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Abstract
Physiological barriers inside of tumor tissue often result in poor interstitial penetration and
heterogeneous intratumoral distribution of nanoparticle-based drug delivery systems (DDS). Novel,
matrix metalloproteinase (MMP)-sensitive peptide-crosslinked nanogels (pNGs) as multistage DDS are
reported with a beneficial size reduction property to promote the process of deep tissue penetration.
Methods: The presented pNGs are based on a dendritic polyglycerol (dPG) scaffold crosslinked by a
modified MMP-sensitive fluorogenic peptide. The crosslinker integrates degradability in response to
proteases present in the tumor microenvironment. Surfactant-free, inverse nanoprecipitation is
employed to prepare the nanogels using strain-promoted click chemistry. The size and crosslinking
density of the pNGs are controlled by the functionalization degree of dPG with cyclooctyne groups and
by the peptide crosslinker fraction. The intrinsic reporter moiety of the crosslinker was used to study the
influence of pNG compositions on the degradation profile. The therapeutic drug Doxorubicin was
conjugated through a pH-sensitive linkage to dPG to form a multistage DDS. The penetration behavior of
the pNGs was studied using agarose matrix and multicellular tumor spheroids (MCTS).
Results: Nanogel sizes were controlled in the range of 150–650 nm with narrow size distributions and
varying degrees of crosslinking. The pNGs showed stability in PBS and cell media but were readily
degraded in the presence of MMP-7. The crosslinking density influenced the degradation kinetic mediated
by MMP-7 or cells. Stable conjugation of DOX at physiological pH and controlled drug release at acidic
pH were observed. The digestions of nanogels lead to a size reduction to polymer-drug fragments which
efficiently penetrated into agarose gels. Moreover, the degradable multistage pNGs demonstrated deeper
penetration into MCTS as compared to their non-degradable counterparts. Thus, degradable pNGs were
able to deliver their cargo and efficiently reduce the cell viability in MCTS.
Conclusion: The triggered size reduction of the pNGs by enzymatic degradation can facilitate the
infiltration of the nanocarrier into dense tissue, and thereby promote the delivery of its cargo.
Key words: Multistage, fluorogenic, nanogels, matrix metalloproteinases, tumor spheroids

Introduction
Despite all the advances that have been achieved
in the field of nanocarrier-driven drug delivery, many
challenges remain [1-5]. One major obstacle is poor
tumor penetration and heterogeneous distribution
throughout the diseased tissue after extravasation of
the nanoparticles from the vasculature [6, 7]. While
the accumulation of nanocarrier-based drug delivery

