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ABSTRACT Many fungal adhesins have short, �-aggregation-prone sequences that
play important functional roles, and in the Candida albicans adhesin Als5p, these se-
quences cluster the adhesins after exposure to shear force. Here, we report that Sac-
charomyces cerevisiae flocculins Flo11p and Flo1p have similar �-aggregation-prone
sequences and are similarly stimulated by shear force, despite being nonhomolo-
gous. Shear from vortex mixing induced the formation of small flocs in cells express-
ing either adhesin. After the addition of Ca2�, yeast cells from vortex-sheared popu-
lations showed greatly enhanced flocculation and displayed more pronounced
thioflavin-bright surface nanodomains. At high concentrations, amyloidophilic dyes
inhibited Flo1p- and Flo11p-mediated agar invasion and the shear-induced increase
in flocculation. Consistent with these results, atomic force microscopy of Flo11p
showed successive force-distance peaks characteristic of sequentially unfolding tan-
dem repeat domains, like Flo1p and Als5p. Flo11p-expressing cells bound together
through homophilic interactions with adhesion forces of up to 700 pN and rupture
lengths of up to 600 nm. These results are consistent with the potentiation of yeast
flocculation by shear-induced formation of high-avidity domains of clustered ad-
hesins at the cell surface, similar to the activation of Candida albicans adhesin Als5p.
Thus, yeast adhesins from three independent gene families use similar force-
dependent interactions to drive cell adhesion.

IMPORTANCE The Saccharomyces cerevisiae flocculins mediate the formation of
cellular aggregates and biofilm-like mats, useful in clearing yeast from fermentations.
An important property of fungal adhesion proteins, including flocculins, is the ability
to form catch bonds, i.e., bonds that strengthen under tension. This strengthening is
based, at least in part, on increased avidity of binding due to clustering of adhesins
in cell surface nanodomains. This clustering depends on amyloid-like �-aggregation
of short amino acid sequences in the adhesins. In Candida albicans adhesin Als5,
shear stress from vortex mixing can unfold part of the protein to expose
aggregation-prone sequences, and then adhesins aggregate into nanodomains. We
therefore tested whether shear stress from mixing can increase flocculation activity
by potentiating similar protein remodeling and aggregation in the flocculins. The re-
sults demonstrate the applicability of the Als adhesin model and provide a rational
framework for the enhancement or inhibition of flocculation in industrial applica-
tions.
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Yeast cell surface adhesins mediate cell-to-cell aggregation and cell-to-surface ad-
hesion. Among the adhesins, the Saccharomyces cerevisiae flocculins encompass

several members of the Flo1 family, i.e., Flo1p, Flo5p, Flo9p, and Flo10p, as well as an
unrelated flocculin, Flo11p (previously named Muc1p). These proteins mediate Ca2�-
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dependent aggregation of cells (1, 2). In fermentations, expression of Flo1p or its
paralogs late in the process can aggregate the yeast and help clarify the product (3, 4).

Flocculins also confer the ability to bind to and invade agar (2). In the wild, flocculins
mediate the formation of biofilm-like mats. Flo1p acts as a “greenbeard gene” that
allows yeast cells to recognize and coaggregate with other Flo1p-expressing cells to
form toxin-resistant mats (5). Flo1p is also shed from cells to form a matrix in these mats
(6). Flo11p is present in many wild strains: some alleles mediate flocculation, and some
mediate the formation of “flor,” a liquid-aerial surface biofilm important in the fermen-
tation of sherry (7). Because Flo11p also mediates the formation of cell aggregates and
mats and its expression increases under stress, it may be a primary means of adaptation
to stress (8).

Although many yeast adhesins are nonhomologous, they share commonalities in
overall structure and in the presence of potential �-aggregation-prone sequences. They
are similar in architecture, with an N-terminal secretion signal sequence, a �-sheet-rich
globular ligand-binding region (9–12), a midregion containing serine/threonine-rich
tandem repeats (TRs), a long Ser/Thr-rich glycosylated stalk, and a C-terminal glycosyl-
phosphatidylinositol (GPI) anchor (13). During cell wall biogenesis, the GPI anchor is
cleaved in the glycan and the remnant is covalently attached to cell wall polysaccharide
(14). These features of Flo1p and Flo11p are illustrated in Fig. 1 as HCA drawings that
emphasize repeat patterns, hydrophobic regions (green), Cys residues, and
N-glycosylation sites (15).

These similarities lead to similar responses to extension force in atomic force
microscopy (AFM). Candida albicans Als proteins and S. cerevisiae Flo1p show force-
distance curves characteristic of successive unfolding of the TRs and other domains,
with total extension lengths of up to 300 nm. Cell-cell adhesion in AFM thus shows
similar patterns, with longer extension lengths due to stretching of pairs of adhesins
extending for each cell surface (16–18). Force response of Flo11p has not been
previously reported.

Within these adhesins are five- to seven-amino-acid sequences predicted by TANGO
(http://tango.crg.es/) to form �-aggregate structures (19–21). These sequences are
especially rich in the �-branched aliphatic amino acids Ile, Val, and Thr. In Flo1p, each
of 18 TRs contains a predicted �-aggregating sequence, and there are four more
TANGO-positive sequences in the C-terminal region. A peptide containing a Flo1p
TANGO-positive sequence forms amyloid fibers: TDETVIVIRTP (�-aggregation-positive
residues are underlined) (20). There are three TANGO-positive sequences in Flo11p, and

FIG 1 Primary-structure analyses of Flo1p and Flo11p. Hydrophobic-cluster analyses highlight domain structure and
patterns of repeats (15). Secretion signal sequences are boxed in blue, C-terminal GPI addition signals are boxed in green,
and the blue line denotes the position of GPI signal cleavage and anchorage to cell wall glucan (13). Central repeat regions
are in unshaded boxes. Cys residues are black arrowheads, with disulfides marked where they have been mapped in the
N-terminal domains (12). Potential N-glycosylation sites are marked with purple hexagons, and sequences with a
�-aggregation potential of >30% in TANGO are marked with blue triangles (21).
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a 1,331-residue soluble version of the protein assembles into amyloid fibers. Anti-
amyloid compounds inhibit flocculation due to Flo1p or Flo11p, and the surfaces of
cells expressing these flocculins are birefringent and bind the amyloid-sensitive dye
thioflavin T (ThT) (20). These results are consistent with the hypothesis that
�-aggregated flocculins participate in cell-cell interactions (22).

We have recently proposed that extension forces expose �-aggregation-prone
sequences in the adhesin Als5p from C. albicans, and this exposure is followed by
aggregation into high-avidity adhesion patches on the cell surface. Consequently,
clustering activates Als protein-mediated adhesion (23, 24). The activation is triggered
by extension forces including single-molecule stretching in AFM, laminar flow, or vortex
mixing of the cells (24–26). The resulting surface nanodomains are 100 to 500 nm in
diameter and ThT bright (22, 24). In cells expressing Als5p, extension force leads to
nanodomain formation within 5 to 15 min and the nanodomains propagate slowly
around the cell surface at a rate of ~20 nm/min (23).

These observations lead to the question of whether force-dependent activation of
nanodomain formation is general or specific to Als5p. Specifically, the S. cerevisiae
flocculins have TANGO-positive sequences, and anti-amyloid compounds inhibit floc-
culation (20). Therefore, we tested whether hydrodynamic shear also leads to the
formation of surface nanodomains and potentiation of cell-cell aggregation.

RESULTS
�-Aggregation-positive sequences in flocculins. The protein sequences of Flo1p and
Flo11p were analyzed with Draw HCA and the �-aggregation predictor TANGO (Fig. 1;
see Table S1 in the supplemental material) (21, 27, 28). Most of the primary structures
consist of TRs, as illustrated by the repeating patterns in the HCA profiles (Fig. 1;
outlined with uncolored boxes). Of the 22 sequences in Flo1p with �-aggregation
potential values of �30%, 18 conform to the consensus T(V/I)IVI; each of these is in a
45-residue repeat. These predicted �-aggregation sequences are rich in �-branched
aliphatic amino acids Ile, Thr, and Val, similar to the �-aggregation sequence of Als5p.
These sequences are also positive in Aggrescan and ZipperDB, but only one (position
1299 in Flo1, TVVTI) is also positive in WALTZ (29). In contrast, the three TANGO-positive
sequences of Flo11p are found after residue 1000 only. Aggrescan analysis showed 18
aggregation-prone sequences in this C-terminal region, including the three
�-aggregation sequences (30).

