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All-atom molecular dynamics simulations can provide insight into the properties of polymeric
gene-delivery carriers by elucidating their interactions and detailed binding patterns with nucleic
acids. However, to explore nanoparticle formation through complexation of these polymers and
nucleic acids and study their behavior at experimentally relevant time and length scales, a reliable
coarse-grained model is needed. Here, we systematically develop such a model for the complex-
ation of small interfering RNA (siRNA) and grafted polyethyleneimine copolymers, a promising
candidate for siRNA delivery. We compare the predictions of this model with all-atom simulations
and demonstrate that it is capable of reproducing detailed binding patterns, charge characteristics,
and water release kinetics. Since the coarse-grained model accelerates the simulations by one
to two orders of magnitude, it will make it possible to quantitatively investigate nanoparticle
formation involving multiple siRNA molecules and cationic copolymers. C 2015 AIP Publishing
LLC. [http://dx.doi.org/10.1063/1.4937384]

I. INTRODUCTION

Gene therapy, which involves the delivery of foreign
genomic material into host cells, can be used to treat
inherited disorders, cancer, and viral infections, among
many others. One of the central challenges of gene therapy
is the design of effective gene carriers. Non-viral gene
delivery vectors, such as synthetic polymers, are promising
systems that offer the advantage of low toxicity and cost,
as well as ease of industrial production.1–4 One of the most
popular polymers used in gene delivery is the polycation
polyethyleneimine (PEI), which has been developed over
the past two decades for the successful delivery of nucleic
acids such as plasmid DNA,5 oligonucleotides,6 and small
interfering RNA (siRNA).7 RNA interference (RNAi) using
siRNA is a promising therapeutic strategy.8–10 Protective
carriers are needed to deliver siRNA to the target site to
avoid degradation by nucleases, to facilitate cellular uptake,
and so on. PEI appears to be a promising carrier, as it offers
pH-buffering properties,6 high affinity to siRNA,11 high gene-
delivery efficiency,12,13 and the advantage of being easily
modified with other functional groups.14 In spite of this
great potential, there exist several challenges that prevent
the clinical use of such gene-delivery systems. For example,
controlling the colloidal stability of nanoparticles created
via self-assembly of DNA and PEI-based polymers poses
a major challenge.15,16 Furthermore, there is evidence that
nanoparticle morphology plays an important role in dictating
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biofunctionality, including cellular and tissue uptake,17,18

tissue diffusion,19 and circulation stability.20 In collaboration
with Mao and co-workers, we previously reported effective
shape control of plasmid DNA and polyphosphoramidate
(PPA)-based nanoparticles21,22 and showed that nanoparticle
shape correlates with transfection efficiency. To achieve shape
control for PEI/siRNA nanoparticles as well, new PEI-based
carriers are needed. PEI copolymers have emerged as a
promising candidate, but the multitude of parameters that
needs to be examined provides a strong motivation to develop
modeling techniques that guide the design of these PEI-
based carriers. Here, we examine the systematic generation
of coarse-grained (CG) models that offer such quantitative
predictive capabilities.

All-atom (AA) molecular dynamics (MD) simulations
have provided insight into the complexation of siRNA with
PEI by elucidating the interaction of hyperbranched PEI
(hyPEI) with a single siRNA molecule.11 Sun et al. performed
AA simulations involving multiple siRNA molecules to
study the effect of lipid substitution on PEI-mediated siRNA
complexation.14 However, the time and length scales of the full
siRNA/PEI complexation process, as well as the need to track
shape fluctuations of the resulting nanoparticles, preclude
the exclusive use of AA modeling. These limitations can
be overcome by CG simulations based upon a bead–spring
model, as employed in investigations on shape control of
micellar DNA nanoparticles21,22 and other coarse-grained
studies of DNA condensation by polycations.23–25 In such
models, which often use an implicit solvent, the nucleic
acids are represented as simple polyanions, which capture
sufficient structural properties to provide mechanistic insights,
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but lack the details that enable quantitative predictions of the
binding pattern and dynamics. To remedy this, we employ
atomistic input to develop a CG model that can achieve the
experimentally relevant time and length scales, while partially
retaining important atomistic information.

