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Nanoscale Investigation of 
Generation 1 PAMAM Dendrimers 
Interaction with a Protein 
Nanopore
Alina Asandei1, Andrei Ciuca2, Aurelia Apetrei2, Irina Schiopu1, Loredana Mereuta2,  
Chang Ho Seo3, Yoonkyung Park  4 & Tudor Luchian2

Herein, we describe at uni-molecular level the interactions between poly(amidoamine) (PAMAM) 
dendrimers of generation 1 and the α-hemolysin protein nanopore, at acidic and neutral pH, and 
ionic strengths of 0.5 M and 1 M KCl, via single-molecule electrical recordings. The results indicate that 
kinetics of dendrimer-α-hemolysin reversible interactions is faster at neutral as compared to acidic 
pH, and we propose as a putative explanation the fine interplay among conformational and rigidity 
changes on the dendrimer structure, and the ionization state of the dendrimer and the α-hemolysin. 
From the analysis of the dendrimer’s residence time inside the nanopore, we posit that the pH- and salt-
dependent, long-range electrostatic interactions experienced by the dendrimer inside the ion-selective 
α-hemolysin, induce a non-Stokesian diffusive behavior of the analyte inside the nanopore. We also 
show that the ability of dendrimer molecules to adapt their structure to nanoscopic spaces, and control 
the flow of matter through the α-hemolysin nanopore, depends non-trivially on the pH- and salt-
induced conformational changes of the dendrimer.

Dendrimers are polymers distinguished by the presence of regular branching units interacting covalently with a 
central core, displaying a solvent-filled inner core and a homogenous and multivalent, functional-groups contain-
ing, exterior surface, which can be engineered for specific needs1. Topologically, the branching units are arranged 
in concentric-like layers, whose number, usually called generation, increase with each iterative reaction involved 
in the dendrimer synthesis. As early as 1984, poly(amidoamine) (PAMAM) dendrimers obtained from an initi-
ation core of ethylenediamine were the first complete dendrimer family (generations G = 0–7) to be synthesized 
and characterized, followed by commercialization in 19902. They are among the most widely studied dendritic 
structures3. For the different generations of PAMAM dendrimers and when viewed in water, the volume of a 
single dendrimer increases cubically with generation, whereas its mass increases exponentially and the surface 
groups grow exponentially at each generation1, 4.

As a result of their excellent water solubility, reduced toxicity, facile functionalization and topologic tunability, 
dendrimers are in the forefront of biomedical applications such as gene transfection5, drug delivery6–9, they are 
used as imaging agents10, 11, nano-drugs12, 13, and in chemical sensing4, 14.

Dendrimers possess remarkable structural flexibility, which is advantageous when seeking to achieve repro-
ducible and predictable responsiveness to chemical, biological, or physical stimuli. PAMAM dendrimers have 
internal tertiary amines and external primary amines with pK’a values in ranges of 3–6 and 7–9, respectively15, 
so their biophysical properties are expected to change significantly with pH. The pH-dependent conformational 
behavior of dendrimers is a subject of debate, however. On one hand, and as proven by SAXS16 and SANS17 
experiments, the radius of gyration of various generations of the PAMAM dendrimers was found pH dependent, 
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in accord with acidic pH-induced repulsion between dendritic branches or dendrimer back-folding at pH > 9, 
respectively4, 18. These findings were also supported by coarse-grained19, 20 and atomistic simulations18, 21, 22.

On the other hand, other SANS experiments on generations 8 and 4 PAMAM dendrimer23, 24 showed only a 
modest increase in the radius of gyration from pH 10.1 to 4.7, concluding that the radius of gyration (Rg) is mostly 
independent of pH, and this again was backed by other theoretical studies25.

To extend the realm of dendrimer’s medical and nanobiotechnology applications, new generations of 
bio-inspired, smart molecular vehicles for the controlled delivery of dendrimers-conjugated biomolecules are 
needed, and nanopores have emerged lately as ideal candidates.

Nanopores, either solid-state or protein-based, have been proven tremendously useful for the detection, iden-
tification, quantification, and characterization of single molecules26–39 and in mediating transport of various mol-
ecules such as therapeutic agents into cells40–43.

In pioneering studies, authors aimed at describing experimentally and from the perspective of molecular mod-
eling, the molecular view of PAMAM (generations G1 to G5) dendrimers under confinement in the α-hemolysin 
(α-HL) nanopore44, 45. To date however, physical aspects of dendrimers confinement into nanoscale domains need 
further elucidation. Still an open issue, the pH dependence of dendrimer size, conformation and mobility inside 
nanoscale volumes, as opposed to the bulk solution (vide supra), is key for the utilization of PAMAM dendrimers 
as biomolecule delivery vehicles in physiological environments with nanopores.

Herein we employed electrical recordings across a single α-HL nanopore isolated in a lipid membrane, to pro-
vide a deeper insight into the conformational and diffusive properties of the first generation PAMAM dendrimers 
in nanoconfined volumes, at acidic and neutral pH values, in ionic strengths of 0.5 and 1 M KCl. At a given ionic 
strength, the reversible dendrimers-α-HL interactions, quantified through the drop in ionic current they cause dur-
ing translocation through the nanopore, and the average capture and sojourn times inside the nanopore, were found 
to be voltage- and pH-dependent. The ionic current blockade and kinetic analysis of dendrimer passage through 
the nanopore demonstrate the existence of a more compacted dendrimer at neutral than at acidic pH. The experi-
mentally derived diffusion constant of the dendrimer inside the α-HL, was found lower at neutral pH (the case of 
a compacted dendrimer, with a lower radius), as compared to acidic pH (the case of an expanded dendrimer, with 
a larger radius). Modelling to a first approximation dendrimers as ideal, homogeneous spheres, this is in apparent 
contrast to predictions derived from the Stokes–Einstein relation, and we further discuss this phenomenon.

The dendrimer entry and transport through the nanopore, as well as the ion current blockade, differ in exper-
iments undertaken at distinct salt concentrations (0.5 M and 1 M KCl), and neutral pH. We show that the ionic 
current blockade by the dendrimer increases at higher salt concentration. This is counterintuitive, given that the 
effective size of the electrically charged dendrimer is slightly lower in 1 M KCl than 0.5 M KCl, due to a reduced 
Debye screening length and thereby a more compacted dendrimer in 1 M KCl. We show that the dendrimer asso-
ciation to the α-HL is dominated by a free energy barrier, and in addition, the activation free energy of dendrimer 
confinement within the nanopore is higher at a lower salt concentration. The increased friction between the 
dendrimer and the inner walls of the α-HL, as it is the case when the ionic strength is lowered, leads to a reduced 
diffusion coefficient of the dendrimer inside the nanopore, as expected.

Results
In Fig. 1 we represent schematically the structure of the PAMAM-G1 dendrimer used herein, as well as a sketched 
view of the experimental paradigm for investigating the dendrimers-α-HL interactions.

At pH = 3 (Fig. 1, panel a), the trans-added dendrimer (calculated bare charge of QD = +12|e−|, where |e−| 
represents the absolute value of the unit electronic charge) interacts with the positive charges at the β-barrel 
lumen opening (qring = +5.5|e−|), and inside the α-HL it interacts with the positively charged residues from its 
constriction (qconstr. = +6.5|e−|) and vestibule domains (qvest. = +28|e−|)46. These repulsive electrostatic interac-
tions are represented as 

→
Fel , red arrow. At pH = 7 (Fig. 1, panel b), the dendrimer has a calculated bare charge of 

QD = +8|e−|, and it interacts attractively with the negative electric charge on the β-barrel opening (qring = −7|e−|) 
(
→
Fel , purple arrow). At this pH, the constriction and vestibule zone are devoid of electrical charge46. As shown in 

Fig. 1, panels a and b, the electrophoretic (→
Felp) and electro-osmotic forces (

→
Felo) act oppositely on the dendrimer, 

at both pH’s. However, they are reduced in magnitude at neutral as compared to acidic pH, as the charged state of 
the dendrimer is smaller at pH = 7 than at pH = 3, and the anionic selectivity of the nanopore, which determines 
the net solvent velocity across the nanopore, is less prevalent in neutral as compared to acidic buffers.

Single dendrimers interactions with the α-HL generate stochastic reductions of the ionic current across the 
nanopore, viewed as downwardly oriented current spikes (Fig. 2). The time intervals between successive blockade 
events (τon), the blockade extent (ΔIblock) and duration (τoff) were statistically analysed within the general theory 
of Markov processes48, 49.

