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The environmental scanning electron microscope has been used to image the adhesive pads
secreted by zoospores of the marine alga Ulva linza as they settle on a range of self-assembled
and grafted monolayers of different wettability, under natural, hydrated conditions. Results
reveal that the diameter of the adhesive pad is strongly influenced by surface wettability, the
adhesive spreading more (i.e. wetting the surface better) on the more hydrophilic surfaces.
This is in direct contrast to previous observations on the spreading of marine bioadhesives
and is in apparent contradiction to the predictions of the Young–Dupre equation for three-
phase systems. In this paper, we attempt an explanation based upon thermodynamic analysis
of the wetting properties of hydrophilic proteins.
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1. INTRODUCTION

Representatives of all the phyla living in the sea, from
bacteria, through lower plants (algae) to invertebrate
animals, use sticky materials with permanent or
temporary adhesive capabilities at some point in their
life histories. Larvae of invertebrates and spores of
algae need to find and bind quickly to a surface in order
to complete their life history. This adhesion process
takes place within minutes, under water, to a wide
range of substrates, over a wide range of temperatures,
salinities and conditions of turbulence. In certain cases
the adhesion is effectively permanent, in other cases
adhesion needs to be reversible as the organism moves
around on a surface to find the most appropriate
settlement site. The interaction between an adhesive
material and the substrate involves (i) wetting of the
substrate by the adhesive which must be in a liquid
state at the beginning of the adhesion process in order
to form a bond with the surface and (ii) curing of the
adhesive which determines the microstructure of the
solid film, thus influencing both the mechanical proper-
ties and the cohesive strength. The wetting process
determines the actual area of contact between the
adhesive and the substrate and has an important role in
determining the interaction force between the adhesive
and the substrate. Understanding wetting is therefore
important to understanding adhesion.
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Green algae of the genus Ulva (syn. Enteromorpha)
are common, green macroalgae found throughout the
world in the upper intertidal zone of seashores and as a
fouling organism on a variety of man-made structures
including ships’ hulls (Callow 1996). The genus
Enteromorpha has recently been incorporated into the
genus Ulva and the latter name is used forthwith
(Hayden et al. 2003). Dispersal is achieved mainly
through asexual zoospores; quadriflagellate, pear-
shaped cells, 5–7 mm in length. Colonization of sub-
strata involves the transition from a free-swimming
spore to an adhered non-motile spore (Callow et al.
1997), adhesion being achieved via the exocytotic
secretion of an adhesive which is present in spores in
highly condensed form within vesicles (Evans et al.
1970; Stanley et al. 1999). The adhesive is a poly-
disperse glycoprotein, the molecular mass of the main
component being 110 kDa under denaturing conditions
(Stanley et al. 1999). Under native conditions the
protein forms extensive aggregates of molecular mass
greater than 1000 kDa (Callow et al. 2000c). The
adhesive is initially liquid and displays a hydrogel-like
behaviour on release, swelling rapidly to approximately
300 times its original volume through the absorption of
water (Callow et al. 2000b, 2003). It then starts to
undergo cross-linking with a corresponding increase in
adhesion strength (Finlay et al. 2002b).

In previous papers (Callow et al. 2000a; Finlay et al.
2002a), we used patterned self-assembled monolayers
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Figure 1. Adhesive pad diameters on surfaces formed from a mixed OH/CH3 alkane thiol SAM series, a self-assembled CF3

monolayer and a PDMS polymer brush, plotted against the cosine of the advancing water contact angle of the surface in air as a
measure of wettability. (Note: it is the internal contact angle that the water droplet forms with the surface in air that is measured,
i.e. hydrophobic surfaces have a large qW and therefore cos qW is small.)
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(SAMs) formed from alkanethiols terminated with
methyl (CH3) or hydroxyl (OH) groups, or mixtures
of the two, to examine the effect of surface wettability
on adhesion properties of settled (adhered) spores of
Ulva. It was shown that primary adhesion, as measured
by the transition from a motile spore to a settled, sessile
organism, is strongly promoted by the hydrophobic
surfaces. On the other hand, adhesion strength of the
settled spores, as measured by resistance to detachment
in a turbulent flow cell, was greatest on a hydrophilic
surface (Finlay et al. 2002a). In the present paper, we
seek to understand the basis of these effects of surface
wettability on adhesion, by examining wetting proper-
ties of the adhesive on a range of chemically defined
alkanethiol monolayers of different wettability. Mono-
layers of polydimethyl siloxane (PDMS) and CF3-
terminated fluorocarbons were also used as models
for low-surface-energy materials with anti-fouling
properties.
2. MATERIAL AND METHODS

