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The rapid development of drug nanocarriers has benefited from the surface hydrophilic polymers of par-

ticles, which has improved the pharmacokinetics of the drugs. Polyethylene glycol (PEG) is a kind of poly-

meric material with unique hydrophilicity and electrical neutrality. PEG coating is a crucial factor to

improve the biophysical and chemical properties of nanoparticles and is widely studied. Protein adher-

ence and macrophage removal are effectively relieved due to the existence of PEG on the particles. This

review discusses the PEGylation methods of nanoparticles and related techniques that have been used to

detect the PEG coverage density and thickness on the surface of the nanoparticles in recent years. The

molecular weight (MW) and coverage density of the PEG coating on the surface of nanoparticles are then

described to explain the effects on the biophysical and chemical properties of nanoparticles.

1. Introduction

Polyethylene glycol (PEG), also known as macrogol, is a poly-
ether consisting of ethoxy units derived from the ring-opening
polymerization of ethylene oxide. The traditional PEG is a
linear polymer with chemically active hydroxyl groups at both
ends, making it easy to conjugate with functional groups, as
shown in Fig. 1a. Biomolecules or nanoparticles can be conju-
gated with linear PEG via functional groups, called the
PEGylation process. The pharmacokinetic properties of pep-
tides, proteins, hydrophobic polymers, drugs, or nanoparticles
can be significantly improved, while the toxicity of the
materials can be statistically inhibited after PEGylation.1,2

Researchers have recently synthesized many PEG molecules
with different structures, and these PEG entities exhibit good
properties in experiments, as shown in Fig. 1b.3–5 As a result,
PEG has become the most commonly used polymer in bio-
medical research. Its performance extending the elimination
half-life of a drug has become the gold standard for nanoscale
materials.6 So far, more than 20 PEGylated liposomes or RNA
have been approved by the Food and Drug Administration of

the United States, such as Doxil® and Macugen® for clinical
application, which play an extremely vital role in treating
cancer and neovascular age-related macular degeneration,
respectively.7 Compared with linear PEG, other shapes of PEG
were rarely used. Therefore, this review highlighted the linear
PEG in the design of nanocarriers.

Nanoparticles (NPs) have significant advantages such as
small particle size, good stability, improving the insoluble
drug’s solubility, and reducing the drug toxicity.8,9 However,
NPs that fail to reach the lesion site are removed by the mono-
nuclear phagocytic system (MPS) through opsonization and
activation of the complement system.10–12 Therefore, most
stealth drug delivery systems’ research focuses on preventing
NPs from being removed by the MPS in the body or utilizing
the MPS function to inhibit inflammation and infection.13 So
far, surface adsorption or grafting of the shielding group is
widely used to prevent NPs from being removed by the MPS.14

Among the shielding groups, PEG is often selected for adsorp-
tion or grafting applications to surfaces of NPs due to its
characteristics, including electrical neutrality, significant
spatial repulsion, and high hydrophilicity.15,16

After PEGylation, a hydrophilic protective layer is formed
around the NPs, which increases several times for the blood
circulation half-life of the particles through spatial repulsion
rejection.17,18 Also, it is easy for NPs to use PEG as a bridge to
conjugate targeted ligands or peptides onto its hydroxy term-
inal, which can bind the corresponding over-expressed recep-
tors on the surface of cells, to realize targeted drug
delivery.19,20 PEG can improve the targeting delivery capability
of NPs, inhibit the removal of NPs by the MPS, and tune some
physicochemical properties of NPs, such as the mechanical†These authors contribute equally to this work.
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properties of membranes, stability, and drug loading and
release behavior. Molecular weight (MW) and PEG density are
the key factors affecting the physicochemical and biological
properties of NPs.1,21

The PEGylation degree of NPs can be flexibly changed by
adjusting the experimental conditions and methods for pre-
paring NPs. It is indispensable to precisely assess the coverage
density and conformation of PEG on the surface of NPs using
different equipment and techniques. Therefore, this review
introduces the method of PEGylation and the available tools
for quantitative evaluation of the coverage density and confor-
mation of PEG on the surface of NPs and the advantages and
limitations of each technology. Then, the basic properties of
PEG, including MW, density, and conformation on the surface
of NPs, are described to explain the effects on the biophysical
and chemical properties of NPs.

2. PEGylation strategies for
nanoparticles

PEG can significantly change the surface properties of the con-
jugated materials. Among these materials, most of their sur-
faces are hydrophobic and difficult to bind to PEG, resulting in
low efficiency of conjugating PEG onto the surface of the
materials.22 There are three typical coating strategies for PEG
coating on the NP surface: (1) PEG physically adheres to NPs
by physical adsorption, including electrostatic or hydrophobic

interaction; (2) PEG is securely grafted onto the surface of NPs
by forming a stable chemical bond; and (3) PEG can conjugate
with hydrophobic molecules to form macromolecules that can
self-assemble with themselves or other compounds to form
PEGylated NPs in solution, as shown in Fig. 2.

2.1. Physical absorption

Functionalization of the NP surface with PEG in a physical
adsorption manner is the most traditional method with the
advantage of simple operation and easily controlled con-
ditions. The physical adsorption strategy is suitable if (1) the
density of PEG or PEG derivatives on the substrate surface is
not high and (2) there is a strong adsorption capability
between PEG or PEG derivatives and substrates.22 The adsorp-
tion strategy absorbs the hydrophobic or charged groups with
PEG based on hydrophobic interactions or electrostatic adsorp-
tion. For example, Shen et al. used the hydrophobic interaction
between 1,2-distearyl-sn-glycero-3-phosphoethanolamine
(DSPE) and 1,2-dioleoyl-sn-glycero-3-phosphoethanolamine
(DOPE) to graft DOPE–PEG–NH2 onto the gold nanoparticle
(GNP) surface with a covering of DSPE.23 Liu et al. used the
electrostatic interaction between the cationic polymer poly-
ethyleneimine (PEI) and the anion-containing heparan sulfate
(HS) to graft PEG–PEI on the surface of the HS micelle.24

