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ABSTRACT. The specific capacitance of biological membranes is a key physical parameter in 

bioelectricity that also provides valuable physicochemical information on composition, phase or 

hydration properties. Cholesterol is known to modulate the physicochemical properties of 

biomembranes, but its effect on the specific capacitance has not been fully established, yet. Here 

we use the high spatial resolution capabilities of in-liquid Scanning Dielectric Microscopy in 

force detection mode to directly demonstrate that DOPC bilayer patches at 50% cholesterol 

concentration show a strong reduction of their specific capacitance with respect to pure DOPC 

bilayer patches. The reduction observed (~35%) cannot be explained by the small increase in 

bilayer thickness (~16%). We suggest that the reduction of the specific capacitance might be due 

to the dehydration of the polar head groups caused by the insertion of cholesterol molecules in 

the bilayer. The results reported confirm the potential of in-liquid SDM to study the electrical 

and physicochemical properties of lipid bilayers at very small scales (down to ~200 nm here), 

with implications in fields such as biophysics, bioelectricity, biochemistry and biosensing. 

INTRODUCTION 

 The specific capacitance of biological membranes determines the charge per unit of area that 

accumulates on their sides in response to a membrane voltage difference (1). It constitutes a key 

physical parameter in bioelectricity, since it determines the ions and charged molecules 

partitioning into the cell membrane and the very low membrane ionic conductivity (2), the 

charging time and propagation velocity of action potentials (1), the voltage thresholds for cell 

membrane electroporation (3) or the level of screening in the electrostatic interaction of 
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biomolecules with cell membranes (4). It also determines the cell response to external electric 

fields relevant in bioimpedance measurements (5) and in electrokinetic techniques such as 

dielectrophoresis (6) or electrorotation (7).  

The specific capacitance of membranes depends on their thickness, dm, and electric 

polarization properties (i.e. its relative dielectric constant, m), through the relationship 

cm= 0 m/dm, where 0 is the vacuum permittivity. Any factor affecting any one of these two 

parameters (thickness and/or dielectric constant) influences the value of the membrane specific 

capacitance. Examples include the membrane composition (8), (9), (10), phase state (11), (12), 

(13), temperature (13) or solution pH (14), among others. The specific capacitance is, then, a 

powerful physicochemical membrane reporter, with the main advantage with respect to 

environmental sensitive fluorescence probes (15), (16) or spin paramagnetic resonance probes 

(17), (18), (19), of being determined by intrinsic properties, and, hence, not requiring of 

exogenous probes.  

Cholesterol is known to modulate the physicochemical properties of biomembranes, but its 

effect on the specific capacitance of biomembranes has not been fully established, yet. 

Cholesterol (chol) is the main sterol biosynthesized by animal cells and its presence is essential 

for many membrane’s associated processes since it can modulate membrane properties such as 

lipid diffusivity, stiffness or dipole moment (20). Cholesterol has been reported to increase (8), 

(21), (22), (23) or decrease (24), (25), (26) the specific capacitance of biomembranes, and in 

some cases an increase or decrease depending on the cholesterol concentration (27). These 

discrepancies have been attributed, most often, to sample preparation methods (e.g. presence of 

solvent on the bilayers), but, also, to a limited accuracy and reproducibility of existing measuring 

techniques (28).  



 4 

A variety of electrical techniques and methods have been developed over the years to measure 

the specific capacitance of biomembranes. For natural cell membranes, one finds electrorotation 

measurements on single suspended cells (29) and current/voltage time varying measurements 

with micropipette electrodes attached to cells (30), (31) or to cell detached membrane patches 

(32). For synthetic membranes (such as model lipid bilayers), measurements have been mostly 

performed by current/voltage time varying techniques on membranes suspended on small 

apertures (e.g. black lipid bilayers) (33) or supported on planar solid electrodes (34), (35) (see 

Ref. (28) for a review). Efforts have been devoted to reduce uncertainties related to poor 

estimations of surface area in cells with complex geometries (32) or with membrane corrugations 

(31), to better control the area of suspended model membranes (36) and to reduce the presence of 

defects in supported membranes (26). Efforts have also been devoted to increase the spatial 

resolution of the measuring techniques by resorting to scanning probe microscopic techniques 

(37). In particular, in recent years, we developed Scanning Dielectric Microscopy (SDM), a 

scanning probe technique that combines either current-sensing Atomic Force Microscopy (38) or 

Electrostatic Force Microscopy (39) with analytical or numerical theoretical models (40), (39), 

(41) to extract the capacitance at the nanoscale. This technique, in force detection mode, has also 

been demonstrated in the liquid environment (in-liquid SDM) (42), and we previously applied it 

to the study of thin dielectric films (42) and monocomponent supported lipid bilayers patches 

(43) in electrolyte solutions.  

Here, we exploit the full potential of in-liquid SDM to study the effect of cholesterol on the 

specific capacitance of supported lipid bilayers patches. With its high spatial resolution, in-liquid 

SDM has the unique capability to be able to compare in-situ the dielectric properties of 

heterogeneous samples containing bilayer patches with different cholesterol content. To 
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demonstrate it we considered 1,2-dioleoyl-sn-glycero-3-phosphocholine (DOPC) bilayer patches 

with and without cholesterol. DOPC is a double unsaturated homoacid phospholipid and is one 

of the main components of eukaryotic cell membranes. This lipid is in a liquid disordered phase 

(Ld) at room temperature (TDOPC=−20ºC) and is responsible for the fluid nature of cell 

membranes, a ubiquitous property in signal transduction, transport and cell adaptation. 