Effects of hydrodynamic shear on flocculation of Flo1p- and Flo11p-
expressing S. cerevisiae cells. We tested whether the flocculins were force activated
in a manner similar to that of Als5p (31). S. cerevisiae var. diastaticus cells express Flo11p
naturally. Cell suspensions in buffer with EDTA were left untouched or sheared by
vortex mixing for 5 min and then inspected for the presence of flocs. The cells that were
not vortex mixed had mean floc sizes of five to seven cells, and vortex mixing increased
the mean number of cells per floc 9-fold, as determined by image analysis of three
microscopic fields (Fig. 2A). Ca2� was added to initiate flocculation, and the reaction
was monitored by optical densitometry (Fig. 2B) (2, 32). Both the rate of flocculation
and the number of flocculating cells were greater in populations that had been vortex
mixed (Fig. 2B and C). Specifically, Flo11p-expressing cells had flocculation rates
1.5-fold higher than those of cells that had not been vortex mixed. Thirty seconds of
mixing increased the flocculation rate 1.3-fold, from (2.6 � 0.04) � 10�3 to (3.5 � 0.4)
� 10�3. The rate increased to 4.2 � 10�3 with 5 min of mixing (Fig. 2D). This timing
was similar to that for the adhesin Als5p from C. albicans (31). An S. cerevisiae var.
diastaticus mutant strain with flo11 deleted did not flocculate (2) and had no increase
in flocculation when vortex mixed (Fig. 2B and C), so there was apparently little
expression of compensatory adhesins such as Flo1p (Fig. 2B and C). We also tested
S. cerevisiae expressing Flo1p. Vortex-induced shearing in EDTA-containing buffer
increased the size of initial flocs 80-fold over the mean of three or four cells per floc in
quiescent cell suspensions (Fig. 3A). When Ca2� was added, the rate and extent of
flocculation both increased greatly (Fig. 3B and C). There was significant activation of
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Flo1p-expressing cells after 30 s of vortex mixing and maximum activation at 120 s
(Fig. 3D).

Effects of amyloid-binding dyes on flocculation and agar invasion. Thiofla-
vin S (ThS; 200 �M) and Congo red (CR; 500 �M) inhibit the flocculation of Flo11p- and
Flo1p-expressing cells (20). We therefore determined whether these dyes would inhibit
the increase in the rate and extent of flocculation of Flo11p-expressing cells that were
vortex mixed. Flo11p-expressing cells treated with 500 �M CR had a 2.3-fold decrease
in the flocculation rate, and cells treated with 200 �M ThS had a 33-fold decrease in the
flocculation rate (Fig. 2B and C). Similarly, CR and ThS also inhibited force-activated
flocculation in Flo1p-expressing cells (Fig. 3C).

Expression of flocculins also confers on yeast the ability to invade agar (2), although
Flo11p from S. cerevisiae var. diastaticus is not as active as other Flo11p isoforms (1, 13,
34). We therefore tested whether this activity is also inhibitable by amyloid-binding
dyes. Agar plates were prepared with or without 30 �M CR and/or 200 �M ThS.
Colonies were grown for 2 weeks and then washed off under a stream of water. The
microcolonies of cells that had invaded the agar were imaged from the bottom of the
plate (1, 35). Flo1p or Flo11p mediated invasive inclusions in the agar, with small dense
colonies and a diffuse halo (Fig. 4, left column). A Δflo11 mutant formed a few small
inclusions. In the presence of CR, the size and number of invasion inclusions decreased
and the included colonies were smaller. ThS was even more potent in preventing
invasion; no strains showed any inclusions. Thus, CR and ThS inhibited the inclusions of
yeast cells in the agar.

FIG 2 Effects of vortex mixing on the extent and rate of flocculation of S. cerevisiae var. diastaticus cells expressing Flo11p. (A) Cells were
left untouched or vortex mixed and then visualized in the absence of Ca2�. Scale bars � 20 �m. (B) Flocculation assays after the addition
of 330 �M Ca2�. Cells assayed: �flo11 mutant not mixed (black circles, top) or vortex mixed for 5 min (inverted triangles, top); FLO11 cells
not mixed (dark gray boxes) or vortex mixed in the absence of inhibitors (light-shaded diamonds) or in the presence of 200 �M ThS (dark
triangles, top) or 500 �M CR (gray circles). Each error bar shows the standard error of the mean of three or more values. (C) Inhibition by
ThS (200 �M) and CR (500 �M) (n � 3). Flocculation rates were calculated between 40 and 80 s. *, P < 0.05; **, P < 0.001 (Student’s t test).
(D) Effect of the duration of vortex mixing on the flocculation rate. Each error bar shows the standard error of the mean of three values.
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Effect of vortex mixing on cell surface ThT fluorescence. Because extension
of individual Als5p adhesin molecules leads to the formation of thioflavin-bright surface
nanodomains, we tested whether there were similar responses in the flocculins (20, 23,
24, 36, 37). Flo1p- or Flo11p-expressing cells were vortex mixed for 5 min and then
stained with ThT (500 nM), which has less inhibitory activity than ThS. The results
showed increased density and fluorescence of ThT-stained nanodomains on cells
expressing Flo1p or Flo11p (Fig. 5). This increase was not seen with the S. cerevisiae var.
diastaticus strain with a deletion in flo11. In Flo11p- and Flo1p-expressing cells, vortex
mixing also increased the mean ThT fluorescence (Table 1; see Fig. S1 in the supple-
mental material). For Flo11p-expressing cells, the mean fluorescence intensity of cells
increased 31% after vortex mixing. Flo1p-expressing cells showed a 55% increase in

FIG 3 Effects of vortex mixing on the flocculation of S. cerevisiae cells expressing Flo1p. (A) Cells were left untouched or vortex mixed and
then visualized in the absence of Ca2�. Scale bars � 20 �m. (B) Flocculation assays after the addition of 1.0 mM Ca2�. Cells were not mixed
(�) or vortex mixed for 5 min (p). (C) Flocculation rates in the absence or presence of the inhibitors ThS (200 �M) and CR (0.5 mM) (n �
3). *, P < 0.01 (Student’s t test). (D) Effect of duration of vortex mixing on activation of flocculation.

FIG 4 Agar invasion assays. Cells were grown on YPD plates for 2 weeks with or without amyloi-
dophilic dyes and then washed and imaged from the bottom of the petri plate. Concentrations: CR,
30 �M; ThS, 200 �M. Scale bars represent 5 mm.
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mean fluorescence. Therefore, vortex mixing of cells expressing any of the three
adhesins led to significant increases in surface fluorescence with ThT, and these
increases accompanied increased flocculation activity.

Activation of Als5p nanodomains is cell autonomous in the sense that dead cells
also exhibit the phenomenon (31). Similarly, vortex mixing activated flocculation in
heat-killed cells expressing either Flo1p or Flo11p in the presence of Ca2� (see Fig. S2
in the supplemental material).