As shown in Fig. 2, the extent of the voltage-dependent, relative current blockade induced by the dendrimer 
present inside the α-HL was quantified by ΔI

I
block

o
, where ΔIblock = Iblocked − Io, and fitted with a straight line of con-

stant (zero) slope, generating a higher value at neutral ( )0 5 0 006; pH 7I
I
block

o
= . ± .  =∆  than at acidic pH 

= . ± .  =∆( )0 39 0 01; pH 3I
I
block

o
.

The dendrimer capture rate by the nanopore (rateon) quantified through the inverse value of the average asso-
ciation times (rateon = τ−ˆon

1) and marked by ‘▾’ – ‘down triangles’ at pH = 3 (Fig. 3, panel c) and ‘▴’ – ‘up triangles’ 
at pH = 7 (Fig. 3, panel f), varied linearly with the increase in the dendrimer concentration. The dissociation rates 
(rateoff) measured as the inverse value of the average dissociation times as rateoff  =  τ−ˆoff

1, marked by ‘⚫’ – ‘red  
circles’ at pH = 3 (Fig. 3, panel c) and ‘◼’ – ‘red squares’ at pH = 7 (Fig. 3, panel f), remained invariant with the 
increase in the dendrimer concentration. These observations were suggestive of a bimolecular model of 
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PAMAM-G1 – α-HL interactions, for which the corresponding rates constants are related to the reaction rates 
using the expressions: kon = rateon[PAMAM − G1]−1, koff = rateoff. From the linear fit of these data vs. 
[PAMAM − G1] with constant (rateon), and respectively zero slope functions (rateoff), we arrived at corresponding 
values of association and dissociation rate constants (Table 1).

The average association and dissociation times of the dendrimer for the nanopore, scales inversely with the 
applied potential at both pH’s (Fig. 4). The fact that average association times of the dendrimer to the α-HL can 
be fitted with a van’t Hoff-Arrhenius relationship τ = ⋅ − Δ( )a expon

V
b

 demonstrates that the partitioning of the 
dendrimer from the bulk electrolyte inside the nanopore is an energy barrier-limited process31.

Given that the dendrimer dissociates faster from the α-HL at higher applied potentials, leads us to conclude 
that dendrimer translocates through the α-HL, and this process is approximately twice as fast at pH = 7 than at 
pH = 3 (Fig. 4, panels c and d). The indirect indication relating analyte translocation by its voltage-dependence 
dissociation from the nanopore, as used above, was also described and discussed for the case of other ana-
lytes50–55. Note that for the larger PAMAM-G2 dendrimer, at both pH’s, an increase in the applied potential led to 
an increase of the dendrimer’s dissociation time (τoff) (Fig. S1). In this case, the dissociation process reflects the 
dendrimer returning to the trans side, against the electrophoretic force.

To pinpoint the role of electrostatic interactions between the dendrimer and the nanopore, we investigated 
this process at a lower salt concentration. Typical ionic current traces measured through α-hemolysin pore are 
shown in Fig. 5 and the resulting polymer capture rates are plotted in Fig. 6.

Note that the relative extent of dendrimer-induced blockade of the ionic current Δ( )I
I
block

o
 vs. ΔV in 0.5 M KCl, 

was fitted with a zero-slope line of magnitude ΔI
I
block

o
 = 0.43 ± 0.03 (Fig. 5), and is 14% lower than that measured in 

1 M KCl (Fig. 2).
The dendrimer capture rate by the nanopore (rateon) measured in 0.5 M KCl at pH 7 and ΔV = +100 mV 

(Fig. 6, panel c, ‘⬓’ – ‘down-filled squares’), varies linearly with the increase in the dendrimer concentration, 
whereas the dissociation rate (rateoff) (Fig. 6, panel c; ‘⬒’ – ‘up-filled squares’) remains invariant with the increase 
in the dendrimer concentration, suggestive also of a bimolecular model of PAMAM-G1 – α-HL interactions. As 
shown above, from the linear fit of these data with constant (rateon), and respectively zero slope functions (rateoff), 
the corresponding reaction constant rates were derived (Table 1).

The exponential voltage dependency of the dendrimer entry into the nanopore in 0.5 M KCl is consistent with 
an energy barrier-limited association of the analyte at the nanopore’s β-barrel opening (Fig. 6, panel d; data were 
fitted with the equation τ = ⋅ −Δ( )a expon

V
b

, and the shorter residence time for larger applied voltages (Fig. 6, 
panel e), is suggestive of dendrimer translocation through the nanopore.

Figure 1. Principle of dendrimer detection using an α-HL nanopore inserted into a lipid membrane. A 
transmembrane potential difference was applied as shown, with dendrimer on the trans side of the membrane, 
to generate the electrophoretic driving force (→

Felp) for dendrimer capture and transport across the nanopore. 
The sketched interplay of electrophoretic (→

Felp) and electro-osmotic forces (
→
Felo) acting on the PAMAM-G1 

dendrimer in acidic (pH = 3; panel a) and neutral pH (pH = 7; panel b) electrolytic solutions are represented. In 
panel (c) we represented the PAMAM-G1 chemical structure, displaying the eight surface primary amino 
groups (in green) and six tertiary amino groups (in purple and red), as well as their corresponding pKa values47.
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Consistent with the Van’t Hoff-Arrhenius law, the exponential voltage dependence of the dendrimer’s associ-
ation rate to the mouth of the α-HL’s β-barrel (rateon = τ−ˆon

1) in 1 M (Fig. 4, panel b) and 0.5 M KCl (Fig. 6, panel d), 
at pH = 7, were fitted according to = ⋅

Δ − ⁎( )rate A expon
Q V U

k T
eff

B m
 (Fig. S2), where Qeff denotes the effective electric 

charge of the dendrimer, U* is the free energy barrier at the entrance of the α-HL pore in the absence of a trans-
membrane potential, ΔV is the positively biased potential difference across the lipid membrane, kB and Tm are the 
Boltzmann constant and absolute temperature, respectively. The term A depends on the dendrimer’s bulk concen-
tration, its diffusion coefficient, and the geometry of the protein pore31. During these particular experiments, the 
dendrimer concentration (500 µM) was similar at both ionic strengths of the electrolytic solution. For a similar 
value for the dendrimer’s diffusion coefficient in the bulk solution in 0.5 and 1 M ionic strength, one can view the 
term A as roughly similar in both experimental conditions. Given that rateon can be alternatively written as 

= ⋅
∆( )rate r expon

Q V
k T0
eff

B m
, the term = ⋅ − ⁎( )r A exp U

k T0
B m

 approximates the association rate in the absence of the 

applied voltage (ΔV → 0), and the effective electric charge of the dendrimer, Qeff, equals zeff|e−|, where zeff is the 
effective valence of the dendrimer. The resulting values for r0 and zeff, respectively, as determined from the fitted 
exponential curves in Fig. S2, are summarized in Table 2.

Discussion
The ability to control the movement of PAMAM dendrimers in confined nanospaces, by the pH- and 
salt-dependent charging of the dendrimer, may be of fundamental interest when such analytes are to be used in 
conjunction with nanopores, as templates for the design of carriers of biomolecules and drugs, novel therapies, 
toxin inhibitors or biosensors.

