cells were seeded into a 6-well plate in

mouse endothelial cell medium (Cell Biologics, Inc. # M1168). The cells were transduced with

lentivirus in the presence of 8 μg/ml polybrene (Santa Cruz Biotechnology; #SC134220), cen-

trifuged at 1000g for 30 min, and then incubated at 37˚C in 5% CO2 overnight. The next morn-

ing, the cells were transferred to 10 cm diameter tissue culture dishes. For the cells transduced

with hC1QBP, 10 μg/ml of blasticidin (Gibco; # A1113903) was added to the medium 2 d post

transduction to select for transduced cells and selection was maintained for 7 d. Expression of

eGFP was determined by fluorescent microscopy and expression of gC1qR, integrin αv, and

integrin β5 were verified via immunoblotting of whole cell lysates with an anti-gC1qR
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antibody (clone 60.11), anti- integrin αv antibody (MilliporeSigma; #AB1930), and anti- integ-

rin β5 antibody (My Biosource, Inc; # MBS617750). Total loading was determined by immu-

noblotting with an anti-GAPDH antibody (Cell Signaling; # 5174).

Statistical analysis

All data were analyzed using Prism (GraphPad). Differences among experimental groups were

analyzed by one-way analysis of variance followed by pair-wise analysis with Dunnett’s multi-

ple comparison test. When a single pair of data was analyzed, the 2-way student’s t-test assum-

ing unequal variance was used. P values� 0.05 were considered to be significant.

Supporting information

S1 Fig. Bridging molecules mediate the endocytosis of live C. albicans and C. glabrata yeast,

but not S. cerevisiae by human endothelial cells. (A and B) Endocytosis (A) and cell-association

(B) of live cells of a C. albicans egf1Δ/Δ cph1Δ/Δ mutant by human umbilical vein endothelial

cells. (C and D) Effects of fresh and heat-inactivated serum on the endocytosis (C) and cell-associ-

ation of the indicated strains of live C. glabrata. (E and F) Effects of fresh human serum and

plasma on the endocytosis (E) and cell-association (F) of live C. glabrata. (G and H) Endocytosis

(G) and cell-association (H) of live C. glabrata and S. cerevisiae. Results are the mean ± SD of 3

independent experiments, each performed in triplicate. Orgs/HPF, organisms per high-power

field; ns, not significant; ��P< 0.01, ���P< 0.001, ����P< 0.0001 by Student’s t-test (A and B) or

ANOVA with the Dunnett’s test for multiple comparisons (C-H).

(PDF)

S2 Fig. Western blot showing effects of gC1qR siRNA on the levels of the indicated human

endothelial cell proteins.

(PDF)

S3 Fig. (A) Western blot showing effects of integrin αv siRNA on the levels of the indicated

endothelial cell proteins. (B) Antibodies against gC1qR, integrin αvβ3, and integrin αvβ5 do

not bind to C. glabrata. Flow cytometric analysis of C. glabrata cells that were incubated with

antibodies against gC1qR (clone 74.5.2), integrin αvβ3, and integrin αvβ5. They were also

incubated with control IgG and with a polyclonal anti-Candida antibody. Each histogram

shows the analysis of 104 cells.

(PDF)

S4 Fig. (A and B) Combined effects of antibodies against gC1qR, integrin αvβ3, and integrin

αvβ5 on the endocytosis (A) and cell association (B) of C. glabrata. Data are the mean ± SD of

3 experiments each performed in triplicate. HI, heat-inactivated; Orgs/HPF, organisms per

high power field; ns, not significant; ��P< 0.01; ����P< 0.0001 by ANOVA with the Dunnett’s

test for multiple comparisons.

(PDF)

S5 Fig. (A) Effects of antibodies against kininogen and vitronectin on the number of C. glab-
rata cells that were cell-associated with human endothelial cells. (B) Cell-association of the

indicated number of C. glabrata cells that had been coated with either BSA or kininogen and

vitronectin. (C) Effects of coating C. glabrata with BSA, kininogen, and/or vitronectin on the

number of cell-associated organisms. (D) Flow cytometric detection of the binding of kinino-

gen (top row) and vitronectin (bottom row) to C. albicans cells that had been incubated for 1 h

with BSA alone, or with kininogen and vitronectin. Numbers in the upper right-hand corner

indicate the percentage of positive cells. Results are representative of 4 separate experiments,
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each of which analyzed 10,000 cells. (E-F) Summary of combined flow cytometry results show-

ing the binding of kininogen (E) and vitronectin (D) to C. albicans cells. Data in (A-C) are the

mean ± SD of 3 experiments each performed in triplicate. Orgs/HPF, organisms per high

power field; ns, not significant; ���P< 0.001; ����P< 0.0001 by ANOVA with the Dunnett’s

test for multiple comparisons (A-C) or the Student’s t-test (E and F).