2.1. Surfaces

SAMs of u-substituted alkane thiolates on gold were
prepared and characterized by advancing water contact
angle and X-ray photoelectron spectroscopy at the
University of New Mexico, as described previously
(Callow et al. 2000a; Finlay et al. 2002a). The substrate
used was gold-coated glass cover-slips (22!50!
0.25 mm) prepared as described by Callow et al.
(2000a). To create the CH3/OH SAMs, cover-slips
were submerged in 1 mM ethanolic solutions of
dodecanethiol (hereafter referred to as CH3-thiol),
mercaptoundecanol (OH-thiol) or a mixture of CH3-
and OH-thiols. The samples were immersed in thiol
solution overnight at 4 8C. The cover-slips were rinsed
in ethanol and shipped to the University of Birmingham
J. R. Soc. Interface (2005)
by courier service in sealed jars filled with ultrapure,
degassed water. Thin PDMS brushes and SAMs of
fluorocarbon (CF3-terminated) were prepared on glass
slides according to the methods published previously
(Newby&Chaudhury 1997; She et al. 1998). The PDMS
chains were grafted to glass slides according to the
following method. The glass slides were cleaned in hot
piranha solution ((H2SO4/H2O2) 7:3, v/v), rinsed in
distilled and deionized (DDI) water, and then dried by
blowing nitrogen over them. After they were cleaned
further in an oxygen plasma for 45 s, they were reacted
with CHZCH(CH2)9SiCl3 to form the olefin-terminated
SAMs using vapour-phase adsorption. These silanized
glass slides were then reacted with hydrido
functional PDMS ((CH3)2(OSi(CH3)2)n(CH2)3CH3,
MnZ8.5 kg molK1) in the presence of a Pt catalyst.
A mixture of 0.5 g of polymer and 0.05 g of platinum
catalyst was deposited on to the monolayer-coated
silicon wafer surface as thin films. After overnight
grafting, the sample was washed with chloroform in a
Soxhlet extractor for several hours. The thickness of the
PDMS layer on silicon wafer, prepared using an
identical method, is estimated to be 80 Å by ellipso-
metric analysis. The CF3 terminated monolayer was
prepared by reacting the pirhana/plasma cleaned glass
slides with the vapour of CF3(CF2)7(CH2CH2)SiCl3
according to the methods previously described
(Newby et al. 1997). Advancing water contact angles
in air (qW) were measured immediately before shipping
as described previously (Callow et al. 2000a). (zNote:
by convention these contact angles are measured as the
internal contact angle and are expressed in figure 1
as their cosines.) On receipt in Birmingham, static
water contact angles were measured to check integrity
of all surfaces. In all cases, contact angles on receipt
were within a few degrees of those measured before
shipping.



Figure 2. ESEM images of representative settled spores of Ulva on: (a) OH-terminated alkanethiol SAMs; (b) CH3-terminated
alkane thiol SAMs; (c) CF3-terminated monolayers. The arrows indicate the margins of the adhesive pads.
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2.2. Zoospore settlement

Fertile plants of Ulva linza were collected from
Wembury beach, UK (508 18 0 N; 48 020 W). Zoospores
were released and prepared for adhesion experiments as
described previously (Callow et al. 1997). Zoospores
were settled on pre-scored cover-slips with the appro-
priate surface monolayer in individual 2.5 cm poly-
styrene Petri dishes (the cover-slips were lightly scored
with a diamond pen on the reverse, uncoated face to
allow for subsequent easy fragmentation at the
environmental scanning electron microscope (ESEM)
stage). Two millilitres of zoospore suspension (typically
1–2!106 spores mlK1) were added to each dish and
incubated in the dark at approximately 20 8C for
30 min. The cover-slips were then gently washed in
filter-sterilized artificial sea-water (ASW, Instant
Ocean) to remove zoospores that had not properly
attached before imaging settled spores in the ESEM.
2.3. ESEM