However, the physical adsorption strategy still faces serious
problems such as low adsorption strength, leading to the sep-
aration of PEG chains from the NP surface under certain
conditions.25

Fig. 1 The structures of a variety of PEG molecules. (a) Linear PEG derivatives with functional terminal groups. (b) PEGs with nonlinear systems.
Blue and red are the ethoxy units of PEG and functional groups, respectively. n denotes the degree of polymerization.
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2.2. Chemical conjugation

NPs can be PEGylated by covalent coupling to avoid the separ-
ation of PEG from the NP surface. Still, it requires that the
reaction between the exposed group on the substrate surface
and PEG terminal groups can occur. So far, the responses of
the covalent conjugate mainly include a Si–O bond formed by
the reaction of mesoporous silica nanoparticles and PEG–
silane,26 a Au–S bond formed by the response of Au and a –SH
group,27 an amide bond formed by the response of the acti-
vated –COOH group and –NH2 group,28 thioester bonds
formed by the reaction of activated PEG–COOH with a thiol
group, a triazole group formed by azide–alkyne, or a thioether
bond formed by thiol–alkene in a click reaction.29–31 This strat-
egy’s advantages include mild chemical reaction conditions,
high yield, and stable enough chemical bonds between PEG
and the modified substrate.22 PEG is only presented on the
surface, which avoids the existence of PEG in the NP core.32

Therefore, the shelf-life of products after PEGylation is longer
than those without PEG conjugation. This strategy’s shortcom-
ing is that the grafting effects are limited by the surface-active
site’s position and density. Therefore, it is difficult to ensure
that the surface graft density can meet application require-
ments.33 On the other hand, because of the space hindrance
and reaction rate differences, they may cause batch-to-batch
variations in the graft ratio.34

2.3. Molecular self-assembly

The self-assembly of PEGylated NPs usually occurs through
nanoprecipitation (also known as solvent diffusion) or emulsi-

fication (also known as solvent evaporation). Amphiphilic poly-
mers (hydrophilic PEGs conjugated to hydrophobic polymers
or lipids) are used to form spherical NPs by self-assembly with
or without other compounds in water.35 The hydrophobic part
of the polymer comprises the core of NPs, and the coating of
PEG is the outer layer of particles. The researchers have also
synthesized fluorescence-labeled polymers sensitive to light,
enzymes, temperature, pH, ultrasound, or redox to prepare
PEGylated NPs to improve drug delivery and bioimaging.36–43

The different copolymers are selected to prepare NPs with
other functions and provide very high surface graft density
under self-assembly strategies. However, the synthesis of these
copolymers is relatively complex and requires precise operation
and reasonable condition control.38 Also, studies have shown
that the polymeric NPs prepared by emulsification have higher
PEG coverage than those by nanoprecipitation.44,45 The emul-
sification process’s disadvantage includes the damage of high
shear force and energy requirements, which may cause harm
to shear force- or heat-sensitive drugs and biological agents.46

3. Quantitative evaluation of surface
PEG density

The physical and chemical properties of nanoparticles will be
changed after PEG modification, such as hydrophilicity, hydro-
dynamic diameter, surface charge, and the feature of protein
binding.47 The physical and chemical property changes are
monitored to confirm the degree of PEGylation on the surface.
For example, the diameter of NPs is slightly increased (from

Fig. 2 PEG is grafted onto the surface of NPs by (a) physical adsorption, (b) covalent coupling, and (c) copolymer self-assembly grafting of PEG to
the surface of NPs.
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253 to 286 nm). The surface charge is significantly reduced
(from −30.1 to −18.6 mV) after grafting PEG on the surface of
NPs loaded with itraconazole.48 These analyzing protocols only
were the qualitative or semi-quantitative method to assess the
extent of PEGylated modification. Still, they cannot be used to
precisely measure PEG density on the surface of NPs.34 The fol-
lowing techniques are developed and optimized to obtain
quantitative information of the degree of PEGylation on the
NP surface.

3.1. Detection of coordination complexes

Both I2/KI and Fe (SCN)3 can interact with PEG to produce
colored compounds. The content of PEG was calculated by
quantitative measurement of colored compounds by
spectrophotometry.49,50 This method has advantages such as
simple operation, low cost of equipment, and high sensitivity.
However, the sensitivity decreases with the extension of detec-
tion time.51 Therefore, PEG can only be quantitatively detected
in solution, which limits the applicability of this method.

Enzymatic reactions can also be used to assess the coverage
rate of surface PEG. Saltzman et al. fixed avidin onto palmitic
acid within poly(lactide-co-glycolic acid) (PLGA) NPs to form a
dense and stable avidin coating on the surface of the PLGA
NPs, calculated the number of avidins per NP surface, and
then grafted biotinylated PEG onto the surface of avidin-coated
NPs whereas the uncoupled avidin on the surface of the same
NPs was coated with biotinylated horseradish peroxidase
(bHRP), as shown in Fig. 3. Finally, the bHRP signals of NPs
were determined to calculate the surface PEG density. This
method’s limitation is that the spatial effects of a high MW
PEG coating can effectively prevent bHRP from binding to
avidin. PEG density may be higher than the actual value.52

3.2. Thermogravimetric analysis

Thermogravimetric analysis (TGA), a precise thermal analysis
method, can analyze the relationship between mass loss with a
temperature increase of samples in a manner of program-con-
trolled temperature.53 The essential characteristics of TGA are
robust quantification with a wide detection range, which can
be used to accurately measure the loss rate of substances.54 To
detect the PEG density on the surface of GNPs, the percentage
of weight loss of PEG, namely the degradation of PEG, is calcu-
lated in the temperature range of 302 to 450 °C. The binding
level of PEG on the surface of GNPs can be measured by com-

bining with isothermal titration calorimetry (ITC).55 The
content of PEG on the surface of metal NPs measured by TGA
may be underestimated due to the separation of the adsorbed
PEG from the surface of NPs caused by multiple centrifugal
steps to remove the unbound PEG.56 Therefore, TGA needs the
data support of other analytical methods to detect the density
of PEGs on the NP surface accurately.57