(PDF)

S6 Fig. Kininogen and vitronectin interact with gC1qR and αv integrins to induce adher-

ence to human endothelial cells. (A and B) Effects of BSA or kininogen and vitronectin on

the endocytosis of the indicated strains of C. albicans. (C) Kininogen and vitronectin increase

cell-association (adherence) of the indicated Candida spp. (D) Endothelial cell damage caused

by the cells of the indicated strains that had been coated with kininogen and vitronectin. (E)

Kininogen and vitronectin do not enhance the cell-association of S. cerevisiae. (F and G) Inhi-

bition of cell-association of C. glabrata coated with either vitronectin alone (F) or vitronectin

and kininogen (G) by antibodies against gC1qR (clone 74.5.2) and/or integrins αvβ3 and

αvβ5. Data are the mean ± SD of 3 experiments each performed in triplicate. Orgs/HPF,

organisms per high power field; ns, not significant; �P< 0.05, ��P< 0.01, ���P< 0.001,
����P< 0.0001 by Student’s t-test (A) or ANOVA with the Dunnett’s test for multiple compar-

isons (B-G).

(PDF)

S7 Fig. Mouse endothelial cells poorly support bridging molecule-mediated adherence. (A

and B) Cell-association of C. glabrata coated with either human or mouse serum by the indi-

cated endothelial cells after 45 min (A) and 180 min (B). (C-F) Endocytosis (C and E) and cell-

association (D and F) of C. glabrata coated with fresh human serum (C and D) or kininogen

and vitronectin (E and F) by the indicated endothelial cells. (G) Western blot showing the pro-

tein levels of gC1qR, integrin αv and integrin β5 in mouse liver endothelial cells transduced

with lentivirus containing the indicated human genes. gC1qR was detected with monoclonal

antibody 60.1l, which only binds to the human protein. The integrins were detected with anti-

bodies that recognize both human and mouse proteins. (H) Cell-association of C. glabrata
coated with fresh human serum by mouse liver endothelial cells expressing human gC1qR,

integrin αv, or integrin β5. Data in (A-F and H) are the mean ± SD of 3 experiments each per-

formed in triplicate. HUVEC, human umbilical vein endothelial cell; orgs/HPF, organisms per

high power field; ns, not significant; TIME, Tert-immortalized microvascular endothelial cells;
�P< 0.05, ��P< 0.01, ���P< 0.001, ����P< 0.0001 by ANOVA with the Dunnett’s test for

multiple comparisons (A, B and H) or the Student’s t-test (C-F).

(PDF)
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(XLSX)

Acknowledgments

We thank Adam Diab for assistance with tissue culture and Nathan Wiederhold for generously

providing the clinical fungal isolates.

Author Contributions

Conceptualization: Quynh T. Phan, Scott G. Filler.

PLOS PATHOGENS Serum bridging molecules and candidal endothelial cell invasion

PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1010681 July 7, 2022 22 / 26

http://journals.plos.org/plospathogens/article/asset?unique&id=info:doi/10.1371/journal.ppat.1010681.s006
http://journals.plos.org/plospathogens/article/asset?unique&id=info:doi/10.1371/journal.ppat.1010681.s007
http://journals.plos.org/plospathogens/article/asset?unique&id=info:doi/10.1371/journal.ppat.1010681.s008
http://journals.plos.org/plospathogens/article/asset?unique&id=info:doi/10.1371/journal.ppat.1010681.s009
https://doi.org/10.1371/journal.ppat.1010681


Data curation: Quynh T. Phan.

Formal analysis: Quynh T. Phan, Scott G. Filler.

Funding acquisition: Aaron P. Mitchell, Scott G. Filler.

Investigation: Quynh T. Phan, Norma V. Solis, Jianfeng Lin, Marc Swidergall, Hong Liu,

Donald C. Sheppard.

Methodology: Jianfeng Lin, Marc Swidergall, Shakti Singh, Hong Liu, Ashraf S. Ibrahim,

Aaron P. Mitchell.

Project administration: Scott G. Filler.

Writing – original draft: Quynh T. Phan, Scott G. Filler.

Writing – review & editing: Donald C. Sheppard, Ashraf S. Ibrahim, Aaron P. Mitchell, Scott

G. Filler.

References
1. Pfaller MA, Jones RN, Doern GV, Sader HS, Messer SA, Houston A, et al. Bloodstream infections due

to Candida species: SENTRY antimicrobial surveillance program in North America and Latin America,

1997–1998. Antimicrob Agents Chemother. 2000; 44(3):747–51. https://doi.org/10.1128/AAC.44.3.