The spore adhesive pad of Ulva is not visible by optical
microscopy and therefore observations on settled
spores were conducted by ESEM using an FEI XL30
FEG-ESEMwith a gaseous secondary electron detector,
as described by Callow et al. (2003). Fragments of the
pre-scored cover-slips (ca. 5 mm2) were secured to
specimen stubs with aqueous colloidal graphite and
mounted on aPeltier cooling stage set at 2 8C.Specimens
were examined with a low accelerating voltage of 7.5 kV
to minimize beam damage. Since the adhesive pad of
Ulva is hygroscopic and subject to swelling/contraction,
comparison of pad diameters required a consistent
protocol and viewing conditions. Specimens were
introduced to the microscope chamber at 5.2 Torr
(representing 100% relative humidity (RH) at 2 8C).
The RHwas then reduced to 4.6 Torr at which point the
spores surrounded by their adhesive pads became
evident. The RH was then raised back to 5.2 Torr
which caused a slight swelling of the adhesive pads.
Images of radially symmetrical spores plus adhesive
were captured and the diameters of the spore body and
the adhesive pads were directly measured using the
image analysis functions of theESEMsoftware. For each
surface, 10 individual spores were measured.
3. RESULTS

Settled spores imaged in the specimen chamber of the
ESEM at 5.2 Torr at 2 8C (equivalent to a RH of 100%)
J. R. Soc. Interface (2005)
showed characteristic profiles, as previously reported
(Callow et al. 2003), of spherical spore bodies,
approximately 4–5 mm in diameter, surrounded by an
annulus or pad of secreted adhesive material. The size
of the pad (taken as the diameter of the whole structure
on the assumption that there is adhesive beneath the
spore body) was strongly influenced by the surface
properties of the alkanethiol SAMs. On the 100%
OH-alkanethiol monolayers, the adhesive had spread
over the surface to form pads of diameter 28.7G2.7 mm
(meanGs.e.; figure 2a), whereas on the hydrophobic
100% CH3-alkanethiol, the pads were more discrete at
11.6G0.6 mm (figure 2b). Adhesive pad diameters on
grafted monolayers of PDMS and fluorocarbon (CF3)
were also small, the pads on the highly hydrophobic
fluorinated monolayers being hardly larger than the
diameter of the spore body itself (figure 2c). A plot of
pad diameter against the cosine of the advancing
internal water contact angle (cos qW) for all the test
surfaces gave a straight line relationship with an R2 of
0.840 (figure 1).
4. DISCUSSION

