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P
olyethylene glycol (PEG)-coated nano-
particles arewidely used drug delivery
vehicles for the selective delivery

of therapeutic agents, notably for cancer
therapy.1,2 The PEGylation of both liposo-
mal and micellar drug formulations results
in nanoparticles with increased stability,
bioavailability, and tumor accumulation
due to the enhanced permeability and re-
tention effect, which is known as passive
targeting.3�9 In an effort to improve tumor
targeting and cellular uptake, nanoparticles
canalsobe functionalizedwithactive targeting
molecules such as antibodies, antibody frag-
ments, small molecules, and peptides.10�13

Todate, active targeting approaches, however,
have not consistently shown successful
outcomes.14�16 This discrepancy has in part

been attributed to the differences in the type
of disease models and target receptors.
There is, however, also a strong prevalence
such that differences in nanoparticle design
including the synthetic methods used to pre-
pare the nanoparticles, the linkers used to
conjugate the targeting ligands, the type of
targeting ligand, and the length and density
of liposomal PEG coating significantly contri-
bute to the apparent inconsistent outcomes.
PEG2000 (a mean of ∼45 repeating units

of ethylene glycol: EG45) is the polymer of
choice for coating nanoparticles to enhance
in vivo circulation by inhibiting immune
system detection.4,17 In order to prepare
ligand-targeted nanoparticles, targeting li-
gands have been traditionally grafted onto
the distal end of PEG2000 or longer linkers

* Address correspondence to
bbilgicer@nd.edu.

Received for review July 3, 2013
and accepted August 29, 2013.

Published online
10.1021/nn4033954

ABSTRACT Ligand-targeted nanoparticles are emerging drug

delivery vehicles for cancer therapy. Here, we demonstrate that the

cellular uptake of peptide-targeted liposomes and micelles can be

significantly enhanced by increasing the hydrophilicity of the targeting

peptide sequencewhile simultaneously optimizing the EG peptide-linker

length. Two distinct disease models were analyzed, as the nanoparticles

were functionalized with either VLA-4 or HER2 antagonistic peptides to

target multiple myeloma or breast cancer cells, respectively. Our results

demonstrated that including a short oligolysine chain adjacent to the

targeting peptide sequence effectively increased cellular uptake of targeted nanoparticles up to∼80-fold using an EG6 peptide-linker in liposomes and∼27-fold

using an EG18 peptide-linker inmicelles for the VLA-4/multiple myeloma system. Similar trends were also observed in the HER2/breast cancer systemwith the EG18

peptide-linker resulting in optimal uptake for both types of nanoparticles. Cellular uptake efficiency of these formulations was also confirmed under fluidic

conditions mimicking physiological systems. Taken together, these results demonstrated the significance of using the right design elements to improve the cellular

uptake of nanoparticles.
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such as PEG3350 and PEG5000 to effectively present
the ligands above the PEG coating.9,18�20 However,
long PEG polymers do not preserve a linear con-
formation in the aqueous phase; instead, they fold
within themselves to form mushroom-like, globular
structures.21�23 This unique morphology significantly
lowers the percent of accessible ligand by burying
it within the PEG coating and sterically hindering
the association of the ligand-targeted nanoparticles
with their target receptor. Successful demonstrations
of ligand-targeted nanoparticles with such longer PEG
chains have been largely observed with receptor�
ligand pairs that exhibit high binding affinity (Kd ≈
low nM), such as the folic acid�folate receptor and
antibody�antigen interactions.2,15 To the contrary,
recent studies have demonstrated that for low to
moderate affinity ligands shorter EG ligand-linkers
can yield more favorable results, highlighting the sig-
nificance of ligand linker length and ligand�receptor
physiochemical properties.24 Short EG linkers adopt
a more linear morphology in the aqueous phase when
compared to longer PEG linkers, thereby demonstrat-
ing reduced entropic penalties upon binding and
resulting in improved ligand activity, which drives
increased cellular binding and subsequent uptake of
targeted liposomes.
Cyclic peptides are gaining popularity as targeting

ligands because of the advantages they provide
including ease of preparation, lower cost, lower anti-
genicity, decreased opsonization, and increased resis-
tance to enzymatic degradation in vivo.25�27 Peptides
can be conjugated to lipids to generate amphiphilic
molecules, which can be readily incorporated into
liposomes or micellar nanoparticles during their for-
mation, allowing for precise control over the stoichiom-
etry of targeting ligands with high reproducibility.24,28

However, biophysical and chemical properties of pep-
tides may affect their efficacy as targeting agents in a
nanoparticle platform.29�31 For example, hydrophobic
peptide sequences can promote nanoparticle aggre-
gation or become buried in the lipid segment of the
liposome or micelle, reducing ligand accessibility and
increasing nanoparticle size. Limited chemical stability
with respect to either the synthetic techniques for creat-
ing nanoparticles or physiological pH and temperature
can also compromise peptide activity.32�34 These com-
bined factors may limit the therapeutic potential of
peptide-targeted nanoparticles.
In this study, we demonstrated that the targeting

efficiency of peptide-targeted nanoparticles can be dra-
matically enhanced by (i) increasing the hydrophilicity
of the targeting peptide sequence and (ii) system-
atic optimization of the EG peptide-linker length.
To validate our strategy, first we evaluated the effect
of peptide hydrophilicity and EG linker-length on
the cellular uptake of very late antigen-4 (VLA-4;
also known as R4β1 integrin) targeted liposomes and

micelles. In our approach, we used a short cyclic
peptide antagonist of VLA-4 as the targeting ligand
and identified the optimal design elements for max-
imum cellular uptake by VLA-4-overexpressing multi-
ple myeloma cells. We then validated our findings
by applying and evaluating the optimized design
elements in a human epidermal growth factor receptor
2 (HER2)-overexpressing breast cancer model. In both
disease models, we consistently demonstrated that cel-
lular uptake of nanoparticles is significantly enhanced
by increasing the peptide hydrophilicity through the
addition of a short oligolysine chain (KN, where K refers
to the lysines and N is number of repeat units) adjacent
to the peptide-targeting ligand and optimizing the
EG peptide-linker length to compromise between pep-
tide presentation beyond the PEG cloud and compensa-
tion of entropic losses from long linkers. These results
established the significance of using the right design
elements in the efficient targeting of tumors.