747-751.2000 PMID: 10681349.

2. Pfaller M, Neofytos D, Diekema D, Azie N, Meier-Kriesche HU, Quan SP, et al. Epidemiology and out-

comes of candidemia in 3648 patients: data from the Prospective Antifungal Therapy (PATH Alliance

(R)) registry, 2004–2008. Diagn Microbiol Infect Dis. 2012; 74(4):323–31. Epub 2012/10/30. https://doi.

org/10.1016/j.diagmicrobio.2012.10.003 PMID: 23102556.

3. Cleveland AA, Farley MM, Harrison LH, Stein B, Hollick R, Lockhart SR, et al. Changes in incidence

and antifungal drug resistance in candidemia: results from population-based laboratory surveillance in

Atlanta and Baltimore, 2008–2011. Clin Infect Dis. 2012; 55(10):1352–61. Epub 2012/08/16. https://doi.

org/10.1093/cid/cis697 PMID: 22893576.

4. Grubb SE, Murdoch C, Sudbery PE, Saville SP, Lopez-Ribot JL, Thornhill MH. Candida albicans-endo-

thelial cell interactions: a key step in the pathogenesis of systemic candidiasis. Infect Immun. 2008; 76

(10):4370–7. https://doi.org/10.1128/IAI.00332-08 PMID: 18573891.

5. Sun JN, Solis NV, Phan QT, Bajwa JS, Kashleva H, Thompson A, et al. Host cell invasion and virulence

mediated by Candida albicans Ssa1. PLoS Pathog. 2010; 6(11):e1001181. https://doi.org/10.1371/

journal.ppat.1001181 PMID: 21085601.

6. Phan QT, Myers CL, Fu Y, Sheppard DC, Yeaman MR, Welch WH, et al. Als3 is a Candida albicans

invasin that binds to cadherins and induces endocytosis by host cells. PLoS Biol. 2007; 5(3):e64. Epub

2007/02/22. https://doi.org/10.1371/journal.pbio.0050064 PMID: 17311474; PubMed Central PMCID:

PMC1802757.

7. Zhu W, Phan QT, Boontheung P, Solis NV, Loo JA, Filler SG. EGFR and HER2 receptor kinase signal-

ing mediate epithelial cell invasion by Candida albicans during oropharyngeal infection. Proc Natl Acad

Sci USA. 2012; 109(35):14194–9. Epub 2012/08/15. https://doi.org/10.1073/pnas.1117676109 PMID:

22891338; PubMed Central PMCID: PMC3435201.

8. Phan QT, Fratti RA, Prasadarao NV, Edwards JE Jr., Filler SG. N-cadherin mediates endocytosis of

Candida albicans by endothelial cells. J Biol Chem. 2005; 280:10455–61. https://doi.org/10.1074/jbc.

M412592200 PMID: 15632157.

9. Liu Y, Mittal R, Solis NV, Prasadarao NV, Filler SG. Mechanisms of Candida albicans trafficking to the

brain. PLoS Pathog. 2011; 7(10):e1002305. Epub 2011/10/15. https://doi.org/10.1371/journal.ppat.

1002305 PMID: 21998592; PubMed Central PMCID: PMC3188548.

10. Liu Y, Shetty AC, Schwartz JA, Bradford LL, Xu W, Phan QT, et al. New signaling pathways govern the

host response to C. albicans infection in various niches. Genome Res. 2015; 25(5):679–89. Epub 2015/

04/11. https://doi.org/10.1101/gr.187427.114 PMID: 25858952; PubMed Central PMCID:

PMC4417116.

11. Filler SG, Ibe BO, Luckett PM, Raj JU, Edwards JE, Jr. Candida albicans stimulates endothelial cell

eicosanoid production. J Infect Dis. 1991; 164(5):928–35. https://doi.org/10.1093/infdis/164.5.928