The range of marine surfaces available for colonization
by spores of Ulva is vast, and most seem to be utilised
by this opportunistic genus. The different character-
istics of the surfaces will affect the physical and
chemical interactions with the adhesive that will
probably be reflected in bonding strength. By examin-
ing the adhesion processes to surfaces of known
chemical and physical properties, greater insight into
the mechanics of adhesion can be gained. The surface
property most frequently correlated with adhesion is
surface-free energy, a measure of the capacity of a
surface to interact spontaneously with other materials
by forming new bonds, often expressed as the related
parameter, surface tension (gc), a measure of surface
wettability (Baier 1973; Becka & Loeb 1984). The effect
of surface energy on adhesion has often been studied by
employing widely different materials, ranging from
urethanes and epoxies (high energy), to silicones and
fluorinated materials (low energy). Young & Crisp
(1981), in their studies on surface wetting by mussel
byssus plaques, used even more diverse materials
including slate, glass, paraffin wax and polytetrafluoro-
ethylene (PTFE). Such diverse materials differ in
more than just surface energy, with widely different
physico-chemical properties including polarity, rough-
ness and modulus, and more recently, those interested
in fundamental adsorption and adhesion phenomena
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Figure 3. Interpretation of the consequences of different
degrees of adhesive (fluid) spreading on surfaces of different
wettability, for the contact angle between the solid and liquid.
The diagram shows the same volume of fluid adhesive
(released by the attached spore) spreading to different degrees
on different solid surfaces. (Note: in order to be consistent
with the convention used by Young & Crisp (1981), we take
the contact angle (qLA) at the adhesive, solid and liquid
contact line to be the external contact angle, i.e. measured
from the water side.)
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have used model surfaces formed from SAMs on gold-
coated glass or some other common substrate (Sigal
et al. 1998; Callow et al. 2000a; Ostuni et al. 2001; Ista
et al. 2004). SAM surfaces are chemically defined and
uniform with respect to surface topography and
modulus, and in previous studies (Callow et al. 2000a;
Finlay et al. 2002a) we used SAMs formed from
alkanethiols terminated with methyl (CH3) or hydroxyl
(OH) groups, or mixtures of the two, to examine the
effect of surface wettability on adhesion properties of
adhered spores of Ulva, independent of any effects
caused by surface charge since the SAM surfaces would
be uncharged at the pH of sea-water (pH 8.1). It was
shown that adhesion strength of the settled spores, as
measured by resistance to detachment in a turbulent
flow cell, was greatest on a hydrophilic surface. For an
adhesive to bind to other surfaces, it has to ‘wet’ that
surface, and whether it does so will depend on the
competition between the adhesive and water interact-
ing with the surface. The interaction is complex,
involving the displacement of water from the adhesive
and the surface, formation of contact between the
adhesive and surface, as well as the formation of the
cohesive contacts of the water molecules that were
displaced from the adhesive and the surface. The main
aim of the present paper was to examine whether the
effect of substratum surface energy in controlling
adhesion was correlated with differential wetting of
the surface by the adhesive.

In a study of the byssus pad of the blue mussel,
Young & Crisp (1981) and Crisp et al. (1985) showed
that the surface area of contact of the byssus pad was
greatest on the low energy surfaces, which were also
non-polar (PTFE, paraffin wax) and lowest on the high
energy surfaces, which were also polar (slate and glass).
These authors then used conventional wetting theory
and the Young–Dupre equation describing the conse-
quences of competing interfacial tensions on the contact
angle of a fluid adhesive, to explain how an initially
liquid adhesive would have to compete with sea-water
in wetting or spreading over the solid surface. It was
suggested that this would be more readily achieved on a
hydrophobic surface than on a hydrophilic surface.
In the case of marine adhesion processes under water,
the wetting system consists of a solid (S), a liquid
(sea-water, L), and the adhesive (A) that must be
released from the organism initially as a fluid in order to
spread on the surface. According to the Dupré
equation (4.1), wetting systems are characterized by
the contact angle that the liquid makes with a solid
surface in the presence of a fluid. Thus, in a solid–
liquid–fluid adhesive system, by convention it is qLA,
the angle between the liquid (sea-water) and the solid
(figure 3):

cos qLA Z ðgSA KgSLÞ=gLA; (4.1)

where gSA, gSL, gLA are the interfacial tensions of the
solid–adhesive, solid–liquid and liquid–adhesive inter-
faces, respectively. Young & Crisp (1981) further
developed this equation to the equivalent of

WSL KWSA ZgL KgA CgLAcos qLA: (4.2)
J. R. Soc. Interface (2005)
They explained that since gL, gA and gLA (the surface
tensions of the liquid, the adhesive and the interfacial
tension between the liquid and the adhesive, respec-
tively) will be the same for a variety of solid surfaces,
qLA is effectively controlled by WSLKWSA (the work of
adhesion of the solid to sea-water less the energy of
adhesion of the solid to the adhesive). If WSLKWSA is
large, which will be the case for a high energy surface
readily wet by water, cos qLA will be large and qLA will
be small, i.e. the contact area of the adhesive with the
surface will be small. Conversely, a low energy surface
which is not easily wet, would give a large qLA, with a
larger adhesive spreading. This indeed was the beha-
viour observed by Clint & Wicks (2001) for a variety of
inert probe liquids.