RESULTS AND DISCUSSION

Validation of the Selective Binding of a VLA-4-Antagonist
Peptide to VLA-4-Overexpressing Multiple Myeloma Cells. We
validated the R4β1 integrin expression levels in NCI-
H929 and MM.1S multiple myeloma cell lines via flow
cytometry by using fluorescently labeled, integrin-
specific antibodies (Figure 1A). Due to the critical role
of VLA-4 in cancers, several antagonistic peptides have
been identified.35�37 The cyclic peptide sequence
YCDPC (VLA4pep; Figure 1B) has been shown to bind
to VLA-4-expressingmyeloma cells with specificity and
was therefore selected for this study.28 We validated

Figure 1. VLA-4 expression in multiple myeloma cancer
cells and identification of a VLA-4-antagonist peptide. (A)
NCI-H929 andMM.1Smyeloma cells express VLA-4 subunits
R4- and β1-integrins as determined by flow cytometry. Red
columns are primary antibodies, and blue columns are
isotype controls. (B) Structure of VLA-4-antagonist peptide
(VLA4pep). (C) Cellular binding using fluorescein-labeled
VLA4pep was detected by flow cytometry.
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selective binding of VLA4pep to NCI-H929 and MM.1S
cells by labeling VLA4pep with fluorescein and analyz-
ing its binding to cells by flow cytometry (Figure 1C).
Control experiments performed with a fluorescein-
labeled scrambled peptide showed onlyminimal back-
ground binding, which was subtracted from each data
point. VLA4pep bound to both myeloma cell lines with
an apparent Kd of 250 nM.

Design and Preparation of Peptide-Targeted Liposomes
and Micelles. The physiochemical properties of pep-
tide-based targeting ligands and the length of the EG
peptide-linker are important parameters for actively
targeted nanoparticles.24,31 To assess the effect of
peptide hydrophilicity and EG peptide-linker length
on the cellular uptake of peptide-targeted nanoparti-
cles, we synthesized several peptide(KN)-EGlinker-lipid
conjugates (Figure 2A). In our design, the conjugates
consist of (i) a receptor-specific peptide (i.e., VLA4pep),
(ii) an EG2 spacer, (iii) a short oligolysine chain (KN, where
K refers to the lysines and N is number of repeat units) to
increase hydrophilicity, (iv) an EG peptide-linker, and (v)

two hydrophobic fatty acid chains to enable insertion
into the lipid bilayer of the liposomes or associate with
the lipid core of micelles. An EG2 spacer minimizes
interactions between the peptide and the oligolysine
chain (KN), and an EG peptide-linker, which varies from
EG6 to EG72, aids in presenting the targeting peptide
beyond the PEG cloud on the nanoparticles to enable
binding to the target receptor. The two fatty acid chains
were coupled to the EG linker via first coupling L-lysine
to the N-terminus of the EG linker and then coupling
the fatty acids to the R- and ε-amines of the L-lysine
residue to generate the hydrophobic tail of the peptide-
(KN)-EGlinker-lipid conjugate. Palmitic acid was selected
in lieu of a conventional carboxylic acid-terminated
phospholipid, such as DPPE-GA or DSPE-GA, due to its
greater chemical stability, as it lacks the phosphoester
bond and increased solubility in typical solid phase
reagents such as DCM and DMF. The synthesis of
the peptide(KN)-EGlinker-lipid conjugates was carried out
entirely on a solid support platform using standard Fmoc
chemistry protocols. Completed products were then

Figure 2. Design and characterization of peptide-conjugated nanoparticles. (A) Structure of peptide(KN)-EGlinker-lipid con-
jugateswith variable oligolysine (KN) content and EGpeptide-linker lengths includingEG6, EG12, EG18, EG24, EG30, EG36, EG45,
and EG72. (B) Schematic of the peptide-targeted liposomes. (C) Schematic of peptide-targeted micelles. (D) Dynamic light
scattering analysis of nanoparticles.
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cleaved from the resin and purified via RP-HPLC. Peptide
cyclization through disulfide bond formation was per-
formed in DMF with DIEA at room temperature while
stirring overnight. Full synthetic scheme, mass spectro-
metry data, and product yields of the synthesized
peptide(KN)-EGlinker-lipid conjugates are provided (see
Supporting Information, Figure S1 and Table ST1).

Liposomes (Figure 2B) were prepared using purified
peptide(KN)-EGlinker-lipid conjugates, PEG2000-DSPE,
HSPC, and cholesterol, while micelles (Figure 2, C) were
prepared with peptide(KN)-EGlinker-lipid conjugates
and PEG2000-DSPE to yield nanoparticles around
100 nm and 15�20 nm, respectively, as determined
by dynamic light scattering (DLS) (Figure 2D). The
components were mixed at specific stoichiometries
to achieve precise control over the number of func-
tional ligands on each particle, maintaining reproduc-
ibility in nanoparticle production.24,28 The liposomes
were sized via extrusion through a polycarbonate
membrane, whilemicelleswere formedby solvent evap-
oration and sonication, at lipid concentrations above the
critical micelle concentration of 5�10 μM to create
relatively monodisperse particles with ∼90 lipid mol-
ecules per micelle.38,39 Fluorescein PE was incorporated
into the nanoparticles for cellular uptake experiments at
0.2% or 1% phospholipid concentration for liposomal
flow cytometry or microscopy experiments, respectively,

and 1 or 5 lipids per micelle for micellar flow cytometry
or microscopy experiments, respectively. Regardless of
the nanoparticle formulation, including the addition
of fluorescent imaging agents or targeting moieties, the
mean diameter of the particles remained constant (see
Supporting Information, TableST2 forparticle sizeandzeta
potential analysis of select nanoparticle formulations).

Effect of EG Peptide-Linker Length, Oligolysine Content (KN),
and Peptide Valency on the Cellular Uptake of VLA-4-Targeted
Liposomes. The length of the EGpeptide-linker connect-
ing the targeting peptide to the lipid anchor is an
important parameter for consideration in the design of
peptide-targeted liposomes. Therefore, to evaluate
this, we examined the effect of the EG peptide-linker
length on cellular uptake of liposomes by using VLA4-
pep with no lysines (VLA4pep(K0)) tethered to a variety
of linkers including EG6, EG12, EG18, EG24, EG30,
EG36, EG45, and EG72 (Figure 3A). Targeted liposomes
were formulated as 93:10:5:2 HSPC:CHOL:PEG2000:
VLA4pep(K0) with a nontargeted control of 95:10:5
HSPC:CHOL:PEG2000. Our results showed that, regard-
less of EG linker length, there was only minimal uptake
despite the high density of VLA4pep(K0) on the surface
of the liposomes. Given that the research standard for
preparing ligand-targeted liposomes has traditionally
involved attaching the targeting ligand onto the distal
end of functionalized PEG polymers that are at least

