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Biophysical Studies in Polymer Therapeutics: The Interactions of

anionic and cationic PAMAM Dendrimers with Lipid Monolayers

Understanding how polymers interact with biological membranes is important for
the development of polymer based therapeutics and wider biomedical
applications. Here, biophysical methods (surface pressure measurements, external
reflection FTIR) have been used to investigate the interaction between PAMAM
dendrimers (Generation 5 or 4.5) and anionic (DPPG) or zwitterionic (DPPC)
model membranes. We observed a concentration-dependent binding behaviour of
both PAMAM species to both model membranes; however, equivalent levels of
penetration into DPPC monolayers required approximately 10-fold higher
dendrimer concentrations than for penetration into DPPG monolayers. Overall,
the anionic PAMAM G4.5 showed a slightly better penetration ability which
could be caused by repulsive forces towards the lipid layers. In comparison,
increasing concentration of cationic PAMAM G5 leads to saturation of
adsorption at the anionic lipid surface before penetration into the lipid layer likely
driven by electrostatic attraction. Our studies also showed that physiologically
relevant concentrations of sodium chloride (144 mM) decreased PAMAM
penetration into DPPG monolayers but did not significantly affect the dendrimer-
DPPC interaction. These results provide an insight into the mechanism of
interaction between charged dendritic polymers with a lipid interface and show
that the nature of such interactions are affected by lipid headgroup, dendrimer

charge and solution salinity.

Keywords: PAMAM dendrimers; anionic; lipid monolayer; surface pressure;

FTIR

Introduction

Poly (amidoamine) (PAMAM) dendrimers are monodispersed polymeric systems
characterised by a well-defined molecular architecture [1, 2]. In the context of polymer
therapeutics, PAMAM dendrimers have been explored for multiple purposes: as
drug/gene carriers [3, 4, 5] and as biologically active polymers per se. In particular, full

generation PAMAM dendrimers have been investigated for use in gene delivery [6] as



the positive charges conferred by the primary amino groups on the surface of the
dendrimer make them ideal for complexing with negatively charged DNA [7, 8].

While PAMAM dendrimers have proved to be efficient gene transfer agents,
their transition into medical products is somewhat limited by their toxicity, previously
reported to be concentration-, generation-, and charge-dependent [9, 10, 11]. Therefore,
studies have investigated PAMAM dendrimer - cell membrane (or model membrane)
interactions, to determine: (a) the mechanisms of gene transfer [7, 12, 13], (b) the
mechanism of toxicity [14, 15, 16], and, most importantly, (c) physico-chemical factors
affecting PAMAM toxicity [17, 18, 19], in view of tailoring the chemical structure to
produce more optimised systems. Moreover, PAMAM dendrimers have displayed
antibacterial properties [20, 21, 22, 23], which makes them potentially interesting
candidates as drugs, per se.

Biophysical and in vitro biological studies have been carried out to elucidate
PAMAM-membrane interactions, primarily using cells [24, 25], vesicles [26, 27, 28],
and lipid bilayers [27, 29, 30, 31]. For studies investigating the impact of lipid
composition and solution properties on polymer binding to model membranes, lipid
monolayers at the air/water interface are well-established physico-chemical models.
Lipid monolayers have been used extensively to investigate lipid layer phase states [32],
protein/peptide binding to lipid surfaces [33, 34], and DNA adsorption [35, 36]. Their
simplicity does not reflect the complexity of biological scenarios, but in turn, it does
allow an excellent control over individual features and, as a result, it allows assessment
of the individual contribution of different factors. In contrast to other model systems,
lipid monolayers allow the lipid composition and lipid density to be selected and
modified without restriction. Lipid monolayers have proved to be good models to

understand interactions of antimicrobial peptides [37, 38] with bacterial membranes. In



general, results obtained from monolayer-based experiments are in accordance with
observations on other membrane models [29, 37, 39].

Herein, we present a systematic study looking at PAMAM dendrimers in lipid
monolayers as a simple and tuneable model system to assess polymer — biological
membrane interactions. We have investigated the impact of polymer charge and
concentration on its interactions with a zwitterionic and an anionic model membrane.
Specifically, to produce the model membranes two saturated phospholipids were
selected with differently charged head groups; 1,2-dipalmitoyl-sn-glycero-3-
phosphocholine (DPPC, zwitterionic) and 1,2-dipalmitoyl-sn-glycero-3-phospho-(1'-
rac-glycerol) (sodium salt) (DPPG, anionic) (Figure 1), which are predominant polar
lipids in eukaryotic and prokaryotic membranes, respectively [40, 41]. Due to their
simplistic structure, they are well-established model lipids to study membrane
interactions under a wide range of conditions. As unsaturated phospholipids tend to
create disorder in the hydrophobic region and hinder formation of the condensed phase
in which the interaction experiments are to be carried out, the saturated 1,2-dipalmitoyl-
phospholipids have been chosen for this study.

Surface pressure measurements were employed to determine penetration of
polymers (details in Table 1, Figure 1) into lipid monolayer surfaces and to assess
polymer selectivity towards different lipids. To measure the impact of polymer
concentration and charge, studies were carried out on PAMAM dendrimers generation 5
(G5, cationic) and generation 4.5 (G4.5, anionic). Both dendrimers carrying 128
functional surface groups and are of a similar size. Linear polyethylene glycol (PEG) of
a similar size (20,000 g mol™) was used as a negative control; as a model of a non-ionic,
non-toxic polymer. Further, as most PEGylated products on the market contain linear

PEG, it was decided that linear PEG would be a clinically relevant comparator. FTIR



studies were carried out to complement and clarify the findings from surface pressure

measurements.

Experimental

Materials

Lipids were obtained from Avanti Polar Lipids, Inc (AL, USA). The solutions of 1,2-
dipalmitoyl-sn-glycero-3-phosphocholine (DPPC; synthetic purity >99%, 734 g mol™)
and 1,2-dipalmitoyl-sn-glycero-3-phospho-(1'-rac-glycerol) (sodium salt) (DPPG;
synthetic purity >99%, 745 g mol™") were prepared in chloroform (Sigma Aldrich UK,
99%+) to a concentration of 0.5 mg mL™'. PAMAM G5 (~28,800 g mol ™,
ethylenediamine core), PAMAM G4.5 (~26,300 g mol”', ethylenediamine core) and
Polyethylene glycol (PEG, 20,000 g mol™), the phosphate salts and solvents were
obtained from Sigma Aldrich (Dorset, UK). Sodium chloride was obtained from Fisher
Scientific UK Ltd (Loughborough, UK). Aqueous Phosphate buffer solution (20 mM) at
pH 7 was prepared in house with UHQ water at 18.2 mQ (ELGA purelab). Enriched salt

buffer was prepared adding 144 mM sodium chloride to phosphate buffer pH 7.