Single-molecule analysis demonstrates the localization and mechanics of
single Flo11p. We used AFM (38, 39) to further investigate the role of Flo11p in yeast
flocculation. First, single Flo11p proteins were mapped and functionally analyzed on
live cells by single-molecule force spectroscopy (Fig. 6). For specific detection, a V5
epitope tag was inserted at the N-terminal end of the proteins and the AFM tips were
functionalized with anti-V5 antibodies (Fig. 6) (23). The host strain, W303-1B, does not
express other flocculins, in part because of a partial deletion in FLO8, an activator of
transcription for FLO1 (13). Yeast cells expressing V5-tagged proteins were immobilized
in porous polymer membranes (Fig. 6A). Figure 6C shows force maps and the adhesion
force histogram with representative force curves recorded between the antibody tips
and the surfaces of three different yeast cells expressing V5-Flo11p. A large proportion
(49 to 71%) of the force curves showed adhesion signatures reflecting the detection of
single Flo11p proteins. There were some dark areas in Fig. 6C and in comparable maps
for Flo1p (17), results that suggest a nonrandom cell surface distribution. The high
frequency of V5-Flo11p detection corresponded to a minimum protein surface density

FIG 5 ThT fluorescence on the surface of Flo11p- and Flo1p-expressing S. cerevisiae. Shown are
fluorescence confocal micrographs of cells under quiescent and vortex-mixed conditions taken right
after vortex mixing as described in Materials and Methods and then stained with 500 nM ThT. Scale
bars represent 5 �m. The boxed cells are further enlarged in the insets.

TABLE 1 Effect of vortex mixing on the mean ThT fluorescence of cells expressing
adhesinsa

Expressed adhesin

Cell fluorescence

RatioQuiescent Vortex mixed

None (EV) 142 161 1.13
ΔFLO11 987 994 1.01
FLO11 864 1,128 1.31
FLO1 889 1,367 1.55
aCells of each type were vortex mixed for 5 min at 2,500 rpm or left quiescent for 5 min. The cells were then
stained with 500 nM ThT and assayed by flow cytometry.
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of ~500 to 730 protein molecules/�m2 (assuming only a single molecule per pixel), thus
showing that the adhesin was massively exposed compared to Als5p (23).

The force curves were of two different shapes, i.e., low adhesion force curves
(Fig. 6C, lower curves) with single small adhesion forces and high adhesion force curves
(Fig. 6C, upper curves) with sawtooth patterns with multiple large-force peaks, char-
acteristic of individual domains unfolding sequentially (17, 26). Previous data obtained

FIG 6 Single-molecule imaging of V5-Flo11p proteins on yeast cells. (A) AFM deflection image recorded in buffer, showing an S. cerevisiae cell expressing
V5-tagged Flo11p proteins trapped in a porous membrane for AFM analysis. (B) Single-molecule detection of V5-tagged Flo11p proteins with anti-V5
antibody-coated AFM tips. (C to F) Adhesion force maps (1 by 1 �m) (C, E) and adhesion force histograms (n � 1,024 curves) (D, F), with representative
force curves, obtained in buffer between anti-V5 tips and three different yeast cells expressing V5-tagged Flo11p (C, D) or no flocculin (E, F) (different
cultures and different tips). Pixels are shaded according to the rupture force necessary to disrupt binding, with no binding depicted as black and strong
interactions shown as white.
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for Als adhesins revealed that the low-force peaks correspond to the weak molecular
recognition of specific V5 epitopes in the tagged adhesin (23), while the high-force
peaks represent strong multipoint attachment of the adhesin to the antibody mounted
on the tip, enabling the sequential unfolding of the TR domains upon pulling of the tip
(17, 23). These signatures were essentially missing from yeast cells lacking Flo11p
(empty vector [EV], Fig. 6E and F), leading us to believe that they are specific to Flo11p.
Given the structural similarities between the Flo and Als proteins, it is very likely that
they show similar biophysical properties when being stretched.

Single-cell analysis demonstrates that Flo11p mediates cell-cell adhesion
via homophilic interactions. Next, we measured the forces engaged in Flo11-
mediated cell-cell adhesion. To this end, force-distance curves were recorded between
cell probes and small cell aggregates adhering to solid substrates by means of
single-cell force spectroscopy (Fig. 7A). Figure 7B and C show the adhesion force
histograms and rupture length histograms, together with representative force curves,
recorded in three different pairs of Flo11p cells. Many curves (24 to 42%) showed
adhesion peaks with a 100- to 700-pN magnitude and a 50- to 600-nm rupture length
(n � �1,200 curves from three independent cell pairs). As with single-Flo11p experi-
ments, force profiles showed either single adhesion peaks with low force or multiple
large adhesion peaks attributed to the force-induced unfolding of the TR domains of
Flo11p. Figure 7D to G show that cell-cell adhesion forces were abolished in the
presence of EDTA and restored upon the further injection of Ca2�, implying that Flo11p
interactions are calcium dependent, like Flo1p (17). However, unlike with Flo1p cells,
addition of free methyl alpha-D-mannopyranoside had no substantial effect on Flo11p
interaction forces, so the binding did not involve a mannose-dependent lectin-like
mechanism (Fig. 7J to M). Our finding that the forces between Flo11p-expressing cells
and cells without Flo11p were very weak implies that the bonds were homophilic
(Fig. 7H and I). Lastly, adhesion forces were abolished by the addition of ThS (Fig. 7N
to Q). Accordingly, our single-cell and single-molecule analyses show that Flo11p
adhesion involves homophilic interactions between flocculins localized on neighboring
cells.

DISCUSSION

Our results show that unrelated fungal adhesins can have similar responses to shear
force, consistent with similarities in their potential �-aggregation sequences. Flo1p and
Flo11p of S. cerevisiae are like the C. albicans adhesin Als5p in that they are clustered
on the cell surface in arrays and cell-cell interactions can be activated by extension
forces (Fig. 6) (22, 23, 25, 31, 40). Thus, members of at least three gene families behavior
similarly in response to hydrodynamic flow, which acts as an environmental signal.

The Als, Flo1, and Flo11 adhesin families are similar in the types of domains and their
order within each sequence. However, these domains show no significant sequence
similarity between the families. Each adhesin has a ligand-binding domain consisting of
�-sandwich “Greek key” folds: Ig-like invasin domains in C. albicans Als adhesins, a
PAI14 lectin domain in Flo1 family adhesin, and a fibronectin type III domain in Flo11p
(10–12). Each adhesin also has Ser-Thr-rich TRs, an extended stalk region, and a
covalent link to cell wall glucan through the remnants of a GPI anchor (13). Thus, the
features common to these three families of adhesins include �-sandwich head do-
mains, �-aggregation-prone sequences, Ser/Thr-rich TRs, glycosylated stalks, and GPI-
derived cell wall anchors.

Ser/Thr-rich TRs in these adhesins do not show statistically significant sequence
similarities (41). The TRs in Flo1p include 14 to 18 copies of a 45-residue sequence, each
with a 5-residue core sequence with high �-aggregation potential (Fig. 1; see Ta-
ble S1 in the supplemental material) (13, 20). The paralogs Flo5 and Flo9 contain similar
repeat patterns, with similar �-aggregation-prone sequences (21). The repeats in
Flo11p do not contain similar �-aggregation-prone sequences, but they are instead
present in a more C-terminal region of the protein. There is a similar finding in Flo10,
which also has a repeat profile different from that of the other Flo proteins and has
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�-aggregation-prone sequences near its C terminus (21). In Als proteins, the TRs include
3 to 36 copies of a 36-residue sequence. A single �-aggregation core sequence is
present in well-conserved T domains (22, 42).