Figure 3. Effect of EG peptide-linker length, oligolysine (KN) content, and peptide valency on the cellular uptake of VLA-4-
targeted liposomes. (A) Effect of EG peptide-linker length on the cellular uptake of liposomes targeted with VLA4pep(K0)
evaluatedwith NCI-H929 (blue columns) andMM.1S (red columns) cells by flow cytometry. The EG linker lengths investigated
include EG6, EG12, EG18, EG24, EG30, EG36, EG45, and EG72. (B) Effect of EG peptide-linker length on the uptake of liposomes
targeted with VLA4pep(K3). Cellular uptake by NCI-H929 (blue columns) and MM.1S (red columns) cells was determined by
flow cytometry. (C) Effect of oligolysine chain length (KN) evaluated using liposomes targetedwith VLA4pep(KN) using an EG6
peptide-linker. Cellular uptake by NCI-H929 (blue columns) and MM.1S (red columns) cells was evaluated by flow cytometry.
The KN chain length varied in the rangeN=0�4. (D) Effect of peptide valency of the cellular uptake of liposomes targetedwith
VLA4pep(K3) (LPVLA4pep(K3)) with an EG6 peptide-linker. Peptide density was varied between 0 and 4% of the total lipid, and
cellular uptakewas evaluated for NCI-H929 (blue columns) andMM.1S (red columns). (E) Competition experiments performed
with excess free VLA4pep to determine specificity of uptake for NCI-H929 cells. (F) Competition experiments performedwith
excess free VLA4pep to determine specificity of uptake for MM.1S cells. Nonspecific peptide (NSpep) was also incorporated
into liposomes (LPNSpep(K3)) as a control (black column). All experiments were done in triplicates, and data represent means
((SD).

A
RTIC

LE



STEFANICK ET AL . VOL. 7 ’ NO. 9 ’ 8115–8127 ’ 2013

www.acsnano.org

8119

45 EG units in length (PEG2000),9 this observation was
unexpected.We attributed the lack of uptake to limited
peptide accessibility, as the shorter EG linkers may not
effectively expose the peptide beyond the PEG2000
coating and the longer EG linkersmay bury the peptide
in the PEG2000 coating due to the globular, mush-
room-like morphology.

In order to increase cellular uptake, we hypothesized
that the binding activity of VLA-4-targeted liposomes
can be enhanced by increasing the hydrophilicity of
the peptide targeting sequence through the incorpora-
tion of lysine (KN) residues adjacent to the peptide
(Figure 2A). Therefore, we next evaluated the effect of
the chemical properties of the targeting peptide, specif-
ically its hydrophilicity, in coordination with the EG
peptide-linker length to increase peptide availability
to bind to its target receptor. For this, we synthesized
VLA4pep with three lysine residues (VLA4pep(K3)) and
examined the effect of EG linker length on cellular
uptake by tethering VLA4pep(K3) to EG linkers ranging
from EG6 to EG72 (Figure 3B). Targeted liposomes were
formulated as 93:10:5:2 HSPC:CHOL:PEG2000:VLA4pep-
(K3). Our results demonstrated a dramatic increase in
cellular uptake of targeted liposomes, with maximum
enhancements of∼75- and ∼85-fold for NCI-H929 and
MM.1S myeloma cell lines, respectively, using the EG6
linker. We predict that the addition of the oligolysine
chain (K3) simultaneously increased hydrophilicity and
improved exposure beyond the PEG coating, increasing
the display of the peptide in the aqueous portion of the
liposome exterior and enhancing the availability of
VLA4pep to bind to its target receptor. The uptake
enhancement declined with increasing EG peptide-
linker length, completely diminishing with EG45 and
EG72 linkers.

Given that longer linkers, such as EG45 (PEG2000),
have traditionally been used for ligand-targeted nano-
particles, it is interesting, but not altogether un-
expected, that shorter peptide-linkers, such as EG6,
yielded greater enhancements in cellular uptake.
Longer PEG linkers provide a steric hindrance to ligand
binding due to the mushroom-like globular structure
and provide less thermodynamically favorable interac-
tions. Conversely, shorter linkers can restrict the trans-
lational and conformational freedom of the peptide,
thereby reducing the overall entropic loss when the
liposomebinds to the cell. Furthermore, a shorter linker
can adopt a more linear conformation, unlike a longer
linker. Although PEG2000 consists of a mean of 45 EG
repeat units, which is ∼16 nm in length when linear,
hydration studies have shown that PEG2000 actually
extends only ∼3�5 nm from the surface of the lipo-
some due to themushroom-like structure.22,23 The EG6
peptide-linker extends a net distance of∼5.5 nm from
the lipid head to VLA4pep, which is sufficiently long
enough to span through the PEG2000 cloud when
linear. This provides a more favorable interaction,

which results in improved cellular binding and sub-
sequent uptake.

Next, to assess the optimal oligolysine chain length,
we synthesized VLA4pep(KN) with an EG6 peptide-
linker, varied N from 0 to 4, and evaluated cellular
uptake (Figure 3C). Targeted liposomes were formu-
lated as 93:10:5:2 HSPC:CHOL:PEG2000:VLA4pep(KN).
Our results showed minimal cellular uptake with
the incorporation of zero to two lysine residues, but
the inclusion of three lysines resulted in a signi-
ficant enhancement and reached a plateau for cellular
uptake.

We then examined the effect of peptide valency on
cellular uptake. We prepared targeted liposomes con-
taining VLA4pep(K3) with an EG6 linker ((95 � x):10:5:x
HSPC:CHOL:PEG2000:VLA4pep(K3), where x represents
the peptide valency) to find the optimal conditions
for maximal uptake (Figure 3D). For both myeloma cell
lines, the uptake reached a maximum and a plateau
at 2% peptide density, likely due to the saturation of
cellular uptake mechanisms. Competition experiments
performed with excess free VLA4pep demonstrated
efficient inhibition of uptake, establishing the specifi-
city of receptor�ligand interactions and the involve-
ment of VLA-4 receptor in the uptake of targeted
liposomes (Figure 3E and F). In an additional control
experiment, only negligible uptake was observed with
liposomes that incorporated a nonspecific peptide (NS)
with three lysines and EG6 linker (NSpep(K3)), further
establishing the selectivity and specificity of the uptake
observed for VLA-4-targeted liposomes. Pharma-
cological inhibition of endocytosis was also applied
to investigate the entry mechanism of the liposomes
into cells. The cellular uptake of targeted liposomes
(93:10:5:2 HSPC:CHOL:PEG2000:VLA4pep(K3)) was sig-
nificantly inhibited by chlorpromazine and chloroquine,
indicating that the liposomes entered the cells via

clathrin-mediated endocytosis (see Supporting Informa-
tion, Figure S2). Minor inhibition was also observed
using EIPA, demonstrating that macropinocytosis was
also involved in cellular uptake.