3.3. Ultraviolet and fluorescence spectra

PEG chains are coupled with a chromophore to label the
surface of NPs. Chromatographic separation or ultracentrifuga-
tion methods are used to separate free PEG–chromophore or
PEGylated NPs. The isolated substances will be detected by the
subsequent ultraviolet (UV) or fluorescence signals. The PEG
amount on the NP surface was calculated based on the estab-
lished standard curve of PEG–chromophore.58,59 For PEG with
an –NH2 terminal, the –NH2 group can be quantified using the
Kaiser test. The Kaiser test is based on the reaction of the
–NH2 group with ninhydrin to produce Ruhemann’s purple,
which shows ultraviolet absorption at 256 nm.60 The PEG cov-
erage density is determined according to the established stan-
dard curve of reference standards.61 The sensitivity of the
fluorophore-labeling detection method is much higher than
that of the Kaiser test; it may because the random coil confor-
mation of PEG often engulfs the available –NH2 groups and
reduces their reactivity.62,63 The most common problem of
chromophore-labeled PEG is that the physical and chemical
properties change due to chromophore existence, which may
affect the determination of the PEG density on the NP
surface.34

3.4. Nuclear magnetic resonance

Nuclear magnetic resonance (NMR) is a robust quantitative
analysis method. The chemical shift on the NMR spectrum
reflects the chemical environment of the molecule skeleton.
The peak area is proportional to the number of protons of the
substance measured.64,65 NMR has undergone improvements
in equipment and processing methods and can be used to
determine PEG density on the surface of NPs.66,67 The poten-
tial problem with the NMR analytical method is that particle
aggregation after freeze-drying results in a decrease of the ana-
lyzable surface, underestimating the surface of PEG. To avoid
such issues, low-temperature preservatives (usual carbo-
hydrates) are usually added. However, low-temperature preser-

Fig. 3 Avidin-NP surface covered with biotinylated PEG. Following PEG binding, biotinylated horseradish peroxidase (HRP) was used to probe the
accessible surface PEG density.
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vatives may interfere with the internal standard of PEG, chan-
ging their NMR signals. This problem can also be solved by
directly preparing NPs by emulsifying D2O containing hydro-
philic internal standards.68 However, after NPs are dispersed
in a deuterated solvent, it is difficult for NMR spectroscopy to
distinguish the signal of PEG in the core of NPs. The call can
be obtained only when PEG is grafted or adsorbed on the
surface of NPs.69,70

3.5. X-ray photoelectron spectroscopy

X-ray photoelectron spectroscopy (XPS) is used to analyze the
chemical composition of surfaces.71,72 X-rays irradiate PEG on
the surface of NPs and trigger the emission of photoelectrons.
The emitted photoelectrons are collected, and their energy is
identified and quantified by detectors. These data can be con-
verted into the percentage of surface composition to evaluate
the coverage density of PEG.73,74

There are several limitations for XPS quantifying PEG on
particle surfaces: (1) so far, XPS measurement has to be
carried out on a collapsed dehydrated PEG layer (in a vacuum).
The drying process can affect the thickness and surface distri-
bution of the PEG layer;73 (2) it is highly complicated to quan-
tify PEG on a multi-component surface when the surface con-
tains other ether compounds;75 (3) due to the limited electron
penetration ability, the maximum sampling depth of carbon
electrons is about 10 nm, and the maximum sampling depth
of oxygen electrons is about 8 nm.76 Additionally, a combi-
nation of scanning transmission electron microscopy and
energy-dispersive X-ray spectroscopy (STEM-EDS) is a great
technique to scan the surface composition of materials.
Elemental maps by STEM-EDS can precisely and sharply
analyze the distribution of elements in the surface layer but
not damage the samples.77

4. Conformation of the PEG chain

The conformation of the PEG chain on the surface of NPs is
usually described according to the density of PEG, which

is based on the Flory radius of PEG (RF ¼ αN
3
5, where α is the

length of the ethoxy unit (3.5 nm) and N is the extent of
polymerization of PEG), the distance between two PEG grafting

points (D ¼ 2

ffiffiffiffi
A
Π

r
, where A is the area occupied by the PEG

chain, and A ¼ 1
σ
¼ S

N
, where σ is the coverage-density of PEG

and S is total NP surface in a sample), or the length/thickness

of the grafted PEG layer (L ¼ Nα
5
3

D
2
3

). According to these para-

meters, PEG can exhibit two main conformations, namely,
mushroom and brush conformations. The loose PEG coating
has high elasticity if the surface density is low (D > 2RF), so that
the PEG chains on the surface of NPs cannot be fully extended,
thus forming a mushroom conformation, as shown in Fig. 4a.
Upon increasing the grafting density (D < 2RF), the dense PEG
coating exerts a high osmotic pressure in the medium, causing
the curled PEG chains on the surface of the NPs to extend
outward, thereby forming a brush conformation, as shown in
Fig. 4b.34,78 When D < RF, a brush conformation is further
defined as a dense brush by Damodaran, as shown in Fig. 4c.79

Jameson found no all-mushroom or all-brush conformation of
PEG on the surface of NPs due to the density nonuniformity or
distribution shifts of PEG on the NPs.80 There may exist mul-
tiple conformation types on a single NP. Moreover, mushroom
and brush conformations are found in both low and high cover-
age densities of PEG. The difference between the two cases was
that a more significant proportion of the brush conformation
existed under a higher PEG coverage density.