The pH-dependent contributions to the PAMAM-G1-α-HL kinetics. The entry and transport of 
PAMAM-G1 dendrimers across the α-HL proceeds differently at low and neutral pH values. While the asso-
ciation of PAMAM-G1 dendrimers to the α-HL is described by a Van’t Hoff-Arrhenius law, indicative of an 
activation barrier for the molecules entry, the association rate constant is slightly higher at neutral than acidic 
pH. To explain this, we propose that the dendrimer capture at the mouth of the α-HL is governed by at least three 
factors: (i) the electrophoretic force stemming from the transmembrane potential; (ii) the electro-osmotic force 

Figure 2. Uni-molecular view of PAMAM-G1 – α-HL interactions at acidic and neutral pH, from 
electrophysiology traces. Selected ionic current recordings reflecting the PAMAM-G1 – α-HL interactions, 
and all-events histograms, recorded at ΔV = +100 mV, in 1 M KCl, at acidic (pH = 3; panel a) and neutral pH 
(pH = 7; panel c). The dendrimer was trans-added at a bulk concentration of 500 μM. Indicated are the ionic 
current levels assigned to the free nanopore (‘open’)(Io), and the transiently occupied nanopore by a single 
dendrimer (‘blocked’)(Iblocked). The zoomed-in traces illustrate the main parameters used to describe the 
electrical signature of the PAMAM-G1 – α-HL interactions (i.e., τon; inter-event time, τoff; blockade duration 
and ΔIblock; current blockage amplitude). In panels b and d we illustrate the ΔIblock vs. ΔV dependence (at 
pH = 3; empty squares (◽); panel b, and respectively at pH = 7; empty-circles (○); panel d), and that of the 
relative current blockade (ΔIblock/Io) vs. ΔV (at pH = 3; red-filled diamonds (⬧); panel b, and respectively at 
pH = 7; blue-filled circles (⚫); panel d).
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associated to the net transport of water across the ion-selective α-HL; (iii) the electrostatic interaction of the den-
drimer with the β-barrel of the α-HL on the trans-side and the pH-dependent dendrimer geometric size, which 
influences the analyte’s subsequent partition into the α-HL’s β-barrel.

As for the electrophoretic component (i), we can safely ignore its contribution as a determinant factor for the 
increase in the association rate constant at neutral, as compared to acidic pH. The reason is that the higher degree 
of protonation of dendrimer’s amine moieties at pH = 3 as compared to pH = 7, would translate into a larger elec-
trophoretic force acting on the dendrimer at acidic pH, and subsequent augmented association of the analyte to 
the nanopore as compared to neutral pH.

Given that the α-HL enhances its anion selectivity at pH = 3 as compared to neutral pH ( + −P P/K Cl  ~ 0.453 at 
pH = 3 and + −P P/K Cl  ~ 0.703 at pH = 7, see also Fig. S3), an augmentation of the electro-osmotic flow (ii) ensues 
at low pH, and this was proven to influence the analyte partitioning inside the α-HL49, 56. For the present case of a 
trans side, positively biased α-HL, the electro-osmotic flow is cis-to-trans oriented, opposite to the dendrimer 
motion toward the α-H’s β-barrel. As a result, the lower electro-osmotic flow through the positively voltage biased 
α-HL, at pH = 7 as compared to pH = 3, may account partly for the slightly larger ability of the dendrimer to 
associate to the α-HL at neutral pH. The fact that the electro-osmotic flow is a non-negligible contributor to the 
dynamics of dendrimer capture by the α-HL, is strongly supported by the fact that in a more alkaline buffer 
(pH = 10.3), which renders the dendrimer almost uncharged and not affected by the electrophoretic force, the 
dendrimer-α-HL interactions are still visible (Fig. S4). To explain this, we recall that under such alkaline condi-
tions, the α-HL reverses its selectivity and becomes cation selective57, and the direction of the electro-osmotic 
flow reverses as compared to the previous cases explored herein. This in turn promotes the effective capture and 
transport of the dendrimer through the nanopore at pH = 10.3, despite the fact the electrophoretic force acting on 
the dendrimer or other electrostatic-related dendrimer-nanopore interactions, become vanishingly small. The 
non-negligible role played by the electro-osmotic force on setting the analyte dynamics across the nanopore was 

Figure 3. The kinetics description of PAMAM-G1 – α-HL interactions, at acidic and neutral pH. 
Representative histograms of the inter-event (τon) and blockade duration intervals (τoff) characterizing the 
PAMAM-G1 – α-HL reversible interactions recorded at a transmembrane potential of ΔV = +100 mV, in 1 M 
KCl, at pH = 3 (panels a and b) and pH = 7 (panels d and e). At distinct concentrations of the dendrimer, such 
histograms were fitted with a mono-exponential function, and corresponding reaction rates describing the 
PAMAM-G1 – α-HL interactions were derived.

pH = 3 pH = 7

1 M KCl
kon = 12.2 × 103 ± 0.6 × 103 s−1 M−1 kon = 15.8 × 103 ± 0.8 × 103 s−1 M−1

koff = 2.2 × 103 ± 9.95 s−1 koff = 4.4 × 103 ± 60.3 s−1

0.5 M KCl
kon = 4.8 × 103 ± 0.4 × 103 s−1 M−1

koff = 2.4 × 103 ± 9.4 s−1

Table 1. The association (kon) and dissociation (koff) rate constants characterizing PAMAM-G1 – α-HL 
interactions at ΔV = +100 mV, and distinct pH and salt concentrations values used herein.

http://S3
http://S4


www.nature.com/scientificreports/

6SCIeNTIfIC RepoRtS | 7: 6167 | DOI:10.1038/s41598-017-06435-1

reported previously58–63, and we demonstrated that the electro-osmotic force can capture a peptide at the entry of 
the α-HL and transiently trap it inside it, against the electrophoretic force56.

Electrostatic- and confinement-related contributions (iii) can also determine the pH-dependent 
PAMAM-G1-α-HL interactions. As sketched in Fig. 1, the net charge on the α-HL’s β-barrel opening on the 
trans side, goes from ~−7 |e−| at pH = 7 to ~+5.5 |e−| at pH = 3, and on the dendrimer from ~+8 |e−| at pH = 7 
to ~+12 |e−| at pH = 3. Consequently, the dendrimer-α-HL electrostatic, attractive interactions could contribute 
and lower the free energy barrier associated to the dendrimer entry into the nanopore at neutral, as compared 
to acidic pH. It should be noted however that such interactions manifest themselves only when the two systems 
(the dendrimer and the α-HL) come at a sub-nanometer distance, since all electrostatic charges are screened by 
the counterions in the electrolyte, and the Debye screening length κ−1 ~ 0.3 nm at 1 M KCl and a temperature of 
300 K. Note that even in pure water at a room temperature of Tm = 300 K, the relevant scale where the Coulomb 
energy between two elementary electric charges is balanced by the thermal fluctuation energy, is given by the 
Bjerrum length (lB), which equals ~0.7 nm64. On the other hand, as we show in Fig. 2, panels b and d and the dis-
cussion below, our data suggest a more compacted dendrimer at neutral than acidic pH, which is also supported 
by other reports65. We therefore posit that a lesser confinement penalty for the dendrimer entry inside the α-H’s 
β-barrel exists at pH = 7 as compared to pH = 3. In further support, it was suggested that below pH 6, the proto-
nation of tertiary amine groups and the ensuing charge-charge repulsion, renders the PAMAM dendrimer more 

Figure 4. The dynamics of PAMAM-G1 – α-HL interactions, at acidic and neutral pH. The voltage-dependence 
of inter-event (τon) and blockade duration intervals (τoff) characterizing the stochastic ionic current events 
associated to the dendrimer – α-HL interactions, at a 500 μM concentration of the dendrimer in 1 M KCl, at 
pH = 3, panels a and c and pH = 7, panels b and d.

Figure 5. Representative single-channel current trace reflecting the PAMAM-G1 – α-HL interactions in 
0.5 M KCl, at pH = 7. In panel a we show a typical electrophysiology trace reflecting the PAMAM-G1 – α-HL 
reversible blockades recorded at ΔV = +100 mV, in 0.5 M KCl and pH = 7, and the corresponding all-events 
histogram. The dendrimer (500 μM) was added on the trans side of the recording chamber. The zoomed-in 
trace in the inset depicts the blockade amplitude (ΔIblock) and the corresponding duration (τoff), for a single 
PAMAM-G1 – α-HL interaction event. In panel b we illustrate the ΔIblock vs. ΔV dependence (‘⬒’ – ‘up-filled 
squares’) and that of the relative current blockade (ΔIblock/Io) vs. ΔV (‘◨’ – ‘right-filled squares’).
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rigid66, 67, which imposes an additional confinement-related penalty for the dendrimer squeeze inside the α-HL’s 
β-barrel at pH = 3, as compared to a neutral one.

PAMAM-G1 dendrimers are more compact in neutral than acidic electrolytes. As stated in 
the ‘Introduction’, the pH-dependent size of various generations of the PAMAM dendrimers, is still being dis-
puted. To further shed light on this, we sought to correlate the amplitude of current blockades associated to 
PAMAM-G1-α-HL interactions, recorded at uni-molecular level and distinct pH values, with the dendrimer size.