Effect of EG Peptide-Linker Length, Oligolysine Content (KN),
and Peptide Valency on the Cellular Uptake of VLA-4-Targeted
Micelles. In order to further validate our targeting
strategy and determine if the results obtained with
the liposomes can be applied broadly to other drug
delivery systems, we evaluated our approach with
micellar nanoparticles. Although micelles are another
type of lipid-based drug delivery vehicle, their smaller
size (∼15�20 nm diameter), decreased number of
lipids per particle (∼90 lipids per micelle compared
to ∼80 000 lipids per 100 nm diameter liposome), and
absence of a lipid bilayer provide noticeable differ-
ences compared to liposomes.22,38 To evaluate the
effect of the EG peptide-linker length on the cellular
uptake of VLA-4-targeted micelles, we formulated
micelles that incorporated VLA4pep with no lysines
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(VLA4pep(K0)) and variable EG linker lengths of EG6,
EG12, EG18, EG24, EG30, EG36, EG45, and EG72
(Figure 4A). Targeted micelles were formulated as
80:10 PEG2000:VLA4pep(K0). Similar to the liposomes,
we did not observe improved cellular uptake through
the EG peptide-linker length modification alone.
However, when we increased the hydrophilicity of
VLA4-pep through the addition of three lysines
(VLA4pep(K3)) and evaluated the cellular uptake of
micelles targeted with VLA4pep(K3) (80:10 PEG2000:
VLA4pep(K3)), we observed a bell-shaped distribution
with respect to EG peptide-linker length, with max-
imum uptake using an EG18 linker (Figure 4B). These
results are similar to the ones observedwith liposomes,
as increasing the hydrophilicity of the peptide ligand
significantly increased cellular uptake. In addition,
traditional formulations using an EG45 or EG72 peptide
linker showed negligible uptake for both myeloma
cells lines. One notable difference was the optimal
EG linker length for the liposomes (EG6, extension
distance ∼5.5 nm) versus micelles (EG18, extension
distance ∼10.1 nm), which can be due to the PEG
surface morphology and curvature of the micelles. In
the micellar structure, PEG2000 adopts a more brush-
like structure as opposed to the mushroom shape in
the liposomes,40 extending the PEG cloud further away
from the lipid layer. Furthermore, the smaller size of
the micelles significantly reduces the surface area of

interaction between the micelle and the cell surface,
as these micelles have only ∼15�20 nm diameter
(∼3000 nm2 total surface area), compared to a 100 nm
liposome (∼125000 nm2 total surface area). Thus, a
longer linker is necessary to sufficiently expose the
peptide to initiate the multivalent binding interactions
required for cellular uptake.

In order to determine if three lysine residues pro-
vided optimal cellular uptake for this systemaswell, we
assessed the optimal oligolysine chain length on the
cellular uptake of micelles by synthesizing VLA4pep-
(KN) with an EG18 peptide-linker and varying N from
0 to 4 (Figure 4C). Targeted micelles were formulated
as 80:10 PEG2000:VLA4pep(KN). Our results showed
minimal uptake with the incorporation of zero to two
lysine residues, but a significant enhancement was
observed with the inclusion of three lysines. This is
in agreement with results demonstrated previously
with the liposomes, suggesting that the oligolysine
content of three units sufficiently increased the pep-
tide hydrophilicity in order to more effectively present
the peptide above the PEG2000 coating for binding
and uptake of nanoparticles.

To examine the relationship between peptide
valency and cellular uptake, we prepared targeted
micelles containing VLA4pep(K3) with EG18 linker,
where the valency was varied from 0 to 30 peptides
per micelle (Figure 4D). The uptake efficacy reached

Figure 4. Effect of EG peptide-linker length, oligolysine (KN) content, and peptide density on the cellular uptake of VLA-4-
targeted micelles. (A) Effect of EG peptide-linker length on the cellular uptake of micelles targeted with VLA4pep(K0)
evaluated using NCI-H929 (blue columns) and MM.1S (red columns) cells by flow cytometry. The EG peptide-linker lengths
investigated include EG6, EG12, EG18, EG24, EG30, EG36, EG45, and EG72. (B) Effect of EG peptide-linker length on the uptake
of micelles targeted with VLA4pep(K3). Cellular uptake by NCI-H929 (blue columns) and MM.1S (red columns) cells was
determined by flow cytometry. (C) Effect of oligolysine chain length (KN) evaluated using micelles targeted by VLA4pep(KN)
with EG18 peptide-linker. Cellular uptake by NCI-H929 (blue columns) and MM.1S (red columns) cells was evaluated by flow
cytometry. The KN content varied in the range N = 0�4. (D) The effect of peptide valency of the cellular uptake of micelles
targetedwith VLA4pep(K3) (MPVLA4pep(K3)) using an EG18 peptide linker. Peptide density was varied from 0 to 30 peptides per
micelle, and cellular uptake was evaluated for NCI-H929 (blue columns) and MM.1S (red columns). (E) Competition
experiments performed with excess free VLA4pep to determine specificity of uptake for NCI-H929 cells. (F) Competition
experiments performed with excess free VLA4pep to determine specificity of uptake for MM.1S cells. All experiments were
done in triplicates, and data represent means ((SD).

A
RTIC

LE



STEFANICK ET AL . VOL. 7 ’ NO. 9 ’ 8115–8127 ’ 2013

www.acsnano.org

8121

a maximum and approached a plateau at higher
densities with ∼27-fold enhancement for both cell
lines at 30 peptides per micelle. To verify the specificity
of the observed interaction, competition experiments
in the presence of free VLA4pep were performed
(Figure 4E and F), which showed significant inhibition,
demonstrating specificity and receptor involvement
in uptake. Pharmacological inhibition of endocytosis
was also applied to investigate the entrymechanism of
the micelles. The cellular uptake of targeted micelles
(80:10 PEG2000:VLA4pep(K3)) was significantly inhib-
ited by chlorpromazine and chloroquine with minor
inhibition by EIPA, indicating that themicelles predom-
inantly entered the cells via clathrin-mediated endo-
cytosis (see Supporting Information, Figure S3).

Validation of Cellular Uptake Results with Confocal Microscopy.
While flow cytometry is a powerful tool to quantify
association of nanoparticles with cells, it does not
distinguish between cellular binding and cellular inter-
nalization. To confirm cellular uptake and internaliza-
tion of the nanoparticles by themultiple myeloma cells,
we performed confocal microscopy experiments with
fluorescein-labeled liposomes (93:10:5:2 HSPC:CHOL:
PEG2000:VLA4pep(K3)) and micelles (80:10 PEG2000:
VLA4pep(K3)). Nontargeted nanoparticles and cell-only
controls were also included. Intracellular acidic vesicles
(endosomes/lysosomes) were labeled with LysoTracker
Red, and the co-localization of the nanoparticles in
intracellular vesicles was examined. In both NCI-H929
and MM.1S cell lines, we observed significant internali-
zation into lysosomes with targeted formulations, with
no internalization evident with nontargeted nanoparti-
cles (Figure 5A and B). Additional confocal microscopy
images at higher magnification are also provided
(see Supporting Information, Figure S4).