This similarity in adhesin architecture is reflected in similarities in the unfolding
force-distance curves on protein unfolding in single-molecule AFM. Cell surface Flo1p
(17) and Flo11p showed molecular characteristics similar to those of Als proteins. Each
adhesin exhibited two types of force-distance profiles. Smooth low-force curves
showed a single peak characteristic of molecular stretching and dissociation of the
epitope from the antibody. High-force profiles showed a succession of sawtooth peaks
characteristic of the unfolding of TRs. Therefore, these data imply that the midregions
of the flocculins fold into multiple compact domains that can extend under tensile

FIG 7 Forces in Flo11p-mediated cell-cell adhesion. (A) Principle of single-cell force spectroscopy. (Left) Single yeast cells were attached to a
polydopamine-coated tipless cantilever, and curves of force between cell probes and yeast aggregates were acquired. (Right) Cartoon of homotypic
interactions of the flocculins. Shown are adhesion force histograms (B, D, F, H, J, L, N, P) and rupture length histograms (C, E, G, I, K, M, O, Q) with
representative force curves obtained by recording multiple force-distance curves for Flo11p-expressing cells in acetate buffer containing 200 �M CaCl2

(B, C) or after the addition of 10 mM EDTA (D, E) and further addition of 400 �M CaCl2 (F, G). (H, I) Force data obtained with Flo11p-expressing cells and
yeast cells expressing no flocculin (EV). (L, M) Effects of methyl alpha-D-mannopyranoside at 40 mg/ml added to the buffer in the experiments shown in
panels J and K. For those shown in panels P and Q, 200 �M ThS was added to the cells shown in panels N and O. Red, blue, and green represent results
from three different cell pairs from independent cultures (n � >400 curves for each cell). All curves were obtained at 20°C by a constant approach at a
retraction speed of 1 �m · s�1 with a 1-s contact time.
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force, like the Als proteins (26). However, the contour distances between the peaks and
the peak heights in Flo11p were more variable than in Als5p or Flo1p, perhaps
reflecting the presence of several types of TRs in Flo11p (Fig. 1 and 6D). The adhesion
force profiles showed similar maxima of ~200 to 300 pN and similar lengths of ~300 nm.
Like that of Als and Flo1p, cell surface mapping of Flo 11p showed a high density of
adhesins on the cell surface under the assay conditions used. Thus, there are similarities
in force-distance responses to molecular stretching on AFM; however, we did not
observe force-dependent clustering or increased exposure of the flocculins, phenom-
ena seen in Als adhesins (23, 25, 33). The force-dependent increase in nanodomains was
nevertheless apparent when monitored with thioflavin dyes (Fig. 5; Table 1; see Fig. S1
in the supplemental material) (22, 24). It is likely that this difference is due to the high
surface density of the flocculins, which AFM detected at 500 to 730 molecules/�m2.
This density is likely to be an underestimate, because biochemical or immunochemical
values for Flo1p range from ~4 � 103 to 2 � 105 molecules/�m2 (13, 43). At such high
densities, AFM is not sensitive enough to further investigate force-dependent cluster-
ing. Nevertheless, thioflavin fluorescence clearly documented increases in amyloid-like
nanodomains under force.

The AFM cell-cell binding experiments confirmed that Flo11p acts as a homotypic
binder, because adhesion between pairs of cells expressing Flo11p was extensive and
that between Flo11p-expressing cells and EV-expressing cells was poor. This finding is
consistent with coflocculation studies and monomer interactions in the crystal structure
(12, 44). These cell-cell AFM assays also revealed that addition of methyl alpha-D-
mannopyranoside did not affect the frequency or strength of binding. Therefore, the
interaction was not dependent on a lectin-like interaction, again consistent with
flocculation assays and with lack of mannose binding to the Flo11p head domain (12).

In contrast, the AFM and flocculation results for Flo11p clearly showed Ca2�-
dependent activation. However, unlike that of Flo1p, the Flo11p head group does not
bind Ca2�, so the cation dependence must be manifest in another region of the protein
(1, 2, 12, 45). In both Flo1p and Flo11p, TRs are rich in Glu, so Ca2� may well bind to
�-carboxyl groups and affect their conformation. Therefore, it may be that binding of
Ca2� to Glu residues in the TRs changes the conformation of TRs and exposes the
Flo11p head domain to facilitate homotypic binding activity.

Of note, the flocculins were partially activated by force even in the absence of added
Ca2� (Fig. 2A and 3A). This partial activation led to increased flocculation on the
subsequent addition of Ca2� but was not sufficient to lead to macroscopic flocculation
of the population (data not shown). Nevertheless, both the Ca2�-dependent and
force-dependent partial activation may well depend on conformational remodeling of
the proteins, leading to activation of the homophilic head domains (25, 46). Such a
mechanism may be analogous to the Ca2�-induced conformational changes that
activate cadherins (47).

Fungal adhesins as force sensors. Together, these results support a model in
which the flocculins themselves respond to force, as does Als5p (23, 25). We have
proposed that shear force unfolds the T domains in Als5p, exposes the aggregating
core sequence, and leads to amyloid-like interactions with neighboring molecules to
form cell surface nanodomains within minutes (16, 22–24, 40, 48, 49). The clustering of
adhesins increases avidity, because there are localized patches with many arrayed
adhesion molecules (22). The result is stronger adhesion.

The model extends to the flocculins because, like the Als adhesins, exposure to
hydrodynamic shear potentiated flocculation, even in heat-killed cells. In each system,
activation was inhibited by anti-amyloid dyes (Fig. 2, 3, and 7). Like Als5p, both
flocculins mediate cell-to-cell aggregation that shows surface birefringence. Both are
activated by laminar flow (20, 25). For both flocculins, vortex-induced shearing led to
floc formation and increased surface binding of ThT (Fig. 5; Table 1; see Fig. S1 in the
supplemental material). In the flocculins, as well as in Als5p, nanodomain formation
followed 1 to 2 min of vortex mixing (Fig. 2D and 3B). In addition, the anti-amyloid
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treatment inhibited agar invasion, another force-dependent activity of flocculins
(Fig. 4). Therefore, the evidence supports activation of all three adhesins through
force-dependent clustering to form thioflavin-bright surface nanodomains (24, 25, 46).

These force-dependent interactions strengthen cell-to-cell bonding for all three
adhesin families. In Als proteins, the added avidity complements ligand binding by the
Ig-like invasion domains and hydrophobic-effect interactions through the TRs (22, 25).
In the Flo1 family, these interactions are in addition to the PA14 domain lectin activity
and proposed Ca2�-dependent carbohydrate-carbohydrate interactions (9). In Flo11p,
the aggregative interactions must help activate the head domain homotypic interac-
tions (12). In all three families, interactions are possible in trans between �-aggregating
sequences in adhesins on opposing cells to form highly stable cell-cell bonds (22). Thus,
force-dependent exposure and resulting aggregation would facilitate cell adhesion in
each of these systems.

In summary, vortex mixing measurably and reproducibly activated fungal adhesins
from three different gene families in two different yeasts. Bioinformatic searches and
the presence of surface nanodomains in diverse fungal abscesses imply that such
force-dependent aggregation of fungal cell surface proteins may be widespread (22,
50).

MATERIALS AND METHODS
Strains and media. S. cerevisiae var. diastaticus (MATa ura3 leu2-3,112 his4) expressing Flo11p and the
flo11 deletion mutant strain (MATa ura3 leu2-3,112 his4 flo11:URA3) were kindly gifted by the late Anne
Dranginis (St. John’s University). S. cerevisiae strain BX24-2B (MAT� FLO1 gal1) was purchased from the
American Type Culture Collection (Manassas, VA). Cells used in invasion assays were grown in yeast
extract-peptone-dextrose medium (YPD). Otherwise, cells were grown in adenine-enriched yeast extract-
peptone-dextrose (YPAD) at 30°C and 170 rpm for 24 h.

V5-tagged Flo11p. Flo11-encoding DNA was copied from Yeplac�Flo11 (44) by PCR with primers
that incorporated flanking sites for NotI and XhoI. Plasmid pJL1 was then cut with the same enzymes and
ligated with the FLO11 PCR product. The encoded protein includes the S. cerevisiae secretion signal, a V5
epitope, and 1,360 amino acids of Flo11 with its C-terminal GPI addition signal. The resulting plasmid,
pJLFlo11, was transformed into ultracompetent Escherichia coli cells and amplified before transformation
into S. cerevisiae strain W3031B (MAT� leu2 ade2 ura3 his1 trp1). Transformants were selected on synthetic
complete (SC) medium lacking Trp. Expression of Flo11p was induced by growth in SC medium lacking
Trp with galactose as a carbon source. For AFM experiments, cells were grown as described above
overnight. Cells were harvested by centrifugation and resuspended in 10 ml of sodium acetate buffer
containing 200 �M CaCl2.