PMID: 1940471

PLOS PATHOGENS Serum bridging molecules and candidal endothelial cell invasion

PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1010681 July 7, 2022 23 / 26

https://doi.org/10.1128/AAC.44.3.747-751.2000
https://doi.org/10.1128/AAC.44.3.747-751.2000
http://www.ncbi.nlm.nih.gov/pubmed/10681349
https://doi.org/10.1016/j.diagmicrobio.2012.10.003
https://doi.org/10.1016/j.diagmicrobio.2012.10.003
http://www.ncbi.nlm.nih.gov/pubmed/23102556
https://doi.org/10.1093/cid/cis697
https://doi.org/10.1093/cid/cis697
http://www.ncbi.nlm.nih.gov/pubmed/22893576
https://doi.org/10.1128/IAI.00332-08
http://www.ncbi.nlm.nih.gov/pubmed/18573891
https://doi.org/10.1371/journal.ppat.1001181
https://doi.org/10.1371/journal.ppat.1001181
http://www.ncbi.nlm.nih.gov/pubmed/21085601
https://doi.org/10.1371/journal.pbio.0050064
http://www.ncbi.nlm.nih.gov/pubmed/17311474
https://doi.org/10.1073/pnas.1117676109
http://www.ncbi.nlm.nih.gov/pubmed/22891338
https://doi.org/10.1074/jbc.M412592200
https://doi.org/10.1074/jbc.M412592200
http://www.ncbi.nlm.nih.gov/pubmed/15632157
https://doi.org/10.1371/journal.ppat.1002305
https://doi.org/10.1371/journal.ppat.1002305
http://www.ncbi.nlm.nih.gov/pubmed/21998592
https://doi.org/10.1101/gr.187427.114
http://www.ncbi.nlm.nih.gov/pubmed/25858952
https://doi.org/10.1093/infdis/164.5.928
http://www.ncbi.nlm.nih.gov/pubmed/1940471
https://doi.org/10.1371/journal.ppat.1010681


12. Phan QT, Belanger PH, Filler SG. Role of hyphal formation in interactions of Candida albicans with

endothelial cells. Infect Immun. 2000; 68(6):3485–90. https://doi.org/10.1128/IAI.68.6.3485-3490.2000

PMID: 10816502

13. Saville SP, Lazzell AL, Monteagudo C, Lopez-Ribot JL. Engineered control of cell morphology in vivo

reveals distinct roles for yeast and filamentous forms of Candida albicans during infection. Eukaryot

Cell. 2003; 2(5):1053–60. https://doi.org/10.1128/EC.2.5.1053-1060.2003 PMID: 14555488.

14. Chen CG, Yang YL, Cheng HH, Su CL, Huang SF, Chen CT, et al. Non-lethal Candida albicans cph1/

cph1 efg1/efg1 transcription factor mutant establishing restricted zone of infection in a mouse model of

systemic infection. Int J Immunopathol Pharmacol. 2006; 19(3):561–5. Epub 2006/10/10. https://doi.

org/10.1177/039463200601900312 PMID: 17026841.

15. Lo HJ, Kohler JR, DiDomenico B, Loebenberg D, Cacciapuoti A, Fink GR. Nonfilamentous C. albicans

mutants are avirulent. Cell. 1997; 90(5):939–49. https://doi.org/10.1016/s0092-8674(00)80358-x PMID:

9298905

16. Moran C, Grussemeyer CA, Spalding JR, Benjamin DK Jr., Reed SD. Comparison of costs, length of

stay, and mortality associated with Candida glabrata and Candida albicans bloodstream infections. Am

J Infect Control. 2010; 38(1):78–80. Epub 2009/10/20. https://doi.org/10.1016/j.ajic.2009.06.014 PMID:

19836856; PubMed Central PMCID: PMC3319041.

17. Cheung AL, Krishnan M, Jaffe EA, Fischetti VA. Fibrinogen acts as a bridging molecule in the adher-

ence of Staphylococcus aureus to cultured human endothelial cells. J Clin Investig. 1991; 87(6):2236–

45. Epub 1991/06/01. https://doi.org/10.1172/JCI115259 PMID: 1710235; PubMed Central PMCID:

PMC296985.

18. Singh B, Su YC, Riesbeck K. Vitronectin in bacterial pathogenesis: a host protein used in complement

escape and cellular invasion. Mol Microbiol. 2010; 78(3):545–60. https://doi.org/10.1111/j.1365-2958.

2010.07373.x PMID: 20807208

19. Shintaku T, Glass KA, Hirakawa MP, Longley SJ, Bennett RJ, Bliss JM, et al. Human endothelial cells

internalize Candida parapsilosis via N-WASP-mediated endocytosis. Infect Immun. 2013; 81(8):2777–

87. https://doi.org/10.1128/IAI.00535-13 PMID: 23690407

20. Xu XL, Lee RT, Fang HM, Wang YM, Li R, Zou H, et al. Bacterial peptidoglycan triggers Candida albi-

cans hyphal growth by directly activating the adenylyl cyclase Cyr1p. Cell Host Microbe. 2008; 4(1):28–

39. Epub 2008/07/16. https://doi.org/10.1016/j.chom.2008.05.014 PMID: 18621008.

21. Peerschke EI, Ghebrehiwet B. The contribution of gC1qR/p33 in infection and inflammation. Immuno-

biology. 2007; 212(4–5):333–42. https://doi.org/10.1016/j.imbio.2006.11.011 PMID: 17544818.