Effect of EG Peptide-Linker Length and Oligolysine Content
(KN) on the Cellular Uptake of HER2-Targeted Liposomes and
Micelles. To confirm that the conclusions derived from
the experiments presented with VLA-4-targeting lipo-
somes and micelles can be applied broadly to other
peptide-targeted delivery systems, we have undertak-
en a similar analysis with HER2-overexpressing breast
cancer cells. HER2 is overexpressed in ∼25% of breast
cancer cases, and several cell lines have been identified
to overexpress HER2 including SK-BR-3 and BT-474
cells.41,42 First, we validated HER2 receptor expression
in SK-BR-3 cells (see Supporting Information, Figure S5A).
Several antagonistic peptides of HER2 have been
identified.43�45 The cyclic peptide sequence, YCDG-
FYACYMDV (HER2pep; Figure 6A), has been reported
to bind to an extracellular HER2 domain with sub-
micromolar affinity (Kd = 150 nM).46 We determined
selective binding of this peptide to SK-BR-3 cells by
flow cytometry using a fluorescein-labeled version of
the peptide (see Supporting Information, Figure S5B).

We then prepared HER2-targeted liposomal and
micellar nanoparticles with variable oligolysine content

(KN; N = 0 or 3) and EG peptide-linker length (EG6 to
EG72) to analyze cellular uptake in SK-BR-3 cells by flow
cytometry.Our results obtainedwith theHER2-targeting
system demonstrated consistent results with the VLA-4
system. When HER2pep with no lysines (HER2pep(K0))
was incorporated into the targeted liposomes (93:10:
5:2 HSPC:CHOL:PEG2000:HER2pep(K0)), we observed no
enhancement in cellular uptake regardless of EG pep-
tide-linker length (Figure 6B). However, incorporation
ofHER2pepwith a short oligolysine chain (HER2pep(K3))
in the targeted formulation (93:10:5:2 HSPC:CHOL:
PEG2000:HER2pep(K3)) resulted in a significant enhance-
ment in cellular uptake, reaching a maximum with an
EG18 peptide-linker. Similarly, micelles targeted with
HER2pep(K0) (75:15 PEG2000:HER2pep(K0)) displayed
minimal uptake across the various EG linker lengths
examined, while micelles targeted with HER2pep(K3)
(75:15 PEG2000:HER2pep(K3)) were efficiently taken up
by the cells, with maximum uptake observed using an
EG18 peptide-linker as well (Figure 6C). These results
demonstrated that the cellular uptake of both HER2-
targeted liposomes and micelles can be significantly
enhanced by increasing the peptide hydrophilicity and
optimizing the EG peptide-linker length. One minor
difference between the VLA-4- and HER2-targeted lipo-
somes was that while an EG6 peptide-linker was optimal
for the VLA-4 system, an EG18 linker was optimal for the
HER2 system. This is likely due to the distinct chemical
properties for each targeting peptide. HER2pep is a 12-
residue peptide compared to the five-residue VLA4pep
and ismore hydrophobic, with several aromatic residues.
Therefore, a longer linker may be required to further
increase its aqueous solubility when compared to the
VLA4pep. In addition, the particular receptor�ligand
interactions and location of the binding pocket could
also play a role. The EG18 linker is possibly the optimum
distance necessary to allow HER2pep to adopt a proper
conformation to bind to the binding pocket on the target
receptor and permit multivalent interactions.

To determine the optimal oligolysine chain length
necessary for the most efficient cellular uptake, we
synthesized HER2pep(KN) with an EG18 peptide-linker,
varied N from 0 to 4, and evaluated cellular uptake
for bothmicelles and liposomes (Figure 6D). Our results
showed minimal cellular uptake with zero to two
lysines, but a significant enhancement was observed
with the inclusion of three lysines. Confirmation of
nanoparticle uptake was also demonstrated through
co-localization studies performed with the lysosomal
marker LysoTracker Red and fluorescein-labeled nano-
particles using confocal microscopy. Both liposomes
and micelles targeted with HER2pep(K3) and EG18
linker showed significant internalization into lyso-
somes (Figure 6E). Additional confocal microscopy
images at higher magnification are also provided (see
Supporting Information, Figure S6). Collectively, these
results were consistent with the VLA-4 targeting
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system, validating that the conclusions drawn can be
applied broadly to other peptide-targeted systems,
although exact properties, such as the optimal EG
linker length, may differ slightly.

Effect of EG Peptide-Linker Length and Oligolysine Content (KN)
on the Cellular Uptake of Nanoparticles under Fluidic Conditions.
To further validate our experimental findings under
physiologically relevant conditions, we examined the
uptake efficiency of our peptide-targeted nanoparticle
formulations under fluidic conditions to mimic those
found in physiological systems. Because our study
included two cancer cell types with distinct in vitro

culture conditions (multiple myeloma cells grow in
suspension, while breast cancer cells are adherent),
we employed two model flow channel systems for
use in our experiments (see Supporting Information,
Figure S7). For the multiple myeloma system, a peristal-
tic pump connected to a reservoir was used to load the
myeloma cells (NCI-H929 or MM.1S) and nanoparticles
into the circulating system. After loading, the reservoir
inlet and outlets were connected to create a closed
circulating system. This design minimized any cellular
uptake of nanoparticles that may have occurred in the
reservoir under more static conditions. For the breast

Figure 5. Determination of cellular uptake via confocal microscopy. Fluorescein-labeled nanoparticles were incubated with
NCI-H929 (A) orMM.1S (B) cells for 3 h at 37 �C. The cells were counterstainedwith LysoTracker Red andHoechst dyes.Merged
images reveal co-localization. Internalization of nanoparticles was determinedwith a Nikon A1R confocal microscope using a
40� oil lens. Image acquisition was performed by Nikon Elements Ar software.
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cancer system, the model flow system was adopted from
previous studies.47,48 Breast cancer cells (SK-BR-3) were
culturedovernight ona tissue culture treated flowchannel
to promote cell adhesion. Then, a reservoir containing the
nanoparticles was connected to the flow channel through
a peristaltic pump. For bothmodel systems, the velocity of
the flow was regulated by the pump and varied between
5 and 16 cm/s in our experiments to be comparable to
the blood flow rates in the circulatory system. The flow
channel, reservoirs, and connective tubing were placed
inside an incubator tomaintain a constant temperature of
37 �C. Fluidic experiments were performed for 1 h, and
cellular uptake was analyzed by flow cytometry.