4.1. Effects of solvent on conformation changes

The influences of solvent on the PEG chain conformation are
very significant. Selli et al. studied PEG chains’ conformation
on the surface of TiO2 NPs in different solvents (water and di-
chloromethane) based on atomistic molecular dynamics simu-
lations. Data indicated that PEG had a strong interaction with
water molecules compared with dichloromethane. The trans-
formation from a mushroom conformation to a brush confor-
mation in water started only at a high density (2.25 chains per
nm2). It has become a brush conformation in dichloro-
methane due to the presence of more OPEG–Ti bonds between
the terminal group of PEG and Ti atoms (2.25 chains per nm2).
Finally, the brush conformation of PEG in water, not in di-
chloromethane, follows the Daoud–Cotton classic scaling

Fig. 4 PEG conformations on a particle surface: (a) Mushroom conformation, (b) brush conformation, and (c) Dense brush conformation. FP: PEG
footprint (projected area), APEG: area available to each PEG chain. FP = APEG in the brush regime, and APEG > FP in the mushroom regime.
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model, which has been described as a star-shaped polymer
system.81

4.2. Effects of the molecular weight of PEG on conformation
changes

The MW of PEG affects NP PEGylation.82,83 Lu et al. found that
the diffusion rate of free HS–PEG in water decayed exponen-
tially with an increase of MW, resulting in an increased PEG
density on the surface of NPs as its MW decreases.66 Rabanel,
Chan, and Teramura also observed a similar phenomenon
caused by the excluded volume effects.84–86

5. Effects of surface PEG on
nanoparticle fate

Although different PEGylation technologies and methods used
to detect the basic properties of the PEG layer on the surface of
NPs, including MW, density, and conformation, have been
reported, the effects of the basic properties of the PEG layer on
the physicochemical properties of NPs need a further study.
The following mainly reviewed the impact of PEG MW, density,
and conformation on the biophysical and chemical properties
of NPs, as shown in Fig. 5.

5.1. Film mechanical feature

Mechanical features are involved in the response of a material
to stress, such as elasticity and stiffness. Elasticity is the ability
of materials to endure the distortion rendered by pressure and
recover their original shape after relief, including compressi-
bility modulus and bending modulus. Stiffness is the resis-
tance of materials to elastic deformation or deflection. The
opposite direction of stiffness is flexibility due to the shape
changes of underused material pressure. In recent years, the
influences of PEG on the mechanical properties of materials
have been widely studied. For example, Alexander and Gennes
predicted that the lipid bilayer membrane’s stiffness increased
with the increase of the MW and graft density of PEG in the
brush conformation based on the scaling theory of polymer
brushes.87,88 Also, Mahendra et al. found that the increase in
the mole fraction of DSPE–PEG increased the repulsion force
between two neighbor PEG chains that increased the bending
modulus in the lipid bilayer membrane. This phenomenon
would be more evident in PEG with a higher MW.89

5.2. Nanoparticle stability

PEG on the surface of NPs is responsible for colloidal stability
through steric repulsion. This steric repulsion is more evident
for PEG with a higher MW.90–93 The reason is that the distance

Fig. 5 The effects of surface PEG on the nanoparticle fate: (a) Film mechanical properties, (b) nanoparticle stability, (c) drug encapsulation and
release behavior, (d) nonspecific adsorption of plasma proteins, (e) mucus penetration, (f ) selectivity of active targeting, (g) cellular internalization,
(h) circulation time in vivo, and (i) accelerated blood clearance effects.

Nanoscale Review

This journal is © The Royal Society of Chemistry 2021 Nanoscale, 2021, 13, 10748–10764 | 10753

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

4 
M

ot
sh

ea
no

ng
 2

02
1.

 D
ow

nl
oa

de
d 

on
 2

02
6-

01
-2

5 
19

:5
4:

16
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n-
N

on
C

om
m

er
ci

al
 3

.0
 U

np
or

te
d 

L
ic

en
ce

.
View Article Online

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d1nr02065j


between two NPs increases with the increase of the length of
PEG chains, thus enhancing the steric repulsion of PEG and
avoiding the aggregation of NPs.94 Indeed, the thickness of the
PEG layer is regulated by the MW and the coverage degree of
PEG on the particles simultaneously. Lin et al. found that if
the coverage degree of PEG on the GNP surface was 40% (1.10
chains per nm2), the nanoparticles were stably dispersed in
water by avoiding close contact when the distance reached
7.5 nm (the extent of polymerization of PEG was four or
bigger).95 GNPs with different sizes require different amounts
of PEG to achieve colloidal stability. Quach et al. found that
the incubation rate of PEG: GNPs (PEG per particle surface)
was 1000 to maintain the colloidal stability of PEGylated GNPs
with a particle size of 10 nm. For PEGylated GNPs with particle
sizes of 20, 40, and 80 nm, the incubation rates were 5000,
25 000, and 125 000, respectively.96 Additionally, some data
have confirmed that increasing the density of PEG on the non-
viral gene fragment loaded nanoparticles can improve the
stability of particles in the physiological saline but decrease
the delivery efficiency of particles.97–100

5.3. Drug encapsulation and release behavior

Most NPs with a core–shell structure are often loaded with
functional molecules, such as anti-cancer drugs and fluo-
rescent agents to kill cancer cells or realize fluorescence
imaging.101 Therefore, the encapsulation efficiency (the
number of active molecules loaded) plays an extremely vital
role in the quality of NPs. The PEG in NPs often affects the
encapsulation efficiency of loaded molecules. As the PEG–lipid
mole fraction increases, the membrane’s permeability
increases, making the encapsulated drug leak unfavorable for
drug delivery.102–104 The encapsulation efficiency of water-
soluble drugs decreases with the increase of the PEG-contain-
ing lipid content and the MW of PEG. The possible reason is
that PEG will occupy the volume of NPs, and the bigger the
MW of PEG, the more the volume is taken.105,106 The method
used to solve this problem is the introduction of PEG into the
pre-formed NPs so that PEG is grafted on the surface of the
NPs instead of in the core of those, reducing the volume of the
body occupied by PEG.107 For hydrophobic drugs encapsulated
in the micelle core by hydrophobic interaction, the maximum
drug loading capacity increases significantly with the increase
of the MW of PEG. The reason might be that the hydrophilic
shell formed by long-chain PEG prevents drug desorption from
the micelle core.108