TANGO predictions. Predictions of TANGO-positive protein sequences were done by uploading
sequences to the website http://tango.crg.es. The sequences were tiled in windows of 500 residues with
100-residue overlaps. The pH was set at 5.5, and no N- or C-terminal protection was used. The
temperature was 298.15 K, and the ionic strength was 0.02. A �-aggregation potential of �20% was
considered positive (21).

Predictions of WALTZ-positive protein sequences were done by uploading the Flo11p sequence to
the website http://waltz.switchlab.org/. The pH was set at 5.5 for both flocculins Flo1p and Flo11p, and
the threshold was set for best overall performance.

Flocculation assays. Assays of flocculation mediated by Flo11p were carried out as previously
described (2), with 2 � 107 cells/ml prewashed with EDTA. This chelator is routinely used to dissociate
adventitious flocs before assay. The added calcium is enough to titrate the EDTA and provide sufficient
free Ca2� to activate the flocculins (1, 2). Flo11p cells were washed three times and resuspended at 2 �
107/ml in 20 mM sodium acetate buffer with 1 mM EDTA, pH 5.5. Flo1p-expressing cells were washed and
resuspended to 6 � 107/ml in 20 mM sodium acetate buffer with 200 �M EDTA, pH 5.5. Cells were vortex
mixed or gently resuspended, and flocculation was initiated by addition of 670 �M CaCl2 for Flo1p-
expressing cells and 330 �M CaCl2 for Flo11p-expressing cells unless stated otherwise. The suspensions
were gently vortexed for 10 s at a low setting, and the optical density at 600 nm (OD600) was monitored
at 5-s intervals in a Spectronic 21 D� spectrophotometer. Flocculation rates were calculated as
previously described (20). Unless stated otherwise, all assays were done with at least two independent
cultures, each in triplicate. For visualization of flocs, 4-�l samples were placed on a slide and viewed with
a 60� oil immersion objective.

Dye inhibition. Flo1p- and Flo11p-expressing cells were vortex mixed at 2,500 rpm or left quiescent
for 5 min, and then ThS (200 �M) or CR (500 �M) was added to the cell suspension, corresponding
concentrations of Ca2� were added as mention above, and the OD600 was monitored.

Confocal microscopy. Confocal imaging was done with a Nikon Eclipse 90i microscope. A total of
108 cells were stained with ThT (500 nM) in a final volume of 1 ml immediately after vortex mixing. The
cells were vortex mixed at a low setting with the dye for 5 s to resuspend the dye, and then 4 �l of the
suspension was placed on a glass slide for imaging. The stained cells were not washed prior to
microscopy. The gain of the microscope was set at 7.75 with the phase at 162. The excitation wavelength
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was 408 nm with an emission detector wavelength of 450 � 35 nm. Pictures were recorded at 2,048 by
2,048 pixels.

Flow cytometry. Flow cytometry was done with a BD Biosciences FACSCanto with an excitation
wavelength of 405 nm and an emission filter wavelength of 450 � 50 nm. A total of 108 cells were placed
into tubes measuring 12 by 75 mm with or without vortex mixing and then brought to a final
concentration of 1 �M ThT or ThS in a total volume of 1 ml in the respective buffers as mentioned above.
The cells were filtered with a 40-�m filter before analysis. A total of 20,000 cells were monitored for each
assay.

Staining protocols. In general, we find that ThS effectively inhibits flocculation, whereas ThT stains
surface amyloids well and is a less potent inhibitor (20, 24). Therefore, we used ThS as an inhibitor of
flocculation and ThT to stain surface nanodomains. Stock concentrations of ThS and ThT were made with
deionized water and filtered with a 0.2-�m filter. The concentration was then determined with a
spectrophotometer by using Beer’s law and an extinction coefficient of 2.66 � 103 liters/mol · cm in 100%
ethanol. Staining of the adhesin-expressing cells was done with ThT and ThS (500 nM unless noted
otherwise). Vortex-mixed or quiescent cells were slowly mixed with the added dye for 5 s. Aliquots (4 �l)
of the cells were then added to a glass slide for microscopy.

Single-molecule force spectroscopy. Single-molecule measurements were performed at room
temperature in sodium acetate buffer containing 200 �M CaCl2 with a Nanoscope VIII Multimode atomic
force microscope (Bruker, Santa Barbara, CA). Cells were immobilized by mechanical trapping in porous
polycarbonate membranes (Millipore) with a pore size similar to the cell size (51). After a concentrated
cell suspension was filtered, the filter was gently rinsed with buffer, carefully cut (1 by 1 cm), and
attached to a steel sample puck with double-sided tape, and the mounted sample was transferred into
the AFM liquid cell while avoiding dewetting. Cells were first localized with oxide-sharpened microfab-
ricated Si3N4 cantilevers (MSCT; Bruker Corporation), and the tip was replaced with a functionalized tip
(see below). Adhesion maps on live cells were obtained by recording 32-by-32 force-distance curves in
areas of 1 �m², calculating the adhesion force at rupture for each force curve, and displaying the value
as a gray pixel. All force measurements were recorded with a contact time of 100 ms, an approach and
retraction speed of 1,000 nm · s�1, and a maximum applied force of 250 pN.

AFM tips were functionalized with anti-V5 antibodies (Invitrogen) with polyethylene glycol (PEG)-
benzaldehyde linkers as described by Ebner et al. (52). Briefly, cantilevers were washed with piranha
solution, rinsed in ultrapure water (Elga), washed with chloroform and ethanol, and placed in a UV ozone
cleaner for 15 min. They were then immersed overnight in an ethanolamine solution (3.3 g of ethanol-
amine in 6 ml of dimethyl sulfoxide [DMSO]), washed three times with DMSO and two times with ethanol,
and dried with N2. The ethanolamine-coated cantilevers were immersed for 2 h in a solution prepared
by mixing 1 mg of acetal–PEG–N-hydroxysuccinimide dissolved in 0.5 ml of chloroform with 10 �l of
triethylamine, washed with chloroform, and dried with N2. Cantilevers were further immersed for 10 min
in a 1% citric acid solution, washed with ultrapure water, and then covered with a 200-�l droplet of a
solution containing anti-V5 antibody (0.2 mg/ml) to which 2 �l of a 1 M NaCNBH3 solution was added.
After 50 min, cantilevers were incubated with 5 �l of a 1 M ethanolamine solution to passivate unreacted
aldehyde groups and then washed with and stored in acetate buffer.

Single-cell force spectroscopy. Single-cell measurements were performed as previously described
(17, 53). Briefly, single cells were attached to triangle-shaped tipless cantilevers (NP-O10 Microlevers;
Bruker Corporation) coated with a bioinspired polydopamine wet adhesive by immersion for 1 h in a
10 mM Tris buffer solution (pH 8.5) containing 4 mg/ml dopamine hydrochloride (99%; Sigma) and drying
under N2 flow. Single cells were then attached to cantilevers with a Bioscope Catalyst atomic force
microscope (Bruker Corporation). To this end, 2 �l of cell suspension was added to 4 ml of sodium
acetate buffer supplemented with 200 �M CaCl2 in a glass petri dish containing hydrophobic substrates
covered with cell aggregates. The cantilever was brought into contact with an isolated cell for 3 min, and
the cell probe obtained was then transferred over a cell aggregate for cell-cell force measurements. Force
measurements were performed at room temperature (20°C) in buffer with a Bioscope Catalyst atomic
force microscope (Bruker Corporation). The spring constant of the cantilever was ~0.06 N · m�1, as
determined by the thermal-noise method. Multiple force-distance curves were recorded with a maximum
applied force of 250 pN, a contact time of 1 s, and a constant approach-and-retraction speed of
1,000 nm/s. For each condition, the interaction forces of three yeast cell pairs from independent cultures
were measured. For some experiments, 10 mM EDTA (Sigma Aldrich), 400 �M CaCl2 (Sigma Aldrich), 40
mg/ml methyl alpha-D-mannopyranoside (Sigma Aldrich), and 200 �M ThS (Sigma Aldrich) were added.
Adhesion force and rupture length histograms were obtained by calculating the maximum adhesion
peak and the last rupture distance for each force curve, respectively.