RESULTS 

In-liquid SDM (see Refs. (42), (43), (44))  uses a metal coated Atomic Force Microscopy 

probe with a tip with radius in the range ~10−100 nm.  Briefly, the sample is scanned by the 

probe in a two-pass line by line mode: in the first pass the sample surface topography is recorded 

with no voltage bias applied. In the second pass the tip is lifted at a constant distance with 

respect to the substrate (larger than the Debye screening length) with an applied amplitude 

modulated voltage with frequency, , in the MHz range (beyond the electrolyte dielectric 

relaxation frequency) and modulation frequency, mod, in the kHz range (below the mechanical 

resonance frequency of the probe), i. e. ( )( ) ( )0 mod( ) 2 1 cos cosv t v t t = + , where v0 is the voltage 

amplitude. This voltage has three harmonics at −mod,  and +mod, all of them in the MHz 

range (44). The low frequency modulation of the signal is just used to increase the signal to noise 

ratio in the detection. The electric force acting on the probe at such high frequencies depends 

quadratically on the applied voltage as ( ) ( ) 21 2 ( )elF t dC dz v t= , where dC/dz is the system 

capacitance gradient. Several force harmonics are induced due to this quadratic dependence, of 

which the one at the modulation frequency, given by ( )
mod

2

01 8F dC dz v = , is measured by means 

of a lock-in amplifier. From it, local values of the system capacitance gradient, dC/dz, are 

obtained. Comparing the measured values of dC/dz with the theoretical ones obtained by 

numerically solving Poisson's equation or equivalent models, one extracts the local values of the 
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specific capacitance of the sample (see Materials and Methods and Refs. (42), (43) for further 

details). By measuring forces rather than currents, this technique is less affected by stray 

capacitance effects, and hence has the potential to access specific capacitance values on sub-

micrometric areas, and hence to produce high spatial resolution maps of the specific capacitance 

(45). Moreover, it also offers direct access to the sample thickness, either directly on patch 

membrane samples or indirectly through force spectroscopy measurements on extended 

membranes, thus enabling evaluating whether a given change in the specific capacitance is either 

due to a variation of the thickness or of the dielectric properties of the membrane (or to both).  

Figure 1a shows an Atomic Force Microscopy (AFM) topographic image of DOPC bilayer 

patches supported on a flat gold substrate functionalized with 2-Mercaptoethanol in milliQ 

water. The bilayer patches have been formed from the deposition of DOPC liposomes (see 

Materials and Methods). A height profile measured along the dashed line in Fig. 1a is shown in 

Fig. 1c (black line). The membrane patches along the profile are ~4.2 nm thick (see also 

histogram analysis in Supporting Information S1). This value is in agreement with thickness 

values reported for solid supported DOPC patches by AFM (46) (~4.2 nm) and quantitative 

Differential Interference Contrast Microscopy (qDIC) (47) (~4.1 nm), and slightly smaller than 

the steric thickness measured on unilamellar vesicles by Small Angle Neutron Scattering (SANS) 

or Small Angle X-Ray Scattering (SAXS) (48), (49) (~5 nm). The lateral sizes of the patches 

ranges from few micrometres down to ~200 nm. 
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Figure 1. (a) AFM topographic and (b) in-liquid SDM dielectric images, respectively, of DOPC 

bilayer patches on a functionalized planar gold substrate in milliQ water. In-liquid SDM 

experimental parameters: equivalent spring constant 0.45 N/m, applied voltage amplitude 0.75 

V, frequency 5 MHz, modulation frequency 6 kHz, tip-sample distance z=101 nm. (c) Height 

(black line) and capacitance gradient (red line) profiles along the dashed lines in (a) and (b), 

respectively. (d) Capacitance gradient approach curves measured on the bare substrate (grey 

circles) and on the centre of the largest DOPC patch (olive circles). Continuous lines represent a 

least square fitting of theoretical curves calculated with the model shown in the inset to the 

experimental data. The extracted parameters are listed in Table 1. The black and olive square 

symbols correspond to the capacitance gradient values on the substrate and centre of the largest 

DOPC bilayer patch in (b), respectively, from where the tip sample distance is obtained. (e) 

(black symbols) Capacitance gradient values measured on the centre of the DOPC bilayer 

patches in (a) as a function of the effective patch radius (defined from the circles in (a)). The 

grey symbols represent representative values on the substrate. (continuous lines) Theoretical 

dependence of the capacitance gradient as a function of the radius of the DOPC bilayer patch 

obtained with the model in the inset in (d). The parameters used in the calculations are those 

obtained from (d) and listed in Table 1 for DOPC. 

Figure 1b shows an in-liquid SDM image of this sample obtained at 5 MHz in constant height 

mode at a height z=101 nm (see Materials and Methods for details and Supporting Information 

S2 for additional images at different tip-substrate distances). It shows variations of the electric 

force, represented here through the capacitance gradient, dC/dz (see above, Refs. (39), (42) and 

Materials and Methods). The in-liquid SDM image reveals the presence of the DOPC bilayer 

patches down to lateral sizes ~200 nm. The contrast in the SDM image shows an excellent 
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signal-to-noise ratio (up to ~2.7 aF/nm signal for a noise floor of ~0.05 aF/nm, see capacitance 

gradient cross section profile in Fig. 1c, red line). This excellent contrast has been achieved by 

enlarging on purpose the tip radius by scratching the tip on a bare clean substrate prior to its use. 