Qualitatively speaking, the extent of the current blockade generated by the inclusion of an analyte inside a 
cylindrical nanopore, ΔIblock, is directly proportional to the electrolyte volume excluded by the analyte (δ) 
(Δ

σ δΔ
~Iblock

V

l
buffer

p
2

, where σbuffer represents the conductivity of the electrolyte, ΔV is the transmembrane potential 

across the nanopore, and lp is the nanopore’s length)68. The reader should remember however, that the applicabil-
ity of this formula is not straightforward. One notable difficulty in applying it to faithfully evaluate the analyte 
volume from the ΔIblock, lies in that for a nanopore shape departed from the cylinder geometry, the current block-
ade varies with the molecule position inside the nanopore, becoming more prevalent as the cross-sectional 
domains of the nanopore get smaller69, 70, and the net charge on a particle can contribute to the current 
blockade71–74.

As shown in Fig. 2, we noted a larger relative blockade (ΔI
I
block

o
) at neutral as compared to acidic pH, establishing 

in the first place that the overall size of the dendrimer changes with pH. Based upon the formula presented above 
(Δ

σ δΔ
~Iblock

V

l
buffer

p
2

) and at a first glance, this experimental observation would suggest the existence of a more 

expanded dendrimer at neutral (due to the large ΔI
I
block

o
) as compared to acidic pH (due to the small ΔI

I
block

o
). 

However, an in-depth analysis done as previously45, correlates the data presented in Fig. 2 with the existence in 
fact of a more compacted dendrimer at pH = 7 than pH = 3. Knowing that he maximum amount of 
dendrimer-induced blockade is expected to occur within the ~0.5 nm in length and ~1.5 nm limited aperture of 
the constriction region the nanopore75, a larger relative blockade recorded at pH = 7 than pH = 3 suggests that a 

Figure 6. The kinetics description of PAMAM-G1 – α-HL interactions in 0.5 M KCl, at pH = 7. Representative 
histograms of the inter-event (τon) (panel a) and blockade duration intervals (τoff) (panel b) characterizing 
the PAMAM-G1 – α-HL interactions recorded at ΔV = +100 mV, in 0.5 M KCl, at pH 7, with the trans-side 
added dendrimer (500 μM). The histograms were fitted with mono-exponential functions, and corresponding 
reaction rates describing the PAMAM-G1 – α-HL interactions were derived. The dendrimer capture rate by 
the nanopore (rateon, ‘⬓’ – ‘down-filled squares’), and the dissociation rate (rateoff, ‘⬒’ – ‘up-filled squares’) are 
shown in panel c. The voltage-dependence of inter-event times (τon) and blockade durations (τoff) are shown in 
panels d (‘⬓’ – ‘down-filled squares’) and e (‘⬒’ – ‘up-filled squares’).

zeff r0 (s−1)

1 M KCl (pH = 7) 0.49 ± 0.03 1.40 ± 0.14

0.5 M KCl (pH = 7) 0.94 ± 0.04 0.08 ± 0.01

Table 2. Estimated values for the capture rate of the dendrimer (r0) by the α-HL at equilibrium (ΔV → 0), and 
the effective valence (quantified by zeff) of the dendrimer’s surface in contact with the α-HL’s lumen opening, 
during capture.
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more compacted dendrimer exists at pH = 7 than 3, enabling it to more favourably lodge within the constriction 
region the nanopore at pH = 7 than 3. The presence of the dendrimer within the constriction region the nanopore 
is also electrostatically favoured at neutral as compared to acidic pH, given the un-charged state of the α-HL’s 
constriction region on the former, as compared to the latter case (see Fig. 1). The fact that the dendrimer dissoci-
ation rate from the nanopore (rateoff) is larger at neutral than at acidic pH (Fig. 4), is again an indication of the 
more compacted dendrimer at neutral pH, which helps it squeeze through the constriction region of the α-HL.

The PAMAM-G1’s diffusion coefficient inside α-HL’s nano-volume scales inversely with its 
size. To the best of our knowledge, only a few simulation studies have addressed the problem of dendrimer 
diffusion, and these applied to bulk conditions alone76–78. Herein, the residence time of the dendrimer inside the 
α-HL (τoff) was modelled as the first passage time for one-dimensional diffusion of a charged particle in a con-
stant electric field and the electro-osmotic flow through the nanopore49, 68. Based on the theoretical formalism 
and assumptions outlined in the Supplementary Information (‘Uni-dimensional formalism for the derivation of the 
dendrimer drift velocity inside the α-HL nanopore, under the collective influence of electro-osmotic and electropho-
retic forces’), we estimated the values of the dendrimer’s diffusion coefficient inside the nanopore (Table S1). Since 
the dendrimer-induced current blockades through the α-HL display a linear dependence vs. ΔV, regardless of 
the working conditions (Figs 2 and 6), we exclude the voltage-induced, partially (un)folded conformations of the 
dendrimer at distinct applied potentials, so that the viscosity contributions to the diffusion process remain invar-
iant vs. ΔV. In accord with the data presented in Table S1, the average, lower limits of the diffusion coefficient, 
calculated for all experimental conditions employed, were: D = 3.04E-8 ± 0.27E-8 cm2 s−1 (1 M KCl, pH = 3), 
D = 1.78E-8 ± 0.19E-8 cm2 s−1 (1 M KCl, pH = 7), D = 1.12E-8 ± 0.08E-8 cm2 s−1 (0.5 M KCl, pH = 7).

At least two important remarks are pertinent at this point: (1) the calculated values of PAMAM-G1 diffusion 
coefficients inside the α-HL, are roughly two orders of magnitude lower than those estimated for dye-labelled, 
PAMAM-G1 dendrimers moving in free-standing silica colloidal crystals, containing nanopores with diameters 
larger than 14 nm79 or in bulk solution80 (2) quite unexpectedly, despite the herein established dendrimer’s more 
compacted geometry at neutral than acidic pH, the diffusion coefficient of the dendrimer inside the α-HL was 
estimated to be in fact approximately two-times larger at pH = 3 than at pH = 7. This is counterintuitive at least in 
relation to the Stokes–Einstein formula, regarding the dependence of diffusion coefficient D on the analyte radius 
( =

πη
D

r
k T
6

B m , for the diffusion in a medium with viscosity η of a spherical particle of radius r and volume δvolume; 

= δ
π

r 3
4
volume3  ).

To explain this, we suggest that electrostatic interactions between the charged dendrimer and the inner walls 
of the nanopore are major determinants of the overall friction experienced by moving dendrimers, aside from 
hydrodynamic effects contained in the Stokes–Einstein relation. In this scenario, the electrostatic landscape 
inside the nanopore and electrolyte movement can fine-tune the viscosity-related, friction term entering the 
Stokes–Einstein relation. As suggested qualitatively in Fig. S5, the electrostatic attractive interactions between the 
nanopore-captured, trans-to-cis moving dendrimer, and the nanopore’s β-barrel at neutral, as opposed to acidic 
pH (when these interactions become overall repulsive), contribute to a smaller diffusion coefficient of the den-
drimer under neutral, in comparison to acidic conditions. Previous research has suggested that for flexible and 
porous polymers (as dendrimers), the average geometrical size is not necessarily a faithful measure of the diffu-
sion coefficient, in the sense that Stokes–Einstein relation may not apply strictly78. The effect of electrostatic inter-
actions between the analyte and nanopore on analyte’s translocation was demonstrated in another work, which 
showed that the single-file DNA transit through functionalized solid-state nanopores is slowed-down at low pH’s, 
through the acidic pH-induced, increasingly positive charged state of the inner surface of the nanopore81.

The salt effect on the dendrimer geometry. Low salt buffers promote more expanded 
PAMAM-G1 dendrimers than high salt buffers. We recorded a larger relative blockade Δ( )I

I
block

o
 induced 

by the PAMAM-G1 dendrimer in electrolytes containing 1 M KCl (Fig. 2) than 0.5 M KCl (Fig. 5), at pH = 7. As 
above, we draw attention on the difficulty to apply the formula above to un-equivocally evaluate the analyte’s 
volume from the ∆Iblock

71–74.
We note that electrostatic repulsive interactions among the positively charged moieties in dendrimer, deter-

mine via the Debye screening, its overall conformation. In high salt electrolytes, when such electrostatic effects 
are reduced upon counterion condensation, the size of the dendrimer becomes lower than in low salt23. It would 
be therefore expected that the excluded volume of electrolyte by a dendrimer inside the α-HL and ionic current 
blockade, become correspondingly lower in more concentrated than less concentrated electrolytes. As presented 
in Figs 2 and 5 however, the opposite is seen. We propose that a candidate mechanisms which may account for 
the slightly larger degree of current obstruction through the α-HL in 1 M as opposed to 0.5 M KCl, lies in that a 
less expanded dendrimer in 1 M than 0.5 M KCl is more likely to fully enter the constriction region of the nan-
opore, and exert the largest extent of ionic current blockade. This finding is similar to previous ones, when the 
interactions between specific charged peptides and the α-HL pore were studied and evaluated in distinct salt 
solutions33.