Agar invasion. Agar plates were prepared with 10 g/liter yeast extract, 20 g/liter peptone, 20 g/liter
dextrose, and 20 g/liter agar. The mixture was autoclaved and then cooled while stirring on a hot plate.
Appropriate amounts of filter-sterilized dye were added to the agar mixture, and then it was poured onto
petri dishes. Yeast cells were grown in YPD overnight. Cells were then washed with deflocculation buffer,
and 50 million cells in 50 �l of buffer were added to each plate. Cells were placed in a 30°C incubator
for 2 weeks, after which the cells were washed off and images were obtained with a dissecting
microscope.

SUPPLEMENTAL MATERIAL
Supplemental material for this article may be found at http://dx.doi.org/10.1128/
mSphere.00128-16.

Figure S1, PDF file, 0.04 MB.
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Figure S2, PDF file, 0.1 MB.
Table S1, PDF file, 0.1 MB.

ACKNOWLEDGMENTS
We thank Hema Rampersaud and Victor Gresseau for technical assistance, Brett Branco
for helpful insights in shear rates, and Andy Huang and Juergen Polle for access to and
help with the cell sorter.

FUNDING INFORMATION
This work, including the efforts of Yves F. Dufrêne, was funded by National Fund for
Scientific Research. This work, including the efforts of Peter N. Lipke, was funded by
HHS | National Institutes of Health (NIH) (R01GM098616).

REFERENCES
1. Lo WS, Dranginis AM. 1998. The cell surface flocculin Flo11 is required

for pseudohyphae formation and invasion by Saccharomyces cerevisiae.
Mol Biol Cell 9:161–171. http://dx.doi.org/10.1091/mbc.9.1.161.

2. Lo WS, Dranginis AM. 1996. FLO11, a yeast gene related to the STA
genes, encodes a novel cell surface flocculin. J Bacteriol 178:7144 –7151.

3. Verstrepen KJ, Klis FM. 2006. Flocculation, adhesion and biofilm for-
mation in yeasts. Mol Microbiol 60:5–15. http://dx.doi.org/10.1111/
j.1365-2958.2006.05072.x.

4. Govender P, Bester M, Bauer FF. 2010. FLO gene-dependent pheno-
types in industrial wine yeast strains. Appl Microbiol Biotechnol 86:
931–945. http://dx.doi.org/10.1007/s00253-009-2381-1.

5. Smukalla S, Caldara M, Pochet N, Beauvais A, Guadagnini S, Yan C,
Vinces MD, Jansen A, Prevost MC, Latgé JP, Fink GR, Foster KR,
Verstrepen KJ. 2008. FLO1 is a variable green beard gene that drives
biofilm-like cooperation in budding yeast. Cell 135:726 –737. http://
dx.doi.org/10.1016/j.cell.2008.09.037.

6. Beauvais A, Loussert C, Prevost MC, Verstrepen K, Latgé JP. 2009.
Characterization of a biofilm-like extracellular matrix in FLO1-expressing
Saccharomyces cerevisiae cells. FEMS Yeast Res 9:411– 419. http://
dx.doi.org/10.1111/j.1567-1364.2009.00482.x.

7. Zara S, Bakalinsky AT, Zara G, Pirino G, Demontis MA, Budroni M.
2005. FLO11-based model for air-liquid interfacial biofilm formation by
Saccharomyces cerevisiae. Appl Environ Microbiol 71:2934 –2939. http://
dx.doi.org/10.1128/AEM.71.6.2934-2939.2005.

8. Halfmann R, Jarosz DF, Jones SK, Chang A, Lancaster AK, Lindquist
S. 2012. Prions are a common mechanism for phenotypic inheritance in
wild yeasts. Nature 482:363–368. http://dx.doi.org/10.1038/
nature10875.

9. Goossens KV, Ielasi FS, Nookaew I, Stals I, Alonso-Sarduy L, Daenen
L, Van Mulders SE, Stassen C, van Eijsden RG, Siewers V, Delvaux FR,
Kasas S, Nielsen J, Devreese B, Willaert RG. 2015. Molecular mecha-
nism of flocculation self-recognition in yeast and its role in mating and
survival. mBio 6:e00427-15. http://dx.doi.org/10.1128/mBio.00427-15.

10. Salgado PS, Yan R, Taylor JD, Burchell L, Jones R, Hoyer LL, Mat-
thews SJ, Simpson PJ, Cota E. 2011. Structural basis for the broad
specificity to host-cell ligands by the pathogenic fungus Candida albi-
cans. Proc Natl Acad Sci U S A 108:15775–15779. http://dx.doi.org/
10.1073/pnas.1103496108.

11. Veelders M, Brückner S, Ott D, Unverzagt C, Mösch HU, Essen LO.
2010. Structural basis of flocculin-mediated social behavior in yeast. Proc
Natl Acad Sci U S A 107:22511–22516. http://dx.doi.org/10.1073/
pnas.1013210108.

12. Kraushaar T, Brückner S, Veelders M, Rhinow D, Schreiner F, Birke R,
Pagenstecher A, Mösch HU, Essen LO. 2015. Interactions by the fungal
Flo11 adhesin depend on a fibronectin type III-like adhesin domain
girdled by aromatic bands. Structure 23:1005–1017. http://dx.doi.org/
10.1016/j.str.2015.03.021.

13. Dranginis AM, Rauceo JM, Coronado JE, Lipke PN. 2007. A biochem-
ical guide to yeast adhesins: glycoproteins for social and antisocial
occasions. Microbiol Mol Biol Rev 71:282–294. http://dx.doi.org/10.1128/
MMBR.00037-06.

14. Gonzalez M, Goddard N, Hicks C, Ovalle R, Rauceo JM, Jue CK, Lipke
PN. 2010. A screen for deficiencies in GPI-anchorage of wall glycopro-
teins in yeast. Yeast 27:583–596. http://dx.doi.org/10.1002/yea.1797.

15. Lemesle-Varloot L, Henrissat B, Gaboriaud C, Bissery V, Morgat A,

Mornon JP. 1990. Hydrophobic cluster analysis: procedures to derive
structural and functional information from 2-D-representation of protein
sequences. Biochimie 72:555–574. http://dx.doi.org/10.1016/0300
-9084(90)90120-6.

16. Alsteens D, Beaussart A, Derclaye S, El-Kirat-Chatel S, Park HR,
Lipke PN, Dufrene YF. 2013. Single-cell force spectroscopy of Als-
mediated fungal adhesion. Anal Methods 5:3657–3662. http://
dx.doi.org/10.1039/C3AY40473K.

17. El-Kirat-Chatel S, Beaussart A, Vincent SP, Abellán Flos M, Hols P,
Lipke PN, Dufrêne YF. 2015. Forces in yeast flocculation. Nanoscale
7:1760 –1767. http://dx.doi.org/10.1039/c4nr06315e.

18. Heinisch JJ, Lipke PN, Beaussart A, El Kirat Chatel S, Dupres V,
Alsteens D, Dufrêne YF. 2012. Atomic force microscopy—looking at
mechanosensors on the cell surface. J Cell Sci 125:4189 – 4195. http://
dx.doi.org/10.1242/jcs.106005.

19. Otoo HN, Lee KG, Qiu W, Lipke PN. 2008. Candida albicans Als adhesins
have conserved amyloid-forming sequences. Eukaryot Cell 7:776 –782.
http://dx.doi.org/10.1128/EC.00309-07.

20. Ramsook CB, Tan C, Garcia MC, Fung R, Soybelman G, Henry R,
Litewka A, O’Meally S, Otoo HN, Khalaf RA, Dranginis AM, Gaur NK,
Klotz SA, Rauceo JM, Jue CK, Lipke PN. 2010. Yeast cell adhesion
molecules have functional amyloid-forming sequences. Eukaryot Cell
9:393– 404. http://dx.doi.org/10.1128/EC.00068-09.