On the other hand, the way of drug release has a significant
impact on the therapeutic effect of NPs. The ideal way of drug
release is to reduce the administration frequency and ensure a
stable, sustained release. PEG in the core forms the water
channel, which can be a favorite to the diffusion and release of
drugs. The number of water channels is positively proportional
to the content of PEG. As a result, the initial release of the
drug increases with an increase in the PEG content.109

Micelles composed of PEGylated cationic block copolymers
have PEGs with different MWs or a low PEG content on their
surface to reduce the electrostatic interaction between the

block copolymer and siRNA, the intracellular siRNA release
being more effective.110,111 Moreover, PEGylated chitosan NPs
whose PEGs with many more MWs have a greater degree of
substitution so that NPs can release drugs faster.112

5.4. Nonspecific adsorption of plasma proteins

Non-specific adsorption of plasma proteins is the most influ-
ential factor deciding the fate of NPs. The high resistance of
protein adsorption can reduce the uptake, degradation, and
elimination rate of NPs by the MPS, thus prolonging the half-
life of NPs in blood.113 The zeta potential (ζ) on the surface of
NPs is another crucial factor for the adsorption of plasma pro-
teins.114 The increase of MW and density of PEG on the NP
surface will increase the PEG layer thickness, which results in
an ζ value closely being neutral and improving the anti-protein
adsorption capacity of NPs.115–118

The flexibility of PEG refers to the degree of free rotation of
the skeleton around the ether bond and describes the free
movement of the molecular structure in solution. Higher PEG
movement will create a more significant space barrier between
NPs and proteins, which prevents proteins from approaching
the surface of NPs.119 However, the flexibility of PEG on the
surface of liposomes is challenging to evaluate through experi-
mental analysis. Therefore, the influences of PEG flexibility on
liposome stability are mainly discussed and assessed based on
computer simulations.120 Abe et al. found that PEG with a
small MW had strong intra-molecular interactions, less flexi-
bility, and weak anti-protein adsorption capability. However,
PEG with a sizeable MW was more flexible and robust anti-
protein absorption capability due to the formation of a large
hydration shell.121 Walkey et al. reported the opposite phenom-
enon that as the grafting density of PEG increased, the flexi-
bility of PEG decreases non-linearly, resulting in a decrease in
the hydrodynamic volume of PEG and an increase of the anti-
protein adsorption capability.122

Long-chain PEG provides more potent effects of steric hin-
drance than short-chain PEG, such as reducing the electro-
static or van der Waals force between the surface of NPs and
the protein, thereby restricting the protein to a greater distance
from the NPs, as shown in Fig. 6a.123 Also, the effects of steric
hindrance of anti-protein adsorption depend on the confor-
mation of PEG, which is usually achieved in the brush confor-
mation at a high coverage density, as shown in Fig. 6b.122 This
may be because the PEG coating with a dense brush confor-
mation has a thicker hydrophilic barrier, while the PEG
coating with a lower density mushroom conformation has a
thinner hydrophobic barrier.124 However, results from Zhou’s
group supported that the dynamic density of the outer PEG
layer on the surface of PLGA NPs slightly lowered the mush-
room-brush transition state, which reduced the binding
affinity between protein and NPs. Meanwhile, the uptake by
sinusoidal endothelial cells (SECs) within liver tissue was also
reduced due to the dynamic topographical structure of NPs.125

The MW and density of PEG on the surface of NPs are two
interrelated standards, which can compensate each other to
create an optimal effect for protein rejection. It should be
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noted that (1) the optimal PEG density for protein rejection
depends mainly on the particle size and surface curvature;126

(2) NPs also have weak resistance of protein adsorption at the
low PEG coverage density, whereas PEG coating cannot wholly
prevent protein adsorption at the high PEG coverage
density;78,127 (3) the size and electrostatic properties of plasma
proteins affect the degree of protein adsorption.128 Therefore,
we should pay more attention to the influences of particle size,
surface curvature, and some plasma proteins on the PEG layer
of anti-protein adsorption.

5.5. Mucus penetration

The mucous layer on the mucosal surface effectively traps tra-
ditional nanoparticles through spatial interactions and
adhesion to each other, thereby preventing their even
distribution.129,130 Entanglement between PEG and mucopro-
tein makes particles challenging to penetrate the mucus layer,
as shown in Fig. 7a.131 Nevertheless, many researchers con-
tinue to investigate whether the PEG coating can effectively
prevent mucoprotein from interacting with NPs through the
precise adjustments of the PEG graft density and MW.

Wang et al. found that the interaction between the PEG
chain and the mucus was minimal when about 40% of the
–COOH groups on the polystyrene surface of NPs conjugated
with PEG with a MW of 2 kDa. The hydrogen-bonding and
electrostatic interaction between PEG and glycosylated muco-
protein resulted in minimal adhesion.132 In another coarse-
grained molecular dynamics simulation, it was found that the
status of PEG was changed from the mushroom conformation
to a brush conformation when the PEG density on the surface
of NPs increased to 6%, leading to the most significant capa-
bility of NPs to penetrate mucus.133 A recent study demon-

strated a relationship between the ratio of RF to D (RF/D) and
the ability of NPs to bind to mucoprotein. Given that RF/D < 2,
the surface of NPs would be firmly adhered to the mucopro-
tein, while RF/D ≥ 2.4, the absorption of the mucus component
would be avoided. This was because the effective diffusion rate
of NPs in mucus slightly decreased when the parameter of the
surface PEG density, RF/D, was ≥2.4 compared with RF/D < 2.44