The salt effect on the kinetics of PAMAM-G1-α-HL interactions. In kinetic terms and as shown 
in Figs 3 and 6, at neutral pH, the 1 M KCl-containing buffer augments the association rate constants of 
dendrimer-α-HL interaction, as compared to the 0.5 M KCl buffer. From an entropic perspective alone, in low 
as opposed to high salt buffers, the dendrimer is overall more rigid, partly due to stronger repulsive electro-
static interactions among the positively charged amine moieties, mediated by the lesser Debye screening66, 67. 

http://S1
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Thus, low salt buffers entail an enhanced confinement-related penalty associated to the free energy needed to 
change the spatial conformation of the dendrimer, to accommodate it inside the constrictive inner volume of 
the nanopore.

On the other hand, in 0.5 as opposed to 1 M KCl-containing buffer, the attractive electrostatic interactions 
between the dendrimer and the α – HL, are augmented due to the increase in the Debye length. Note that this 
is true, since the corresponding Debye lengths in the two conditions are κ−1 ≈ 3 Å at 1 M KCl and κ−1 ≈ 4 Å at 
0.5 M KCl, respectively, which are comparable to difference between the average diameter of the α – HL’s β-barrel 
(~20 Å) and that of the dendrimer itself (~18 Å). Consequently, and mediated by electrostatic-related effects, this 
would result in a net increase of the peptide capture rate - via a decrease in the free energy barrier of dendrimer 
association to the pore - in low, as opposed to high salt containing buffers. Note that this tendency is opposite to 
the confinement-related contribution presented above.

To conciliate the opposing electrostatic and confinement effects on PAMAM-G1 association to the nanopore, 
and having established that the dendrimer’s apparent radius is smaller in 1 M than 0.5 M KCl, we propose that in 
1 M KCl, less restrictive confinement effects are dominant and lead to the overall augmentation of the dendrimer 
partitioning into the α-HL’s β-barrel, as compared to 0.5 M KCl. This is also in agreement with previous work, in 
which the capture and transport of dextran sulfate molecules82 or peptide through a α-HL protein33, were shown 
to diminish as the buffer’s ionic strength decreased.

The average value of residence times of the dendrimer inside the α-HL in 0.5 and 1 M KCl, measured at 
pH = 7 and various ΔV’s, were analysed within the framework of the first passage time for one-dimensional dif-
fusion formalism (Supplementary Information), and the lower limit of average values of the diffusion coefficient 
were obtained (D = 1.78E-8 ± 0.19E-8 cm2 s−1 (1 M KCl, pH = 7), and D = 1.12E-8 ± 0.08E-8 cm2 s−1 (0.5 M KCl, 
pH = 7). The observation that the dendrimer’s diffusion coefficient almost doubles in 1 M as compared to 0.5 M 
KCl, is attributable at least in part to the reduced friction of the dendrimer inside the nanopore, through more 
screened electrostatic interactions between the inner walls of the α-HL and the dendrimer, in high as compared 
to low salt buffers.

Low-salt, as opposed to high-salt buffers, augment the energy barrier associated to the den-
drimer entry inside the α-HL. As presented in Fig. S2, one could model the capture mechanism of den-
drimer molecules by the α-HL within the framework of the classical Kramers’ theory, and estimate the association 
rate constants of the dendrimers to the α-HL’s lumen at pH = 7, in buffers containing 1 M KCl or 0.5 M KCl, near 
equilibrium conditions (ΔV → 0) (Table 2). The effective valence of the dendrimer is higher in 0.5 as compared 
to 1 M KCl buffers (Table 2), consistent with the reduced degree of charge screening under low ionic strength 
buffers. Note that zeff is much lower than the bare charge of the dendrimer molecules, and this may be accounted 
for by the fact that most of the charges on the dendrimer are not in a region of the β-barrel’s mouth during entry, 
as suggested in similar cases83–85.

By calculating the ratio of r0 values for the two ionic strengths employed (Table 2) 
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. At a room temperature of Tm = 295 K, we derived ΔU* = 1.69 kcal mol−1, as a quantitative measure for the 

energy barrier U* difference associated to the dendrimer entry inside the α-HL in a low as compared to a high ionic 
strength buffer, at equilibrium (ΔV = 0). At this point, it’s worth noting that by measuring the salt-dependence of ssDNA 
and dsDNA capture by the ClyA nanopore, authors have demonstrated that the capture mechanism (i.e., diffusion-limited 
for the dsDNA and barrier crossing for the ssDNA, respectively) depends upon the spatial conformation of the analyte, 
namely a rigid rod for the dsDNA and coil conformation for the ssDNA73. Moreover, the fact that decreasing ionic 
strength entails an increase of the persistence length of DNA, adds up to the complexity of such findings86.

In summary, the key findings of our work are threefold: (i) the dynamics of reversible interactions between 
PAMAM-G1 dendrimers and the α-HL nanopore is sensitive to pH and ionic strength changes in the electro-
lyte solution, by a fine interplay among conformational and rigidity changes on the dendrimer structure, and 
the ionization state of the dendrimer and nanopore. We established that low pH values and low salt concentra-
tions in the electrolyte solution, augment the effective size of the dendrimers used herein; (ii) more compact 
PAMAM-G1 dendrimers, in neutral as compared to acidic buffers, diffuse slower inside the α-HL’s nanoscopic 
interior, suggestive of the non-Stokesian diffusive behaviour; (iii) the dendrimer-induced blockade on the ionic 
current through the nanopore, and therefore its ability to occupy nanoscopic spaces, depend non-trivially on the 
pH- and salt-induced conformational changes of the dendrimer. To conclude, our study highlights the impor-
tance of pH- and salt-induced physical changes on the dendrimer structure, which can tailor its self-diffusion 
and the flow of matter through nanopores. This is especially useful in: (i) instances where such hyperbranched 
polymers will be at the core of improved therapeutic approaches, as multivalent blockers of matter flow through 
pore forming exotoxins excreted by particular lethal bacterial strains, or (ii) as nanocarriers in ‘encapsulation 
and release’ applications, given the important role played by electrostatic interactions in establishing meta-stable 
analytes-dendrimer complexes87.

Materials and Methods
The PAMAM dendrimers of generation 1 and 2, with an ethylenediamine core (2-carbon core) and 8 surface 
primary amino groups (PAMAM-G1), and 16 surface primary amino groups, respectively (PAMAM-G2), were 
manufactured by Dendritech®, Inc. and purchased from Sigma-Aldrich, Germany.

A phospholipid membrane bilayer made from 1,2-diphytanoyl-sn-glycerophosphocholine (Avanti Polar 
Lipids, Alabaster, AL) dissolved in n-pentane (HPLC-grade, Sigma–Aldrich, Germany) was formed using the 

http://S2
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Montal-Muller technique88 across a ~ 120 μm diameter orifice formed in a 25 μm-thick Teflon film (Goodfellow, 
Malvern, MA), pretreated with 1:10 hexadecane/pentane (HPLC-grade, Sigma–Aldrich, Germany), separating 
the cis-chamber (grounded) and the trans-chamber of the recording cell36. The experiments were conducted 
at room temperature of ~22 °C in 1 M and 0.5 M KCl, buffered with 5 mM MES for pH = 3, 10 mM HEPES for 
pH = 7 and 10 mM CAPS for pH = 10.3. The self-assembly and inclusion of a single α-HL heptameric nano-
pore into the phospholipid bilayer was obtained by adding in the cis-chamber small volumes (~1 μL) of α-HL 
protein monomeric solution, from a stock solution made in 0.5 M KCl. After the insertion of a single, stable 
α-HL pore into the planar lipid membrane, seen as a jump in the ionic current from ~0 to ~100 pA at an applied 
transmembrane potential ΔV = +100 mV, for 1 M KCl solutions, the PAMAM-G1 dendrimer was added in the 
trans-chamber from a 10 mM stock solution made in methanol, to achieve final concentrations varying from 100 
to 600 μM. For the experiments involving the PAMAM-G2 dendrimer, the analyte was added from a stock solu-
tion made in methanol (20 mM), at a trans concentration of 500 μM. Note that in this study, the particular choice 
of dendrimer addition side was made as to facilitate conclusions to be drawn within the theoretical frame pre-
sented previously45. With a reversed polarity of the transmembrane potential, cis-added dendrimer interactions 
with the nanopore are visible as well (not shown here). In other experiments performed with charged peptides56, 
we demonstrated that such small analytes do interact with the nanopore from either side.