The contrast in the SDM image is negative indicating that the dielectric constant of the bilayer 

patches is smaller than that of the electrolyte solution surrounding them, similarly to what 

observed earlier for DPPC bilayer patches on highly doped silicon substrates (43). 

The quantitative extraction of the specific capacitance of the bilayer patches has been done by 

measuring cantilever oscillation amplitude at the mod harmonic versus distance curves and 

deriving from it capacitance gradient, dC/dz, versus distance curves (referred on what follows as 

capacitance gradient approach curves, see Materials and Methods) on the bare substrate and on 

the centre of the largest membrane patch (grey and olive circles in Fig. 1d, respectively), and by 

fitting to them theoretical capacitance gradient approach curves numerically calculated with the 

model in the inset of Fig. 1d, following procedures developed in previous works (see Materials 

and Methods). Here, in the model we included an interfacial capacitance to the tip, ctip, necessary 

when dealing with metallic substrates to account for the adsorption of ions, the reduced dielectric 

constant of interfacial water (50) and other interfacial effects (see Materials and Methods for 

further details). The fitted curves are shown by continuous lines in Fig. 1d, and the parameters 

extracted are summarized in Table 1 for two characteristic values of the tip interfacial 

capacitance, namely, ctip=2 F/cm2 and 4 F/cm2 (45). The fittings have been made down to 

distances ~20 nm. Below this distance other interactions due to van der Waals forces or the 

presence of diffusive space charge layers may enter into play, which are not included in the 

theoretical model. The agreement between the theoretical and the experimental curves is 

excellent. The specific capacitance of the DOPC bilayer patch obtained is cDOPC~0.7−0.8 
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F/cm2, which is in reasonable agreement with values reported for similar lipid bilayers 

measured free from solvent contributions by means of macroscopic techniques (28). We remark 

that while the interfacial capacitance of the substrate depends strongly on the chosen tip 

interfacial capacitance (45), the specific capacitance of the lipid bilayer is almost insensitive to it. 

 

Table 1. Specific capacitance of the lipid bilayer patches obtained from the analysis of the 

experimental data in Figs. 1d and 2d. The parameters of the tip geometry and substrate obtained 

from the same analysis are also shown. Parameters without errors are fixed. 

ctip 

F/cm2 

cDOPC 

F/cm2 

cDOPC:chol 

F/cm2 

csub 

F/cm2 

R 

nm 

C'off 

aF/nm 

 

deg 

DOPC 

2 0.8±0.1 - 3.1±0.1 370±25 0.78±0.05 21 

4 0.7±0.1 - 1.9±0.1 351±25 0.71±0.05 21 

DOPC and DOPC:chol 

2 1.0±0.1 0.7±0.1 2.1±0.1 310±25 1.10±0.05 21 

4 0.9±0.1 0.6±0.1 1.5±0.1 287±25 1.06±0.05 21 

 

We note a feature that was also observed in Ref. (45), namely, that the capacitance gradient 

(force) contrast in Fig. 1b shows a remarkable dependence on the lateral size of the membrane 

patches (see also cross-section profile in Fig. 1c, red line). This dependence is illustrated in Fig. 

1e where we plot the capacitance gradient values on the centre of each DOPC bilayer patch as a 

function of the patch equivalent radius, Rm (symbols)  The equivalent radius has been estimated 

from circles centred on the patches as shown in Fig. 1a (for the uncertainty in the radii see 

Supporting Information S3). For reference, we also plotted in Fig. 1e characteristic values of the 
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capacitance gradient on the substrate (grey symbols in Fig. 1e). Two factors can induce a 

dependence of the capacitance gradient on the lateral size of the patches, namely a finite-size 

electrostatic effect related to the relative size of the patch with respect to the scanning probe tip 

and a variation of the specific capacitance of the patches with their width. To answer this 

question, we have calculated the theoretical expected variation of the capacitance gradient as a 

function of the the radius of the DOPC bilayer patch by using the model shown in the inset of 

Fig. 1d. In the simulations we used the parameters derived from the quantitative analysis 

performed on the largest patch (Table 1), with no further free parameter. The results are shown in 

Fig. 1e (continuous lines) for two tip-substrate distances compatible with the measurements,  

z=95 nm and z=101 nm (the different distances account for the slight tilting of the image and the 

fact that the static bending of the cantilever when the tip is on top of the largest patch is smaller 

than when on the smaller patches or the substrate). The numerical calculations nicely follow the 

experimental trend, within the uncertainty of the experiments. We therefore conclude that down 

to the smallest patches detected (~200 nm), the specific capacitance of DOPC bilayer patches 

does not depend on its lateral size, although the measured capacitance gradient strongly depends 

on it. For DOPC bilayer patches larger than a few micrometres the force becomes independent 

from the lateral size of the patches (see Fig. 1e), and it can be directly correlated to the 

membrane specific capacitance (a larger force directly indicates a smaller specific capacitance). 

Otherwise, lateral finite size effects, which originates in the tip-sample electrostatic interaction, 

should be considered. Remarkably lateral finite-size effects in in-liquid SDM (45) are much 

larger (micrometres) than those found in air (41) due to the stronger contribution of the cone part 

of the tip.   
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 We analyse now the effect of cholesterol on the specific capacitance of the supported 

DOPC bilayer patches. We prepared a sample containing both DOPC and DOPC:chol bilayer 

patches by successive depositions of the corresponding liposomes (see Materials and Methods). 