in tumor tissue mediated by the enhanced penetration
and retention (EPR) effect has been well established
for many setups in vivo, the corresponding
improvement of the therapeutic efficiency has often
been deficient [7-9]. This can be accounted, for
instance, to the hampered penetration and uneven
distribution of the nanocarrier in deeper regions of the
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tumor which result from heterogeneous vasculature,
high interstitial fluid pressure, and dense interstitial
matrix [7, 10, 11]. Nanocarriers aiming for EPR-based
delivery are typically in the size of 100-300 nm [6].
However, it was found that particles in this size range
cannot easily penetrate into the interstitial space [12],
leading to a heterogeneous distribution of particles
within the malignant tissue. This impairs the
treatment, and additionally the barely perfused center
of the tumor harbors the most aggressive cells that
have the potential to regenerate the tumor if not
eliminated completely [13, 14]. Low exposure of drug
in some regions of the tumor could even promote the
development of drug resistance [15, 16]. Conventional
small molecule therapeutic agents show fast diffusion
in tumor stroma, they are however also rapidly
cleared from body and tissues.
One approach to improve intratumoral delivery
is to carefully design multistage delivery systems that
utilize specific stimuli in the tumor microenvironment
such as pH or proteases to either achieve deeper
tumor penetration, increased cellular uptake, and/or
controlled drug release [17, 18]. The nanocarriers
possess design features that allow the response to
specific stimuli encountered in a consecutive manner
[19]. Examples have been reported that respond to the
slightly acidic tumor microenvironment (pH 6-7) with
a size reduction by disintegration, sequential
swelling/shrinking, or reorganization to enhance the
diffusive properties of the particles [17, 20-22].
However, the acidic pH is typically located far from
the blood vessels (pH gradient) which would hinder
the response in the perivascular regions. As
enzymatic reactions are highly specific and enzyme
activity is strongly dependent on location, cell type, or
the state of the targeted tissue, introduction of
enzyme-responsive moieties into nanocarriers can aid
to adapt the responsiveness of a drug delivery system
(DDS) to the abundant proteases in the tumor
microenvironment [23, 24]. Therefore, nanoparticles
based on the natural polymers gelatin have been
presented that encapsulate smaller entities like
quantum dots or gold nanoparticles [25-27]. The idea
of these carriers is that the gelatin shell can be
degraded by extracellular proteases and thereby
release the smaller entities, which can then more
readily diffuse within the dense interstitial space.
Gelatin is a substrate for matrix metalloproteinases
(MMPs), a family of extracellular endopeptidases
with the ability to degrade components of the
extracellular matrix (ECM). Upregulated MMP
expression has been reported for several malignant
conditions where they are involved in tumor
proliferation and invasion as well as metastasis
[28-32]. The enzymes are located in the extracellular
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space and can be used for early detection and as
biomarkers of disease progression and metastasis
[33-35]. Alternative MMP-responsive moieties are
peptides that can be applied as cleavable linkages to
introduce site-specific biodegradation or drug release
[36-39].
Taking this into account, we designed
multistage,
MMP-sensitive,
peptide-crosslinked
nanogels (pNGs) that present suitable sizes to
potentially accumulate in tumor tissue by the EPR
effect and feature a protease-mediated size reduction
property and acid-mediated drug release for
enhanced tissue penetration. These degradable
nanocarriers consist of a hydrophilic scaffold based on
dendritic polyglycerol (dPG, Figure S1) that forms a
three-dimensional
network
connected
via
MMP-specific peptide crosslinkers. The second
building block is a rationally designed fluorogenic
peptide crosslinker that comprises an MMP-specific
amino acid sequence that is framed by a dye pair that
exhibits fluorescence resonance energy transfer
(FRET) and enables the monitoring of the peptide
cleavage.[40] The incorporation of the fluorogenic
peptide as crosslinker integrates degradability to the
nanocarrier comprised of otherwise non-degradable
polymers, and additionally, the cleavage of the
crosslinks can be conveniently monitored by the
intrinsic fluorescence reporter. The design was
inspired by hydrogels prepared by Janda and
co-workers that include MMP-sensitive crosslinkers
in acrylamide gels to introduce degradability into
synthetic hydrogels [41]. To transfer this concept to
the nanoscale, we choose NGs as the nanometric
equivalents of hydrogels that have emerged as
platform
for
the
development
of
novel
nanocarrier-based strategies [42]. NGs are soft,
hydrophilic hydrogel particles formed by physically
or chemically crosslinked polymer chains that can
incorporate stimuli-responsive moieties into their
network to enable a triggered reaction ranging from
morphological changes such as swelling or shrinkage
to the disintegration of the polymer network [43].
Classically, NGs are prone to efficiently
encapsulate their cargo by physical interactions in the
network structure. However, encapsulation can cause
premature release of the payload by diffusion
mediated leakage before reaching the site of action.
Additionally, the release of the drug should be
prevented after MMP-mediated degradation as this
could cause fast clearance of the small molecular
weight drugs. As an alternative, covalently bound
therapeutics can prevent leakage, mediate enhanced
solubility, and, when attached by dynamic covalent
chemistry, can be released in a controlled manner [44].
To this end, we aimed to conjugate the
http://www.thno.org
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chemotherapeutic drug doxorubicin (DOX) through a
pH-sensitive linker to the dPG scaffold, thereby
creating a multistage delivery system (pNG-DOX). In
the first stage, pNGs can be degraded by MMPs which
are present in the tumor microenvironment. After the
resulting size reduction, the fragments constitute
polymer-drug conjugates consisting of polyglycerol as
polymeric carrier and DOX conjugated through an
acid-cleavable linkage. These fragments should
facilitate the penetration into deeper areas of tumor
tissue where the cargo could be released at acidic pH
as present in intracellular compartments (pH 4-5)
such as endosomes and lysosomes (Figure 1) [45].
We expect that the synthetic approach based on
multifunctional building blocks and the directed
incorporation of cleavable peptides allows precise
control over the size and crosslinking density of the
pNGs by varying the applied feed. Different
crosslinking densities should result in different
degradation profiles which can be tuned towards the
specific application as multistage nanocarrier. In our
system, the MMP-induced size reduction and
degradation can be conveniently studied using the
intrinsic fluorescence probe of the crosslinker. To
prove the principle of the multistage drug delivery
system, we investigate the diffusive transport of
MMP-digested pNGs in a dense gel matrix mimicking
the ECM. Furthermore, we expect an enhanced
penetration of the carrier fragments and the drug into
multicellular tumor spheroids (MCTS) which should
result in an improved therapeutic activity of the drug.
So far, the majority of the peptide-crosslinked
nanocarriers only described the degradation to small
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fragments to release encapsulated cargo. To the best
of our knowledge, the controlled introduction of
peptide-based crosslinks into nanogels and the
application as multistage delivery system has not
been reported so far.