Measurements were carried out by applying trans-positive voltages ranging between +50 ÷ +100 mV, and 
the resulting currents reflecting the dendrimer reversible blockades of the α-HL pore were current-to-voltage 
converted and amplified with an Axopatch 200B (Molecular Devices, USA) instrument, digitized at a sampling 
frequency of 80 kHz with a NI PCI 6221 16-bit acquisition board (National Instruments, USA), and low-pass 
filtered at 10 kHz. In order to reduce the effect of environmental noise, the recording system was shielded in a 
Faraday cage (Warner Instruments, USA), and placed on a vibration-free platform (BenchMate 2210, Warner 
Instruments, USA). A virtual instrument was developed within LabVIEW 8.20 platform (National Instruments, 
USA), to facilitate the control and recording of the electrical signals. All numerical analysis and graphic rep-
resentations of the recorded data were done using pClamp 6.03 (Axon Instruments, USA) and Origin 6 (Origin 
Lab, USA).

To enable increased accuracy of the analysis of low pass-filtered current blockade events, apparent more fre-
quent at pH = 7 (Fig. S6), the analysis of dissociation times was performed as described previously89.

Determination of α-HL’s ion selectivity. The ion selectivity of the free and dendrimer-blocked α-HL, 
respectively, was determined from electrophysiology recordings of the ion current mediated by the nanopore as a 
function of voltage, using a salt gradient of 0.1 M KCl (cis)/3 M KCl (trans). The Ag–AgCl electrodes were con-
nected to the bilayer chamber via salt bridges made of agarose (~1% w/v) dissolved in 3 M KCl. The electrolyte 
solutions were buffered with 10 mM HEPES and 5 mM MES for the measurements performed at pH = 7, and at 
pH = 3, respectively. Current–voltage (I-ΔV) diagrams were used to determine the reversal potential (Ψrev) of the 
free (Ψα−

rev
HL) and dendrimer-blocked α-HL (Ψα− + −

rev
HL PAMAM G1), respectively, at both pH values (Fig. S3). The 

charge selectivity of the nanopore ( + −P P/K Cl ) in either pH, estimated in the absence or presence of the dendrimer 
inside the α-HL, was assessed using an alternative form of the Goldman-Hodgkin-Katz equation:
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chemical activities of chloride and potassium ions on the trans and cis side of the membrane, respectively, F rep-
resents the Faraday constant, R is the ideal gas constant, and Tm is the absolute temperature (Tm = 295 K). The 
chemical activities were calculated according to Pitzer equation90, as the product of the activity coefficient,γi and 
the corresponding molar concentrations of the species i, ai = γici (aKCl = 0.077 for cKCl = 0.1 M, and aKCl = 1.7 for 
cKCl = 3 M).

References
 1. Bosman, A. W., Janssen, H. M. & Meijer, E. W. About dendrimers: structure, physical properties, and applications. Chem. Rev. 99, 

1665–1688 (1999).
 2. Tomalia, D. A. Birth of a new macromolecular architecture: dendrimers as quantized building blocks for nanoscale synthetic organic 

chemistry. Aldrichimica Acta 37, 39–57 (2004).
 3. Kukowska-Latallo, J. F. et al. Efficient transfer of genetic material into mammalian cells using starburst polyamidoamine dendrimers. 

Proc. Natl. Acad. Sci. USA 93, 4897–4902 (1996).
 4. Svenson, S. & Tomalia, D. A. Dendrimers in biomedical applications-reflections on the field. Adv. Drug Deliv. Rev. 57, 2106–2129 

(2005).
 5. Boas, U. & Heegaard, P. M. Dendrimers in drug research. Chem. Soc. Rev. 33, 43–63 (2004).
 6. Balogh, L., Swanson, D. R., Tomalia, D. A., Hagnauer, G. L. & McManus, A. T. Dendrimer-silver complexes and nanocomposites as 

antimicrobial agents. Nano Lett. 1, 18–21 (2001).
 7. Kojima, C., Kono, K., Maruyama, K. & Takagishi, T. Synthesis of polyamidoamine dendrimers having poly(ethylene glycol) grafts 

and their ability to encapsulate anticancer drugs. Bioconjug. Chem. 11, 910–917 (2000).
 8. Kolhe, P., Misra, E., Kannan, R. M., Kannan, S. & Lieh-Lai, M. Drug complexation, in vitro release and cellular entry of dendrimers 

and hyperbranched polymers. Int. J. Pharm. 259, 143–160 (2003).
 9. Sarin, H. et al. Effective transvascular delivery of nanoparticles across the blood-brain tumor barrier into malignant glioma cells. J. 

Transl. Med. 6, 80 (2008).
 10. Wiener, E. C. et al. Molecular dynamics of ion–chelate complexes attached to dendrimers. J. Am. Chem. Soc. 118, 7774–7782 (1996).

http://S6
http://S3


www.nature.com/scientificreports/

1 1SCIeNTIfIC RepoRtS | 7: 6167 | DOI:10.1038/s41598-017-06435-1

 11. Langereis, S., de Lussanet, Q. G., van Genderen, M. H. P., Backes, W. H. & Meijer, E. W. Multivalent contrast agents based on 
gadolinium-diethylenetriaminepentaacetic acid-terminated poly(propylene imine) dendrimers for magnetic resonance imaging. 
Macromolecules 37, 3084–3091 (2004).

 12. Chen, C. Z. et al. Quaternary ammonium functionalized poly(propylene imine) dendrimers as effective antimicrobials: 
structure–activity studies. Biomacromolecules 1, 473–480 (2000).

 13. Bourne, N. et al. Dendrimers, a new class of candidate topical microbicides with activity against herpes simplex virus infection. 
Antimicrob. Agents Chemother. 44, 2471–2474 (2000).

 14. Tokuhisa, H. & Crooks, R. M. Interactions between organized, surface-confined monolayers and vapor-phase probe molecules. 12. 
Two new methods for surface-immobilization and functionalization of chemically sensitive dendrimer surfaces. Langmuir 13, 
5608–5612 (1997).

 15. Tomalia, D. A. et al. New class of polymers: starburst-dendritic macromolecules. Polym. J. 17, 117–132 (1985).
 16. Rathgeber, S., Monkenbusch, M., Kreitschmann, M., Urban, V. & Brulet, A. Dynamics of star-burst dendrimers in solution in 

relation to their structural properties. J. Chem. Phys. 117, 4047–4062 (2002).
 17. Topp, A., Bauer, B. J., Tomalia, D. A. & Amis, E. J. Effect of solvent quality on the molecular dimensions of PAMAM dendrimers. 

Macromolecules 32, 7232–7237 (1999).
 18. Lee, I., Athey, B. D., Wetzel, A. W., Meixner, W. & Baker, J. R. Jr. Structural molecular dynamics studies on polyamidoamine 

dendrimers for a therapeutic application: effects of pH and generation. Macromolecules 35, 4510–4520 (2002).
 19. Welch, P. & Muthukumar, M. Tuning the density profile of dendritic polyelectrolytes. Macromolecules 31, 5892–5897 (1998).
 20. Giupponi, G., Buzza, D. M. A. & Adolf, D. B. Are polyelectrolyte dendrimers stimuli responsive? Macromolecules 40, 5959–5965 

(2007).
 21. Opitz, A. W. & Wagner, N. J. Structural investigations of poly(amido amine) dendrimers in methanol using molecular dynamics. J. 