According to the RF/D formula, the increase of the MW of PEG
will help the polymer to form a dense brush conformation,
which further increases the mucus inertness of the PEG
coating. Conte et al. found that increasing the MW of PEG was
able to change the surface PEG of NPs to form a brush confor-
mation and promote the penetration of NPs through the
mucus layer.134 However, the high MW of PEG on the surface
of NPs is not conducive to penetrate the mucosa. Zabaleta and
Huang et al. found that PEG with a MW of 2 kDa with a brush
conformation promoted their diffusion in the mucus layer.
When the MW of PEG was increased to 10 kDa, the interaction
between PEG and mucoproteins was increased, blocking the
diffusion and distribution of NPs in the mucus layer.135,136 It
is worth noting that the sufficient MW and density of the PEG
on the surface of NPs make PEG change to a brush confor-
mation so that particles can more easily contact the mucus
and enhance the penetration of NPs on the mucosal surface,
as shown in Fig. 7b.44

The PEG coating has potential disadvantages for enhance-
ment of mucus diffusion: (1) anti-PEG antibody has been
detected in mucus;137 (2) enhancing the penetration and distri-
bution of NPs in mucus does not directly lead to the increased
cellular uptake.130 To overcome these PEG limitations, an N-(2-
hydroxypropyl) methacrylamide copolymer (pHPMA) has been
selected as a substitute.138

Fig. 6 (a) When coated with PEG with a low graft density (1.6 mol%), human serum albumins (HSAs) were able to introduce into the layer of PEG
and combine with the double layer with three PEGs (750, 2000, and 5000 Da); when coated with PEG with a medium graft density (12.5 mol%),
HSAs were able to contact with the double layer grafted with PEGs with a MW of 750 Da, but not with those with a MW of 2000 or 5000 Da; when
coated with PEG with a high graft density (25 mol%), HSAs were not able to contact with the double layer grafted with any PEGs (750, 2000, and
5000 Da), indicating that the density and MW of the PEG layer hinder the combination of HSAs and double-layer surface. Red and black refer to
PEGs and HSAs, respectively; light blue and blue represent the lipid bilayer. PEG concentrations were 1.6, 12.5, and 25 mol%. (b) PEG with a brush
conformation at a high coverage density reduced the plasma protein adsorption. This figure has been adapted/reproduced from ref. 122 and 123
with permission from ACS, copyright 2012 and 2016.
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5.6. Selectivity of active targeting

To improve the endocytosis of PEGylated NPs, the PEG on the
surface is usually bound to ligands. The interaction of specific
ligands and cell surface receptors can overcome the spatial
obstruction between PEG and cell membranes, thereby enhan-
cing the internalization of PEGylated NPs into cells. However,
PEG can interfere with ligand recognition.139–141 The possible
reason is as follows: when the MW of the PEG-linker is large,
the increased flexibility of the PEG chain causes the entangle-
ment of PEG chains to reduce the binding of the ligand to the
receptor. In contrast, given that the surface PEG-linker density
is minimal, the mushroom conformation PEG-linker makes
the ligand mainly distributed in the hydrophilic shell, thereby
reducing the opportunities of ligand–receptor coupling on the
surface of the cellular membrane, as shown in Fig. 8a and
b.142 However, Fukuda et al. found that when the PEG-linker
density was 0.75 chain per nm2, the ligand’s recognition
efficiency reached the maximum. When the PEG-linker density

was 1 chain per nm2, the coupling ability of the ligand was sig-
nificantly reduced.143

Therefore, the mixed PEG chains with different molecular
weights are proposed to improve the properties of NPs. For
example, Jia et al. modified SiO2 NPs with PEG with a MW of
3 kDa as the linker of Arg–Gly–Asp (RGD) peptides, and then
the PEG MW of 2 kDa was mixed to improve the targeting and
stealth properties of particles.144 However, when the PEG-
linker length is shorter than the PEG coating’s thickness, the
ligands may be shielded by the longer PEG without targeting
ligands.145 Therefore, researchers try to adjust the PEG-linker’s
MW and PEG cover layer to overcome the problems mentioned
above. Dai and Du used medium-affinity small-molecule pep-
tides as targeting ligands and found that when PEG-linker’s
MW was greater than that of the PEG coating, the peptides
extended beyond the PEG coating to effectively bind to the
corresponding receptors, as shown in Fig. 8c.146 The accumu-
lation of the smallest lipid nanoparticles (size: 35 nm) contain-
ing PEG–phospholipid in the liver was the highest compared

Fig. 7 (a) The mechanism of PEG/mucin interpenetration leading to nanoparticle entanglement and stickiness is explained. This figure has been
adapted/reproduced from ref. 44 with permission from ACS, copyright 2015. (b) The surfaces of the nanoparticles with mushroom conformational
PEG were not fully protected and they interacted with the mucin in the mucus layer, resulting in the nanoparticles being fixed in the mucus and
poorly distributed on the mucosal surface. The PEG with the brush conformation effectively protected the nanoparticles from mucin binding,
improving the diffusion and distribution of the nanoparticles. This figure has been adapted/reproduced from ref. 131 with permission from Elsevier,
copyright 2000.

Review Nanoscale

10756 | Nanoscale, 2021, 13, 10748–10764 This journal is © The Royal Society of Chemistry 2021

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

4 
M

ot
sh

ea
no

ng
 2

02
1.

 D
ow

nl
oa

de
d 

on
 2

02
6-

01
-2

5 
19

:5
4:

16
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n-
N

on
C

om
m

er
ci

al
 3

.0
 U

np
or

te
d 

L
ic

en
ce

.
View Article Online

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d1nr02065j


to those of other bigger particles (size: 80 and 45 nm). The
weak gene silencing of particles with the smallest size could
be improved by adding N-acetylgalactosamine cluster conju-
gated PEG–DSG (GalNAc–PEG).147 Anisamide, a ligand to the
sigma receptor, can be conjugated onto the terminal end of
PEG on the surface of the nanoparticles to target the prostate
cancer tissue, which is an overexpressed sigma receptor.148

The targeted delivery of folate-modified nanoemulsion-con-
tained aclacinomycin A (FNEA) to cancer cells can be regulated
by the chain length of PEGs and percentage of the folate–PEG
linker in the formulations.149