A CG force field that has been widely used and
validated in the context of biological systems, in particular in
simulations of lipids26 and proteins,27 is the MARTINI force
field.28 It is particularly interesting to examine its capabilities,
since only very recently a DNA model was released employing
this force field.29 We investigate the extension of this model
to siRNA, focusing on the representation with polarizable
water30 and full long-range electrostatic interactions, as
those are crucial in the complexation of siRNA with PEI
copolymers. For the latter, we choose polyethylene glycol
(PEG)-grafted linear PEI, following our earlier work on
DNA nanoparticle shape control.21,22 Such copolymers are
easier to synthesize and provide a larger parameter space
for shape control than PEG/PEI block copolymers. We
systematically develop a CG model for this polymer based
upon AA simulations and also compare the results for
siRNA–copolymer complexation obtained via these modeling
strategies, with a particular emphasis on the role of PEG
grafting density, one of the important parameters influencing
the morphology of self-assembled DNA nanoparticles.22 The
CG force fields presented here will make it possible to
perform greatly accelerated simulations of siRNA nanoparticle
formation while retaining sufficient atomistic detail to provide
quantitative input to future experiments.

II. METHODS AND MODELS

A. All-atom molecular dynamics simulations
of PEG-grafted linear PEI

We develop an AA force field for PEG-grafted linear
PEI (chemical structure shown in Fig. 1) based on the
CHARMM General Force Field (CGenFF) version 2b8.31

The corresponding CGenFF program32,33 (version 0.9.7.1
beta) can automatically assign parameters to a compound
by exploiting analogies to small molecules and accompanies
these parameters with an evaluation of their accuracy
expressed through a “penalty score.” Thus, we employ the
“divide-and-conquer” strategy, splitting the polymer into
small building blocks and designing compounds containing

FIG. 1. Chemical structure of PEG-grafted PEI.

them based upon the local environment of individual
residues within the polymer. These compounds are then
evaluated in the CGenFF program to obtain an initial
estimate of the force-field parameters. Parameters with low
penalty scores are adopted directly for simulations. For the
compounds we designed, all the partial charges and bond
and angle parameters obtained by the CGenFF program
show acceptable penalty scores (less than 50), whereas some
dihedral parameters have high penalty scores. We choose to
optimize these dihedral parameters via quantum-mechanical
relaxed potential-energy surface scans using Gaussian0934

with second-order Møller–Plesset perturbation theory (MP2)
and the 6-31G(d) basis set. The Force Field Toolkit35

implemented in Visual Molecular Dynamics (VMD)36 is
then used to fit these dihedral parameters by reproducing the
quantum-mechanical potential energy surface using molecular
mechanics. This parametrization strategy is more rigorous
than earlier work,37 where the force field was obtained by
small-molecule analogy only, without further optimization
based on quantum-mechanical calculations. Details of the
parametrization of the PEG-grafted PEI AA force field are
provided in the supplementary material.38

Considering the computational cost of AA simulations,
we choose to simulate a linear PEI backbone of 50 amine
groups and PEG grafts of 20 monomers each. This choice
corresponds to PEI2.2k-g-PEG0.9k. The grafting density is
defined as the number of grafted PEG chains divided by the
number of amine groups in the PEI backbone. By varying
the number of grafted chains, we simulate grafted copolymers
with grafting density 0% (linear PEI backbone only), 2%
(one PEG graft), 4%, and 8%. In view of the beneficial
effect of low pH on siRNA delivery efficiency,39 we adopt
pH 2 for our systems. To represent this condition, 82% of
the nitrogen sites in PEI backbone are protonated40 (the
charged sites are fixed during the simulation and distributed
as illustrated in Sec. I in the supplementary material and
Fig. S138). Initial configurations for the polymer are generated
by the VMD Psfgen plugin and then solvated into rectangular
water boxes with a solvation shell of 16 Å thickness, which
results in approximately ten thousand water molecules in each
system. The size of the simulation cells and exact numbers of
water molecules are listed in Table S3 in the supplementary
material.38 To neutralize the system, 41 Cl− ions are added.
After energy minimization for 5000 steps, each system is
heated from 0 K to 300 K in 400 ps with an increase of 30 K
after every 40 ps. Subsequently, these systems are equilibrated
for 100 ns using Langevin dynamics as thermostat with a
damping parameter of 5 ps−1 and Nosé–Hoover Langevin
piston pressure control41,42 with an oscillation time scale of
200 fs and a damping time scale of 100 fs to maintain a
pressure of 1 bar. A production run of 200 ns is used for
data analysis and serves as input for parametrization of the
CG polycation model. In addition, the final configurations of
each grafted PEI are used as the starting configurations for the
complexation simulations described next.