Polym. Sci. Part B: Polym. Phys. 44, 3062–3077 (2006).
 22. Maiti, P. K. & Goddard, W. A. III Solvent quality changes the structure of G8 PAMAM dendrimer, a disagreement with some 

experimental interpretations. J. Phys. Chem. B 110, 25628–25632 (2006).
 23. Nisato, G., Ivkov, R. & Amis, E. J. Size invariance of polyelectrolyte dendrimers. Macromolecules 33, 4172–4176 (2000).
 24. Chen, W. R., Porcar, L., Liu, Y., Butler, P. D. & Magid, L. J. Small angle neutron scattering studies of the counterion effects on the 

molecular conformation and structure of charged G4 PAMAM dendrimers in aqueous solutions. Macromolecules 40, 5887–5898 
(2007).

 25. Liu, Y., Bryantsev, V. S., Diallo, M. S. & Goddard, W. A. III PAMAM dendrimers undergo pH responsive conformational changes 
without swelling. J. Am. Chem. Soc. 131, 2798–2799 (2009).

 26. Kasianowicz, J. J. et al. Analytical applications for pore-forming proteins. Biochim. Biophys. Acta 1858, 593–606 (2016).
 27. Kowalczyk, S. W., Blosser, T. R. & Dekker, C. Biomimetic nanopores: learning from and about nature. Trends Biotechnol. 29, 607–614 

(2011).
 28. Gu, L. Q. & Shim, J. W. Single molecule sensing by nanopores and nanopore devices. Analyst 135, 441–451 (2010).
 29. Bayley, H. & Cremer, P. S. Stochastic sensors inspired by biology. Nature 413, 226–230 (2001).
 30. Howorka, S. & Siwy, Z. Nanopore analytics: sensing of single molecules. Chem. Soc. Rev. 38, 2360–2384 (2009).
 31. Oukhaled, A., Bacri, L., Pastoriza-Gallego, M., Betton, J. M. & Pelta, J. Sensing proteins through nanopores: fundamental to 

applications. ACS Chem. Biol. 7, 1935–1949 (2012).
 32. Asandei, A., Schiopu, I., Iftemi, S., Mereuta, L. & Luchian, T. Investigation of Cu2+ binding to human and rat amyloid fragments Aβ 

(1-16) with a protein nanopore. Langmuir 29, 15634–15642 (2013).
 33. Mereuta, L., Asandei, A., Seo, C., Park, Y. & Luchian, T. Quantitative understanding of pH- and salt-mediated conformational 

folding of histidine-containing, β-hairpin-like peptides, through single-molecule probing with protein nanopores. ACS Appl. Mater. 
Interfaces 6, 13242–13256 (2014).

 34. Soskine, M., Biesemans, A., De Maeyer, M. & Maglia, G. Tuning the size and properties of ClyA nanopores assisted by directed 
evolution. J. Am. Chem. Soc. 135, 13456–13463 (2013).

 35. Wloka, C., Mutter, N. L., Soskine, M. & Maglia, G. Alpha-helical fragaceatoxin C nanopore engineered for double-stranded and 
single-stranded nucleic acid analysis. Angew. Chem. Int. Ed. 55, 12494–12498 (2016).

 36. Mereuta, L. et al. Protein nanopore-based, single-molecule exploration of copper binding to an antimicrobial-derived, histidine-
containing chimera peptide. Langmuir 28, 17079–17091 (2012).

 37. Wang, Y. & Gu, L. Biomedical diagnosis perspective of epigenetic detections using alpha-hemolysin nanopore. AIMS Mat. Sci. 2, 
448–472 (2015).

 38. Movileanu, L., Schmittschmitt, J. P., Scholtz, J. M. & Bayley, H. Interactions of peptides with a protein pore. Biophys. J. 89, 1030–1045 
(2005).

 39. Reiner, J. E. et al. Disease detection and management via single nanopore-based sensors. Chem. Rev. 112, 6431–6451 (2012).
 40. Gurnev, P. A. & Nestorovich, E. M. Channel-forming bacterial toxins in biosensing and macromolecule delivery. Toxins 6, 

2483–2540 (2014).
 41. Majd, S. et al. Applications of biological pores in nanomedicine, sensing, and nanoelectronics. Curr. Opin. Biotechnol. 21, 439–476 

(2010).
 42. Provoda, C. J. & Lee, K. D. Bacterial pore-forming hemolysins and their use in the cytosolic delivery of macromolecules. Adv. Drug. 

Del. Rev. 41, 209–221 (2000).
 43. Panchal, R. G., Smart, M. L., Bowser, D. N., Williams, D. A. & Petrou, S. Pore-forming proteins and their application in 

biotechnology. Curr. Pharm. Biotechnol. 3, 99–115 (2002).
 44. Martin, H. et al. Nanoscale protein pores modified with PAMAM dendrimers. J. Am. Chem. Soc. 129, 9640–9649 (2007).
 45. Ficici, E., Andricioaei, I. & Howorka, S. Dendrimers in nanoscale confinement: the interplay between conformational change and 

nanopore entrance. Nano Lett. 15, 4822–4828 (2015).
 46. Wong, C. T. A. & Muthukumar, M. Polymer translocation through α-hemolysin pore with tunable polymer-pore electrostatic 

interaction. J. Chem. Phys. 133, 045101 (2010).
 47. Castagnola, M. et al. Characterization of dendrimer properties by capillary electrophoresis and their use as pseudostationary phases. 

Electrophoresis 23, 1769–1778 (2002).
 48. Asandei, A., Apetrei, A., Park, Y., Hahm, K. S. & Luchian, T. Investigation of single-molecule kinetics mediated by weak hydrogen 

bonds within a biological nanopore. Langmuir 27, 19–24 (2011).
 49. Mereuta, L. et al. Slowing down single-molecule trafficking through a protein nanopore reveals intermediates for peptide 

translocation. Sci. Rep. 4, 3885 (2014).
 50. Stefureac, R. I., Trivedi, D., Marziali, A. & Lee, J. S. Evidence that small proteins translocate through silicon nitride pores in a folded 

conformation. J. Phys. Condens. Matter. 22, 454133 (2010).
 51. Rincon-Restrepo, M., Mikhailova, E., Bayley, H. & Maglia, G. Controlled translocation of individual DNA molecules through 

protein nanopores with engineered molecular brakes. Nano Lett. 11, 746–750 (2011).
 52. Clarke, J. et al. Continuous base identification for single-molecule nanopore DNA sequencing. Nat. Nanotechnol. 4, 265–270 (2009).
 53. Cracknell, J. A., Japrung, D. & Bayley, H. Translocating kilobase RNA through the Staphylococcal α-hemolysin nanopore. Nano Lett. 

13, 2500–2505 (2013).



www.nature.com/scientificreports/

1 2SCIeNTIfIC RepoRtS | 7: 6167 | DOI:10.1038/s41598-017-06435-1

 54. Wanunu, M., Sutin, J., McNally, B., Chow, A. & Meller, A. DNA translocation governed by interactions with solid-state nanopores. 
Biophys. J. 95, 4716–4725 (2008).

 55. Biesemans, A., Soskine, M. & Maglia, G. A protein rotaxane controls the translocation of proteins across a ClyA nanopore. Nano 
Lett. 15, 6076–6081 (2015).

 56. Asandei, A. et al. Electroosmotic trap against the electrophoretic force near a protein nanopore reveals peptide dynamics during 
capture and translocation. ACS Appl. Mater. Interfaces 8, 13166–13179 (2016).

 57. Gu, L. Q., Cheley, S. & Bayley, H. Prolonged residence time of a noncovalent molecular adapter, beta-cyclodextrin, within the lumen 
of mutant alpha-hemolysin pores. J. Gen. Physiol. 118, 481–493 (2001).

 58. Guo, W., Tian, Y. & Jiang, L. Asymmetric ion transport through ion-channel-mimetic solid-state nanopores. Acc. Chem. Res. 46, 
2834–2846 (2013).

 59. Piguet, F. et al. Electroosmosis through α-hemolysin that depends on alkali cation type. J. Phys. Chem. Lett. 5, 4362–4367 (2014).
 60. Boukhet, M. et al. Probing driving forces in aerolysin and α-hemolysin biological nanopores: electrophoresis versus electroosmosis. 

Nanoscale 8, 18352–18359 (2016).
 61. Wong, C. T. A. & Muthukumar, M. Polymer capture by electro-osmotic flow of oppositely charged nanopores. J. Chem. Phys. 126, 

164903 (2007).
 62. Firnkes, M., Pedone, D., Knezevic, J., Döblinger, M. & Rant, U. Electrically facilitated translocations of proteins through silicon 

nitride nanopores: conjoint and competitive action of diffusion, electrophoresis, and electroosmosis. Nano Lett. 10, 2162–2167 
(2010).