Surface Pressure Measurements

Experiments were performed on a Langmuir-Blodgett trough (model 611, Nima
Technology Ltd, Coventry, UK) equipped with barriers used for monolayer
compression. Lipid monolayers were created at the air/liquid interface and surface
pressure measurements were carried out using the Wilhelmy plate method as previously
described [34, 38]. The trough was filled with 80 mL of phosphate buffer, onto which
25 uL of a 0.5 mg mL™ lipid solution was spread on the surface. After allowing up to 15

min for the chloroform to evaporate, surface pressure versus area per molecule



isotherms were recorded; and the lipid layer was compressed and held in the condensed
phase at 21 + 2 mN m™'. Two millilitres of concentrated polymer solution (0.1 - 25 mg
mL™" in phosphate buffer) were then introduced into the buffer subphase with a custom-
made needle to obtain concentrations ranges from 0.0024 — 0.6 mg mL™'. The polymer-
lipid interaction was recorded as a function of surface pressure versus time until

equilibration and the maximum change in surface pressure determined.

External Reflection FTIR Spectroscopy

ER-FTIR spectra were recorded using a ThermoNicolet Nexus instrument (Madison,
WI, USA) fitted with a monolayer/grazing angle accessory (Specac 19650 series, Kent,
UK). The instrument was also fitted with a mercury cadmium telluride (MCT) detector
and connected to an air dryer to purge the instrument of water and carbon dioxide. A
small PTFE trough was used to control lipid compression and allow studies at the
air/water interface to be carried out. The grazing angle accessory was set to a grazing
incident angle of 55° from the surface of the trough. Polymer-lipid interactions were
analysed using external reflectance as described by Lad et al [38]. All FTIR spectra
were collected at a resolution 4 cm-1 where 256 interferograms were collected, co-
added and ratioed against a background spectrum of D,O buffer solution. In each
experiment, 9.5 mL of 20 mM sodium phosphate buffer (pD 7.0) were placed in the
trough and a background single beam spectra recorded. The lipid solution (5 pL of 0.5
mg mL™") was spread onto the surface of the buffer and compressed to 21 + 2 mN m’!
predefined using surface pressure measurements, as described previously [38]. After
collection of the lipid spectra, 500 ul of PAMAM solution was introduced into the
phosphate buffer subphase in stages to allow for measurements of binding at different
polymer concentrations of 0.0024, 0.0125, 0.018 and 0.024 mg mL™' for binding to a

DPPG monolayer and 0.02, 0.06, 0.12 and 0.3 mg mL™" for binding to DPPC



monolayer. These different ranges of concentrations were selected based on the
concentrations that had shown a similar response (similar A surface pressure) in the
previous experiments (figure 3). Spectra were collected continually for the first 30 min
after polymer injection, and one spectrum every 15 min for a total of 2 h until the next
polymer addition. The interaction of the polymer with the lipid monolayer was observed
by monitoring the amide region, 1,700 — 1,550 cm™, and the CH, asymmetric and
symmetric stretching frequencies (2,850 — 2,930 cm™). To correct for any water vapor
present, HO and HOD spectra were scaled and subtracted against dendrimer adsorbed
spectra, the degree of subtraction was dependent on the adsorption time as well as the

amount of H/D exchange. No further processing was performed.

Results

Effect of polymer charge on polymer-lipid interactions

In this initial study, we selected two PAMAM dendrimers (G4.5 and G5) and
PEG. The polymers had very similar molecular weights (approx. 30,000 Da, see Table
1), but differed in charge. While at neutral pH the full-generation PAMAM dendrimers
(including G5) have the primary amines of their surface groups protonated and therefore
carry a cationic charge [42, 43], the carboxylate surface groups of their half-generation
counterparts (e.g. G4.5) are deprotonated and account for the anionic charge of these
dendrimers. Considering the charge difference of the otherwise structurally similar
PAMAM dendrimer molecules, we studied their interaction with differently charged
lipid monolayers and compared the results to those of linear, non-charged PEG 20,000.
Aqueous solutions of these three polymers were exposed to DPPC and DPPG
monolayer, as mimics of eukaryotic and procaryotic membranes. Surface pressure

changes over time were recorded for PAMAM G5 and G4.5 and for PEG (all at 0.061



mg mL™") interacting with DPPC and DPPG monolayers compressed to the condensed
phase (Figure 2). This technique records changes in surface pressure, indicative of a
penetration of the molecules into the lipid monolayer. The addition of both PAMAM
dendrimer types at 0.061 mg mL™' produced distinctively different interaction profiles
for DPPG suggesting a different interaction mechanism and showed similar profiles
with significantly less interaction for DPPC monolayers.

More specifically, PAMAM GS5 interaction with DPPG monolayers resulted in a
fast increase reaching its maximum surface pressure within 10 min and remaining in
equilibrium at this level; whereas in comparison PAMAM G4.5 first induced a small
decrease in surface pressure prior to a slow but steady increase reaching its maximum
surface pressure within 60 — 120 minutes of the observation period. The interaction of
both dendrimers with DPPG monolayers resulted in a similar magnitude of change in
surface pressure (4.32 + 0.33 mN m™ and 5.69 + 0.58 mN m™' PAMAM G5 and
PAMAM G4.5 respectively, Fig. 2d), which indicates that both dendrimers were able to
penetrate the DPPG monolayer to a similar extent.

Conversely, little to no penetration of PAMAM dendrimers into the zwitterionic
DPPC monolayer occurred at the dendrimer concentration of 0.061 mg mL™" (Figure 2b
and ¢, open symbols). Only minor increases in surface pressure were observed for
dendrimer interaction with DPPC; 0.84 + 0.08 mN m™' and 1.34 + 0.25 mN m™ for
PAMAM G5 and PAMAM G4.5 respectively (Figure 2d). This was probably because
of the net-neutral charge of the DPPC headgroups did not offer sufficient electrostatic
attraction to facilitate adsorption and penetration of the PAMAM dendrimers at this
concentration.

In comparison, the non-charged PEG 20,000 displayed a different behaviour,

showing no significant increase in surface pressure for interaction with either DPPG or



DPPC (Figure 2a), indicating that the polymer was unable to penetrate either
monolayer. The interaction profiles showed a small increase in surface pressure (< 1
mN m") relating to the injection process within the first two minutes and then the
surface pressure remained in equilibrium. The lack of interaction of PEG was somewhat
expected as this polymer, a clinically relevant comparator, is well known for its

biocompatibility.