22. Jiang J, Zhang Y, Krainer AR, Xu RM. Crystal structure of human p32, a doughnut-shaped acidic mito-

chondrial matrix protein. Proc Natl Acad Sci USA. 1999; 96(7):3572–7. https://doi.org/10.1073/pnas.96.

7.3572 PMID: 10097078.

23. Mahdi F, Shariat-Madar Z, Todd RF 3rd, Figueroa CD, Schmaier AH. Expression and colocalization of

cytokeratin 1 and urokinase plasminogen activator receptor on endothelial cells. Blood. 2001; 97

(8):2342–50. Epub 2001/04/06. https://doi.org/10.1182/blood.v97.8.2342 PMID: 11290596.

24. Ghebrehiwet B, Jesty J, Peerschke EI. gC1q-R/p33: structure-function predictions from the crystal

structure. Immunobiology. 2002; 205(4–5):421–32. https://doi.org/10.1078/0171-2985-00143 PMID:

12396004

25. Ghebrehiwet B, Lu PD, Zhang W, Lim BL, Eggleton P, Leigh LE, et al. Identification of functional

domains on gC1Q-R, a cell surface protein that binds to the globular "heads" of C1Q, using monoclonal

antibodies and synthetic peptides. Hybridoma. 1996; 15(5):333–42. Epub 1996/10/01. https://doi.org/

10.1089/hyb.1996.15.333 PMID: 8913782.

26. Klotz SA, Pendrak ML, Hein RC. Antibodies to alpha5beta1 and alpha(v)beta3 integrins react with Can-

dida albicans alcohol dehydrogenase. Microbiology. 2001; 147(Pt 11):3159–64. https://doi.org/10.

1099/00221287-147-11-3159 PMID: 11700367.

27. Spreghini E, Gismondi A, Piccoli M, Santoni G. Evidence for alphavbeta3 and alphavbeta5 integrin-like

vitronectin (VN) receptors in Candida albicans and their involvement in yeast cell adhesion to VN. J

Infect Dis. 1999; 180(1):156–66. https://doi.org/10.1086/314822 PMID: 10353874

28. Lalmanach G, Naudin C, Lecaille F, Fritz H. Kininogens: More than cysteine protease inhibitors and

kinin precursors. Biochimie. 2010; 92(11):1568–79. https://doi.org/10.1016/j.biochi.2010.03.011 PMID:

20346387

29. Moyes DL, Wilson D, Richardson JP, Mogavero S, Tang SX, Wernecke J, et al. Candidalysin is a fungal

peptide toxin critical for mucosal infection. Nature. 2016; 532(7597):64–8. https://doi.org/10.1038/

nature17625 PMID: 27027296

30. Filler SG, Swerdloff JN, Hobbs C, Luckett PM. Penetration and damage of endothelial cells by Candida

albicans. Infect Immun. 1995; 63(3):976–83. https://doi.org/10.1128/iai.63.3.976-983.1995 PMID:

7868270

PLOS PATHOGENS Serum bridging molecules and candidal endothelial cell invasion

PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1010681 July 7, 2022 24 / 26