 63. Laohakunakorn, N. & Keyser, U. F. Electroosmotic flow rectification in conical nanopores. Nanotechnology 26, 275202 (2015).
 64. Dobrynin, A. V. & Rubinstein, M. Theory of polyelectrolytes in solutions and at surfaces. Prog. Polym. Sci. 30, 1049–1118 (2005).
 65. Maiti, P. K. & Messina, R. Counterion distribution and ζ-potential in PAMAM dendrimer. Macromolecules 41, 5002–5006 (2008).
 66. Funayama, K. et al. Small-angle neutron scattering investigations of layer−block dendrimers in aqueous solutions. J. Phys. Chem. B 

107, 1532–1539 (2003).
 67. Chen, W., Tomalia, D. A. & Thomas, J. L. Unusual pH-dependent polarity changes in PAMAM dendrimers: evidence for pH-

responsive conformational changes. Macromolecules 33, 9169–9172 (2000).
 68. Talaga, D. S. & Li, J. Single-molecule protein unfolding in solid state nanopores. J. Am. Chem. Soc. 131, 9287–9297 (2009).
 69. Kim, S. C. et al. Geometric dependence of the conductance drop in a nanopore due to a particle. Phys. Rev. E 89, 042702 (2014).
 70. Kowalczyk, S. W., Grosberg, A. Y., Rabin, Y. & Dekker, C. Modeling the conductance and DNA blockade of solid-state nanopores. 

Nanotechnology 22, 315101 (2011).
 71. Qiu, Y. et al. Highly charged particles cause a larger current blockage in micropores compared to neutral particles. ACS Nano 10, 

8413–8422 (2016).
 72. Smeets, R. M. M. et al. Salt dependence of ion transport and DNA translocation through solid-state nanopores. Nano Lett. 6, 89–95 

(2006).
 73. Franceschini, L., Brouns, T., Willems, K., Carlon, E. & Maglia, G. DNA translocation through nanopores at physiological ionic 

strengths requires precise nanoscale engineering. ACS Nano 10, 8394–840 (2016).
 74. Stoddart, D., Franceschini, L., Heron, A., Bayley, H. & Maglia, G. DNA stretching and optimization of nucleobase recognition in 

enzymatic nanopore sequencing. Nanotechnology 26, 084002 (2015).
 75. Deamer, D. W. & Branton, D. Characterization of nucleic acids by nanopore analysis. Acc. Chem. Res. 35, 817–825 (2002).
 76. Lyulin, S. V. et al. Effect of solvent quality and electrostatic interactions on size and structure of dendrimers. Brownian dynamics 

simulation and mean-field theory. Macromolecules 37, 3049–3063 (2004).
 77. Han, M., Chen, P. & Yang, X. Molecular dynamics simulation of PAMAM dendrimer in aqueous solution. Polymer 46, 3481–3488 

(2005).
 78. Maiti, P. K. & Bagchi, B. Diffusion of flexible, charged, nanoscopic molecules in solution: size and pH dependence for PAMAM 

dendrimer. J. Chem. Phys. 131, 214901 (2009).
 79. Ignacio-de Leon, P. A. A. & Zharov, I. Size-selective molecular transport through silica colloidal nanopores. Chem. Commun. 47, 

553–555 (2011).
 80. Jiménez, V. A., Gavín, J. A. & Alderete, J. B. Scaling trend in diffusion coefficients of low generation G0–G3 PAMAM dendrimers in 

aqueous solution at high and neutral pH. Struct. Chem. 23, 123–128 (2012).
 81. Anderson, B. N., Muthukumar, M. & Meller, A. pH tuning of DNA translocation time through organically functionalized nanopores. 

ACS Nano 7, 1408–1414 (2013).
 82. Oukhaled, G., Bacri, L., Mathe, J., Pelta, J. & Auvray, L. Effect of screening on the transport of polyelectrolytes through nanopores. 

Europhys. Lett. 82, 48003 (2008).
 83. Cressiot, B. et al. Dynamics and energy contributions for transport of unfolded pertactin through a protein nanopore. ACS Nano 9, 

9050–9061 (2015).
 84. Henrickson, S. E., Misakian, M., Robertson, B. & Kasianowicz, J. J. Driven DNA transport into an asymmetric nanometer-scale pore. 

Phys. Rev. Lett. 85, 3057–3060 (2000).
 85. Apetrei, A. et al. A protein nanopore-based approach for bacteria sensing. Nanoscale Res. Lett. 11, 501 (2016).
 86. Zhang, C., Zhang, F., van Kan, J. A. & van der Maarel, J. R. C. Effects of electrostatic screening on the conformation of single DNA 

molecules confined in a nanochannel. J. Chem. Phys. 128, 225109 (2008).
 87. Bugno, J., Hsu, H.-j & Hong, S. Recent advances in targeted drug delivery approaches using dendritic polymers. Biomater. Sci. 3, 

1025–1034 (2015).
 88. Montal, M. & Mueller, P. Formation of bimolecular membranes from lipid monolayers and a study of their electrical properties. Proc. 

Natl. Acad. Sci. USA 69, 3561–3566 (1972).
 89. Pedone, D., Firnkes, M. & Rant, U. Data analysis of translocation events in nanopore experiments. Anal. Chem. 81, 9689–9694 

(2009).
 90. Pitzer, K. S. & Mayorga G. Thermodynamics of electrolytes. II. Activity and osmotic coefficients for strong electrolytes with one or 

both ions univalent. J. Phys. Chem. 77, 2300–2308 (1973).

Acknowledgements
The authors acknowledge the financial support offered by the National Research Foundation of Korea (NRF) 
funded by Grant no. NRF-2014K1A1A2064460 and 2016R1A2A1A05005440, the Global Collaborative R&D 
program (N0001229), and Grant no. 64/01.10.2015 PN-II-RU-TE-2014-4-2388.

Author Contributions
T.L., Y.P., and C.H.S. contributed to manuscript draft, data management and the acquisition of funding. A.A., A.C. 
and I.R. contributed to the experimental part, data processing and analysis. A.A. and L.M. contributed to the data 
analysis and manuscript draft. All authors have given approval to the final version of the manuscript.



www.nature.com/scientificreports/

13SCIeNTIfIC RepoRtS | 7: 6167 | DOI:10.1038/s41598-017-06435-1

Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-06435-1
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://dx.doi.org/10.1038/s41598-017-06435-1
http://creativecommons.org/licenses/by/4.0/

	Nanoscale Investigation of Generation 1 PAMAM Dendrimers Interaction with a Protein Nanopore
	Results
	Discussion
	The pH-dependent contributions to the PAMAM-G1-α-HL kinetics. 
	PAMAM-G1 dendrimers are more compact in neutral than acidic electrolytes. 
	The PAMAM-G1’s diffusion coefficient inside α-HL’s nano-volume scales inversely with its size. 
	The salt effect on the dendrimer geometry. Low salt buffers promote more expanded PAMAM-G1 dendrimers than high salt buffer ...
	The salt effect on the kinetics of PAMAM-G1-α-HL interactions. 
	Low-salt, as opposed to high-salt buffers, augment the energy barrier associated to the dendrimer entry inside the α-HL. 

	Materials and Methods
	Determination of α-HL’s ion selectivity. 

	Acknowledgements
	Figure 1 Principle of dendrimer detection using an α-HL nanopore inserted into a lipid membrane.
	Figure 2 Uni-molecular view of PAMAM-G1 – α-HL interactions at acidic and neutral pH, from electrophysiology traces.
	Figure 3 The kinetics description of PAMAM-G1 – α-HL interactions, at acidic and neutral pH.
	Figure 4 The dynamics of PAMAM-G1 – α-HL interactions, at acidic and neutral pH.
	Figure 5 Representative single-channel current trace reflecting the PAMAM-G1 – α-HL interactions in 0.
	Figure 6 The kinetics description of PAMAM-G1 – α-HL interactions in 0.
	Table 1 The association (kon) and dissociation (koff) rate constants characterizing PAMAM-G1 – α-HL interactions at ΔV = +100 mV, and distinct pH and salt concentrations values used herein.
	Table 2 Estimated values for the capture rate of the dendrimer (r0) by the α-HL at equilibrium (ΔV → 0), and the effective valence (quantified by zeff) of the dendrimer’s surface in contact with the α-HL’s lumen opening, during capture.