Effect of polymer concentration on polymer-lipid interactions

Surface Pressure Measurements

Upon observing a difference in PAMAM dendrimer binding to anionic DPPG and
zwitterionic DPPC, the effect of polymer concentration on penetration into the lipid
layers was investigated using surface pressure measurements. The changes in surface
pressure with increasing polymer concentration are compared in Figure 3; for PAMAM
G5 (3a), PAMAM G4.5 (3b) and PEG 20,000 (3c¢) interacting with DPPG (filled
symbols) and DPPC (open symbols) monolayers respectively.

Both PAMAM species showed a concentration-dependent surface pressure
increase related to greater penetration when more dendrimer molecules were present in
the phosphate buffer subphase. Furthermore, the interaction profiles with the lipid
monolayers described above for the PAMAM concentration of 0.06 mg mL™" were
observed over the whole concentration range studied.

The concentration-dependent changes in surface pressure for PAMAM G5 are
displayed in Figure 3a. For the interaction with DPPG, the surface pressure change
observed increased from approximately 1.7 to 7.6 mN m™ at concentrations of 0.0024 to
0.3 mg mL™". Interestingly, for concentrations above 0.18 mg mL™, penetration into

DPPC monolayers was also observed (which had not been detected at lower



concentrations), inducing a maximum change in surface pressure of approximately 3.1
mN m’' for the highest concentration of 0.3 mg mL".

The results of the study of PAMAM G4.5 are depicted in Figure 3b. The surface
pressure change observed for interaction with DPPG increased from approximately 0.8
to 5.7 mN m™ at concentrations of 0.012 to 0.06 mg mL™". Furthermore, similarly to
what observed for PAMAM GS5, the surface pressure change observed for interaction
with DPPC monolayers increased with higher concentrations (from approximately 1.3
to 4.0 mN m™' for concentrations from 0.06 — 0.3 mg mL™") indicating dendrimer
penetration at all concentrations studied.

Interaction of PEG 20,000 with DPPG and DPPC monolayers was investigated
over a wide concentration range (0.0024 — 0.6 mg mL™") (Figure 3c) and the interaction
profile described earlier (i.e. no penetration) remained the same for all concentrations
studied. This observation could be explained with PEG being a non-charged polymer

and therefore not involved in electrostatic interactions.

External reflection FTIR spectroscopy

As surface pressure measurements are sensitive to polymer penetration into the lipid
layer, but not total adsorbed amount, external reflection FTIR spectroscopy was used to
investigate adsorption of PAMAM GS to the lipid interface. This method provided a
measure of total mass of polymer at the lipid/water interface through measurement of
the peak area around the Amide I peak (1,700-1,550 cm™) associated with the peptide
bond.

Figure 4 shows Amide I peak area plotted against polymer concentration for
PAMAM G5 binding to DPPC and DPPG monolayers. The presence of an increasing
peak area around the Amide I peak confirms the presence of PAMAM G5 at the lipid

interface. However, PAMAM G5 adsorption to the different lipid surfaces varies
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considerably. A visible amount of dendrimer was adsorbing at very low concentrations
(0.0024 mg mL™") with an observed equilibrium peak area starting at 0.05 for binding to
DPPG. In comparison, when the interaction with DPPC was investigated less dendrimer
adsorption was observed with a peak area maximum of 0.015. The peak area maximum
for DPPC occurred at a concentration that was a magnitude larger than the maximum
peak area observed for DPPG.

For PAMAM G5 adsorption to DPPG, the lipid surface appeared to become
saturated by the dendrimer towards the maximum concentration tested (peak area at
0.0125 mg mL™" equalled 83% of that observed for 0.025 mg mL™"). In contrast,
measurements of penetration by surface pressure showed no evidence of saturation even
at much higher concentrations of PAMAM G5 (maximum concentration 0.3 mg mL™).
The comparison of results from the two techniques suggests that dendrimer

accumulation at the surface of the lipid occurs before penetration into the monolayer.

Effect of sodium chloride in the buffer subphase on polymer-lipid interactions

Sodium chloride is an important component of biological systems. Concentrations of
sodium chloride observed in biological systems are different in different cellular
environments. As PAMAM dendrimers carry charges, their interaction with the lipid
monolayer are likely to be influenced by these charges, and, as such, by the presence of
sodium chloride. We studied PAMAM interaction with DPPG and DPPC monolayers in
presence of sodium chloride (144 mM) in the phosphate buffer subphase. The
interactions were studied at a PAMAM concentration of 0.06 mg mL™' for DPPG and
0.3 mg mL"' for DPPC; these concentrations selected as they corresponded to equivalent
surface pressure changes without addition of salt (see Figure 3). The results are

summarised in Table 2.
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The sodium chloride addition to the phosphate buffer resulted in a smaller
increase in surface pressure for both PAMAM species binding to DPPG compared to
the non-salt results, but only for PAMAM G4.5 this effect reached statistical
significance (1.6 mN m™' compared to 5.7 mN m™' without the salt addition, P < 0.05).
The decrease in penetration ability might be explained by sodium ions screening the
anionic lipid heads and anionic surface groups of the PAMAM G4.5 and therefore

reducing the electrostatic forces involved in the lipid layer penetration.

Discussion

We used two related biophysical techniques to study the binding behaviour of anionic
PAMAM G4.5 and cationic PAMAM G5 to zwitterionic DPPC and anionic DPPG
monolayers. To our knowledge, existing membrane studies of PAMAM dendrimers
have been mainly focussing on cationic dendrimers [26, 27, 29] as due to their charge
they have been proven good agents for drug [3, 4] and gene delivery [7, 8].
Interestingly, fewer studies have been carried out using anionic dendrimers despite their
lower cytotoxicity [25, 44], antimicrobial activity [21, 45] and suitability as potential
drug delivery agents [46, 47]. Just recently, their advantages over the cationic
counterparts have started to attract more interest in the research community and
membrane interactions in vitro were studied with the view of their potential as an
anionic drug carrier [48, 49]. However, the molecular processes underlying their
interactions with biomembranes and their lower cytotoxicity are still not understood and
very few studies have been focussing on elucidating anionic PAMAM’s interaction
mechanism with model lipid membranes [50, 51] or proteins [52, 53] so far.

As indicated previously, surface pressure measurements are particularly
sensitive to monolayer penetration by molecules [33, 54, 55]. This is used to our

advantage since this technique is able to selectively probe interactions that lead to lipid
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penetration rather than those that result in significant adsorption of material below the
lipid layer. It is not a quantitative measure of adsorbed amount, and measurements have
shown that interactions where adsorption of molecules is below a lipid monolayer with
little or no lipid penetration lead to negligible changes in surface pressure [56].