Figure 2a shows a topographic AFM image of the sample (see Supporting Information S3 for a 

larger area image). A height profile measured along the dashed line in Fig. 2a is shown in Fig. 2c 

(black line). In it two groups of membrane patches with slightly different thicknesses, ~3.2 nm 

and ~3.7 nm are observed (see also histogram analysis in Supporting Information S1). The 

presence of patches with two different thicknesses agrees with the sample being prepared from 

liposomes with and without cholesterol, and with the fact that cholesterol is known to thicken 

DOPC bilayers (48), (49), (51), (52), (53). Here, we observe a thickening of around ~16% (Fig. 

1c, black line), which is in reasonable agreement with the thickening predicted for DOPC 

bilayers at 40%-50% cholesterol content (~13%−19%) (48), (49), (53). The thicker membrane 

patches are, then, expected to be composed of DOPC:chol (see further confirmation below). We 

note that the absolute value of the thickness of the DOPC patches in Fig. 2 is somewhat smaller 

(~1 nm) than the one reported in Fig. 1. We attribute it to the fact that the imaging acquisition 

settings for mixed samples were different from those of pure samples and that they have been 

selected to optimize the electrical images. Therefore, the height values in these images could be 

somewhat underestimated, although the relative height difference between DOPC and 

DOPC:chol patches seems to be correct. The widths of both types of patches span again a range 

from ~200 nm up to few micrometres. 

Figure 2b shows a constant height in-liquid SDM image of the sample in Fig. 2a acquired at 5 

MHz and z=93 nm (see Supporting Information S2 for additional images at different tip-substrate 

distances). The dielectric contrast is again negative for all patches, and patches down to ~200 nm 
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can be electrically detected. The more relevant feature displayed in Fig. 2b is the large difference 

(~79 %) in the dielectric contrast observed between the two largest patches in the image (see 

capacitance gradient profile in Fig. 2c, red line). This large contrast variation should be 

compared with the small relative variation in thickness (~16%, see Fig. 2c, black line). 

Therefore, it cannot be fully attributed to the thickening effect. It cannot be attributed neither to a 

difference in the lateral size of the patches, since both patches are few-micrometre large and, 

hence, their capacitive signals are independent from the lateral size of the patches, as discussed 

above. Therefore, the large difference in the dielectric contrast must reflect a variation in the 

dielectric properties of the DOPC lipid bilayer due to the presence of cholesterol. 
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Figure 2. (a) AFM topographic and (b) SDM images of a sample containing DOPC and 

DOPC:chol bilayer patches in a 1 to 1 proportion supported on a functionalized planar gold 

substrate in milliQ water. SDM experimental parameters: equivalent spring constant 0.45 N/m,  

applied voltage 0.75 V, frequency 5 MHz, modulation frequency 6 kHz, tip-sample distance 

z=93 nm. (c) Thickness (black line) and capacitance gradient (red line) profiles along the dashed 

lines in (a) and (b), respectively. (d) Capacitance gradient approach curves measured on the bare 

substrate (grey symbols) and on the two largest patches in (b) (olive and violet symbols, 

respectively). Continuous lines represent least square fitting of theoretical data generated with 

the model in the inset in Fig. 1d. Extracted parameters are shown in Table 1. The grey, olive and 

blue square symbols correspond to the values of the capacitance gradient on the substrate and the 

two largest membrane patches of the SDM image in (b), from where the tip sample distance is 

obtained. (e) (symbols) Capacitance gradient values on the centre of the DOPC bilayer patches 

highlighted in the large area in-liquid SDM image in the inset as a function of the effective 

radius of the patches. Symbols of the same colour correspond to patches with similar thickness. 

(continuous lines) Theoretical dependence of the capacitance gradient as a function of the radius 

of the DOPC bilayer patch obtained from the model in the inset in Fig. 1d. The parameters used 

in the calculations are those obtained in (d) and listed in Table 1 (DOPC and DOPC:chol). The 

black and red lines correspond to tip sample distances z=91 nm, while the grey and pink lines to 

z=95 nm, compatible with the measurements. 

 

To investigate this effect, we have quantified the specific capacitances of the two largest lipid 

bilayer patches in Fig. 2a by acquiring capacitance gradient approach curves on their centres and 

on the bare substrate by proceeding as described above (Fig. 2d). The parameters obtained from 
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this analysis are shown in Table 1. The relative difference between the specific capacitance of 

the DOPC bilayer patches without and with cholesterol (cDOPC~0.9 F/cm2 and cDOPC:chol~0.6 

F/cm2, respectively) is  ~35%, much larger than the observed thickness variation (~16%), thus 

confirming that cholesterol reduces the dielectric response of the DOPC bilayer patches (see 

discussion section). 

The conclusions reached for the two largest patches in Fig. 2a are confirmed for the sub-

micrometric lipid bilayer patches present in the sample. Figure 2e shows the capacitance gradient 

measured at the centre of patches in the figure in the inset of Fig. 2e, which is a zoom out of Fig. 

2b (a similar analysis for a larger area image is provided in the Supporting Information S4). 

Patches ranging from ~200 nm up to several micrometres are considered. The thinner patches 

(DOPC) are represented by the black symbols and surrounded with a white circle in the inset of 

Fig. 2e, while the thicker ones (DOPC:chol) are represented by the red symbols and surrounded 

by a black circle. Two distinct dependencies are clearly observed for the two groups of patches. 