The results presented in the present paper show that
the diameter of the adhesive pads produced by Ulva
spores is strongly influenced by the energy of the
surface, but in this case, the adhesive apparently
spreads more on a high energy, hydrophilic surface
than on a hydrophobic, low-energy surface. It is
important to emphasize that within the short time-
scale of the observations, what is being witnessed in
making these measurements, is the fate of a finite
amount of pre-formed adhesive that is laid down in
vesicles within spores before they are released from the
parent plant (Evans & Christie 1970). These vesicles
and their contents are then completely discharged from
the spore during the primary adhesion process.

So how can we reconcile the data on Ulva, with the
apparently different results reported for blue mussel
by Young & Crisp (1981) and Crisp et al. (1985)?
The simplest interpretation of the observations on
adhesive spreading in Ulva is that a finite amount of



Surface energy influence on spore adhesive J. A. Callow and others 323
adhesive physically spreads on the different surfaces to
different extents. If this interpretation is correct then
differences in spreading, i.e. wetting, should be
associated with differences in contact angle with the
liquid–solid contact angle being greater on the hydro-
philic surface than the hydrophobic surface (figure 3).
Unfortunately, the transparency of the spore adhesive
pads by optical microscopy precludes any simple
approach to the measurement of actual contact angles
that the adhesive pads form with the surface. While
ESEM has been applied to the measurement of
contact angles of water droplets on model substrates
(Stelmashenko et al. 2001), its application to a labile,
less well-controlled and characterized biological system
presented by the adhesive pads of Ulva would be both
technically and theoretically daunting, and well beyond
the scope of the present investigation. However,
thermodynamic equations can be derived that might
explain the data for Ulva, or at least, be used to predict
what conditions must prevail in order that the
results be harmonized with the considerations of
thermodynamics.

Assuming that the adhesive released by the spore is a
continuous medium, the thermodynamic work of
adhesion between the protein (A) and the surface (S)
through water (L) can be expressed according to the
well-known equation of Hamaker (see the reviews
Chaudhury (1996) and Van Oss et al. (1988)) as follows:

WALS ZWAS CWLL KWAL KWSL: (4.3)

where Wij (i, j2[A, S, L]) is the work of adhesion
between phases i and j through vacuum.

WSL can be obtained from the contact angle (qW) of
water on the substrate (measured on the ‘water side’),
according to the standard convention using the Young–
Dupre equation as follows:

WSL ZgLð1Ccos qWÞ: (4.4)

By combining equations (4.3) and (4.4), and using the
definition of surface tension that gLZWLL/2, we have:

WALS ZWAS KWAL CgLð1Kcos qWÞ: (4.5)

Further decomposition of the terms WAS and WAL into
dispersion and polar (H-bonding interactions) and
using the geometric mean combining rules for the
dispersion interaction (Chaudhury 1996; Van Oss et al.
1988), one obtains:

WALS Z 2ðgd
AÞ1=2ððgd

SÞ1=2 Kðgd
LÞ1=2Þ

CðW p
AS KW p

ALÞCgLð1Kcos qWÞ:
(4.6)

Equation (4.6) is the generalized equation of interaction
in three condensed phases. According to the Young–
Dupre equation, the contact angle of the adhesive
(measured from the water side) on the substrate under
water can be expressed as:

gLAð1Kcos qLAÞZWALS: (4.7)

Equation (4.6) together with equation (4.7) is essen-
tially the same as that used by Young & Crisp to
interpret the spreading of adhesive on surfaces under
water, except that equation (4.6) expresses the
J. R. Soc. Interface (2005)
interaction in terms of surface tension components.
For adhesive with a given volume, as WALS increases,
qLA increases, i.e. the adhesive spreads more. Now
we consider the following limits: let us consider that
the substrate is composed of methyl groups, which
has very similar dispersive interaction as water. In
this case, gd

Swgd
L and W p

ASw0. We thus have from
equation (4.6):

WALSðCH3ÞzKW p
AL CgLð1Kcos q

CH3

W Þ: (4.8)

Onsucha surface, asqWw1108, the termgLð1Kcos q
CH3

W Þ
is about 97 mJ mK2. However, this positive work of
adhesion has to be greater than the energy needed to
dehydrate the protein W p