It has been observed previously that polycations, including PAMAM GS5, are
toxic towards eukaryotic cells at concentrations that depend on cell line and exposure
time [11, 25]. Our monolayer studies show evidence of concentration-dependent
penetration for both anionic PAMAM G4.5 and cationic PAMAM GS5 to a DPPC
monolayer selected as a simplified eukaryotic model membrane. The penetration at
higher concentrations (> 0.18 mg mL™") seem to match (and could potentially explain)
the toxicity reported for cationic PAMAMSs and, in fact, evidence of membrane
disruption and pore formation has been observed previously using different membranes
models [26, 31, 57, 58, 59]. Those studies and simulation studies [60, 61, 62] concluded
that such mechanisms are dependent on concentration and size of the cationic
dendrimers. However, those studies do not explain our results observed for the anionic,
better-tolerated PAMAM G4.5 which displayed similar penetration levels into our
model as the cationic counterpart. It has been previously suggested that anionic
PAMAM ceither induce membrane defects and leakage (G1.5) or prevent those by
increased lipid packing and local swelling (G4.5) of amphiphilic POPC bilayers [63,
64]. Another study directly compared anionic PAMAM G2.5 and cationic PAMAM G3
binding to DPPC bilayers provides similar conclusions about their different membrane
interaction behaviour [50].

Those observations from the PAMAM interactions are supported by other
studies that investigated diverse mechanisms of interaction for the binding of anionic

and cationic polymers to zwitterionic lipids; specifically the PC head group, and
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revealed that anionic nanoparticles reduce fluidity of lipid surfaces [65, 66]. Wang et al.
[67] suggested that the charge of the approaching polymer affects the tilt angle of the
zwitterionic PC head group as a result of the positions of the N+ and P- charges on the
lipid. Considering the molecular weight of PAMAM G4.5 dendrimers, only a small
number of molecular contacts are required to deeply penetrate the lipid monolayer to
reach the hydrophobic region and for an observable change in surface pressure to occur
[34, 54].

It is also interesting to consider the behaviour of PAMAM dendrimers to these
simple lipid surfaces in the context of their selectivity between bacterial and eukaryotic
membranes (Figure 2a and b). For example, other studies have shown that full-
generation PAMAM G5 and G3 dendrimers are toxic against prokaryotes (i.e.
Pseudomonas Aeruginosa; Staphylococcus Aureus) and that higher concentrations were
required to observe toxicity against eukaryotic cells (human corneal epithelial cells;
human bone mesenchymal stem cells)[20, 22, 23]. Studies involving anionic PAMAM
species confirmed a similar toxic effect towards bacterial membranes, however at
higher concentrations compared to their cationic counterparts [21, 45]. Interestingly,
there are only few studies on eukaryotic membranes assessing anionic PAMAM
dendrimers, but all reports indicate no or little toxicity even at concentrations up to 1
mg mL™' (human corneal epithelial cells; human glioma cells) [49, 68]. The different
interaction kinetics of PAMAM G5 and PAMAM G4.5 observed in our study indicate
different modes of penetration into the DPPG and DPPC lipid monolayers, which might
be related to the distinctive toxicity behaviour of both PAMAM species reported in
some of the studies mentioned above, and might be due to the lipid model used..

Our observations of the comparator polymer PEG 20,000 Da showing no

penetration in the investigated model membranes can be attributed to its physico-
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chemical characteristics (non-charged, with a flexible, linear geometry) and support
PEG’s previously reviewed biocompatibility and non-toxic behaviour towards
eukaryotic and prokaryotic cells [69, 70]. In fact, PEGylation of PAMAM dendrimers
has been used previously as a strategy to decrease cationic PAMAMSs toxicity [20, 22,
25]. However, findings of some other groups suggest that low molecular weight PEG
(6000, 8000 g mol™) could cause defects and leakage of zwitterionic lipid vesicles (i.e.
DPPC; DMPC; POPC) [71, 72]. The use of a higher molecular weight PEG in our study
(20,000 g mol™") could be potentially responsible for this difference observed, as the
impact of the terminal OH would not be as significant as in lower molecular weight
derivatives.

Another reported factor influencing polymer-membrane interaction is the salt
content of the surrounding media [62, 73, 74] and this is also of biological relevance
considering the different salts regulating physiological processes in the human body
[75, 76]. Therefore, we decided to investigate the effect of addition of 144 mM of
sodium chloride to the phosphate buffer subphase as this concentration corresponds
roughly to the physiological sodium concentration found extracellularly (e.g. blood
plasma). We found that the sodium chloride addition to the buffer solution did not affect
the interaction of both PAMAM G4.5 and G5 with zwitterionic DPPC monolayers but
seemed to decrease the interaction with anionic DPPG. Lee and Larson [62] showed in
simulation studies with DPPC and PAMAM G5 addition of higher salt concentrations
(500 mM) decreased interaction of the dendrimer with the lipid bilayer, probably due to
the electrolyte weakening electrostatic forces. The significantly lower interaction of
anionic PAMAM G4.5 with DPPG under sodium chloride addition could probably be
explained by a study by Bohme et al. [42], where they found counterions reducing the

effective charge of PAMAM dendrimers. These results are further supported by
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findings of Zhao et al. [77] where POPG bilayer showed strong attractive interactions
between lipid molecules and dense lipid packing driven interlipid counterion bridges in
the bilayers and strong intra- and intermolecular hydrogen bonding that increased even
further under sodium ion addition and led complexation of PG molecules. Considering
sodium as counterion for the carboxylate surface groups and the anionic headgroup of
DPPG, the excessive amount available after sodium chloride addition to the buffer is
likely to screen and bind to the anionic groups and therefore drastically reducing the
charge density driven interaction. The small decrease observed for PAMAM G5 against
DPPG in the presence of NaCl would be consistent with electrostatic interactions (this
was however shown to not be statistically significant (P > 0.05, Table 2)). It should be
noted that variations in ionic strength could affect other parameters in addition to charge
interactions, most notably they could potentially affect the size of the dendrimers.
However, although PAMAM dendrimers are polyelectrolites, their size has been
reported to be independent from ionic strength [78], and as such, our discussion on this

aspect has focussed on the effect on charge.