Finite element numerical calculations (continuous lines in Fig. 2e) show that each group of 

patches can be described by a single specific capacitance, corresponding to the values reported in 

Table 1. These results confirm that down to ~200 nm the lateral size does not affect the value of 

the specific capacitance of the DOPC:chol bilayer patches, like we showed above and here again 

for DOPC bilayer patches, and that the thicker patches (DOCP:chol) show a much lower specific 

capacitance than thinner ones (DOPC). 

To further confirm that thicker bilayer patches correspond to those containing cholesterol, we 

have considered an additional sample prepared by reducing by a factor of three the concentration 

of DOPC:chol liposomes in the solution (so that we expect DOPC:chol bilayer patches to be 

much less abundant than DOPC ones). Figures 3a and 3b show, respectively, large area AFM 
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topographic and in-liquid SDM images obtained on this sample. In the topographic image (Fig. 

3a) two groups of patches with different thicknesses can be identified from a careful analysis 

(see Supporting Information S5). We marked with white and black circles the thin and thick 

patches, respectively (only supra-micrometric patches have been analyzed). Thicker patches are 

clearly much less abundant, what by taking into account the sample composition, confirms that 

they correspond to DOCP:chol. 

  

Figure 3. (a) AFM topographic and (b) in-liquid SDM dielectric images of a sample containing 

DOPC and DOPC:chol membrane patches in a 3:1 proportion on a functionalized planar gold 

substrate in milliQ water. SDM experimental parameters: equivalent spring constant 0.76 N/m, 

applied voltage 0.75 V, frequency 5 MHz, modulation frequency 6 kHz and tip-sample distance 

z=11 nm. In (a) and (b) black and white circles identify thicker and thinner patches with supra-
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micrometric sizes (>1 m), respectively. The colour scale is different from that of Figs. 1 and 2 

and it has been chosen to highlight the difference in contrast between the two type of patches for 

this sample. 

The in-liquid SDM image (Figs. 3b) shows also two distinct contrasts for the patches analyzed. 

The thicker patches (black circles corresponding to DOCP:chol) show larger contrasts, indicating 

that they have a smaller specific capacitance (remember that for large patches the SDM contrast 

can be correlated directly to the specific capacitance of the patch). These results then 

unambiguously confirm that DOPC:chol bilayer patches show a strong reduction of the specific 

capacitance as compared to pure DOPC bilayer patches. 

 

DISCUSSION 

We have found that cholesterol at a 50% concentration largely reduces (by an amount ~35%) 

the specific capacitance of DOPC bilayer patches. This reduction cannot be attributed to the 

slight increase in the bilayer thickness (~16%). According to the simple expression for the 

specific capacitance, cm=0 m/dm, the relative variation in specific capacitance due to both 

thickness and dielectric constant variations is given by cm/cm= r/r −h/h. Since the thickness 

variation amounts to only h/h ~16%, the remaining variation should correspond to a decrease 

of the dielectric constant of the lipid bilayer caused by the presence of cholesterol, r/r~ −%. 

A possible explanation of the reduction in the dielectric constant observed can be attributed to a 

reduction of the hydration level of the DOPC bilayers containing cholesterol. To support this 

statement we calculate the dielectric constants of the DOPC and DOPC:chol patches and 

compare them with the corresponding values obtained earlier in air environment by using the 

same technique (54). By taking the measured bilayer thickness from Fig. 2 (dDOPC ~3.2 nm) and 
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the measured specific capacitance (cDOPC~0.9 F/cm2), the dielectric constant of pure DOPC 

bilayers in milliQ water is DOCP,liq~3.2 (a similar value is also obtained from the measurement in 

Fig. 1, in which the thickness was ~4.5 nm and the specific capacitance ~0.7 F/cm2). This value 

matches the one we obtained earlier with the same technique on DPPC bilayer patches in liquid, 

DPPC,liq~3.2 (43), and is larger than the value DOCP,dry~2 measured in dry air conditions (54). 

The larger dielectric constant observed in liquid environment was attributed to the hydration of 

the polar head groups of the lipid bilayers (43). For the DOPC:chol patches, instead, by using a 

thickness dDOPC:chol ~3.7 nm and a specific capacitance cDOPC:chol~0.6 F/cm2, the dielectric 

constant obtained in liquid is DPPC:chol,liq ~2.5. This value is similar to the values obtained for 

DOPC bilayer patches and cholesterol crystals in dry conditions (DOCP,dry~2 and chol,dry~2.3) 

(54). This result suggests that at 50% chol content DOPC:chol patches are hardly hydrated, 

contrary to what happens with pure DOPC patches.  The reorganization of the head groups in the 

presence of cholesterol necessary to achieve a non-hydrated configuration is the same than the 

one assumed in the so-called umbrella model, used to explain the solubility of cholesterol in lipid 

bilayers (55) and other properties (20). 

On the other hand, we note that the specific capacitances of DOPC bilayer patches reported 

here, and their variation with cholesterol, are in striking agreement with recent results reported 

for supported DMPC+DMTAP bilayers with and without cholesterol and obtained from 

macroscopic electrochemical impedance spectroscopy (26) with strict control of bilayer quality 

(e.g. absence of bilayer defects and of solvent). 

The use of in-liquid SDM in force detection mode has shown relevant advantages in the 

present study as compared to current/voltage time varying macroscopic techniques (22). First, in-

liquid SDM displays a high spatial resolution (45), what enables studying isolated lipid bilayer 
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patches, with no need to consider extended defect-free lipid bilayers, required for macroscopic 

measurements. Second, it enables comparing directly the specific capacitances of different 

bilayer patches with different composition in situ and under the same experimental conditions, 

reducing uncertainties related to successive independent measurements. In-liquid SDM also 

provides direct access to the bilayer thickness, thus enabling identifying whether a specific 

capacitance variation is associated with either a thickness or a dielectric constant variation. 