Methods
General Methods
All chemicals were purchased from Acros
Organics, Alfa Aesar, Roth, Merck, Sigma-Aldrich
(now Merck), Deutero GmbH, and used as received.
The design of the peptide crosslinker was adapted
and modified from the work of Janda et al. [41] and
the strategy of the crosslinker synthesis was
developed in cooperation with Protein Research Inc.
(UK). Structure and peptide sequence: McaLys((OEG)8-N3)-Pro-Leu-Gly-Leu-Lys(Dnp)-Ala-Arg
-Lys((OEG)8-N3)-NH2 (Mca: 7-methoxycoumarinyl4-acetic acid; Dnp: 2,4-dinitrophenyl; EG: ethylene
glycol). Dendritic polyglycerol (dPG) was purchased
from Nanopartica GmbH (Germany) with a weight
average molecular weight (Mw) of 10 kDa (Dispersity
Đ = 1.27). The cyclooctyne reagent (1R,8S,9s)Bicyclo[6.1.0]non-4-yn-9-ylmethyl
N-succinimidyl
carbonate was purchased from Synaffix (AE Oss,
Netherlands). Water used for the synthesis was
obtained from a Millipore water purification system.
The pH-sensitive (6-maleimidocaproyl) hydrazone
derivative of DOX (aldoxorubicin), was synthesized
starting from 6-aminocaproic acid following a
procedure from literature [46]. 1H NMR and ESI-MS
spectra are shown in the SI.

Figure 1. Schematic representation of the mechanism proposed for the multistage drug delivery by pNG-DOX.
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HeLa cells (DSMZ-No. ACC-57, Leibnitz
Institute
DSMZGerman
Collection
of
Microorganisms and Cell Cultures) were routinely
maintained in RPMI 1640 medium (Lonza) containing
10% fetal bovine serum (FBS Superior, Merck), 1%
Penicillin/Streptomycin
(P/S,
Thermo
Fisher
Scientific), and 1% MEM non-essential amino acids
(Sigma-Aldrich) at 37 °C and 5% CO2. Human dermal
fibroblasts from juvenile foreskin were isolated in
accordance to local ethics and biosafety regulations
(ethical approval EA1/345/14 by the Charité ethical
committee) and were routinely cultured in Dulbecco's
Modified Eagle Medium (DMEM) with 15% FBS and
1% P/S at 37 °C and 5% CO2.