Conclusions

In this study, the interactions of the dendrimers PAMAM G5 and G4.5 with DPPC and
DPPG monolayers has been investigated, with a view to providing an insight into how
the polymer, lipid and solution properties can influence polymer binding to biological
membranes. To our knowledge, we are the first to report comparative cationic/anionic
PAMAM-membrane interaction studies utilising lipid monolayers. Both, PAMAM G4.5
and G5 were able to differentiate between the zwitterionic and anionic lipid layers,
however their interaction profiles suggest different mechanisms of dendrimer binding.
The strong electrostatic attraction between PAMAM GS5 surface groups and the DPPG

head group allowed for adsorption and penetration of the polymer into the lipid layer.
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Interestingly, the anionic polymer PAMAM G4.5 showed evidence of strong
penetration into DPPG monolayers. We hypothesise that this process is driven by DPPG
head repulsion and interaction with lipid tails and intercalating into the hydrophobic
areas of the lipid monolayer. Both PAMAM species interact in a concentration-
dependent manner with the zwitterionic DPPC monolayers, however, much higher
concentrations than for DPPG monolayers are required to induce significant increase in
surface pressure, which is characteristic for membrane penetration. Addition of sodium
chloride to the buffer solution decreased the interaction with anionic DPPG monolayers
for both PAMAM G4.5 and G5, but did not affect their interaction with DPPC.

To confirm this hypothesis, further experiments would need to be carried out
that enable the position of the polymer within the lipid layer to be quantitatively
determined. Further proof of our hypothesis, could be achieved by studying the
polymer-membrane interactions in more complex model systems, such as mixed lipid
systems or cell culture. Taken together, our results provide an insight into the
mechanism of interaction between charged dendritic polymers and a lipid membrane
surface. We have identified that binding and lipid penetration can occur via different

mechanisms where both electrostatic and hydrophobic interactions appear to play a role.
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Table 1. Characteristics of the PAMAM dendrimers used in the study.

PAMAM
(Poly(amidoamine))

Generation G4.5 G5

-1
Molecular Weight (g mol )a 26,251.86 28,824.81
Charge (in methanol) Anionic Cationic
Charge density: ratio of 0.0048 0.0088
numhber of amino groups to (0.0044)C
MW

a

As determined by the manufacturer
b

Theoretical values

[
Considering only surface amino groups
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Table 2. Effect of presence of sodium chloride in the phosphate buffer subphase (pH 7,
20 mM) on interaction of PAMAM G5 and G4.5 with DPPG and DPPC monolayers. A
surface pressure data indicate mean £+ SEM. PAMAM dendrimer concentration for

interacting with DPPG was 0.061 mg mL™; for interacting with DPPC 0.3 mg mL™".*

-1
A Surface Pressure / mN m

PAMAM G5 PAMAM G4.5

DPPC
0 mM Nacl 4.0£0.4
144 mM Nacl 3.6+0.3

" statistical significance (Student’s t test 144 vs 0 mM) indicated; ns = non-significant, * = P < 0.05
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Figure 1. Chemical structures of the lipids and the polymers used in this study. a)
Chemical structure of 1) 1,2-dipalmitoyl-sn-glycero-3-phosphocholine (DPPC); ii) 1,2-
dipalmitoyl-sn-glycero-3-phospho-(1'-rac-glycerol) (sodium salt) (DPPG). b) Chemical
Structure of linear polyethylene glycol (PEG). ¢) Chemical structure of
poly(amidoamine) (PAMAM) dendrimer with ethylenediamine core; generations inset:
1) PAMAM G4.5: R-group anionic in solution (pH 7), sodium carboxylate surface
groups; ii) PAMAM G5: R-group cationic in solution (pH 7), amino surface groups.

Figure 2. Selectivity of polymers towards different lipid monolayers. Changes in surface
pressure for PEG 20,000 (panel a); PAMAM G5 (panel b); and PAMAM G4.5 (panel ¢)
binding to DPPG (filled symbols) and DPPC (open symbols) monolayers were recorded
over time. Experiments were carried out at pH 7, surface pressure was at 21 + 2 mN m™'
immediately prior to polymer addition at concentration 0.061 mg mL™". Data show
profiles for a single representative experiment from a set of at least 3 independent
experiments (n=3). Panel d shows comparison of maximum increase in surface pressure
observed for the 3 polymers against DPPG (black) and DPPC (white), data show mean
+ SEM (n=3). Statistical significance calculated via Student’s t test, and set at P< 0.05.

ns = non-significant.

Figure 3. Concentration-dependence of polymer interactions with lipid monolayers.
Binding of PAMAM GS5 (panel a); PAMAM G4.5 (panel b); and PEG 20,000 (panel ¢)
to DPPG (filled symbols) and DPPC (open symbols) was studied at pH 7. Surface
pressure was 21 =2 mN m™' prior to polymer addition. Maximum surface pressure
change data displayed indicate mean + SEM; error bars are hidden by the symbol when
not visible. Statistical significance calculated via Student’s t test, and set at P< 0.05. ns

= non-significant. Comparisons carried out are highlighted with dashed line.

Figure 4. Concentration-dependent effect of PAMAM G5 dendrimers on the Amide I
region of the FTIR spectrum. Changes in the peak area of the Amide I (panel a) were
observed upon dendrimer binding to DPPG (filled symbols) and DPPC (open symbols)
monolayers. The inset enlarges the data for interaction with DPPG only. Exemplary
spectra focusing on the Amide I region (panel b) showing the addition of PAMAM G5
to a DPPG monolayer in the condensed phase. i) 0.0024 mg mL""; ii) 0.0125 mg mL";
0.018 mg mL™"; iv) 0.024 mg mL™". No visible changes were associated to the C = O
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stretch of the headgroup of the phospholipid. Reproducibility of the technique has been

verified via experiments with a subset of PAMAM dendrimers of different generations.
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Figure 2
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Figure 3
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Figure 4

—

X
©
(O]

0.09
0.08
0.07
0.06
0.05
0.04

o
0.03

Absorbance / AU

0.02
0.01

0

Y 0.09 L1

N 0.08 - 4
I 0.07 - ¢ *

i 0’ © 0.06 1
S005{ @
©0.04
'S 2 0.03 -
0.02 -
0.01 -

| = 0 . L] T L] T
0 0.005 0.01 0.015 0.02 0.025
e Concentration/ mg mL™"

o
! o %

g 0.05 0.1 0.15 0.2 0.25 0.3 0.35
Concentration / mg mL-"
b) PAMAM injection

l i)

1800 1750 1700 1650 1600 1550
Wavenumbers / cm-

26



References

1. Svenson S. Dendrimers as versatile platform in drug delivery applications.
European Journal of Pharmaceutics and Biopharmaceutics : official journal of
Arbeitsgemeinschaft fuer Pharmazeutische Verfahrenstechnik eV. 2009;71:445-62.