In the fluidic experiments, we examined the effect
of EG peptide-linker length and peptide hydrophilicity
on the cellular uptake of both VLA-4 and HER2-targeted
liposomes and micelles. First, we formulated VLA-
4-targeted liposomes and micelles that incorporated
VLA4pep(K3) with variable EG peptide-linker lengths of

EG6, EG12, EG18, EG24, EG30, EG36, EG45, and EG72
(Figure 7A and B). Targeted liposomes and micelles
were formulated as 93:10:5:2 HSPC:CHOL:PEG2000:
VLA4pep(K3) and 80:10 PEG2000:VLA4pep(K3), respec-
tively. Although the results for the cellular uptake of
micelles under fluidic conditions were similar to those
under static conditions with maximum cellular uptake
occurring with the use of the EG18 peptide-linker, we
observed a distinct shift for optimal peptide-linker length
for the liposome system. Under fluidic conditions, an
EG18 peptide-linker provided maximum cellular uptake
of liposomes, while an EG6 peptide-linker was optimal
under static conditions. This can possibly be attributed
to the deformation of the liposomes that occurs under
fluidic conditions,49,50 which may necessitate the use of
a longer linker tomore effectively present the peptide for
binding to its target receptor. Additionally, although an
EG18 peptide-linker may be less energetically favorable
compared to EG6, the extra ∼5 nm extension may be

Figure 6. Effect of EG peptide-linker length and oligolysine (KN) content on the cellular uptake of HER2-targeted liposomes
and micelles. (A) Structure of HER2-antagonist peptide (HER2pep). (B) Effect of EG peptide-linker length on the uptake of
liposomes targeted with HER2pep(K0) (LPHER2pep(K0); blue columns) and HER2pep(K3) (LPHER2pep(K3); red columns) by SK-BR-3
cells. (C) Effect of EG peptide-linker length on the uptake of micelles targetedwith HER2pep(K0) (MPHER2pep(K0); blue columns)
andHER2pep(K3) (MPHER2pep(K3); red columns) by SK-BR-3 cells. The EG peptide-linker lengths investigated include EG6, EG12,
EG18, EG24, EG30, EG36, EG45, and EG72. (D) Effect of oligolysine chain length on cellular uptake by SK-BR-3 cells evaluated
with liposomes (blue columns) and micelles (red columns) targeted with HER2pep(KN)-pep using an EG18 peptide. The KN
content varied in the rangeN = 0�4. (E) Cellular uptake via confocal microscopy determined by incubating SK-BR-3 cells with
fluorescein-labeled nanoparticles and then counterstaining with LysoTracker Red and Hoechst dyes. Merged images reveal
co-localization and internalization of nanoparticles.
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imperative for initiating receptor�ligand interactions
under fluidic conditions. Importantly, traditional for-
mulations including an EG45 or longer linker in the
targeting sequence still resulted in negligible cellular
uptake. Next, we evaluated the effect of EG peptide-
linker length using HER2-targeted liposomes (93:10:5:2
HSPC:CHOL:PEG2000:HER2pep(K3)) and micelles (75:15
PEG2000:HER2pep(K3)) on cellular uptake in fluidic con-
ditions (Figure 7C and D). In the breast cancer system,
we observed very similar trends to the experiments
performed in static conditions, with an EG18 peptide-
linker providing maximum cellular uptake of both
liposomes and micelles. Next, we determined the opti-
mal oligolysine chain length under fluidic conditions
by formulating VLA-4-targeted liposomes (93:10:5:2
HSPC:CHOL:PEG2000:VLA4pep(KN)), VLA-4-targeted mi-
celles (80:10 PEG2000:VLA4pep(KN)), HER2-targeted lipo-
somes (93:10:5:2 HSPC:CHOL:PEG2000:HER2pep(KN)),
and HER2-targeted micelles (75:15 PEG2000:HER2pep-
(KN)) and evaluating cellular uptake (Figure 7E�H). In
both cancer models and both nanoparticle types, our
results showedminimal cellular uptake with zero to two
lysines, but a significant enhancement was observed
with the inclusionof three lysines, in agreementwith the
experiments performed under static conditions. Alto-
gether, these results demonstrated the significance of
peptide hydrophilicity and EG peptide-linker length in
the efficient cellular uptake of our nanoparticle formula-
tions under physiologically relevant conditions, with an
EG18 peptide-linker and three lysine residues providing
maximum cellular uptake across all systems analyzed.

CONCLUSION

Nanotechnology has been recognized as a paradigm-
changing opportunity by the National Cancer Institute

with the potential to make significant breakthroughs
in cancer diagnosis and therapy.51 Ligand-targeted
nanoparticles, however, have not consistently delivered
successful outcomes.14�16 In this study, we evaluated
how the chemical properties of peptide ligands, speci-
fically their hydrophilicity, the EG peptide-linker length,
and peptide valency, affect cellular uptake of peptide-
targeted liposomal and micellar nanoparticles. Our re-
sults demonstrated, in both the myeloma and breast
cancer models, that the cellular uptake of liposomes
and micelles can be significantly enhanced by increas-
ing the hydrophilicity of the targeting peptide ligand via
incorporation of a short oligolysine chain (K3) adjacent
to the targeting peptide. It is noteworthy that, pre-
viously, the use of oligoarginine (R8, 8 repeat units of
arginine) as a cell-penetrating peptide in liposomes has
demonstrated efficiency in promoting cellular uptake
through nonreceptor-dependent pathways.52,53 How-
ever, in our design, we selected lysine as the residue of
choice due to itsmuchweaker cell-penetrating effects
in order to minimize cellular uptake due to nonspe-
cific interactions.54 Importantly, successful inhibition
of cellular uptake during competition experiments
using excess soluble peptide demonstrated that the
targeted nanoparticles were highly specific and con-
firmed receptor involvement for the observed cellular
uptake.
Our results also demonstrated a strong dependence

of cellular uptake on the EG peptide-linker length.
In accordance with traditional “stealth” liposome for-
mulations, our design maintained the PEG2000 coat-
ing, which has been shown to provide improved
stealth and bioavailability to nanoparticles in vivo.
However, in contrast to the previous groups who have
used PEG2000 (∼EG45) or longer polymers as ligand