Functionalization of dPG
The hydroxyl groups of dPG were modified in
three steps to obtain amine functionalities following
published procedure (Scheme S1) [47]. Briefly, dried
dPG (250 mg dPG, 0.27 mmol OH’s for 8%, 1.0 equiv.)
was dissolved in N,N-dimethylformamide (DMF; 25
mL) with triethyl amine (113 µL, 0.81 mmol, 3 equiv.)
and cooled down to 0 °C. The hydroxy groups were
activated by addition of methanesulfonyl chloride
(23.0 µL, 0.30 mmol, 1.1 equiv.). The reaction was
stirred overnight (18 h) and allowed to reach rt. The
reaction mixture was diluted with MeOH (4:1 v/v)
and dialyzed against MeOH for 2 d (Molecular weight
cut-off (MWCO) 1000 Da). The degree of
functionalization was determined by 1H NMR.
Degrees of functionalization for dPG are given as a
percentage of the total dPG hydroxyl groups (~ 135
hydroxyl groups for 10 kDa dPG). For the next step,
the polymer was dissolved in DMF and sodium azide
(87.8 mg, 1.35 mmol, 5 equiv.) was added to induce a
nucleophilic substitution of the mesyl groups. The
reaction mixture was heated to 60 °C and stirred for 3
d. After filtration, the filtrate was diluted with MeOH,
dialyzed against MeOH for 2 d (1000 Da MWCO) to
obtain dPG-azide. The appearance of a characteristic
azide band was observed in the IR spectrum (2100
cm-1) and the disappearance of the NMR signal for
mesyl groups was monitored. To obtain dPG with
amine functionalization, the azide groups were
reduced by Staudinger reaction. Therefore, dPG-azide
was dissolved in water/THF (1:1 v/v) and
triphenylphosphine (213 mg, 0.81 mmol, 3 equiv.) was
added before the solution was stirred for 3 d at 40 °C.
Afterwards, TFA was evaporated and the remaining
aqueous solution was filtered. The solution was
dialyzed against MeOH for 3 d (MWCO 1000 Da). By
this method dPG-amine with 4% and 8% degree of
functionalization were obtained as determined by 1H
NMR. dPG-amine war stored as solution in MeOH to
avoid crosslinking and the concentration was
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determined gravimetrically after drying an aliquot of
the solution.

Functionalization of dPG with bicyclononyne
groups (BCN)
For the functionalization with cyclooctyne
groups, dPG-amine (250 mg, 0.27 mmol amine groups
for 8%, 1.0 equiv.) was dissolved in DMF (20 mL)
before triethylamine (112.3 µL, 0.81 mmol, 3.0 equiv.)
and
(1R,8S,9s)-Bicyclo[6.1.0]non-4-yn-9-ylmethyl
N-succinimidyl carbonate (86.5 mg, 0.30 mmol, 1.1
equiv.) were added (Scheme S2). The reaction was
stirred for 3 h at rt. Then, the solution was diluted
with MeOH (4:1 v/v) and dialyzed against MeOH for
3 d (MWCO 1000 Da). Afterwards, the dialysis
medium was changed to water for 2 d. dPG-BCN was
stored in aqueous solution and the concentration was
determined gravimetrically after an aliquot of the
solution
was
lyophilized.
The
degree
of
functionalization was determined by 1H NMR
yielding dPG-BCN with 3.9% and 7.8% conversion.
1H-NMR (500 MHz, D O, δ: 4.24-3.42 (m, 5H, dPG
2
backbone), 2.31-2.14 (m, 6H, cyclooctyne), 1.60-1.28
(m, 2H, cyclooctyne), 0.98-0.80 (m, 3H, cyclopropane)
ppm.

Preparation of pNGs
For the synthesis of the pNGs, nanoprecipitation
was employed using different degrees of
BCN-functionalization and different feed ratios (see
Table S1). As an example, dPG-BCN (4%
functionalization, 4.1 mg, 2.2∙10-3 mmol BCN groups)
and peptide crosslinker (2.0 mg, 1.6∙10-3 mmol azide
groups, 70 mol%) were dissolved separately in water
(1 mL) and cooled down in an ice bath. The cooled
solutions were mixed and directly injected into
NaCl-saturated acetone (20 mL) under vigorous
stirring (900 rpm). After injection, the stirring was
stopped, and the nanoprecipitation was left for 2 d at
rt before the excess of BCN groups was quenched
with either azidopropanol, indocarbocyanine azide
(ICC-azide) or 11-Azido-3,6,9-trioxaundecan-1-amine
to obtain pNG-OH, pNG-ICC or pNG-NH2,
respectively. The dispersion was left for 1 d more
before of water (1 mL) was added and acetone was
evaporated. The aqueous dispersion was dialyzed
against water for 3 d (MWCO 50 kDa). For the
preparation of non-degradable controls, the same
methodology was applied using the peptide
crosslinker comprised of d-amino acids. pNGs were
characterized by DLS and UV/Vis spectroscopy.