2. Tomalia DA, Naylor AM, Goddard WA. Starburst Dendrimers: Molecular-Level
Control of Size, Shape, Surface Chemistry, Topology, and Flexibility from Atoms to
Macroscopic Matter. Angewandte Chemie, International Edition English. 1990;29:138-
75.

3. Jedrych M, Borowska K, Galus R, Jodlowska-Jedrych B. The evaluation of the
biomedical effectiveness of poly(amido)amine dendrimers generation 4.0 as a drug and
as drug carriers: a systematic review and meta-analysis. International Journal of
Pharmaceutics (Amsterdam, Netherlands). 2014;462:38-43.

4. Yabbarov NG, Posypanova GA, Vorontsov EA, Popova ON, Severin ES.
Targeted delivery of doxorubicin: drug delivery system based on PAMAM dendrimers.
Biochemistry (Moscow). 2013;78:884-94.

5. Gajbhiye V, Palanirajan VK, Tekade RK, Jain NK. Dendrimers as therapeutic
agents: a systematic review. Journal of Pharmacy and Pharmacology. 2009;61:989-
1003.

6. Shcharbin D, Shakhbazau A, Bryszewska M. Poly(amidoamine) dendrimer
complexes as a platform for gene delivery. Expert opinion on drug delivery.
2013;10:1687-98.

7. Yu S, Li M-H, Choi SK, Baker JR, Jr. , Larson RG. DNA Condensation by
Partially Acetylated Poly(amido amine) Dendrimers: Effects of Dendrimer Charge
Density on Complex Formation. Molecules. 2013;18:10707-20.

8. Zhong H, He Z-G, Li Z, Li G-Y, Shen S-R, Li X-L. Studies on polyamidoamine
dendrimers as efficient gene delivery vector. J Biomater Appl. 2008;22:527-44. Epub
10 July 2007.

9. Sadekar S, Ghandehari H. Transepithelial transport and toxicity of PAMAM
dendrimers: implications for oral drug delivery. Advanced drug delivery reviews.
2012;64:571-88.

10.  Mukherjee SP, Davoren M, Byrne HJ. In vitro mammalian cytotoxicological
study of PAMAM dendrimers - towards quantitative structure activity relationships.
Toxicol In Vitro. 2010;24:169-77.

11.  Duncan R, Izzo L. Dendrimer biocompatibility and toxicity. Advanced Drug
Delivery Reviews. 2005;57:2215-37.

12. Kumar A, Yellepeddi VK, Davies GE, Strychar KB, Palakurthi S. Enhanced
gene transfection efficiency by polyamidoamine (PAMAM) dendrimers modified with
ornithine residues. International Journal of Pharmaceutics (Amsterdam, Netherlands).
2010;392:294-303.

13. Albertazzi LA, Serresi M, Albanese A, Beltram F. Dendrimer Internalization
and Intracellular Trafficking in Living Cells. Mol Pharmaceutics. 2010;7:680—8. Epub
04/15/2010.

14. Wang S, Li Y, Fan J, Wang Z, Zeng X, Sun Y, Song P, Ju D. The role of
autophagy in the neurotoxicity of cationic PAMAM dendrimers. Biomaterials.
2014;35:7588-97.

15.  Mukherjee SP, Byrne HJ. Polyamidoamine dendrimer nanoparticle cytotoxicity,
oxidative stress, caspase activation and inflammatory response: experimental
observation and numerical simulation. Nanomedicine. 2013;9:202-11.

16. Akhtar S, Chandrasekhar B, Attur S, Yousif MH, Benter IF. On the nanotoxicity
of PAMAM dendrimers: Superfect® stimulates the EGFR-ERK1/2 signal transduction

27



pathway via an oxidative stress-dependent mechanism in HEK 293 cells. International
Journal of Pharmaceutics (Amsterdam, Netherlands). 2013;448:239-46.

17.  Pryor JB, Harper BJ, Harper SL. Comparative toxicological assessment of
PAMAM and thiophosphoryl dendrimers using embryonic zebrafish. Int ] Nanomed.
2014;9:1947-56.

18. Halets I, Shcharbin D, Klajnert B, Bryszewska M. Contribution of
hydrophobicity, DNA and proteins to the cytotoxicity of cationic PAMAM dendrimers.
International Journal of Pharmaceutics (Amsterdam, Netherlands). 2013;454:1-3.

19. Thiagarajan G, Greish K, Ghandehari H. Charge affects the oral toxicity of
poly(amidoamine) dendrimers. European journal of pharmaceutics and
biopharmaceutics : official journal of Arbeitsgemeinschaft fuer Pharmazeutische
Verfahrenstechnik eV. 2013;84:330-4.

20. Wang L, Erasquin UJ, Zhao M, Ren L, Zhang MY, Cheng GJ, Wang Y, Cai C.
Stability, antimicrobial activity, and cytotoxicity of poly(amidoamine) dendrimers on
titanium substrates. ACS applied materials & interfaces. 2011;3:2885-94.

21. Wang B, Navath RS, Menjoge AR, Balakrishnan B, Bellair R, Dai H, Romero
R, Kannan S, Kannan RM. Inhibition of bacterial growth and intramniotic infection in a
guinea pig model of chorioamnionitis using PAMAM dendrimers. International Journal
of Pharmaceutics (Amsterdam, Netherlands). 2010;395:298-308.

22. Lopez Al Reins RY, McDermott AM, Trautner BW, Cai C. Antibacterial
activity and cytotoxicity of PEGylated poly(amidoamine) dendrimers. Molecular
bioSystems. 2009;5:1148-56.

23. Calabretta M, Kumar A, McDermott A, Cai C. Antibacterial activities of
poly(amidoamine) dendrimers terminated with amino and poly(ethylene glycol) groups.
Biomacromolecules. 2007;8:1807-11.

24, Choi YJ, Kang SJ, Kim YJ, Lim YB, Chung HW. Comparative studies on the
genotoxicity and cytotoxicity of polymeric gene carriers polyethylenimine (PEI) and
polyamidoamine (PAMAM) dendrimer in Jurkat T-cells. Drug and Chemical
Toxicology (1977). 2010;33:357-66.

25. Jevprasesphant R, Penny J, Jalal R, Attwood D, McKeown N, D'Emanuele A.
The influence of surface modification on the cytotoxicity of PAMAM dendrimers.
International Journal of Pharmaceutics (Amsterdam, Netherlands). 2003;252:263-6.

26. Berenyi S, Mihaly J, Wacha A, Toke O, Bota A. A mechanistic view of lipid
membrane disrupting effect of PAMAM dendrimers. Colloids and Surfaces, B:
Biointerfaces. 2014;118:164-71.