https://doi.org/10.1128/IAI.68.6.3485-3490.2000
http://www.ncbi.nlm.nih.gov/pubmed/10816502
https://doi.org/10.1128/EC.2.5.1053-1060.2003
http://www.ncbi.nlm.nih.gov/pubmed/14555488
https://doi.org/10.1177/039463200601900312
https://doi.org/10.1177/039463200601900312
http://www.ncbi.nlm.nih.gov/pubmed/17026841
https://doi.org/10.1016/s0092-8674%2800%2980358-x
http://www.ncbi.nlm.nih.gov/pubmed/9298905
https://doi.org/10.1016/j.ajic.2009.06.014
http://www.ncbi.nlm.nih.gov/pubmed/19836856
https://doi.org/10.1172/JCI115259
http://www.ncbi.nlm.nih.gov/pubmed/1710235
https://doi.org/10.1111/j.1365-2958.2010.07373.x
https://doi.org/10.1111/j.1365-2958.2010.07373.x
http://www.ncbi.nlm.nih.gov/pubmed/20807208
https://doi.org/10.1128/IAI.00535-13
http://www.ncbi.nlm.nih.gov/pubmed/23690407
https://doi.org/10.1016/j.chom.2008.05.014
http://www.ncbi.nlm.nih.gov/pubmed/18621008
https://doi.org/10.1016/j.imbio.2006.11.011
http://www.ncbi.nlm.nih.gov/pubmed/17544818
https://doi.org/10.1073/pnas.96.7.3572
https://doi.org/10.1073/pnas.96.7.3572
http://www.ncbi.nlm.nih.gov/pubmed/10097078
https://doi.org/10.1182/blood.v97.8.2342
http://www.ncbi.nlm.nih.gov/pubmed/11290596
https://doi.org/10.1078/0171-2985-00143
http://www.ncbi.nlm.nih.gov/pubmed/12396004
https://doi.org/10.1089/hyb.1996.15.333
https://doi.org/10.1089/hyb.1996.15.333
http://www.ncbi.nlm.nih.gov/pubmed/8913782
https://doi.org/10.1099/00221287-147-11-3159
https://doi.org/10.1099/00221287-147-11-3159
http://www.ncbi.nlm.nih.gov/pubmed/11700367
https://doi.org/10.1086/314822
http://www.ncbi.nlm.nih.gov/pubmed/10353874
https://doi.org/10.1016/j.biochi.2010.03.011
http://www.ncbi.nlm.nih.gov/pubmed/20346387
https://doi.org/10.1038/nature17625
https://doi.org/10.1038/nature17625
http://www.ncbi.nlm.nih.gov/pubmed/27027296
https://doi.org/10.1128/iai.63.3.976-983.1995
http://www.ncbi.nlm.nih.gov/pubmed/7868270
https://doi.org/10.1371/journal.ppat.1010681


31. Sanchez AA, Johnston DA, Myers C, Edwards JE Jr., Mitchell AP, Filler SG. Relationship between Can-

dida albicans virulence during experimental hematogenously disseminated Infection and endothelial

cell damage In vitro. Infect Immun. 2004; 72(1):598–601. https://doi.org/10.1128/IAI.72.1.598-601.

2004 PMID: 14688143.

32. Paulsson M, Riesbeck K. How bacteria hack the matrix and dodge the bullets of immunity. Eur Respir

Rev. 2018; 27(148). Epub 2018/06/29. https://doi.org/10.1183/16000617.0018-2018 PMID: 29950304.

33. Dehio M, Gomez-Duarte OG, Dehio C, Meyer TF. Vitronectin-dependent invasion of epithelial cells by

Neisseria gonorrhoeae involves alpha(v) integrin receptors. FEBS Lett. 1998; 424(1–2):84–8. Epub

1998/04/16. https://doi.org/10.1016/s0014-5793(98)00144-6 PMID: 9537520.

34. Buommino E, Di Domenico M, Paoletti I, Fusco A, De Gregorio V, Cozza V, et al. AlphaVBeta5 integrins

mediates Pseudomonas fluorescens interaction with A549 cells. Front Biosci (Landmark Ed). 2014;

19:408–15. Epub 2014/01/07. https://doi.org/10.2741/4215 PMID: 24389192.

35. Lopez CM, Wallich R, Riesbeck K, Skerka C, Zipfel PF. Candida albicans uses the surface protein

Gpm1 to attach to human endothelial cells and to keratinocytes via the adhesive protein vitronectin.

PLoS ONE. 2014; 9(3). https://doi.org/10.1371/journal.pone.0090796 PMID: 24625558

36. Kozik A, Karkowska-Kuleta J, Zajac D, Bochenska O, Kedracka-Krok S, Jankowska U, et al. Fibronec-

tin-, vitronectin- and laminin-binding proteins at the cell walls of Candida parapsilosis and Candida tropi-

calis pathogenic yeasts. BMC Microbiol. 2015; 15:197. Epub 2015/10/07. https://doi.org/10.1186/

s12866-015-0531-4 PMID: 26438063; PubMed Central PMCID: PMC4595241.

37. Frick IM, Akesson P, Herwald H, Morgelin M, Malmsten M, Nagler DK, et al. The contact system—a

novel branch of innate immunity generating antibacterial peptides. Embo J. 2006; 25(23):5569–78.

Epub 2006/11/10. https://doi.org/10.1038/sj.emboj.7601422 PMID: 17093496; PubMed Central

PMCID: PMC1679765.

38. Murphy EC, Morgelin M, Cooney JC, Frick IM. Interaction of Bacteroides fragilis and Bacteroides the-

taiotaomicron with the kallikrein-kinin system. Microbiology. 2011; 157(Pt 7):2094–105. Epub 2011/04/

30. https://doi.org/10.1099/mic.0.046862-0 PMID: 21527472; PubMed Central PMCID: PMC3167891.