Finally, in-liquid SDM measurements are performed at high frequencies in the MHz range 

(beyond the dielectric relaxation frequency of the electrolyte solution). In this frequency range, 

the capacitance contribution associated to ionic diffusive space charges can be neglected (45), 

what simplifies the quantitative analysis. For measurements performed at lower frequencies (e.g. 

below kHz, as in the case of most existing macroscopic techniques (28)), the diffusive space 

charge capacitance needs to be accounted for and subtracted from the measurements, which is 

not always simple and can introduce some inaccuracy and variability in the values thus obtained, 

depending on the assumptions made.  

Concerning the accuracy of the specific capacitance values obtained for supported lipid 

bilayers by in-liquid SDM some considerations are in order. The electric force measured by the 

in-liquid SDM probe depends on the whole system capacitance gradient, which includes 

contributions from the tip-electrolyte interface, the electrolyte, the electrolyte-membrane-

substrate interface, and the electrolyte-substrate interface. The bulk electrolyte contribution is 

accounted for by solving the Poisson's equation for the tip-sample system with realistic and 

calibrated tip and sample geometries. The tip-electrolyte interfacial contribution at the 

frequencies of the measurements (MHz) is expected to include only effects from the so-called 

compact or Stern layer, ctip=cint,tip (45). The substrate-electrolyte interface, instead, includes 
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contributions from both the functionalization self-assembled monolayer, cSAM, and its interface 

with the electrolyte, cint,SAM, i.e. csub=(cSAM
-1+cint,SAM

-1)-1. Finally, the electrolyte-membrane-

substrate interface includes contributions from the self-assembled monolayer on the substrate, 

cSAM, the lipid bilayer itself, c*
m, and the interfacial lipid bilayer-electrolyte compact layer, cint,m, 

i.e. cm=(cSAM
-1+cint,m

-1+c*
m

-1)-1. Since the functionalization SAM used here is very short (two 

carbons) and the compact layer is usually also very short (a few water layers) we expect that 

their respective specific capacitances will be much larger than the specific capacitance of the 

lipid bilayer, so that the measured values, cm, are expected to be good estimations of the lipid 

bilayer specific capacitance, cm
* (cm~ cm

*). Finally, we note that the uncertainty in the value of 

the tip interfacial capacitance, ctip, (ctip=2−4 F/cm2,  (45)), introduces a minor uncertainty on the 

specific capacitance values of the lipid bilayer patches, cm, as it can be seen in Table 1. The 

uncertainty is larger for the value of csub since it is of the same order of magnitude than ctip, as 

discussed elsewhere (45). Other substrate effects such roughness (rms~0.2-0.3 nm in the present 

study) or a reduction of the lipid lateral mobility (which involve diffusion times much longer 

than the period of the ac voltage) are not expected to affect the extracted values of the bilayer 

specific capacitances. 

In the present work we have compared the specific capacitance of mixed samples containing 

pure DOPC and DOPC:chol bilayer patches at a fairly large cholesterol concentration (50%), 

close to the cholesterol solubility limit. The relative variation measured (~35%) is expected to be 

close to the maximal relative variation that can be found with solubilized cholesterol. For smaller 

cholesterol concentrations a smaller relative variation of the specific capacitance is expected 

according to the monotonous trend with cholesterol concentration shown by other physical 

properties (e.g. thickness, bending rigidity or area per lipid) in DOPC bilayers (49), (53). 
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Preparing mixed samples containing patches with several intermediate cholesterol concentration 

by the successive liposome deposition method used here has been found challenging, and further 

research to find alternative sample preparation methods becomes necessary to explore 

simultaneously several intermediate cholesterol concentrations by SDM. 

The results presented in this work open interesting applications in the analysis of natural 

membranes, which are highly heterogeneous composition and structure (56), (57), as well as, to 

address the electrical properties of small scale biomembrane structures such as exosomes (58), 

outer membrane vesicles (59) or  membrane nanoextensions, some of which show especial 

electric properties (60). 

 

CONCLUSIONS 

We have shown by means of in-liquid Scanning Dielectric Microscopy in force detection mode 

that cholesterol at 50% concentration strongly reduces the specific capacitance of supported 

DOPC bilayer patches. The reduction observed (~35%) is partially due to a small increase in the 

membrane thickness (~16%), but, overall, to a significant reduction in the dielectric constant of 

the lipid bilayer itself (~20%). The reduction of the dielectric constant of the DOPC:chol bilayer 

patches could be associated to the dehydration of the polar head groups caused by the presence 

of cholesterol molecules. This conclusion has been observed to hold for lipid bilayer patches 

down to, at least, ~200 nm in lateral size. The results presented here have confirmed the potential 

of in-liquid SDM to measure the specific capacitance of artificial and natural biomembranes at 

high spatial resolution with important implications in biology, biochemistry or biosensor 

characterization. 
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MATERIALS AND METHODS 

Metallic substrates. We used flat gold substrates produced by the mica replica method 

(MicroFab Space, IBEC), functionalized with self-assembled monolayers (SAMs) made of 2-

Mercaptoethanol 99.0% (Sigma-Aldrich). The SAMs were prepared by incubation of the gold 

substrates in a 1 mM solution of the thiols overnight at 2−8ºC, protecting the vial from light, and 

from oxidation by a nitrogen flow. Gold was selected for its excellent conductive properties, 

while the alcoholic moiety terminating the thiol molecules was selected to make the surface more 

hydrophilic, promoting the interaction with the lipid polar heads and the formation of intact 

bilayers from liposomes. 