27. Roy B, Panda AK, Parimi S, Ametov I, Barnes T, Prestidge CA. Physico-
chemical Studies on the Interaction of Dendrimers with Lipid Bilayers. 1. Effect of
Dendrimer Generation and Liposome Surface Charge. Journal of Oleo Science.
2014;63:1185-93.

28. Akesson A, Bendtsen KM, Beherens MA, Pedersen JS, Alfredsson V, Cardenas
Gomez M. The effect of PAMAM G6 dendrimers on the structure of lipid vesicles.
Physical Chemistry Chemical Physics. 2010;12:12267-72.

29. Yanez Arteta M, Ainalem ML, Porcar L, Martel A, Coker H, Lundberg D,
Chang DP, Soltwedel O, Barker R, Nylander T. Interactions of PAMAM Dendrimers
with Negatively Charged Model Biomembranes. The journal of physical chemistry B.
2014;118:12892-906.

30. Kim Y, Kwak Y, Chang R. Free energy of PAMAM dendrimer adsorption onto
model biological membranes. Journal of Physical Chemistry B. 2014;118:6792-802.

28



31. Nyitrai G, Keszthelyi T, Bota A, Simon A, Toke O, Horvath G, Pal I, Kardos J,
Heja L. Sodium selective ion channel formation in living cell membranes by
polyamidoamine dendrimer. Biochim Biophys Acta. 2013;1828:1873-80.

32.  Mansour H, Zografi G. The relationship between water vapor absorption and
desorption by phospholipids and bilayer phase transitions. Journal of Pharmaceutical
Sciences. 2007;96:377-96.

33.  Neville F, Ivankin A, Konovalov O, Gidalevitz D. A comparative study on the
interactions of SMAP-29 with lipid monolayers. Biochimica et Biophysica Acta,
Biomembranes. 2010;1798:851-60.

34, Clifton LA, Lad MD, Green RJ, Frazier RA. Single amino acid substitutions in
puroindoline-b mutants influence lipid binding properties. Biochemistry. 2007;46:2260-
6.

35.  Paiva D, Brezesinski G, Pereira Mdo C, Rocha S. Langmuir monolayers of
monocationic lipid mixed with cholesterol or fluorocholesterol: DNA adsorption
studies. Langmuir : the ACS journal of surfaces and colloids. 2013;29:1920-5.

36. Bohinc K, Brezesinski G, May S. Modeling the influence of adsorbed DNA on
the lateral pressure and tilt transition of a zwitterionic lipid monolayer. Physical
chemistry chemical physics : PCCP. 2012;14:10613-21.

37. Nowotarska SW, Nowotarski KJ, Friedman M, Situ C. Effect of structure on the
interactions between five natural antimicrobial compounds and phospholipids of
bacterial cell membrane on model monolayers. Molecules. 2014;19:7497-515.

38. Lad MD, Birembaut F, Clifton LA, Frazier RA, Webster JR, Green R1J.
Antimicrobial peptide-lipid binding interactions and binding selectivity. Biophys J.
2007;92:3575-86.

39.  Deleu M, Crowet JM, Nasir MN, Lins L. Complementary biophysical tools to
investigate lipid specificity in the interaction between bioactive molecules and the
plasma membrane: A review. Biochimica et biophysica acta. 2014;1838:3171-90.

40.  Brezesinski G, Mohwald H. Langmuir monolayers to study interactions at model
membrane surfaces. Adv Colloid Interface Sci. 2003;100:563-84.

41. Epand RM, Epand RF. Lipid domains in bacterial membranes and the action of
antimicrobial agents. Biochimica et Biophysica Acta, Biomembranes. 2009;1788:289-
94.

42. Bohme U, Klenge A, Hinel B, Scheler U. Counterion Condensation and
Effective Charge of PAMAM Dendrimers. Polymers. 2011;3:812-9.

43. Maiti PK, Cagin T, Lin S-T, Goddard WA. Effect of Solvent and pH on the
Structure of PAMAM Dendrimers. Macromolecules. 2005;38:979-91.

44, Bodewein L, Schmelter F, Di Fiore S, Hollert H, Fischer R, Fenske M.
Differences in toxicity of anionic and cationic PAMAM and PPI dendrimers in
zebrafish embryos and cancer cell lines. Toxicology and applied pharmacology.
2016;305:83-92.

45, Prieto MJ, Bacigalupe D, Pardini O, Amalvy JI, Venturini C, Morilla MJ,
Romero EL. Nanomolar cationic dendrimeric sulfadiazine as potential antitoxoplasmic
agent. Int J Pharm. 2006;326:160-8.

46. Kirkpatrick GJ, Plumb JA, Sutcliffe OB, Flint DJ, Wheate NJ. Evaluation of
anionic half generation 3.5-6.5 poly(amidoamine) dendrimers as delivery vehicles for
the active component of the anticancer drug cisplatin. Journal of inorganic
biochemistry. 2011;105:1115-22.

47. Sweet DM, Kolhatkar RB, Ray A, Swaan P, Ghandehari H. Transepithelial
transport of PEGylated anionic poly(amidoamine) dendrimers: implications for oral

29



drug delivery. Journal of controlled release : official journal of the Controlled Release
Society. 2009;138:78-85.

48. Oddone N, Lecot N, Fernandez M, Rodriguez-Haralambides A, Cabral P,
Cerecetto H, Benech JC. In vitro and in vivo uptake studies of PAMAM G4.5
dendrimers in breast cancer. J Nanobiotechnology. 2016;14:45.

49, Yavuz B, Bozdag Pehlivan S, Sumer Bolu B, Nomak Sanyal R, Vural I, Unlu N.
Dexamethasone - PAMAM dendrimer conjugates for retinal delivery: preparation,
characterization and in vivo evaluation. The Journal of pharmacy and pharmacology.
2016;68:1010-20.

50. Lombardo D, Calandra P, Bellocco E, Lagana G, Barreca D, Magazu S,
Wanderlingh U, Kiselev MA. Effect of anionic and cationic polyamidoamine
(PAMAM) dendrimers on a model lipid membrane. Biochimica et biophysica acta.
2016;1858:2769-77.

51.  Keszthelyi T, Hollo G, Nyitrai G, Kardos J, Heja L. Bilayer Charge Reversal
and Modification of Lipid Organization by Dendrimers as Observed by Sum-Frequency
Vibrational Spectroscopy. Langmuir : the ACS journal of surfaces and colloids.
2015;31:7815-25.