AL. It is plausible that for very
hydrophilic protein, W p

AL is larger than 97 mJ mK2, in
which case the adhesive would not spread on the
hydrophobic surface. The situation on the hydrophilic
surface, as is the case with alcohol functional surfaces is
somewhat different. Here, as before, we may set gd

Swgd
L,

butW p
ASs0. We thus have from equation (4.6):

WALSðOHÞzðW p
ASKW p

ALÞCgLð1Kcos qOH
W Þ: (4.9)

On the hydroxyl surface, as qw208, the term gL

ð1Kcos qCHW Þ is approximately 4 mJ mK2. Now, if the
large negative W p

AL is somewhat compensated by the
positive value of W p

AL, i.e. the adhesive engages in
stronger hydrogenbonding interactionwith the substrate
than it doeswithwater, a positive value ofWASLmaywell
result. Now, in the absence of many parameters required
toestimate theworkof adhesionusing equations (4.7) and
(4.8), we may examine, as an extreme example, if it is
plausible for the term WALS(OH) to be larger than
WALS(CH3). This can be accomplished by subtracting
equation (4.8) from (4.9) to obtain:

WALSðOHÞKWASLðCH3ÞZW p
ASK97ðmJmK2Þ:

(4.10)

ForWALS(OH) to be larger thanWASL(CH3),W
p
AS needs

to be larger than 97 mJ mK2. For a highly polar
glycoprotein adhesive it is not implausible for the above
condition to be satisfied resulting in WALS(OH)OWALS

(CH3). Although a detailedmolecular characterization of
theUlva spore adhesive is still lacking, we know that it is
extremely hydrophilic in character (Callow et al. 2003).
Thus, the current observation that the adhesive spreads
toa great degreeon thehydroxyl containing surfaces than
on the methyl functional surfaces could be quite
consistent with the Young–Dupre equation provided
that we satisfy the condition that W p

AS is at least larger
than 97 mJ mK2. In a general situation, in order to
determine whether WALS is positive and an increasing
function of the surface energy of the solid, we need to
decompose the above equations further in terms of
molecular interactions. This decomposition is very
complex and can easily lead to serious error if appropriate
molecular interaction models are not properly identified.
However, as the polarity of the surface increases, both
WAS andWSL would increase; but based on the previous
discussions, WAS must be greater than WSL. If, for the
sake of argument, we assume that WAS and WSL form a
constant ratio b (bO1), we can rewrite equations (4.3)
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and (4.4) as follows:

WALSZðbK1ÞgLð1CcosqWÞCðWLLKWALÞ: (4.11)

Since WLLKWAL is a constant, we can state that WALS

should increase overall with cos qW. This, in conjunction
with equation (4.7), leads us to conclude that qLA, and
therefore adhesive pad diameter, increases with cos qW,
as was observed experimentally.

In reality, the constraints on the adsorption and
adhesion processes on both the hydrophilic and
hydrophobic surfaces can be relaxed if we recognize
the fact that almost all proteins are amphoteric
surfactants, i.e. the protein has both hydrophobic
and hydrophilic functionalities, as well as acidic and
basic amino acids. When such a protein comes into
contact with a surface, it can undergo a confor-
mational change, thereby exposing the functional-
ities that would optimize adsorption/adhesion with
both the substrate and the adhesive either by
hydrophobic or electrostatic interactions. The role
played by the electrostatic interactions is not
surprising for inorganic substrates, which have
ionizable functional groups. It is not obvious that
electrostatic interactions could prevail for non-
ionizable substrates used in the current studies.
However, several recent studies (Marinova et al.
1996; Kreuzer et al. 2003) have demonstrated that
non-ionizable hydrophobic surfaces could acquire
electric charge in water owing to the preferential
adsorption of hydroxyl ions. In high salt concen-
tration, as in sea-water, the resultant electrostatic
interaction is expected to be screened beyond the
double layer screening length. Nevertheless, as the
potential drop occurs over a very short distance (i.e.
the Debye length), the electric field gradient should
be substantial at the substrate/sea-water interface,
which could play an additional role (i.e. adding a
positive component to W p

AS) in the local restructur-
ing and the adhesion of proteins on surfaces.