All AA simulations are performed using the NAMD pack-
age43 with the TIP3P44 water model, periodic boundary condi-
tions, and full electrostatics using the Particle–Mesh–Ewald
(PME) method.45 We use a time step of 2 fs and constrain all
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bonds involving hydrogen atoms via the SHAKE algorithm.46

A cutoff of 12 Å is set for the short-range interactions and the
real-space contribution to the electrostatic calculations.

B. All-atom molecular dynamics simulations of siRNA
complexation with PEG-grafted PEI

To examine complexation of grafted PEI-copolymers with
siRNA, we construct siRNA composed of 50 nucleotides and
with a net negative charge of −48 e in its fully deprotonated
state,

sense strand: GAGCCCUUCUUUGACUCCCUGGUGA
antisense strand: UCACCAGGGAGUCAAAGAAGGG-

CUC.
We use the Nucleic Acid Builder47 via the make-na

server (http://structure.usc.edu/make-na/) to build the initial
configuration of the siRNA in the canonical A form and
employ the CHARMM36 force field.48,49 In constructing
the initial configuration, which comprises two grafted PEI
copolymers and one siRNA molecule, the centers of mass of
the polycations and the siRNA form an equilateral triangle
with side length 40 Å, aligned such that their principal axes are
parallel and perpendicular to the plane of triangle. Then, the
solute is solvated into a rectangular water box with a solvation
shell of 17 Å thickness, which results in approximately
39 000–59 000 water molecules in each system. The size
of the simulation cells and exact number of water molecules
in each system are listed in Table S4 in the supplementary
material.38 48 Na+ ions and 82 Cl− ions are added to the water
box, serving as counterions to the siRNA and the polycations,
respectively. After energy minimization for 5000 steps with
the solute molecules fixed, followed by another 5000 steps
unrestrained minimization, the systems are heated from 0 K
to 300 K during 800 ps with an increase of 30 K after every
80 ps. The resulting configurations are simulated for 60 ns
at 300 K and 1 bar using Langevin dynamics as thermostat
and Nosé–Hoover Langevin piston pressure control, with the
same damping parameter choices as in the AA simulations
of isolated PEG-g-PEI in water. All other parameters of the
simulation protocol also are chosen as described in Sec. II A.

C. Coarse-grained molecular dynamics simulations
based on MARTINI force field

We employ the MARTINI force field for CG simulations
of siRNA and grafted PEI. In view of the recent publication of
a DNA model within the framework of this force field29 and
given the structural similarities between siRNA and a short
DNA fragment in terms of their negatively charged anionic
phosphodiester backbones, we represent siRNA by this model
using double-stranded DNA in the canonical A form. In the
DNA force field, the double-helical structure is imposed via
an elastic network. This network comes in two variants, a
“stiff network” that is better at retaining large-scale structures
and a “soft network” that provides more realistic rotation of
bases and a persistence length closer to experiment. We found
that the soft elastic network is not strong enough to maintain
the canonical A form very well, as illustrated in Fig. S8 in
the supplementary material,38 and thus use the stiff elastic

TABLE I. MARTINI CG bead choice.

CG bead name
MARTINI
bead type Corresponding AA atom groups

u (neutral PEI bead) SNda −CH2NHCH2−
p (charged PEI bead) SQd −CH2NH+2CH2−
e1 (PEI left end bead) Nda CH3CH2NHCH2−
e2 (PEI right end bead) SQd −CH2NH+3
g (PEG bead) SNa −CH2OCH2− or −CH2OCH3

l (PEI linking bead) Na

−CH2NCH2−
|
CH2

network. Its main drawback is that a significantly increased
persistence length is not expected to play a major role, given
the short RNA length studied here.