21. Fernandez-Escamilla AM, Rousseau F, Schymkowitz J, Serrano L.
2004. Prediction of sequence-dependent and mutational effects on the
aggregation of peptides and proteins. Nat Biotechnol 22:1302–1306.
http://dx.doi.org/10.1038/nbt1012.

22. Lipke PN, Garcia MC, Alsteens D, Ramsook CB, Klotz SA, Dufrêne YF.
2012. Strengthening relationships: amyloids create adhesion nanodo-
mains in yeasts. Trends Microbiol 20:59 – 65. http://dx.doi.org/10.1016/
j.tim.2011.10.002.

23. Alsteens D, Garcia MC, Lipke PN, Dufrêne YF. 2010. Force-induced
formation and propagation of adhesion nanodomains in living fungal
cells. Proc Natl Acad Sci U S A 107:20744 –20749. http://dx.doi.org/
10.1073/pnas.1013893107.

24. Garcia MC, Lee JT, Ramsook CB, Alsteens D, Dufrêne YF, Lipke PN.
2011. A role for amyloid in cell aggregation and biofilm formation. PLoS
One 6:e17632. http://dx.doi.org/10.1371/journal.pone.0017632.

25. Chan CX, Lipke PN. 2014. Role of force-sensitive amyloid-like interac-
tions in fungal catch-bonding and biofilms. Eukaryot Cell 13:1136 –1142.
http://dx.doi.org/10.1128/EC.00068-14.

26. Alsteens D, Dupres V, Klotz SA, Gaur NK, Lipke PN, Dufrêne YF. 2009.
Unfolding individual als5p adhesion proteins on live cells. ACS Nano
3:1677–1682. http://dx.doi.org/10.1021/nn900078p.

27. Linding R, Schymkowitz J, Rousseau F, Diella F, Serrano L. 2004. A
comparative study of the relationship between protein structure and
beta-aggregation in globular and intrinsically disordered proteins. J Mol
Biol 342:345–353. http://dx.doi.org/10.1016/j.jmb.2004.06.088.

28. Pedersen JS, Otzen DE. 2008. Amyloid—a state in many guises: survival
of the fittest fibril fold. Protein Sci 17:2–10. http://dx.doi.org/10.1110/
ps.073127808.

29. Maurer-Stroh S, Debulpaep M, Kuemmerer N, Lopez de la Paz M,
Martins IC, Reumers J, Morris KL, Copland A, Serpell L, Serrano L,
Schymkowitz JW, Rousseau F. 2010. Exploring the sequence determi-

Force Effects in Flocculation

Volume 1 Issue 4 e00128-16 msphere.asm.org 13

http://dx.doi.org/10.1091/mbc.9.1.161
http://dx.doi.org/10.1111/j.1365-2958.2006.05072.x
http://dx.doi.org/10.1111/j.1365-2958.2006.05072.x
http://dx.doi.org/10.1007/s00253-009-2381-1
http://dx.doi.org/10.1016/j.cell.2008.09.037
http://dx.doi.org/10.1016/j.cell.2008.09.037
http://dx.doi.org/10.1111/j.1567-1364.2009.00482.x
http://dx.doi.org/10.1111/j.1567-1364.2009.00482.x
http://dx.doi.org/10.1128/AEM.71.6.2934-2939.2005
http://dx.doi.org/10.1128/AEM.71.6.2934-2939.2005
http://dx.doi.org/10.1038/nature10875
http://dx.doi.org/10.1038/nature10875
http://dx.doi.org/10.1128/mBio.00427-15
http://dx.doi.org/10.1073/pnas.1103496108
http://dx.doi.org/10.1073/pnas.1103496108
http://dx.doi.org/10.1073/pnas.1013210108
http://dx.doi.org/10.1073/pnas.1013210108
http://dx.doi.org/10.1016/j.str.2015.03.021
http://dx.doi.org/10.1016/j.str.2015.03.021
http://dx.doi.org/10.1128/MMBR.00037-06
http://dx.doi.org/10.1128/MMBR.00037-06
http://dx.doi.org/10.1002/yea.1797
http://dx.doi.org/10.1016/0300-9084(90)90120-6
http://dx.doi.org/10.1016/0300-9084(90)90120-6
http://dx.doi.org/10.1039/C3AY40473K
http://dx.doi.org/10.1039/C3AY40473K
http://dx.doi.org/10.1039/c4nr06315e
http://dx.doi.org/10.1242/jcs.106005
http://dx.doi.org/10.1242/jcs.106005
http://dx.doi.org/10.1128/EC.00309-07
http://dx.doi.org/10.1128/EC.00068-09
http://dx.doi.org/10.1038/nbt1012
http://dx.doi.org/10.1016/j.tim.2011.10.002
http://dx.doi.org/10.1016/j.tim.2011.10.002
http://dx.doi.org/10.1073/pnas.1013893107
http://dx.doi.org/10.1073/pnas.1013893107
http://dx.doi.org/10.1371/journal.pone.0017632
http://dx.doi.org/10.1128/EC.00068-14
http://dx.doi.org/10.1021/nn900078p
http://dx.doi.org/10.1016/j.jmb.2004.06.088
http://dx.doi.org/10.1110/ps.073127808
http://dx.doi.org/10.1110/ps.073127808
msphere.asm.org


nants of amyloid structure using position-specific scoring matrices. Nat
Methods 7:237–242. http://dx.doi.org/10.1038/nmeth.1432.

30. Conchillo-Solé O, de Groot NS, Avilés FX, Vendrell J, Daura X,
Ventura S. 2007. AGGRESCAN: a server for the prediction and evaluation
of “hot spots” of aggregation in polypeptides. BMC Bioinformatics 8:65.
http://dx.doi.org/10.1186/1471-2105-8-65.

31. Chan CX, Joseph IG, Huang A, Jackson DN, Lipke PN. 2015. Quanti-
tative analyses of force-induced amyloid formation in Candida albicans
Als5p: activation by standard laboratory procedures. PLoS One 10:
e0129152. http://dx.doi.org/10.1371/journal.pone.0129152.

32. Bidard F, Blondin B, Dequin S, Vezinhet F, Barre P. 1994. Cloning and
analysis of a FLO5 flocculation gene from S. cerevisiae. Curr Genet
25:196 –201. http://dx.doi.org/10.1007/BF00357162.

33. Formosa C, Schiavone M, Boisrame A, Richard ML, Duval RE, Dague
E. 2015. Multiparametric imaging of adhesive nanodomains at the sur-
face of Candida albicans by atomic force microscopy. Nanomedicine
11:57– 65. http://dx.doi.org/10.1016/j.nano.2014.07.008.

34. Barua S, Li L, Lipke PN, Dranginis AM. 2016. Molecular basis for strain
variation in the S. cerevisiae adhesin Flo11p. mSphere 1:e00129-16.
http://dx.doi.org/10.1028/mSphere.00129-16.

35. Cullen PJ, Sprague GF, Jr. 2000. Glucose depletion causes haploid
invasive growth in yeast. Proc Natl Acad Sci U S A 97:13619 –13624.
http://dx.doi.org/10.1073/pnas.240345197.

36. Calamai M, Chiti F, Dobson CM. 2005. Amyloid fibril formation can
proceed from different conformations of a partially unfolded protein.
B i o p h y s J 8 9 : 4 2 0 1 – 4 2 1 0 . h t t p : / / d x . d o i . o r g / 1 0 . 1 5 2 9 /
biophysj.105.068726.

37. Hill EK, Krebs B, Goodall DG, Howlett GJ, Dunstan DE. 2006. Shear
flow induces amyloid fibril formation. Biomacromolecules 7:10 –13.
http://dx.doi.org/10.1021/bm0505078.

38. Dufrêne YF. 2015. Sticky microbes: forces in microbial cell adhesion.
T r e n d s M i c r o b i o l 2 3 : 3 7 6 – 3 8 2 . h t t p : / / d x . d o i . o r g / 1 0 . 1 0 1 6 /
j.tim.2015.01.011.