39. Rapala-Kozik M, Karkowska J, Jacher A, Golda A, Barbasz A, Guevara-Lora I, et al. Kininogen adsorp-

tion to the cell surface of Candida spp. Int Immunopharmacol. 2008; 8(2):237–41. https://doi.org/10.

1016/j.intimp.2007.07.005 PMID: 18182233

40. Karkowska-Kuleta J, Kedracka-Krok S, Rapala-Kozik M, Kamysz W, Bielinska S, Karafova A, et al.

Molecular determinants of the interaction between human high molecular weight kininogen and Candida

albicans cell wall: Identification of kininogen-binding proteins on fungal cell wall and mapping the cell

wall-binding regions on kininogen molecule. Peptides. 2011; 32(12):2488–96. https://doi.org/10.1016/j.

peptides.2011.10.021 PMID: 22074954

41. Karkowska-Kuleta J, Kozik A, Rapala-Kozik M. Binding and activation of the human plasma kinin-form-

ing system on the cell walls of Candida albicans and Candida tropicalis. Biol Chem. 2010; 391(1):97–

103. https://doi.org/10.1515/BC.2009.145 PMID: 19804360

42. Chavakis T, Santoso S, Clemetson KJ, Sachs UJ, Isordia-Salas I, Pixley RA, et al. High molecular

weight kininogen regulates platelet-leukocyte interactions by bridging Mac-1 and glycoprotein Ib. J Biol

Chem. 2003; 278(46):45375–81. Epub 2003/09/04. https://doi.org/10.1074/jbc.M304344200 PMID:

12952972.

43. Joseph K, Ghebrehiwet B, Peerschke EI, Reid KB, Kaplan AP. Identification of the zinc-dependent

endothelial cell binding protein for high molecular weight kininogen and factor XII: identity with the

receptor that binds to the globular "heads" of C1q (gC1q-R). Proc Natl Acad Sci USA. 1996; 93

(16):8552–7. https://doi.org/10.1073/pnas.93.16.8552 PMID: 8710908

44. Braun L, Ghebrehiwet B, Cossart P. gC1q-R/p32, a C1q-binding protein, is a receptor for the InlB inva-

sion protein of Listeria monocytogenes. Embo J. 2000; 19(7):1458–66. https://doi.org/10.1093/emboj/

19.7.1458 PMID: 10747014

45. Phan QT, Lin J, Solis NV, Eng M, Swidergall M, Wang F, et al. The globular C1q receptor Is required for

epidermal growth factor receptor signaling during Candida albicans Infection. MBio. 2021; 12(6):

e0271621. Epub 2021/11/03. https://doi.org/10.1128/mBio.02716-21 PMID: 34724825; PubMed Cen-

tral PMCID: PMC8561387.

46. Prakash M, Kale S, Ghosh I, Kundu GC, Datta K. Hyaluronan-binding protein 1 (HABP1/p32/gC1qR)

induces melanoma cell migration and tumor growth by NF-kappa B dependent MMP-2 activation

through integrin alpha(v)beta(3) interaction. Cell Signal. 2011; 23(10):1563–77. Epub 2011/06/02.

https://doi.org/10.1016/j.cellsig.2011.04.009 PMID: 21627988.

47. Cortegiani A, Misseri G, Fasciana T, Giammanco A, Giarratano A, Chowdhary A. Epidemiology, clinical

characteristics, resistance, and treatment of infections by Candida auris. J Intensive Care. 2018; 6:69.

Epub 2018/11/07. https://doi.org/10.1186/s40560-018-0342-4 PMID: 30397481; PubMed Central

PMCID: PMC6206635.

PLOS PATHOGENS Serum bridging molecules and candidal endothelial cell invasion

PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1010681 July 7, 2022 25 / 26