Our model for grafted PEI is parametrized based upon the
AA simulations of a single polymer chain in water (Sec. II A).
Table I lists the choices for the MARTINI bead types. With
the separations that we adopted, for most chemical groups,
three heavy atoms are mapped on one CG bead, slightly more
detailed than the 4-to-1 mapping typically employed in the
MARTINI force field. These beads are assigned as smaller
beads and labeled “S.” Figure 2 shows an example structure
of CG PEG-grafted PEI at grafting density 2%. Using the
chosen mapping scheme, we then parametrize the CG bond,
angle, and dihedral interaction coefficients by matching all
the corresponding distributions (listed in Table S5 in the
supplementary material38) with their counterparts extracted
from the AA simulations. Details of this parametrization, the
bonded force field parameters, and a comparison between
AA and CG simulations of the radius of gyration of the
polymer are provided in the supplementary material.38 As
electrostatic interactions are instrumental in the complexation
of siRNA and polycations, we choose polarizable water model
over the standard water model to achieve a more precise
representation of local electrostatic screening. We observe
that use of the standard water model will lead to compact
polycation structures due to an overestimation of the attraction
between ions and charged beads, as shown in Fig. S738 in the
supplementary material.

Using these CG force fields, we perform complexation
simulations. Two grafted PEI and one siRNA are placed
in a similar initial configuration as in the AA simulations
(Sec. II B), with the geometric centers of polycations and

FIG. 2. CG representation of PEG-grafted PEI at grafting density 2%.
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siRNA forming an equilateral triangle of side length 4 nm
and the molecules aligned such that their principal axes are
parallel to each other and perpendicular to the plane of the
triangle. The solutes are placed in periodic cubic water boxes
with side length 14 nm for grafting densities 0% and 2%, and
side length 15 nm for grafting densities 4% and 8%. 48 Na+

ions and 82 Cl− ions are added to neutralize the charges on the
siRNA and the polycations. After energy minimization using
the steepest descent algorithm, each system is equilibrated
with a time step of 1 fs for 4 ns and a time step of 3 fs for
18 ns. After equilibration, a production run of 100 ns is
performed with a time step of 10 fs. The system is coupled
to an isotropic Berendsen barostat50 at pressure of 1 bar
with a time constant of 4 ps. Grafted PEI, siRNA, and
water are each thermostatted separately at a temperature
of 300 K using stochastic velocity rescaling,51 with a time
constant of 1 ps. All CG simulations are performed with
the GROMACS simulation package52 (version 4.6.7). The
Lennard-Jones interactions are smoothly shifted to zero
between 0.9 and 1.2 nm via a polynomial such that the
potential and its derivatives are continuous at the cutoff.
As in the AA simulations, the electrostatic interactions are
treated via PME. We employ a real-space cutoff of 1.2 nm
and a spacing of the Fourier grid of 0.12 nm. The global
relative dielectric constant is set to 2.5 which in conjunction
with the polarizable water model produces realistic dielectric
behavior.

III. RESULTS AND DISCUSSION

A. Binding patterns

The binding between siRNA and PEI-based polymers
depends on the structure of the PEI backbone and possible
chemical modifications. Zheng et al. studied the binding of
siRNA with hyPEI, which is a charged spherical polymer
rather than a linear molecule. To increase its contact with
the positively charged groups on the hyPEI, siRNA tends
to adapt its structure in the form of local roll and tilt
deformations.11 Such strong siRNA-deforming characteristics
upon condensation are frequently observed in condensation
with highly branched polymers, such as dendrimers.53–57

For binding with lower-generation dendrimers as well as
certain polycations smaller in size than siRNA, such as low-
molecular-weight linear or branched poly(L-lysine), Ouyang
et al. have reported that polycations with lower total charge
preferably bind within the major groove of siRNA, whereas
those with higher total charge appear to bind less specifically
on different regions of the siRNA.53 Considering that linear
PEI shows a better safety profile than branched PEI,58,59 here
we explore how linear PEI2.2k-g-PEG0.9k chains, which are
longer than siRNA and far more flexible, bind to siRNA and
how this condensation affects the siRNA structure.