Figure 7. Effect of EG peptide-linker length and oligolysine (KN) content on the cellular uptake of VLA-4- and HER2-targeted
liposomes andmicelles under fluidic conditions. The effect of EG peptide-linker length on the cellular uptake of VLA-4-targeted
liposomes (A) ormicelles (B) using VLA4pep(K3) was evaluated usingNCI-H929 (blue columns) andMM.1S cells (red columns) by
flowcytometry. Theeffect of EGpeptide-linker lengthon the cellular uptakeofHER2-targeted liposomes (C) ormicelles (D) using
HER2pep(K3) was evaluated using SK-BR-3 cells by flow cytometry. The effect of oligolysine chain length (KN) was evaluated
using liposomes (E) or micelles (F) targeted with VLA4pep(KN) with EG18 peptide-linker. The effect of oligolysine chain length
(KN) was evaluated using liposomes (G) or micelles (H) targeted with HER2pep(KN) with EG18 peptide-linker.
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linkers,19,20 we increased targeting effectiveness by
decreasing the length of the EG peptide-linker. Due
to the complex structures long PEG polymers adopt on
the surface of liposomes22,23 andmicelles,40 using long
linkers such as PEG2000 to present the ligand does not
effectively promote binding, as the PEG will sterically
hinder the association of the ligand-targeted nanopar-
ticles with their target receptor. Shorter linkers, on the
other hand, are more likely to adopt a linear conforma-
tion compared to their longer counterparts and will
restrict the translational freedomof the peptide, reduc-
ing the overall entropic losses upon binding, thereby
providing significant thermodynamic advantages in
binding to the respective cell surface receptors. Our
results validated this hypothesis by demonstrating that
EG6 and EG18 linkers provided most effective cellular
uptake of VLA-4-targeted liposomes and micelles,
respectively. Notably, similar results were also ob-
tained with the HER2-targeted nanoparticles, confirm-
ing that our approach is not peptide, receptor, or
disease specific. Taken together, these results establish
the significance of ligand chemical properties, EG
peptide-linker length, and location of ligand�receptor
interactions in the cellular uptake of nanoparticles.
In summary, the results presented in this our study

demonstrate a universal approach to systematically

improve the cellular uptake of peptide-targeted nano-
particles by increasing the hydrophilicity of peptide
ligands with oligolysine chains and by using the appro-
priate EG peptide-linker length. Despite the identifica-
tion of a wide variety of potential peptides and
peptidomimetics as targeting ligands through the
use of in silico screenings and phage display libraries,
not all identified ligands may readily have suitable
characteristics to be used in an active-targeting
platform.29�31 For example, chemical properties of
the ligand, specifically hydrophobicity,may limit ligand
accessibility for binding. Here, we have shown in-
creased cellular uptake of nanoparticles functionalized
with both hydrophilic (VLA4pep) and hydrophobic
(HER2pep) targeting peptides, both of which have only
moderate affinities for their target receptors, demon-
strating the widespread application of our method for
enhancing active targeting approaches. Importantly,
our results established a strategy to achieve favorable
results in cellular targeting and uptake, which was
otherwise unattainable with traditional targeting strat-
egies. Taken together, this study demonstrates the
importance of using the right design elements, such
as the appropriate EG peptide-linker length, optimal
ligand density, and solubility enhancements, to drive
efficient cellular uptake of nanoparticles.

METHODS
Materials. N-Fmoc-amino acids, NovaPEG Rink amide resin,

Wang resin, 2-(1H-benzotriazol-1-yl)-1,1,3,3-tetramethyluronium
hexafluorophosphate (HBTU), and bovine serum albumin (BSA)
from EMD Millipore (Billerica, MA, USA); Fmoc-(EG)n-OH modifi-
cation reagents from Quanta Biodesign (Powell, OH, USA);
palmitic acid, cholesterol (CHOL), N,N-diisopropylethylamine
(DIEA), trifluoroacetic acid (TFA), triisopropylsilane (TIS), acetoni-
trile (ACN), 2-propanol, N,N-dimethylformamide (DMF), dichloro-
methane (DCM), and piperidine from Sigma-Aldrich (St. Louis,
MO, USA); fluorescein 5-isothiocyanate (FITC) from Toronto
Reseach Chemicals (Toronto, Canada); secondary goat anti-
human fluorescein conjugated antibody from Jackson Immu-
noResearch (West Grove, PA, USA); 1,2-distearoyl-sn-glycero-3-
phosphocholine (DSPC), 1,2-dipalmitoyl-sn-glycero-3-phospho-
choline (DPPC), methoxy PEG2000-DSPE (PEG2000-DPSE), fluor-
escein PE, and lissamine rhodamine B PE fromAvanti Polar Lipids,
Inc. (Alabaster, AL, USA) were used.

Humanized mouse mAb Herceptin was provided by
Dr. Rudolph Navari (Indiana University School of Medicine).

Synthesis of Peptides and Peptide(KN)-EGlinker-Lipid Conjugates. Li-
gands were synthesized using Fmoc chemistry on a solid
support using Rink amide or Wang resin. Residues were acti-
vated with HBTU and DIEA in DMF for 3 min, and coupling
efficiency was monitored using the Kaiser test. The Fmoc-
protected residues were deprotected with three applications
of 20% piperidine in DMF for 3 min each time. The molecules
were cleaved from the solid support using a 94/2.5/2.5/1 TFA/
H2O/EDT/TIS mixture twice for 30 min each time. We purified
the molecules using RP-HPLC on an Agilent (Santa Clara, CA,
USA) 1200 series system with a semipreparative Zorbax C18
column or Zorbax C3 column with either acetonitrile or 2-pro-
panol gradients in themobile phase. Wemonitored the column
eluentwith a diode array detector allowing a spectrum from200
to 400 nm to be analyzed. The purified product was character-
ized using a Bruker Autoflex III Smartbeam matrix-assisted laser

desorption ionization time-of-flightmass spectrometer (MALDI-
TOF-MS, Billerica, MA, USA). Peptide cyclization through disul-
fide bond formulation was performed in DMF with DIEA under
stirring overnight.

Cell Culture. SK-BR-3, NCI-H929, and MM.1S cell lines were
obtained from American Type Culture Collection (Rockville, MD,
USA). SK-BR-3 cells were cultured in McCoy's 5A (ATCC) media,
whereas NCI-H929 and MM.1S cell lines were cultured in RPMI
1640 media (Cellgro, Manassas, VA, USA). All lines were supple-
mented with 10% fetal bovine serum (FBS), 2 mM L-glutamine
(Gibco, Carlsbad, CA, USA), 100 U/mL penicillin, and 100 μg/mL
streptomycin (Gibco). NCI-H929 cells were supplemented with
an additional 10% FBS and 55 μM 2-mercaptoethanol. MM.1S
cells were supplemented with an additional 10% FBS.