Finally, the spreading of the adhesive and the
ensuing crosslinking reactions may not be entirely
governed by the forces at equilibrium. Enhancement
of spreading by other forces, e.g. by the Marangoni
effect, may take effect if the Ulva spore adhesive has
components of various surface tensions. In this case,
selective adsorption of one of the components near
the contact line region may create a surface tension
gradient thus inducing a Marangoni flow. This
effect is well known in the context of surfactant-
enhanced spreading of water drops on surfaces,
which is otherwise known as superwetting (Stoeb
et al. 1996).

Irrespective of the mechanism involved, the conse-
quence would appear to be that settled spores have a
higher surface area of contact with a hydrophilic
substratum, thus a lower contact angle than a
hydrophobic substratum, and this has implications for
the analysis of detachment mechanisms by increasing
the area of contact, as well as suppressing the crack-tip
singularity. These are the subjects of future
investigations.
J. R. Soc. Interface (2005)
The authors acknowledge support from the Office of Naval
Research (award N00014-02-1-0521 to J.A.C. and M.E.C.,
N00014-02-1-0518 to M.K.C.). We thank Mrs Lesley Tomkins
for technical assistance with ESEM analyses.
REFERENCES

Baier, R. E. 1973 Influence of the initial surface condition of
materials on bioadhesion. In Proc. Third International
Congress Marine Corrosion and Fouling, pp. 633–639.
Evanston, IL: Northwestern University Press.

Becka, A. & Loeb, G. 1984 Ease of removal of barnacles from
various polymeric materials. Biotech. Bioeng. 26,
1245–1251.

Callow, M. E. 1996 Ship-fouling: the problem and method of
control. Biodeterioration Abstr. 10, 411–421.

Callow, M. E., Callow, J. A., Pickett-Heaps, J. D. &
Wetherbee, R. 1997 Primary adhesion of Enteromorpha
(Chlorophyta Ulvales) propagules: quantitative settle-
ment studies and video microscopy. J. Phycol. 33,
938–947.

Callow, M. E., Callow, J. A., Ista, L. K., Coleman, S. E.,
Nolasco, A. C. & Lopez, G. P. 2000a The use of self-
assembled monolayers of different wettabilities to study
surface selection and primary adhesion processes of green
algal (Enteromorpha) zoospores.Appl. Environ. Microbiol.
66, 3249–3254.

Callow, J. A., Crawford, S. A., Higgins, M. J., Mulvaney, P. &
Wetherbee, R. 2000b The application of atomic force
microscopy to topographical studies and force measure-
ments on the secreted adhesive of the green alga
Enteromorpha. Planta 211, 641–647.

Callow, J. A., Stanley, M. S., Wetherbee, R. & Callow, M. E.
2000c Cellular and molecular approaches to under-
standing primary adhesion in Enteromorpha: an overview.
Biofouling 16, 141–150.

Callow, J. A., Osborne, M. P., Callow, M. E., Baker, F. &
Donald, A. M. 2003 Use of environmental scanning
electron microscopy to image the spore adhesive of the
marine alga Enteromorpha in its natural hydrated state.
Coll. Surf. B: Biointerfaces 27, 315–321.

Chaudhury, M. K. 1996 Interfacial interactions between low
energy surfaces. Mater. Sci. Eng. R16, 97–159.

Clint, J. H. & Wicks, A. C. 2001 Adhesion under water:
surface energy considerations. Int. J. Adhes. Adhesives 21,
267–273.

Crisp, D. J., Walker, G., Young, G. A. & Yule, A. B. 1985
Adhesion and substrate choice in mussels and barnacles.
J. Colloid Interface Sci. 104, 40–50.

Evans, L. V. & Christie, A. O. 1970 Studies on the ship-
fouling alga Enteromorpha. I. Aspects of the fine struc-
ture and biochemistry of swimming and newly settled
zoospores. Ann. Bot. 34, 451–456.