Figure 3 shows the final configurations of the complexes
formed at different PEG grafting densities, as obtained via
the AA simulations described in Sec. II B. For both polymers
present in the system, certain parts of the PEI backbones
bind closely with the siRNA, exhibiting a tendency to wrap
along the siRNA phosphate groups within the minor grooves,

FIG. 3. Typical configurations of siRNA complexed with two PEG-grafted
PEI chains at grafting density (a) 0%, (b) 2%, (c) 4%, and (d) 8%, obtained
from AA simulations. Water molecules, ions, and hydrogen atoms are in-
cluded in the simulations but not shown here for clarity. Color codes for the
polymer chain: red–oxygen (PEG), blue–nitrogen (PEI), and cyan–carbon.

whereas other parts are located away from the siRNA.
As expected, the PEG grafts, which do not experience the
electrostatic interaction responsible for the complexation, tend
to stay away from the siRNA.

To examine whether the CG model can reproduce this
binding picture, Fig. 4 shows the final configurations of the CG
simulations of Sec. II C. Qualitatively, the relative positions
of the PEI backbones and the PEG grafts are similar to
those observed in the AA simulations, with parts of the PEI
backbones wrapping around the siRNA and the PEG grafts
located away from the siRNA.

To quantify the locations of the PEI backbones and PEG
grafts relative to the siRNA, we plot the cumulative percentage
of the PEI nitrogen atoms and PEG oxygen atoms as a function
of distance to any siRNA C1′ atom, averaged over the last
10 ns of each AA simulation (Fig. 5(a)) and the cumulative
percentage of PEI beads and PEG beads as a function of
distance to any siRNA BB3 bead, averaged over the last 20
ns of each CG simulation (Fig. 5(b)). The C1′ atoms reside
on the sugar rings of the siRNA, located approximately 5
Å away from the surface of the helical “tube” defined by
the phosphorus atoms. The BB3 beads are the CG beads
representing the C3′, C2′, and C1′ atoms and corresponding
hydrogen atoms in the sugar ring in the MARTINI model and
are located nearly on the surface of the helical tube defined
by the BB1 beads, which in turn are the CG representations
for the phosphate groups. In both models, the cumulative
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FIG. 4. Typical configurations of siRNA complexed with two PEG-grafted
PEI chains at grafting density (a) 0%, (b) 2%, (c) 4%, and (d) 8% as obtained
in CG simulations. Water molecules and ions are not shown for clarity. Color
codes: blue–PEI, red–PEG, pink–siRNA backbone, and yellow–siRNA base.

percentage of PEI sites rises quickly from 0% at ∼0.5 nm
to 80% at ∼1 nm. The curves for the PEG sites start also at
∼0.5 nm, but reach 80% around 2.1 to 2.4 nm (depending
on grafting density) in the AA simulations and around 2.5 to
3.0 nm in the CG simulations. This confirms the observations
of Figs. 3 and 4 that siRNA interacts closely with the PEI
backbone whereas the PEG grafts tend to be located outside

the siRNA grooves. The PEI distributions do not exhibit a
systematic dependence on PEG grafting density, neither in the
AA nor in the CG simulations. The curves representing the
PEG sites start at approximately the same minimal distance
as the PEI curves—this simply arises from the fact the PEG
is grafted to the PEI backbone—but then grows significantly
slower, as expected for the less condensed nature of the PEG
monomers. This distribution is a crucial ingredient for tuning
and understanding the surface properties of nanoparticles
formed through complexation and for controlling the nature
of the aggregation process, in particular the number of siRNA
molecules that will be present within a single nanoparticle.

To provide a detailed view of the interaction between
the PEI backbone and siRNA, Fig. 6(a) shows the radial
distribution functions of PEI nitrogen atoms around the siRNA
backbone oxygen atoms and around the base nitrogen or
oxygen atoms, as obtained in AA simulations. Figure 6(b) is
the corresponding counterpart for CG simulations, showing
the radial distribution functions for PEI beads around the
BB1/BB2 beads in the siRNA backbone (which contain the
oxygen atoms in the siRNA backbone) and around the base
SC1/SC2/SC3/SC4 beads (which represent the nitrogen and
oxygen atoms in the bases). Both models show a strong
short-distance peak demonstrating that PEI interacts primarily
with the siRNA backbone rather than its bases. For AA
simulations, this peak is located around 0.27 nm (Fig. 6(a)),
corresponding to the hydrogen bonding between PEI amine
and oxygen in the backbone. In the CG simulations (Fig. 6(b)),
this peak has shifted to ∼0.46 nm, owing to the larger size
of the CG beads (excluded-volume separation 0.43 nm or
0.47 nm, depending on the interaction). The secondary and
tertiary peaks (at 0.5 nm and 0.7 nm) in the PEI distribution
around the backbone in Fig. 6(a) arise from indirect
interactions, such as water-mediated hydrogen bonding. In
the CG simulations, only a secondary peak is present, near 0.8
nm. Despite these differences, we note that the CG model is
able to reproduce the direct interaction between PEI and the
siRNA backbone via hydrogen bonding as well as, to a lesser
degree, the indirect interactions.