https://doi.org/10.1128/IAI.72.1.598-601.2004
https://doi.org/10.1128/IAI.72.1.598-601.2004
http://www.ncbi.nlm.nih.gov/pubmed/14688143
https://doi.org/10.1183/16000617.0018-2018
http://www.ncbi.nlm.nih.gov/pubmed/29950304
https://doi.org/10.1016/s0014-5793%2898%2900144-6
http://www.ncbi.nlm.nih.gov/pubmed/9537520
https://doi.org/10.2741/4215
http://www.ncbi.nlm.nih.gov/pubmed/24389192
https://doi.org/10.1371/journal.pone.0090796
http://www.ncbi.nlm.nih.gov/pubmed/24625558
https://doi.org/10.1186/s12866-015-0531-4
https://doi.org/10.1186/s12866-015-0531-4
http://www.ncbi.nlm.nih.gov/pubmed/26438063
https://doi.org/10.1038/sj.emboj.7601422
http://www.ncbi.nlm.nih.gov/pubmed/17093496
https://doi.org/10.1099/mic.0.046862-0
http://www.ncbi.nlm.nih.gov/pubmed/21527472
https://doi.org/10.1016/j.intimp.2007.07.005
https://doi.org/10.1016/j.intimp.2007.07.005
http://www.ncbi.nlm.nih.gov/pubmed/18182233
https://doi.org/10.1016/j.peptides.2011.10.021
https://doi.org/10.1016/j.peptides.2011.10.021
http://www.ncbi.nlm.nih.gov/pubmed/22074954
https://doi.org/10.1515/BC.2009.145
http://www.ncbi.nlm.nih.gov/pubmed/19804360
https://doi.org/10.1074/jbc.M304344200
http://www.ncbi.nlm.nih.gov/pubmed/12952972
https://doi.org/10.1073/pnas.93.16.8552
http://www.ncbi.nlm.nih.gov/pubmed/8710908
https://doi.org/10.1093/emboj/19.7.1458
https://doi.org/10.1093/emboj/19.7.1458
http://www.ncbi.nlm.nih.gov/pubmed/10747014
https://doi.org/10.1128/mBio.02716-21
http://www.ncbi.nlm.nih.gov/pubmed/34724825
https://doi.org/10.1016/j.cellsig.2011.04.009
http://www.ncbi.nlm.nih.gov/pubmed/21627988
https://doi.org/10.1186/s40560-018-0342-4
http://www.ncbi.nlm.nih.gov/pubmed/30397481
https://doi.org/10.1371/journal.ppat.1010681


48. Arendrup M, Horn T, Frimodt-Moller N. In vivo pathogenicity of eight medically relevant Candida species

in an animal model. Infection. 2002; 30(5):286–91. https://doi.org/10.1007/s15010-002-2131-0 PMID:

12382088

49. Singh S, Uppuluri P, Mamouei Z, Alqarihi A, Elhassan H, French S, et al. The NDV-3A vaccine protects

mice from multidrug resistant Candida auris infection. PLoS Pathog. 2019; 15(8):e1007460. Epub

2019/08/06. https://doi.org/10.1371/journal.ppat.1007460 PMID: 31381597.

50. Jaffe EA, Nachman RL, Becker CG, Minick CR. Culture of human endothelial cells derived from umbili-

cal veins. Identification by morphologic and immunologic criteria. J Clin Investig. 1973; 52(11):2745–56.

https://doi.org/10.1172/JCI107470 PMID: 4355998

51. Park H, Myers CL, Sheppard DC, Phan QT, Sanchez AA, J EE, et al. Role of the fungal Ras-protein

kinase A pathway in governing epithelial cell interactions during oropharyngeal candidiasis. Cell Micro-

biol. 2005; 7(4):499–510. Epub 2005/03/12. https://doi.org/10.1111/j.1462-5822.2004.00476.x PMID:

15760450.

52. Fu Y, Phan QT, Luo G, Solis NV, Liu Y, Cormack BP, et al. Investigation of the function of Candida albi-

cans Als3 by heterologous expression in Candida glabrata. Infect Immun. 2013; 81(7):2528–35. https://

doi.org/10.1128/IAI.00013-13 PMID: 23630968

53. Bergmann S, Lang A, Rohde M, Agarwal V, Rennemeier C, Grashoff C, et al. Integrin-linked kinase is

required for vitronectin-mediated internalization of Streptococcus pneumoniae by host cells. J Cell Sci.

2009; 122(Pt 2):256–67. Epub 2009/01/02. https://doi.org/10.1242/jcs.035600 PMID: 19118218.

PLOS PATHOGENS Serum bridging molecules and candidal endothelial cell invasion

PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1010681 July 7, 2022 26 / 26

https://doi.org/10.1007/s15010-002-2131-0
http://www.ncbi.nlm.nih.gov/pubmed/12382088
https://doi.org/10.1371/journal.ppat.1007460
http://www.ncbi.nlm.nih.gov/pubmed/31381597
https://doi.org/10.1172/JCI107470
http://www.ncbi.nlm.nih.gov/pubmed/4355998
https://doi.org/10.1111/j.1462-5822.2004.00476.x
http://www.ncbi.nlm.nih.gov/pubmed/15760450
https://doi.org/10.1128/IAI.00013-13
https://doi.org/10.1128/IAI.00013-13
http://www.ncbi.nlm.nih.gov/pubmed/23630968
https://doi.org/10.1242/jcs.035600
http://www.ncbi.nlm.nih.gov/pubmed/19118218
https://doi.org/10.1371/journal.ppat.1010681