Finlay, J. A., Callow, M. E., Ista, L. K., Lopez, G. P. &
Callow, J. A. 2002a The influence of surface wettability
on the adhesion strength of settled spores of the green alga
Enteromorpha and the diatom Amphora. Integr. Comp.
Biol. 42, 1116–1115.

Finlay, J. A., Callow, M. E., Schultz, M. P., Swain, G. W. &
Callow, J. A. 2002b Adhesion strength of settled spores of
the green alga Enteromorpha. Biofouling 18, 251–256.

Hayden, H. S., Blomster, J., Maggs, C. A., Silva, P. C.,
Stanhope, M. J. & Waal, J. R. 2003 Linnaeus was right all
along: Ulva and Enteromorpha are not distinct genera.
Eur. J. Phycol. 38, 277–294.

Ista, L. K., Callow, M. E., Finlay, J. A., Coleman, S. E.,
Nolasco, A. C., Simons, R. H., Callow, J. A. & Lopez, G. P.



Surface energy influence on spore adhesive J. A. Callow and others 325
2004 Effect of substratum surface chemistry and surface
energy on attachment of marine bacteria and algal spores.
Appl. Environ. Microbiol. 70, 4151–4157.

Kreuzer, H. J., Wang, R. L. C. & Grunze, M. 2003 Hydroxide
ion adsorption on self-assembled monolayers. J. Am.
Chem. Soc. 125, 8384–8389.

Marinova, K. G., Alargova, R. G., Denkov, N. D., Velev,
O. D., Petsev, D. N., Ivanov, I. B. & Borwankar, R. P.
1996 Charging of oil–water interfaces due to spontaneous
adsorption of hydroxyl ions. Langmuir 12, 2045–2051.

Newby, B.-M. & Chaudhury, M. K. 1997 Effect of interfacial
slippage on viscoelastic adhesion. Langmuir 13, 1805–1809.

Ostuni, E., Chapman, R. G., Liang, M. N., Meluleni, G., Pier,
G., Ingber, D. E. &Whitesides, G. M. 2001 Self-assembled
monolayers that resist the adsorption of proteins and the
adhesion of bacterial and mammalian cells. Langmuir 17,
6336–6343.

She, H., Malotky, D. & Chaudhury, M. K. 1998 Estimation of
adhesion hysteresis using rolling contact mechanics.
Langmuir 14, 3090–3100.
J. R. Soc. Interface (2005)
Sigal, G. B., Mrksich, M. & Whitesides, G. M. 1998 Effect of
surface wettability on the absorption of proteins and
detergents. J. Am. Chem. Soc. 120, 3464–3473.

Stanley, M. S., Callow, M. E. & Callow, J. A. 1999
Monoclonal antibodies to adhesive cell coat glycoproteins
secreted by zoospores of the green alga Enteromorpha.
Planta 210, 61–71.

Stelmashenko, N. A., Craven, J. P., Donald, A. M., Terentjev,
E. M. & Thiel, B. L. 2001 Topographic contrast of partially
wetting water droplets in environmental scanning electron
microscopy. J. Microsc. 204, 172–183.

Stoeb, T., Lin, Z. X., Hill, R. M., Ward, M. D. & Davis, H. T.
1996 Surfactant-enhanced spreading. Langmuir 12,
337–344.

Van Oss, C. J., Chaudhury, M. K. & Good, R. J. 1988
Interfacial Lifshitz-van derWaals and polar interactions in
macroscopic systems. Chem. Rev. 88, 927–941.

Young, G. A. & Crisp, D. J. 1981 Marine animals and
adhesion. In Adhesion (ed. K. W. Allen), pp. 19–39.
London, UK: Applied Science Publishers.


	The influence of surface energy on the wetting behaviour of the spore adhesive of the marine alga Ulva linza (synonym Enteromorpha linza)
	Introduction
	Material and methods
	Surfaces
	Zoospore settlement
	ESEM

	Results
	Discussion
	The authors acknowledge support from the Office of Naval Research (award N00014-02-1-0521 to J.A.C. and M.E.C., N00014-02-1-0518 to M.K.C.). We thank Mrs Lesley Tomkins for technical assistance with ESEM analyses.
	References