39. Dufrêne YF. 2014. Atomic force microscopy in microbiology: new struc-
tural and functional insights into the microbial cell surface. mBio
5:e01363-14. http://dx.doi.org/10.1128/mBio.01363-14.

40. Rameau RD, Jackson DN, Beaussart A, Dufrêne YF, Lipke PN. 2016.
The human disease-associated A� amyloid core sequence forms func-
tional amyloids in a fungal adhesin. mBio 7:e01815-15. http://dx.doi.org/
10.1128/mBio.01815-15.

41. Coronado JE, Attie O, Epstein SL, Qiu WG, Lipke PN. 2006.
Composition-modified matrices improve identification of homologs of
Saccharomyces cerevisiae low-complexity glycoproteins. Eukaryot Cell
5:628 – 637. http://dx.doi.org/10.1128/EC.5.4.628-637.2006.

42. Lipke PN, Ramsook C, Garcia-Sherman MC, Jackson DN, Chan CXJ,
Bois M, Klotz SA. 2014. Between amyloids and aggregation lies a

connection with strength and adhesion. New J. Sci 2014:815102. http://
dx.doi.org/10.1155/2014/815102.

43. Patelakis SJ, Ritcey LL, Speers RA. 1998. Density of lectin-like receptors
in the FLO1 phenotype of Saccharomyces cerevisiae. Lett Appl Microbiol
26:279 –282. http://dx.doi.org/10.1046/j.1472-765X.1998.00328.x.

44. Douglas LM, Li L, Yang Y, Dranginis AM. 2007. Expression and char-
acterization of the flocculin Flo11/Muc1, a Saccharomyces cerevisiae
mannoprotein with homotypic properties of adhesion. Eukaryot Cell
6:2214 –2221. http://dx.doi.org/10.1128/EC.00284-06.

45. Bayly JC, Douglas LM, Pretorius IS, Bauer FF, Dranginis AM. 2005.
Characteristics of Flo11-dependent flocculation in Saccharomyces
cerevisiae. FEMS Yeast Res 5:1151–1156. http://dx.doi.org/10.1016/
j.femsyr.2005.05.004.

46. Rauceo JM, Gaur NK, Lee KG, Edwards JE, Klotz SA, Lipke PN. 2004.
Global cell surface conformational shift mediated by a Candida albicans
adhesin. Infect Immun 72:4948 – 4955. http://dx.doi.org/10.1128/
IAI.72.9.4948-4955.2004.

47. Shapiro L, Fannon AM, Kwong PD, Thompson A, Lehmann MS,
Grübel G, Legrand JF, Als-Nielsen J, Colman DR, Hendrickson WA.
1995. Structural basis of cell-cell adhesion by cadherins. Nature 374:
327–337. http://dx.doi.org/10.1038/374327a0.

48. Alsteens D, Ramsook CB, Lipke PN, Dufrêne YF. 2012. Unzipping a
functional microbial amyloid. ACS Nano 6:7703–7711. http://dx.doi.org/
10.1021/nn3025699.

49. Beaussart A, Alsteens D, El-Kirat-Chatel S, Lipke PN, Kucharíková S,
Van Dijck P, Dufrêne YF. 2012. Single-molecule imaging and functional
analysis of Als adhesins and mannans during Candida albicans morpho-
genesis. ACS Nano 6:10950 –10964. http://dx.doi.org/10.1021/
nn304505s.

50. Garcia-Sherman MC, Lundberg T, Sobonya RE, Lipke PN, Klotz SA.
2015. A unique biofilm in human deep mycoses: fungal amyloid is
bound by host serum amyloid P component. NPJ Biofilms Microbiomes
1:15009. http://dx.doi.org/10.1038/npjbiofilms.2015.915009.

51. Dufrêne YF. 2008. Atomic force microscopy and chemical force micros-
copy of microbial cells. Nat Protoc 3:1132–1138. http://dx.doi.org/
10.1038/nprot.2008.101.

52. Ebner A, Wildling L, Kamruzzahan AS, Rankl C, Wruss J, Hahn CD,
Hölzl M, Zhu R, Kienberger F, Blaas D, Hinterdorfer P, Gruber HJ.
2007. A new, simple method for linking of antibodies to atomic force
microscopy tips. Bioconjug Chem 18:1176 –1184. http://dx.doi.org/
10.1021/bc070030s.

53. Sullan RM, Beaussart A, Tripathi P, Derclaye S, El-Kirat-Chatel S, Li
JK, Schneider YJ, Vanderleyden J, Lebeer S, Dufrêne YF. 2014. Single-
cell force spectroscopy of pili-mediated adhesion. Nanoscale
6:1134 –1143. http://dx.doi.org/10.1039/c3nr05462d.

Chan et al.

Volume 1 Issue 4 e00128-16 msphere.asm.org 14

http://dx.doi.org/10.1038/nmeth.1432
http://dx.doi.org/10.1186/1471-2105-8-65
http://dx.doi.org/10.1371/journal.pone.0129152
http://dx.doi.org/10.1007/BF00357162
http://dx.doi.org/10.1016/j.nano.2014.07.008
http://dx.doi.org/10.1028/mSphere.00129-16
http://dx.doi.org/10.1073/pnas.240345197
http://dx.doi.org/10.1529/biophysj.105.068726
http://dx.doi.org/10.1529/biophysj.105.068726
http://dx.doi.org/10.1021/bm0505078
http://dx.doi.org/10.1016/j.tim.2015.01.011
http://dx.doi.org/10.1016/j.tim.2015.01.011
http://dx.doi.org/10.1128/mBio.01363-14
http://dx.doi.org/10.1128/mBio.01815-15
http://dx.doi.org/10.1128/mBio.01815-15
http://dx.doi.org/10.1128/EC.5.4.628-637.2006
http://dx.doi.org/10.1155/2014/815102
http://dx.doi.org/10.1155/2014/815102
http://dx.doi.org/10.1046/j.1472-765X.1998.00328.x
http://dx.doi.org/10.1128/EC.00284-06
http://dx.doi.org/10.1016/j.femsyr.2005.05.004
http://dx.doi.org/10.1016/j.femsyr.2005.05.004
http://dx.doi.org/10.1128/IAI.72.9.4948-4955.2004
http://dx.doi.org/10.1128/IAI.72.9.4948-4955.2004
http://dx.doi.org/10.1038/374327a0
http://dx.doi.org/10.1021/nn3025699
http://dx.doi.org/10.1021/nn3025699
http://dx.doi.org/10.1021/nn304505s
http://dx.doi.org/10.1021/nn304505s
http://dx.doi.org/10.1038/npjbiofilms.2015.915009
http://dx.doi.org/10.1038/nprot.2008.101
http://dx.doi.org/10.1038/nprot.2008.101
http://dx.doi.org/10.1021/bc070030s
http://dx.doi.org/10.1021/bc070030s
http://dx.doi.org/10.1039/c3nr05462d
msphere.asm.org

	RESULTS
	-Aggregation-positive sequences in flocculins. 
	Effects of hydrodynamic shear on flocculation of Flo1p- and Flo11p-expressing S. cerevisiae cells. 
	Effects of amyloid-binding dyes on flocculation and agar invasion. 
	Effect of vortex mixing on cell surface ThT fluorescence. 
	Single-molecule analysis demonstrates the localization and mechanics of single Flo11p. 
	Single-cell analysis demonstrates that Flo11p mediates cell-cell adhesion via homophilic interactions. 

	DISCUSSION
	Fungal adhesins as force sensors. 

	MATERIALS AND METHODS
	Strains and media. 
	V5-tagged Flo11p. 
	TANGO predictions. 
	Flocculation assays. 
	Dye inhibition. 
	Confocal microscopy. 
	Flow cytometry. 
	Staining protocols. 
	Single-molecule force spectroscopy. 
	Single-cell force spectroscopy. 
	Agar invasion. 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