As mentioned above, siRNA can undergo significant
structural changes upon complexation with branched PEI.
To gain insight into the effect of linear PEI (which has a
much lower bending rigidity) on the siRNA structure, we

FIG. 5. Location of PEI backbones (dashed curves) and PEG grafts (solid lines) with respect to siRNA within a complex, as expressed via the cumulative
percentage of PEI and PEG monomers from the siRNA backbone in (a) AA simulations and (b) CG simulations. In the AA simulations, PEI monomers are
located via the nitrogen atoms and PEG monomers via the oxygen atoms, whereas in the CG simulations, the respective monomers are represented via single
beads. All data are shown for PEG grafting densities 2%, 4%, and 8% (labeled GD2, GD4, and GD8).
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FIG. 6. Atom-level information of the interaction between PEI and siRNA via the radial distribution functions (RDF) of the PEI backbone sites around both the
siRNA backbone and its bases in (a) AA simulations and (b) CG simulations. The CG simulations accurately reflect the direct hydrogen bonding between the
PEI amines and the siRNA backbone (albeit with a shifted primary peak due to the bead size adopted in the MARTINI force field) rather than with the siRNA
bases.

compare the shape of siRNA complexed with the polycations
to that of isolated siRNA in water. We characterize the
shape via the end-to-end distance along the principal axis
of siRNA (Figs. 7(a) and 7(c)) and the cross-sectional area of
siRNA (Figs. 7(b) and 7(d)). This area refers to the smallest
rectangular box that encloses the siRNA, with the cross
section oriented perpendicular to its principal axis. The length
of the siRNA, as depicted in Fig. 7(a) for the last 20 ns
of the AA simulations, decreases significantly upon binding,
whereas the cross-sectional area (Fig. 7(b)) remains similar,
indicating the absence of strong siRNA bending, which in turn
justifies the use of the stiff elastic network. Interestingly, the
shrinking along the principal axis can be directly related to
the binding pattern, where the PEI backbones “wrap” around

the siRNA phosphate groups on both strands within the minor
grooves and then pulls these strands together via the strong
electrostatic interactions (this is noticeable, e.g., in Fig. 3(b)).
The absence of siRNA bending (as compared to complexation
with hyperbranched PEI11) is easily understood from the very
flexible nature of linear PEI backbone, which enables it to
adapt its conformations during the binding process. As the
PEG grafts tend to be located away from the siRNA, their
presence does not have a strong effect on the siRNA shape.

The CG siRNA model cannot reproduce the subtle change
of the end-to-end distance along the principal axis. As shown
in Fig. 7(c), the end-to-end distance of siRNA in the complex
is similar to or even a little larger than isolated siRNA in water
and shows smaller fluctuations than in the AA simulations.

FIG. 7. Examination of potential siRNA shape change upon binding to grafted linear PEI. (a) The end-to-end distance along the principal axis of siRNA in
AA simulations shows a significant length reduction, which arises from electrostatic interactions with PEI backbones located in the minor groove. (b) The
cross-sectional area does not differ significantly between isolated and complexed siRNA, highlighting that PEI does not cause strong bending of siRNA. (c) The
CG simulations cannot reproduce the length reduction but rather show an end-to-end distance that even has a slight increase upon binding with PEI. (d) The
cross-sectional area in the CG simulations is independent of binding, as in the AA simulations, but significantly smaller.