Synthesis of multistage pNGs (pNG-DOX)
pNGs (5 mg) quenched with 11-Azido-3,6,9trioxaundecan-1-amine
were
reacted
with
2-iminothiolane hydrochloride (1.1 mg, 8.1∙10-3 mmol,
http://www.thno.org
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3 equiv. of maximum amine groups) to convert the
amine groups to thiols. After 20 min, the dispersion
was filtered through a desalting column (PD10
column; GE Healthcare) to separate remaining
2-iminothiolane. The pNGs dispersion was
concentrated by centrifugal filter devices (Vivaspin ®,
MWCO 100 kDA) before aldoxorubicin (2.1 mg,
2.7∙10-3 mmol, 1 equiv.), dissolved in DMF (0.1 mL),
was added and left to stir for 4 h at rt. The pNGs were
purified by size exclusion chromatography (SEC)
using Sephadex G-25 fine matrix and subsequently
dialyzed for 2 d in water (MWCO 50 kDa). Size
distribution and zeta potential of pNGs were
measured at 25 °C by DLS. The loading of labeled
indocarbocyanine azide (ICC) or conjugated DOX was
determined by UV-Vis spectroscopy. The NGs were
stored as highly concentrated dispersions (5 mg mL-1)
at 4 °C. The same methodology was applied for the
preparation of non-degradable controls using the
peptide crosslinker comprised of d-amino acids.

pNG-DOX dispersions in H2O were mixed with
different buffers (1:1 v/v with acetate buffer (50 mM
sodium acetate/acetic acid, 150 mM NaCl) at pH 5 or
Tris buffer (50 mM Tris base, 10 mM CaCl2, 150 mM
NaCl, 0.05% w/v Brij-35) at pH 7.5 with or without
MMP-7) at 5 mg mL-1 and incubated at 37 °C. At
specific time points (t = 0 min, 1 h, 2.5 h, 5 h, 8 h, 24 h)
an aliquot of the solution was transferred to a SEC
column containing Sephadex G-25 fine matrix to
separate the free DOX from the NGs. The collected
NG fraction was analyzed for remaining DOX by
UV/Vis spectroscopy (absorption at 490 nm).

Degradation study of pNG

Diffusion in agarose gels

By dynamic light scattering (DLS)
To follow the degradation of the pNGs by DLS,
recombinant human MMP-7 (R&D Systems) were
activated at 100 µg mL-1 with 1 mM
p-aminophenylmercuric acetate (APMA) in a solution
of 50 mM Tris base, 10 mM CaCl2, 150 mM NaCl,
0.05% (w/v) Brij-35, and pH 7.5 (TCNB) for 1 h at 37
°C. The enzyme solution was diluted to 0.4 µg mL-1. 50
µL of NGs solution at 1 mg mL-1 were filled into low
volume cuvettes (Sarstedt) and placed in the Zetasizer
Nano-ZS 90 (Malvern). The reaction was initiated by
addition of enzyme solution (50 µL at 0.4 µg mL-1).
The particle size distributions were measured every
30 min at 37°C over 16 h.