Lipid bilayer patches samples. DOPC (1,2-dioleoyl-sn-glycero-3-phosphocholine) and 

DOPC:chol (50% concentration) bilayer patches were formed on the gold functionalized 

substrates by the liposome fusion method. For the preparation of the liposomes chloroform and 

methanol, HPLC grade, were purchased from Sigma Aldrich; high purity water (18.2 MU cm) 

was obtained with a MilliQ water purification system (Millipore); DOPC specified as R99% 

pure, was obtained in powder form (Avanti Polar Lipids, Merk) and used without further 

purification. The DOPC liposomes were prepared as follows: DOPC was first dissolved in 

chloroform/methanol (3:1) (v/v) solution to a final lipid concentration of 10 mM. Then the 

solvent was evaporated under a nitrogen stream with constant rotation of the vial. The vial was 

kept in vacuum for 6−8 hours to ensure the absence of organic solvent traces. The dry lipid was 

then resuspended in distilled water at ~60ºC to its final concentration of 0.1 mM. The liposomes 

were spontaneously formed under these conditions and stored at 2ºC −8ºC, always protected 

from light, and used within 1–2 days. The DOPC:chol liposomes were prepared in a similar way. 

Cholesterol was dissolved in chloroform at a concentration of 10 mM. 5 L of DOPC stock 
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solution and 5 L of chol stock solution, both 10 mM, were then mixed in a vial and sonicated in 

ice for 5-10 minutes to ensure disintegration of possible cholesterol aggregates, homogenization 

of the components and inclusion of cholesterol in the lipid bilayer (chol is expected to 

completely dissolve in fluid-like liquid disordered (Ld) lipid bilayers like DOPC ones). The 

solvent was evaporated as previously detailed and the ‘lipid film-cake’ was rehydrated with 1 

mL of milliQ at about 60º, to a final lipid concentration of 0.1 mM. The liposomes formed were 

stored at 2-8ºC, protected from light and used within 1-2 days. For the monocomponent DOPC 

sample, a drop of 80 μL of the DOPC liposome suspension was added to the gold substrate at 

room temperature (25ºC) and incubated for 30 min at 60ºC. The concentration, temperature and 

deposition time were selected to ensure the formation of lipid bilayers only partially covering the 

surface (bilayer patches). Afterwards, the substrate was rinsed several times with water to 

remove the excess of vesicles in suspension. For the mixture sample containing DOPC and 

DOPC:chol bilayer patches, first 40 μL of pure DOPC liposome solution and then 40 μL of 

DOPC:chol 1:1 liposome solution were subsequently added to the substrate with an intermediate 

rinsing step to remove any non adhered DOPC liposome. This sample preparation procedure was 

used to prevent mixing/fusion of liposomes of different types. The reduced lipid mobility on the 

functionalized gold substrate and the selected deposition conditions lead to the formation of 

isolated lipid bilayer patches of the two components (otherwise a homogeneous DOPC:chol 

bilayer would be formed). Four different samples have been analysed in the present study 

containing respectively DOPC patches, DOPC:chol patches (data not shown), DOPC and 

DOPC:chol patches (1/1) and DOPC and DOPC:chol patches (3/1). 

In-liquid SDM measurements. In-liquid SDM measurements were done by following the 

methodology described in Ref. (42), by using an amplitude modulated ac voltage 
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( )( ) ( )0 mod( ) 2 1 cos cosv t v t t = +  applied between a conductive AFM cantilever probe and the gold 

substrate in liquid in a Cervantes commercial AFM system (Nanotec Electronica S.L.). The 

applied voltage had amplitude 0.75 V, electrical frequency 5 MHz and modulation frequency 6 

kHz, and was applied with an external waveform generator (model No. 33250A, Agilent 

Technologies) combined with an external lock-in (LockIn 204/2, Anfatec Instruments). The low 

frequency value (~6 kHz) was chosen to be well below the resonance frequency of the probes in 

liquid (~35 kHz). The high frequency value (~5 MHz) was chosen to be larger than the dielectric 

relaxation frequency of the electrolyte in the drop used to perform the experiments (estimated to 

be in the hundreds kHz's) and to provide the best signal to noise ratio (in the MHz range the 

frequency response of the external electrical circuit can affect the signal reaching the tip-sample 

gap). The applied potential induces an oscillating electrical force acting on the tip which contains 

several harmonics. The oscillation amplitude at the ωmod frequency, Amod, was measured with 

the lock-in amplifier. The measured oscillation amplitude was converted to capacitance gradient 

values trough the relationship (45) ( )
mod mod

2

, 08 offdC dz k A A v m = −  where 
mod ,offA is the lock-in 

offset, k the spring constant, m the photodiode sensitivity and  a renormalization factor close to 