243146-7 Z. Wei and E. Luijten J. Chem. Phys. 143, 243146 (2015)

The cross-sectional area also does not vary upon binding,
which is consistent with the AA model. In an attempt to
remedy this, we decreased the force constant in the stiff
elastic network from the default value of 500 kJ mol−1

nm−2 to 300 kJ mol−1 nm−2 in intervals of 50 kJ mol−1

nm−2 and simulated isolated siRNA in water as well as
siRNA complexation with grafted PEI at different grafting
densities. However, none of these choices could reproduce
the length reduction along the principal axis observed in
the AA simulations, whereas in some of the simulations,
the shape of the siRNA became unstable, as illustrated in
Fig. S9 in the supplementary material.38 In addition, we note
that CG simulations of isolated siRNA in water already show
a lower end-to-end distance (Fig. 7(c)) and cross-sectional
area (Fig. 7(d)) than in the AA simulations. Potential causes
for this discrepancy are the stiff elastic network that is used to
retain the double-helical structure but can render the siRNA
more compact, and the coarse-graining process itself, which
groups several heavy atoms along with their linking hydrogen
atoms into a single bead.

B. Charge neutralization

To investigate how the PEI backbones and ions in the
solution neutralize the charge on siRNA, we plot the total
charge of the polymers and ions as a function of distance to
any siRNA C1′ atoms, averaged over the last 10 ns of the
AA simulations (Fig. 8(a)) and the total charge as a function
of distance to any siRNA BB1 beads, averaged over the
last 20 ns of the CG simulations (Fig. 8(c)). These figures
shows a clear “overcharging” peak,23 where the net charge

−48 e on the siRNA is neutralized by PEI and counterions
located within 0.8 nm from the backbone, but the region in
the next several nanometers from the backbone contains a
net positive charge. These net-charge distributions are very
similar for AA and CG simulations and in neither of the
cases exhibit a strong dependence on grafting density. To
elucidate the origin of the overcharging, we separate the net
charge in contributions from ions and from protonated sites
on the PEI (Fig. 8(b), AA simulations and Fig. 8(d), CG
simulations). These figures show, again consistent between
AA and CG simulations, that the monovalent ions do not play
a role in the overcharging, but that this is wholly due to the
connectivity of the PEI backbone, which forces excess charged
groups to reside near the monomers that are condensed on the
siRNA. These excess charges then influence the distribution
of Cl− ions, only followed at larger distances by the Na+

counterions. The presence of PEG grafts does not interfere
with the ability of PEI to neutralize the siRNA but causes a
weak expansion of the ionic clouds in the AA simulations,
which we ascribe to steric hindrance. Unlike the other features
of the charge distributions, this last effect is not reflected in
the CG simulations.

C. Water release

Water release is an important aspect of binding dynamics.
Since water molecules adhering to macromolecules are less
mobile, their release is associated with a gain in entropy.60

We characterize this release by tracking the number of water
molecules in the hydration shells of siRNA and the copolymers
as binding takes place (Fig. 9). In the AA simulations

FIG. 8. Demonstration and origin of siRNA overcharging. Cumulative net charge around siRNA as calculated from the distance of charged groups and ions
to (a) C1′ atoms in the AA simulations and (c) BB1 beads in the CG simulations shows an overcharging peak near 1.0 nm. The cumulative number of (b)
protonated nitrogen (in PEI) and ions around siRNA in AA simulations and of (d) charged PEI beads and ions around siRNA in CG simulations shows that this
overcharging is caused by PEI rather than by ions. The dashed horizontal lines correspond to the absolute net charge on either siRNA (48 e) or PEI (82 e).
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FIG. 9. Characterization of water release upon binding between siRNA and PEG-g -PEI copolymers. Top row (a)–(c): AA simulations. Bottom row (d)–(f): CG
simulations. (a) and (d) Number of H2O molecules around siRNA as a function of time; (b) and (e) number of H2O molecules around copolymers as a function
of time; (c) and (f) contact number between siRNA and copolymers as a function of time.

(Figs. 9(a) and 9(b)), a water molecule is considered part
of the hydration shell if its oxygen atom is within 0.3 nm
of siRNA or polymers. In the CG simulations (Figs. 9(d)
and 9(e)), the W bead of polarizable water must be within
0.6 nm of siRNA or polymers. These hydration shell limits
are chosen based upon the radial distribution functions of
water molecules around siRNA and polymers (see Fig. S1038