Receptor Expression Analysis and Cell-Based Peptide Binding Assays.
For VLA-4 expression assays, cells were incubated with anti-
CD49d (phycoerythrin) or anti-CD29 (fluorescein) antibodies
(BD Biosciences, San Jose, CA, USA) in binding buffer
(1.5% BSA in PBS pH 7.4) on ice for 1 h and were washed twice.
For HER2 expression assays, cells were incubated with primary
antibody in binding buffer on ice for 1 h and washed twice.
Fluorescein conjugated secondary antibody was added for 1 h
on ice, and samples were washed and analyzed on a Guava
easyCyte 8HT flow cytometer (Millipore). Isotype-matched anti-
bodies were used as negative controls. For cell-based peptide
binding assays, cells were incubated with increasing concentra-
tions of fluorescein-conjugated peptides for 2 h on ice. Samples
were washed twice and analyzed on a Guava easyCyte 8HT flow
cytometer.

Nanoparticle Preparation. Liposomes were prepared by dry
film hydration. Briefly, a lipid mixture of chloroform stocks
was prepared and dried to form a thin film using nitrogen
gas, then placed under vacuum overnight to remove residual
solvent. The lipid films were hydrated at 65 �C in PBS pH 7.4,
gently agitated, and extruded at 65 �C through a 0.1 μm poly-
carbonate filter. Liposomes all adhered to the formula (95 � x):
10:5:x HSPC:CHOL:PEG2000-DSPE:peptide(KN)-EGlinker-lipid
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conjugate where x was varied between 0 and 4 to control
the peptide density. Control liposomes were always formulated
as 95:10:5 HSPC:CHOL:PEG2000. For micelle formation, non-
functionalized and functionalized lipids were mixed at desired
molar ratios in CHCl3, followed by solvent removal via evapora-
tion. The mixture was then resuspended in water and lyophi-
lized to further remove organic solvent. Micelles were formed
via hydration in PBS and sonicated until clear. The micelles
were then centrifuged for 2 min at 15000g. Absence of a pellet
in conjunction with DLS confirmed micelle formation. If a pellet
was observed, sonication followed by centrifugation was per-
formeduntil nopelletwas observed (usually 2�3 cycles).Micelles
adhered to the formula (90 � x):x PEG2000-DSPE: peptide(KN)-
EGlinker-lipid conjugate where x was varied between 0 and 30 to
control the peptide density. Control micelles were always for-
mulated with 100% PEG2000-DSPE. Fluorescein PE was added as
a fluorescent agent for cellular uptake quantification.

Characterization of Nanoparticles. Particle size was measured
using DLS analysis via the 90Plus nanoparticle size analyzer
(Brookhaven Instruments Corp., Long Island, NY, USA), using
658 nm light observed at a fixed angle of 90� at 20 �C. Zeta
potential was measured using the ZetaPlus zeta potential
analyzer (Brookhaven Instruments Corp.).

In Vitro Nanoparticle Uptake Assays. Twenty-four hours prior to
each experiment 1� 105 cells/well were plated in a 24-well dish.
Nanoparticles were added at 100 μM phospholipid concentra-
tion and incubated for 3 h at 37 �C. Fluorescein PE was added
as a fluorescent marker to each nanoparticle formulation. For
suspension cells, after incubation, cells were washed three
times with PBS and analyzed via flow cytometry. For adherent
cells, after incubation, cells were washed three times with PBS,
trypsinized, and analyzed via flow cytometry. Pharmacological
inhibition of endocytosis was performed by treating cells with
chlorpromazine (30 μM), chloroquine (100 μM), or 5-(N-ethyl-N-
isopropyl)amiloride (EIPA, 50 μM) for 30 min followed by the
addition of nanoparticles for 3 h and analysis by flow cytometry.

Confocal Microscopy. Twenty-four hours prior to each experi-
ment 1�105 cells/well were plated in a 24-well dish (suspension
cells) or onto 12 mm borosilicate glass coverslips (adherent
cells). Nanoparticles were labeled with fluorescein PE, added at
100 μM phospholipid concentration, and incubated for 3 h at
37 �C. After incubation, the cells were washed three times with
PBS and incubated with 50 nM LysoTracker Red (Molecular
Probes, Carlsbad, CA, USA) for 30 min at 37 �C to allow inter-
nalization. Cells were washed three times, fixed in PFA, stained
with 2 μg/mL Hoechst dye (bisbenzimide H 33342 trihydrochlor-
ide, Sigma) for 15min, washed three times, andmounted on glass
slides using Prolong Gold antifade reagent (Molecular Probes).
Cells were visualized by a Nikon A1R confocal microscope with a
40� or 100� oil lens (Nikon Instruments, Melville, NY, USA). Image
acquisitionwas performed byNikon Elements Ar software (Nikon).

Nanoparticle Uptake under Fluidic Conditions. For fluidic assays
involving multiple myeloma suspension cells (NCI-H929 and
MM.1S), the cells were added to a reservoir connected to a
peristaltic pump (Thomas Scientific, Swedesboro, NJ, USA) at a
density of 2� 105 cells/mL in cell growth media and allowed to
circulate for 1 min. Nanoparticles were then added to the
reservoir at 100 μM phospholipid concentration and allowed
to circulate for 1 min. After loading the cells and nanoparticles
into the tubing, the reservoir was removed from the system by
connecting the reservoir inlet and outlet to create a closed
circulating system. The velocity of the flowwas regulated by the
pump and set to 16 cm/s. Total volume of the circulating system
was∼2mL. The cells and nanoparticles were circulated for 1 h at
37 �C, removed from the circulating system, washed three times
with PBS, and analyzed via flow cytometry.

For fluidic assays involving adherent breast cancer cells
(SK-BR-3), 105 cells were seeded on a surface area of 250 mm2

of a flow channel (μ-Slide ibiTreat from Ibidi, Martinsried,
Germany) and allowed to adhere overnight. Nanoparticles were
added to a reservoir at 100 μMphospholipid concentration. The
reservoir containing the nanoparticles in cell growth media was
then connected to the flow channel through a peristaltic pump.
The velocity of the flow was regulated by the pump and set to
5 cm/s. At this velocity, approximately 20% of the cells were

removed from the surface of the flow channel with more
substantial losses at higher velocities. The nanoparticles circu-
lated for 1 h at 37 �C, followed by removal of the flow channel
from the system. The cells were then washed three times with
PBS to removed residual nanoparticles remaining in the flow
chamber, returned to the incubator for 30 min to allow for
endocytosis of bound nanoparticles, trypsinized, and then
analyzed via flow cytometry.
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