5.7. Cellular internalization

In the process of drug delivery mediated by PEGylated NPs,
one of the most critical steps is the internalization of NPs by
cells, namely endocytosis. Molecular dynamics simulation pro-
vides a calculating method for detailing the atomic level’s cell
internalization process. Jameson and Oroskar used molecular
dynamics simulations to understand the effects of PEG on the
internalization of NPs by cells. They found that with the
increase of the MW and coverage density of PEG on the GNP
surface, the number of NPs internalized by cells increased.
The brush conformation of PEG with a high MW more easily
destroys the membrane, resulting in a longer internalization
time.80,150

However, for targeted NPs with PEG as a linker, increasing
the MW of PEG leads to decreased cell internalization, which
thermodynamic methods can elucidate. When NPs interact
with cell membranes, four main determining factors deter-
mine the free energy of the system

Fs ¼ Fm þ Fcs þ F l þ Fp: ð1Þ
In this equation, Fm refers to the cell membrane’s bending

energy, which is associated with changes in the cell mem-

brane’s bending rate during the internal swallowing of NPs.
Fcs describes the changes in the distortion energy of the cytos-
keleton. Fl represents the energy of interaction between the
ligand and the receptor, and Fp is the free energy produced by
spatial rejection between the PEG chain and the cell mem-
brane.151 Fl decreases when the mating-subject binds. During
NP internalization, Fm, Fcs, and Fp increased. According to
formula (1), if the increase of Fm, Fcs, and Fp is less than the
decrease of Fl, endocytosis will be triggered. The entanglement
of PEG chains with a high MW and the reduction of ligand–
receptor binding events lead to Fl. Moreover, there was a sig-
nificant increase of Fp in PEG with a high MW. Finally, the rise
of Fm, Fcs, and Fp is greater than the decrease of Fl, and endo-
cytosis will not be triggered, and cell internalization will
decrease.142

5.8. Circulation time in vivo

The hydrophilic shell of PEG helps NPs avoid the uptake of the
MPS and prolongs the circulation time of NPs in the body,
which is usually called the stealth effect. Since the MW of PEG
is directly related to the length of the PEG chain, the MW of
PEG is one of the critical factors determining the stealth
effect. Wang et al. found that NPs modified with PEG with a
MW of 5 kDa have a longer circulation time.152 However, a
long PEG chain easily causes the aggregation or destruction of
liposomes. When the MW of PEG is greater than 5 kDa, the cir-
culation time will decrease instead.153

Moreover, NPs modified simultaneously with two MW PEGs
may have a longer cycle time. Nissinen et al. found that a short
PEG chain with a MW of 0.5 kDa and a long PEG chain with a
MW of 2 kDa were coated on the NPs with a very dense PEG
coating surface, which reduced the uptake of macrophages
and increased the half-life of the NPs from 1 to
241 minutes.154 Haynes et al. also observed a similar phenom-

Fig. 8 (a) The PEG-linker’s molecular weight (MW) was larger; the PEG chain’s increased flexibility caused the entanglement of the PEG chains,
thereby reducing the interaction opportunity of the ligand and receptor. Blue = PEG, green = RGD, dark green = αvβ3, yellow = NPs. (b) Coupling
kinetics of (IV) NPs containing cRGD0–PEG5k, (V) NPs containing cRGD100–PEG5k, (VI) NPs containing cRGD100–PEG3.5k, and (VII) NPs containing
cRGD100–PEG2k. The glioma cells (U87MG) were treated with NPs for 15, 60, 120, or 180 minutes. Flow cytometry to detect cell-associated fluor-
escence. This figure has been adapted/reproduced from ref. 142 with permission from ACS, copyright 2019. (c) Adjust the PEG coating and PEG
layer thickness linking agent’s length to overcome the space shielding problem caused by the shorter PEG linking agent being immersed in the
longer PEG coating layer. This figure has been adapted/reproduced from ref. 146 with permission from ACS, copyright 2013.
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enon that liposomes simultaneously composed of DSPE–PEG
with MWs of 1 kDa and 2 kDa showed longer circulation times
in vivo.59

On the other hand, the stealth effects of NPs are closely
related to the PEG density and conformation on particle sur-
faces.73 Studies have shown that the brush conformation of
the PEG coating can effectively inhibit the uptake of macro-
phages and significantly increase the systemic circulation time
of NPs, as shown in Fig. 9.140 For a long PEG chain with a MW
of 10 kDa, to obtain maximum macrophage uptake inhibition,
PEG with a dense brush conformation on the surface (RF/D >
8) is needed.155 However, Perry et al. confirmed that PEG with
a MW of 5 kDa on the surface of hydrogel NPs exhibited a
mushroom conformation (RF/D ∼ 0.9) or brush (RF/D ∼ 1.5),
both of which can lead to a decrease in the macrophage
uptake, especially the brush conformation. This inconsistency
can be attributed to the presence of PEG in the inside of the
NPs and the soft mechanical structure of the hydrogel NPs.78

It is worth noting that RF/D ≥ 2.8 seems to be very suitable
for NPs covered with PEG with a MW of 1–5 kDa. Still, longer
PEG chains (10 kDa) require a more prominent RF/D.
Therefore, long-chain PEG or suitable spatial conformation
PEG should be selected according to the structural character-
istics of NPs when NPs were prepared with a long circulation
time.