52.  Nowacka O, Shcharbin D, Klajnert-Maculewicz B, Bryszewska M. Stabilizing
effect of small concentrations of PAMAM dendrimers at the insulin aggregation.
Colloids and surfaces B, Biointerfaces. 2014;116:757-60.

53. Shcharbin D, Klajnert B, Bryszewska M. The effect of PAMAM dendrimers on
human and bovine serum albumin at different pH and NaCl concentrations. Journal of
Biomaterials Science, Polymer Edition. 2005;16:1081-93.

54. Sanders MR, Clifton LA, Neylon C, Frazier RA, Green RJ. Selected wheat seed
defense proteins exhibit competitive binding to model microbial lipid interfaces. Journal
of agricultural and food chemistry. 2013;61:6890-900.

55. Arsenault M, Bedard S, Boulet-Audet M, Pezolet M. Study of the Interaction of
Lactoferricin B with Phospholipid Monolayers and Bilayers. Langmuir : the ACS
journal of surfaces and colloids. 2010;26:3468-78.

56.  Maget-Dana R. The monolayer technique: a potent tool for studying the
interfacial properties of antimicrobial and membrane-lytic peptides and their
interactions with lipid membranes. Biochimica Et Biophysica Acta-Biomembranes.
1999;1462:109-40.

57. Majoros I, Williams C, Becker A, Baker J. Surface Interaction and Behavior of
Poly(amidoamine) Dendrimers: Deformability and Lipid Bilayer Disruption. J] Comput
Theor Nanosci. 2009;6:1430-6.

58. Mecke A, Majoros 1J, Patri AK, Baker JR, Holl MM, Orr BG. Lipid bilayer
disruption by polycationic polymers: the roles of size and chemical functional group.
Langmuir : the ACS journal of surfaces and colloids. 2005;21:10348-54.

59. Mecke A, Uppuluri S, Sassanella TM, Lee DK, Ramamoorthy A, Baker JR, Jr.,
Orr BG, Banaszak Holl MM. Direct observation of lipid bilayer disruption by
poly(amidoamine) dendrimers. Chemistry and physics of lipids. 2004;132:3-14.

60.  Wang YL, Lu ZY, Laaksonen A. Specific binding structures of dendrimers on
lipid bilayer membranes. Physical chemistry chemical physics : PCCP. 2012;14:8348-
59.

61.  Lee H, Larson RG. Coarse-grained molecular dynamics studies of the
concentration and size dependence of fifth- and seventh-generation PAMAM
dendrimers on pore formation in DMPC bilayer. The journal of physical chemistry B.
2008;112:7778-84.

30



62.  Lee H, Larson RG. Molecular dynamics simulations of PAMAM dendrimer-
induced pore formation in DPPC bilayers with a coarse-grained model. The journal of
physical chemistry B. 2006;110:18204-11.

63.  Evans K, Laszlo J, Compton D. Carboxyl-terminated PAMAM dendrimer
interaction with 1-palmitoyl-2-oleoyl phosphocholine bilayers. Biochimica Et
Biophysica Acta-Biomembranes. 2014;1838:445-55.

64. Karolczak K, Rozalska S, Wieczorek M, Labieniec-Watala M, Watala C.
Poly(amido)amine dendrimers generation 4.0 (PAMAM G4) reduce blood
hyperglycaemia and restore impaired blood-brain barrier permeability in streptozotocin
diabetes in rats. Int J Pharm. 2012;436:508-18.

65. LiY, Gu N. Computer simulation of the inclusion of hydrophobic nanoparticles
into a lipid bilayer. J Nanosci Nanotechnol. 2010;10:7616-9.

66. Wang B, Zhang L, Bae SC, Granick S. Nanoparticle-induced surface
reconstruction of phospholipid membranes. Proc Natl Acad Sci U S A.
2008;105:18171-5.

67.  Zheng X, Wang T, Jiang H, Li Y, Jiang T, Zhang J, Wang S. Incorporation of
Carvedilol into PAMAM-functionalized MWNTs as a sustained drug delivery system
for enhanced dissolution and drug-loading capacity. Asian Journal of Pharmaceutical
Sciences. 2013;8:278-86.

68.  Zolotarskaya OY, Xu L, Valerie K, Yang H. Click synthesis of a
polyamidoamine dendrimer-based camptothecin prodrug. RSC Adv. 2015;5:58600-8.
69.  Pasut G, Veronese F. State of the art in PEGylation: The great versatility
achieved after forty years of research. J Controlled Release. 2012;161:461-72.

70.  Fruijtier-Polloth C. Safety assessment on polyethylene glycols (PEGs) and their
derivatives as used in cosmetic products. Toxicology. 2005;214:1-38.

71.  Massenburg D, Lentz B. Poly(ethylene glycol)-induced Fusion and Rupture of
Dipalmitoylphosphatidylcholine Large, Unilamellar Extruded Vesicles. Biochemistry.
1993;32:9172-80.

72.  Boni LT, Stewart TP, Hui SW. Alterations in phospholipid polymorphism by
polyethylene glycol. Journal of Membrane Biology. 1984;80:91-104.

73. Avaritt BR, Swaan PW. Intracellular Ca2+ release mediates cationic but not
anionic poly(amidoamine) (PAMAM) dendrimer-induced tight junction modulation.
Pharm Res. 2014;31:2429-38.

74.  Petrache HI, Zemb T, Belloni L, Parsegian VA. Salt screening and specific ion
adsorption determine neutral-lipid membrane interactions. Proceedings of the National
Academy of Sciences of the United States of America. 2006;103:7982-7.

75. Lodish H. Intracellular Ion Environment and Membrane Electric Potential. In:
Lodish H, Berk A, Kaiser CA, Krieger M, Bretscher A, Ploegh H, Amon A, Scott MP,
editors. Molecular Cell Biology. 7th ed. New York: W.H. Freeman & Co Ltd; 2012. p.
483 - 94.

76.  Aronson PS, Boron WF, Boulpaep EL. Transport of Solutes and Water. In:
Boron WF, Boulpaep EL, editors. Medical physiology : a cellular and molecular
approach. 2 ed. Philadelphia, PA: Saunders; 2012. p. 106-46.

77. Zhao W, Rog T, Gurtovenko AA, Vattulainen I, Karttunen M. Atomic-scale
structure and electrostatics of anionic palmitoyloleoylphosphatidylglycerol lipid
bilayers with Na+ counterions. Biophys J. 2007;92:1114-24.

78. Nisato G., Ivkov R. Amis E.J. Size invariance of polyelectrolyte dendrimers.
Macromolecules. 2000; 33: 4172-4176 .

31



32