By fluorescence
The degradation was monitored by fluorescence
intensity measurements over time following the
fluorescence of 7-methoxycoumarin. pNG solutions of
0.01–1.0 mg mL-1 were prepared in TCNB buffer and
50 µL were loaded into a 96-well microplate. The
reaction was started by adding 50 µL of the activated
MMP-7 solution (0.02 µg per well). Plates included
substrate and background controls containing pNGs
with buffer and buffer only. As a positive control, a
fluorogenic peptide (Mca-Pro-Leu-Gly-Leu-Dpa-AlaArg-NH2, R&D systems) was included at a
concentration of 10 µM to confirm enzyme activity.
The microplate was sealed with optically clear
adhesive seal sheets (Absolute qPCR Seal, Thermo
Scientific) and placed into a microplate reader
(Infinite M200 Pro, Tecan) heated to 37 °C. The
excitation and emission wavelengths were set to 320

nm and 405 nm (top read), respectively, and
fluorescence intensity was recorded every 5 min for 15
h. The background signals of pNGs in assay buffer
were subtracted and the fluorescence intensities,
expressed as changes relative to the starting point,
were plotted versus time.

Release of DOX

Agarose gels were prepared by heating a
suspension of agarose in phosphate buffered saline
(PBS; 0.5 w%) in a microwave oven at 500 W for 30
seconds. The clear agarose solution was filled into
rectangular
capillaries
of
borosilicate
glass
(Hilgenberg, LxBxW: 80x4.2x1.25 mm, wall thickness
120 µm). After gel formation at rt, NGs labeled with
ICC (pNG-ICC, 0.1 mg) were incubated with either
MMP-7 (final concentration 0.02 µg mL-1) in TCNB
buffer or in buffer alone. After 16 h,
ethylenediaminetetraacetic acid (EDTA) was added to
inactivate the enzyme and 20 µL of the solution was
filled into the capillaries on top of the agarose gel. In
addition, free ICC in the same concentration was
added to a capillary and then, the capillaries were
kept at 37 °C in a humidified chamber for another 16
h. The gels were imaged using a gel imaging system
(GelDoc XRS+, Bio Rad) with green epi illumination
(0.2 s exposure time) and 605/50 nm filter. The images
were analyzed by ImageJ software.

MCTS penetration
After 9 d in culture (described in SI), spheroids
were rinsed twice with PBS before fluorescently
labeled pNGs-ICC, degradable and non-degradable
control, or free ICC in RPMI medium without FBS and
phenol red were added to the spheroids. The pNGs
were added to a final concentration of 1.5 µM
regarding the fluorescent dye. The spheroids were
incubated for 2 or 16 h at 37 °C and 5% CO2.
Afterwards, the medium was discarded, spheroids
were washed three times with PBS, and fixed for 40
min at rt in 10% neutral buffered formalin. Spheroids
were washed again twice with PBS and cell nuclei
http://www.thno.org
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were stained with DAPI solution (2.5 µg mL-1 in PBS,
Sigma) for 1 h at rt. After washing with PBS, two
complementary methods were applied to realize the
visualization of the pNGs penetration into MCTS. For
the first one, spheroids were transferred using 1 mL
pipetting tips onto microscope slides, squeezed under
microscopy cover slips and mounted with ProTaqs
MountFluor (Quartett GmbH) mounting medium. For
the second method, the fixed spheroids were stained
with methylene blue (0.1% in PBS) for 10 min at rt.
After washing with PBS, spheroids were transferred
to Peel-A-Way® S-22 embedding molds (Merck)
embedding molds and embedded in Surgipath FSC 22
clear embedding compound (Leica) before the
samples were frozen using liquid nitrogen. Then, the
spheroids were cut into 16 µm-thick sections and
mounted onto microscope slides. Images were
acquired with a Leica SP8 CLSM using laser excitation
at 488 nm (DOX) and 561 nm (ICC) with 20-fold and
64-fold magnification. Image analysis was performed
with LASX software and ImageJ. The circumference
was determined in the brightfield images and then
transferred to the intensity images. Subsequently, the
measuring functions was used to determine the mean
fluorescence intensity in the area of the MCTS. The
same procedure was followed for analyzing the
penetration of multistage pNGs (degradable and
non-degradable and free DOX) into spheroids. Here, a
concentration of 5µM regarding DOX was applied for
all samples.