in the supplementary material). To correlate the reduction of
the hydration shells with the binding process, we show the
concomitant change in contact number in Figs. 9(c) and 9(f).
In the AA simulations, PEI is considered in contact with
siRNA if a nitrogen atom is within 0.3 nm of any siRNA
nitrogen or oxygen atom. In the CG simulations, the contact
criterion is a PEI bead within 0.6 nm of any siRNA bead.
These criteria were adopted to include the regime of direct
hydrogen bonding shown in Fig. 6. As illustrated in Figs. 9(c)
and 9(f), within the first 30 ns of the simulations, the polymers
move toward the siRNA. The relative change in the number
of water molecules around siRNA is similar in the AA and
CG simulations, and independent of PEG grafting density.
On the other hand, the number of water molecules around
the copolymers (Figs. 9(b) and 9(e)) is strongly dependent on
grafting density, reflecting the hydrophilicity of PEG. Clearly,
once multiple siRNA molecules are involved in aggregation,
the PEG grafts may start to exert an important influence.

D. Discussion

The MARTINI model usually employs a 4-to-1 or 3-to-1
mapping of heavy atoms to a single bead. This mapping
scheme is more refined than a typical bead–spring model,
making it possible to retain some atomistic details in
the parametrization of interaction coefficients based upon
AA simulations. The model we present here based on

the MARTINI force field successfully captures the general
trend of siRNA and polycation binding, such as the binding
structure and charge characteristics. In addition, the explicit
solvent model adopted quite reasonably reproduces the
water release from the hydration shells during complexation.
Inevitably, certain details are lost in the coarse-graining
process, including the contraction of siRNA along its main
axis upon binding. In exchange for these trade-offs, the CG
model offers an enormous acceleration compared to the AA
simulations. Whereas 60 ns of the latter (using NAMD) take
60–90 days on 12 cores (Intel Xeon E5645, 2.40 GHz), the
100 ns CG simulations (using Gromacs) take only about
3 days on the same 12 cores (it is noteworthy that the
Gromacs simulations were accelerated by approximately
a factor 3 if three of these cores were dedicated to
multithreaded PME calculation; moreover, Gromacs may have
an intrinsically better performance than NAMD, as indicated
in test simulations of DHFR in water52). We note that the
use of a polarizable water model adds significantly to the
computational cost, with a slow-down by approximately a
factor of 3 for a pure water system.30 When comparing AA
and CG time scales, it is sometimes claimed that the standard
MARTINI force field accelerates time fourfold.28 Comparing
the contacting dynamics in Figs. 9(c) and 9(f), we note that it
takes about 30 ns for the AA simulations to reach a stable state,
whereas this takes 10 to 30 ns for the CG simulations, starting
from similar initial configurations. Thus, we cannot confirm
that the factor 4 acceleration fully applies to our model.
However, despite this, the sheer reduction in the number of
particles due to the coarse-graining shown in Table II, as well
as the larger time step (10 fs in the CG simulations compared
to 2 fs in the AA simulations) due to the smoothening of
the energy landscape, results in an acceleration that brings
the investigation of siRNA nanoparticle formation through
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TABLE II. Comparison of the number of atoms/beads in AA and CG com-
plexation simulations.

Grafting
density (%) siRNA

PEG-grafted
PEI Water

AA CG AA CG AA CG
0 1601 323 886 100 116 985 69 021
2 1601 323 1172 140 119 157 68 955
4 1601 323 1458 180 137 844 68 889
8 1601 323 2030 260 176 850 68 742

self-assembly within reach. Finally, we note that in some of
our CG simulations, the contact number has not reached a
plateau after more than 100 ns, indicating that the system has
not reached a steady state yet. We attribute this to the strong
electrostatic interactions between PEI and siRNA, which can
cause the configuration to become trapped in metastable bound
states.

E. Conclusion

We have developed a coarse-grained system of siRNA
and PEG-grafted PEI within the MARTINI framework and
evaluated its performance by comparing with atomistic
simulations. To our knowledge, this is the first use of
the MARTINI model for such a gene-delivery system. We
demonstrated how PEG-g-PEI copolymers bind to siRNA and
investigated the role of water in the complexation process,
as well as the effect of PEG grafting density. In general,
the coarse-grained model provides a reliable description of
the binding process, capturing significant molecular detail
while accelerating the simulations by one to two orders of
magnitude. This illustrates the potential of coarse-grained
simulations for the investigation of nanoparticle formation by
multiple siRNA molecules and cationic copolymers.
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