1, which accounts for the potential losses in the electric circuitry due to the use of frequencies in 

the MHz range and to inaccuracies in the determination of the photodiode sensitivity and spring 

constant (45). Raw data corresponding to the dC/dz curves reported in the manuscript are shown 

in the Supporting Information S6. We used HQ:NSC19/Cr-Au gold coated AFM probes 

(MikroMash) with a spring constant in the range 0.05 − 2.3 N/m, calibrated using Sader’s 

method. Topographic and dC/dz images were acquired in the two pass mode line by line, with 

the topography being recorded in conventional intermittent contact mode (with no potential 

applied) and the dC/dz image in constant height mode in off-feedback with the potential applied 
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and with no mechanical oscillation applied. The tip-substrate distance in the electrical images 

was set larger than ~100 nm to ensure non-contact with the sample and to be safely larger than 

both the Debye screening length and the range of the van der Waals interaction, which were 

estimated to be at most ~20 nm from the approach curves. The image acquisition settings (set 

point, scan speed and gains) were chosen to optimize the electrical images rather than the 

topographic images, which in some cases produced topographic images with underestimated 

thicknesses. As in previous works (38), (39), (42), (43), (61) approach curves (N=10) were 

measured on selected positions of the sample (typically on the bare substrate and on the centre of 

large membranes patches)  to calibrate the tip geometry, determine the SDM imaging distances, 

the lipid bilayer specific capacitances and the substrate and tip interfacial capacitances. The 

approach speed of the approach curves was typically ~300 nm/sec. For each sample a large area 

image was first acquired, followed by one or two successive zoom-ins until the desired areas 

were identified. In these areas, electrical images at three different tip-substrate distances were 

acquired. Further imaging was prevented by tip contamination, probably enhanced by the applied 

electric potential. 

Finite element numerical calculations. We quantitatively analysed the dC/dz curves 

following the methodology applied in Refs. (39), (43), and earlier works, by solving the currents 

model implemented in the AC/DC Electrostatic module of COMSOL Multiphysics (Comsol 

Inc.). For frequencies beyond the dielectric relaxation frequency of the electrolyte, this model is 

equivalent to a quasi-static dielectric model (Poisson's model), and it correctly describes in-liquid 

SDM measurements (45), (62). The probe was modelled as in previous works (39), (61), with the 

the difference that an interfacial capacitance that takes into account ion adsorption, the reduced 

dielectric constant of water near a surface (50) and other interfacial effects was added to it  as 
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schematically shown in the inset of Fig. 1d (45). Briefly, the tip consists of a conical tip of height 

H and half cone angle  ended with a tangent sphere of radius R. The indirect cantilever 

contribution was included by adding a disc of thickness W and radius H.tan()+L, sitting on top 

of the cone as discussed in Ref. (63). The interfacial capacitance around the tip was modelled by 

a physical dielectric layer of thickness dtip and dielectric constant εtip (ctip=0tip/dtip). The use of a 

physical dielectric layer for the tip, rather than a distributed capacitance (42), (43), facilitates the 

integration of the Maxwell stress tensor to calculated the force, as discussed elsewhere (45). In 

most calculations we kept fixed dtip=2 nm and only varied εtip. The lipid bilayer patches were 

modelled as a dielectric disc of radius Rm, thickness dm and dielectric constant m (corresponding 

to a specific capacitance cm=0m/dm).  To represent the functionalized electrode interface, a 

distributed capacitance, csub, was assumed on the substrate (43). For the thicknesses of the lipid 

bilayers, the electric force acting on the tip only depends on their specific capacitance (see 

Supporting Information S7). The electric force acting on the probe was determined by integration 

of the Maxwell stress tensor over the conical part of the tip (integration on the cantilever was 

avoided to reduce the numerical noise). Direct cantilever effects were modelled 

phenomenologically through a constant offset, C'off (45). Capacitance gradient approach curves 

were calculated by varying the tip-bilayer patch distance in the geometrical model, while 

capacitance gradient lateral membrane size dependent curves were obtained by keeping the 

distance fixed and varying the radius of the lipid bilayer patch. 

Extraction of the specific capacitance of the lipid bilayer patches. To extract the specific 

capacitance of the lipid bilayer patches we followed a similar approach to the one detailed in 

Ref. (43), with  the modifications discussed elsewhere (45). Since no analytical theoretical 

expression can be used for the given tip-sample geometry, the approach consists in computing 
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numerically theoretical dC/dz vs distance curves, which after interpolation, are fitted to the 

experimental dC/dz vs distance curves. We calibrated the tip geometry using dC/dz curves on the 

metallic substrate, as in previous works (39), (61), (63). Here, the fittings were done by keeping 

the half cone angle, cone height and cantilever thickness fixed to manufacturer values (H=12.5 

m, W=3 m, =21º) and fixing the tip interfacial capacitance within the range ctip~2− F/cm2 

(45). The voltage reduction factor, , was fixed from the long-range part of the dC/dz curve to 

give the set half cone angle (45). Their values were very close to one  =1-1.02. The cantilever 

length was kept to L=3 m, which is a reasonable value to include indirect effects with a disc 

cantilever model (63). The result of the fitting process provided the tip radius, R, the substrate 

interfacial capacitance, csub and the capacitance gradient offset, C'off. With the obtained 

parameters, we calculated capacitance gradient approach curves on the lipid bilayer patch with 

radius, Rm, and thickness, dm, and fitted them to the experimental approach curve measured on 

the centre of the lipid bilayer patches, with the dielectric constant of the membrane, m, as the 

single fitting parameter. As mentioned above, for the lipid bilayer thicknesses (< 10 nm) the 

fittings were sensitive to only the lipid bilayer specific capacitance, cm, which is the value we 

reported. The analysis was done with a custom-made software written in Matlab (Mathworks 

inc.) linked to the COMSOL Multiphysics software. 
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