Results and Discussion
We propose the use of peptide crosslinked
nanogels (pNGs) as a multistage drug delivery system
(DDS) that features MMP-mediated size reduction
properties
in
response
to
the
tumor
microenvironment followed by controlled drug
release at intracellular, acidic pH conditions to aid
enhancing tumor tissue penetration of conjugated
DOX. To design a suitable pNG for this purpose, we
considered the initial size of the pNG that potentially
enables accumulation in tumor tissue by the EPR
effect. This requires rather large particle sizes of 100–
300 nm [9]. In the tumor environment, extracellular
MMPs would cleave the peptide linkers and thereby,
cause a size reduction by degradation of the pNG to
smaller fragments which should facilitate deeper
tissue penetration. The size of the degradation
products must be carefully controlled, since particles
smaller than 30 nm may be cleared from tumor tissue
while larger particles are retained and continue to
accumulate [48]. It has been reported that micelles
with sizes around 50 nm are able to penetrate tumor
tissues and at the same time are more likely to be
retained in the tumor tissue while smaller micelles of
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30 nm are susceptible to more rapid clearance [6, 8,
12]. Therefore, we first systematically investigated the
synthetic parameters and the influence of the different
building blocks on the resulting properties of the
pNGs with the goal to find a suitable candidate for the
proposed multistage DDS.

Formation and characterization of pNGs
In the first step, we developed the methodology
for the preparation of the MMP-sensitive NGs. The
pNGs consist of dPG crosslinked by a fluorogenic
peptide that can be cleaved by MMPs, as well as a
chemotherapeutic drug attached via an acid labile
linker to the polymer. The hyperbranched polymer
dPG was chosen to form the hydrophilic scaffold of
the pNGs and to allow facile functionalization [49].
Furthermore, dPG served as polymeric carrier of DOX
after fragmentation. The hydroxy groups of dPG were
converted to amine groups in a three-step approach
following a known procedure [47]. Afterwards, the
amines
were
reacted
with
(1R,8S,9s)Bicyclo[6.1.0]non-4-yn-9-ylmethyl
N-succinimidyl
carbonate
to
introduce
cyclooctyne
groups
(dPG-BCN, Figure 2).
To employ the fluorogenic peptide as
crosslinker, it was modified with two terminal azide
groups. These groups were attached through the
γ-amino groups of lysine side chains including an
8-unit oligoethylene glycol (OEG)-chain as spacer
leading to the final structure: Mca-Lys((OEG)8N3)-Pro-Leu-Gly-Leu-Lys(Dnp)-Ala-Arg-Lys((OEG)8
-N3)-NH2 (Figure 2). The additional OEG chains were
introduced to increase water solubility and
accessibility for the proteases. The functional groups
allow strain-promoted alkyne-azide cycloaddition
(SPAAC), a biorthogonal, metal-free click reaction
that can be performed under mild conditions.
Therefore, the reaction type allows the crosslinking of
the building blocks without damaging the sensitive
peptide and potentially enables the encapsulation of
sensitive cargos [50].
NGs are usually prepared by templating the
polymer in confined spaces and subsequent
crosslinking inside these templates [51]. The most
common methods are the mini- or microemlusion
[52]. However, the high shear stress impairs the
encapsulation of sensitive cargos and substantial
amount of surfactant may alter surface properties
when not carefully removed during purification. To
bring the presented building blocks into nanosized
assemblies,
we
employed
the
inverse
nanoprecipitation technique [53-55]. This mild
method avoids extended stirring/sonification (shear
stress) and is surfactant-free. For the inverse
nanoprecipitation, water was used as solvent and
http://www.thno.org
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Figure 2. Schematic representation of the building blocks, synthesis, and structure of multistage pNG-Dox.