5.9. Accelerated blood clearance effect

The accelerated blood clearance (ABC) phenomenon is that the
circulating half-life of PEGylated nanoparticles is significantly

shortened after particles being once again injected into the
body, as shown in Fig. 10. This phenomenon was initially
found in PEGylated liposomes,156 and it has been confirmed
in many animals and a variety of PEGylated
nanoparticles.157–162 ABC is considered to be the result of the
occurrence of anti-PEG IgM in the spleen.163,164

PEGylated liposomes may trigger anti-PEG IgM responses
without the involvement of T-cells when PEG may be an
epitope. It was reported that low-density PEG (<5 mol%) is not
enough to activate spleen B cells, while too high a concen-
tration of PEG (>5 mol%) causes the reduced reactivity of
spleen B cells. Therefore, liposomes containing 5 mol% PEG
monomethyl ether (mPEG) with a MW of 2 kDa can signifi-
cantly drive the most considerable ABC effect in mice.165 The
opposite was observed by Zhao and Pannuzzo, whose studies
showed that NPs containing 5 mol% PEG had the least ability
to cause the ABC effect. The former explanation was that NPs
containing 5 mol% PEG had less effective contact with spleen
B cells, leading to the least secretion of anti-PEG IgM, while
the latter reason was that NPs containing 5 mol% PEG were
more prominent in size and could adsorb IgM for not activat-
ing the classic pathway.166,167 Li et al. also found that although
the two liposomes have similar anti-PEG IgM levels after the
first administration, liposomes containing 9 mol% PEG could
induce more severe ABC phenomena than liposomes containing
3 mol% PEG due to their higher affinity with anti-PEG IgM.168

On the other hand, Ishida et al. found that both PEG
(2 kDa)–DSPE and PEG (5 kDa)–DSPE modified liposomes pro-
duced significant ABC phenomena after being injected into

Fig. 9 The effects of the surface PEG density on the internalization of polystyrene NPs by macrophages in vitro and half-life time of particles in
blood vessels of mice. (a) A phase diagram of the internalization of NPs by human THP-1 differentiated cells affected by the coating density and MW
of PEG. In vitro, high-density brushes of the NP surface were most valid in inhibiting macrophage internalization. (b) The number of NPs decorated
with PEG molecules at different densities circulated in mice’s blood vessels over time monitored with a live microscope. (c) The biodistribution of
various NP preparations at 2 hours after intravenous injection. An increase in the surface density of PEG led to a decrease in PEG in the liver. This
figure has been adapted/reproduced from ref. 140 with permission from Elsevier, copyright 2016.
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rats. However, when mice were used to perform the same
experiments, PEG (5 kDa)–DSPE modified liposomes could
induce the ABC phenomenon far less than PEG (2 kDa)–DSPE
modified vesicles.169 A Beagle dog with a more sensitive
immune system than mice was selected as an experimental
animal to investigate the inconsistency due to species-specific
differences. The results showed that PEG molecules with larger
molecular weights were entangled to form a dense network
structure, making plasma esterases difficult to attack carbon-
ate bonds and alleviating the ABC phenomenon.170 The spatial
conformation formed by an emulsion with small MW PEG was
more likely to stimulate splenic B cells, resulting in strong ABC
effects.171 Liu et al. found a similar phenomenon and inter-
preted that more antigen epitopes (–(CH2CH2O)–subunits) of
PEG with a high MW (5 kDa) combined with B cells to result
in B cell anergy, which means the inability of the B cells to
produce PEG antibodies and to induce complement activation
mediated by antibodies.172 However, Su et al. held that PEG
with a MW of 5 kDa caused the most substantial ABC effects
than other PEGs with different molecular weights (350 Da, 550
Da, 10 kDa, and 20 kDa). The reason may be that micelles
modified with PEG with a MW of 5 kDa have a longer circula-
tion time in vivo after firstly being injected, which leads to
more opportunities for PEG with a MW of 5 kDa to stimulate B
cells to produce anti-PEG IgM.173

Although PEGylated NPs can prolong the half-life time of
drugs in blood and reduce the immunogenicity of conjugated

proteins and drug carriers, the ABC phenomenon limits the
development of PEGylation of NPs. The strategy to reduce or
eliminate the immunogenicity of PEGylated NPs without
affecting their performance in vivo is urgently needed for the
translation of a promising drug delivery system. Fortunately,
after long-term efforts, researchers have developed some strat-
egies to avoid the ABC effects, for example, (1) choosing a
lower immunogenic branched chain PEG instead of linear PEG
or OH–PEG instead of mPEG174–177 and (2) injecting long-
chain PEG before the administration of PEGylated drugs to
saturate immune complexes.178

6. Limitations and improvement
strategy

So far, the development of PEGylated nano-drug carriers has
not reached the expected results, and the main reasons are as
follows: (1) the reported surface PEG density of NPs is an
average value without any relevant standard deviation or inter-
val; (2) also, although total PEG can be quantified, PEG on the
surface or in the core of NPs cannot be precisely quantified;134

(3) technology lack of complete characterization of NPs; (4) the
incomplete understanding of tissue biology and biological bar-
riers, which control the interaction between nano-drug carriers
and the surface of host cells or the matrix;179,180 and (5) PEG
modification can extend the cycle life of particles, and also

Fig. 10 Schematic presents the procedural events after injection of PEGylated NPs responsible for accelerated blood clearance (ABC) effects. In
this process, the spleen, after the first injection of PEGylated NPs, produces and releases anti-PEG antibodies. When these antibodies meet PEG on
the surface of NPs again, they will adhere onto PEG chains, activating the complement system. The activated complements then associate with anti-
PEG antibodies, enhancing the uptake via the complement-receptor mediated pathway.
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limit the ability of NPs to transport gene fragments to the
nucleus or cytoplasm of tumor cells.181 Finally, the ligand
modification further makes the analysis of PEG conformation
more complicated.

Some measures need to be taken to solve these problems:
(1) Improvement of the equipment feature for measuring the
PEG density on the NP surface, to optimize and standardize
existing methods;182 (2) further study of the relationship
between the MW, the surface density of PEG, and the biophysi-
cal and chemical characteristics of NPs; (3) looking for non-
toxic, biocompatible polymers to replace PEG;183–188 (4) further
evaluate the effectiveness and safety of the clinical application
of invisible NPs; and (5) there is no doubt about the benefits
of PEGylation of NPs and how to control PEGylation.189

Finally, the effects of ligand conjugation on the PEG status of
the actively targeted NP surface are still not clear. Clarifying
the complicated reasons for the changes related to the confor-
mation of the PEG chain on the NPs has a long way to go.
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