acetone was chosen as non-solvent. A constant
polymer concentration of 3 mg/mL and a
solvent/non-solvent ratio of 1:20 were selected as
working parameters. These conditions were found to
be optimal to obtain stable dispersions and were
maintained for the synthetic screening. The
cyclooctyne functionalities were used in excess and
were quenched with azidopropanol, or alternatively,
with an azide-functionalized indocarbocyanine dye
(ICC) as florescent label. The crosslinking reaction
was monitored by FT-IR spectroscopy which showed
the disappearance of the azide signal at 2100 cm-1
indicating the formation of triazoles by SPAAC
(Figure 3a).
We hypothesized that by varying the fraction of
the peptide crosslinker in the feed and the
crosslinking points on the dPG surface, different sizes
and network densities would be obtained. The size is
crucial for the fate of the pNGs in biological
environment and the network has an influence on the
degradation rate of the pNG which can be optimized
for size reduction ability or alternatively to tune the
release of an encapsulated cargo. Therefore, a rational
screening included the variation of dPG-BCN
functionalization degree and the fraction of peptide
crosslinker in the feed to study their effect on the
composition of the polymeric particles. Two degrees
of BCN functionalization with 4% and 8% of
converted hydroxy groups (~5 and 10 groups per
dPG) were tested and the peptide crosslinker feed was
varied from 10 to 70 w%. The hydrodynamic

diameters and polydispersity indices (PDI) as
determined by dynamic light scattering (DLS) showed
narrow, monomodal distributions for the prepared
pNGs (Table S1). To complement these results, we
confirmed the formation of spherical particles by
transmission
electron
microscopy
(TEM)
measurements. The sizes determined by statistical
analysis of the TEM images revealed smaller
diameters compared to the DLS measurements, which
is due to drying and associated deswelling of the
particles. For example, particle sizes of ~270 nm were
determined for pNG4 by DLS, while TEM images
revealed sizes of ~180 nm. Interestingly, pNG7 with a
higher peptide feed displayed a size of 180 nm
measured by DLS and only slightly smaller sizes of
150 nm were determined by TEM indicating a denser
network (Figure 3b).
Overall, the screening of BCN functionalization
and peptide feed confirmed that the sizes can be
modulated in a broad range between 150 and 650 nm
(Figure 3c). As expected, the nanogel size depends on
the weight fraction of the peptide crosslinker. Here,
smaller particle sizes were obtained with increasing
peptide feed. The higher amount of crosslinker allows
a stronger interconnection and additionally may
provide stabilization during the nucleation and
aggregation process yielding smaller particles. For
higher BCN functionalization, we expected denser
and smaller structures. Interestingly, an increase in
sizes was observed when the number of BCN groups
was doubled while maintaining the same peptide
http://www.thno.org
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fraction. Besides the solvent/non-solvent and
polymer concentration, eventually, the character of
the polymer is responsible for the stabilization of the
aggregates to prevent coalescence or Ostwald
ripening in the nanoprecipitation process [56].
Therefore, a higher functionalization of dPG seems to
impair the potential of the polymer to stabilize smaller
aggregates that has been observed for other
dPG-based nanoparticles prepared by inverse
nanoprecipitation [53, 55]. Our screening revealed
that the stabilization by dPG in inverse
nanoprecipitation is reduced by functionalization
with hydrophobic BCN groups. Nevertheless, the
tested feed composition allows an applicationoptimized size adaptation in a broad size range.
Additionally, hydrodynamic diameters for pNGs in
different media including Milli-Q water, PBS, cell
culture medium (RPMI), and serum-containing
solution (10% human serum in PBS) were determined.
Here, small size changes were observed for nanogels
in saline media (PBS, TCNB buffer and RPMI; table
S2). The sizes measured in water exhibit sizes that are
30% bigger than in saline-containing solutions
indicating a higher swelling capability. It can be noted
that no formation of larger aggregates was observed
either in cell culture medium or in serum-containing
solution.

Size reduction and degradation kinetics of
pNGs
For the MMP-specific peptide sequence, it has
been reported that MMP-7 is able to efficiently
hydrolyze the crosslinker sequence which resulted in
an increased fluorescence signal when incubated with
the fluorogenic crosslinker (Figure S2a) [41, 57]. To
confirm the degradability of the prepared nanogels,
pNG6 (BCN 4%, 50 w%) was incubated in the
presence and absence of the protease MMP-7.
Subsequently, particle sizes were monitored by DLS
over time. In the first 4 hours, we observed a slight
increase in size indicating a swelling of the particles,
which we think is due to partial cleavage of
crosslinking points, and hence loosening of the
network. After this time, apparent particle sizes were
decreasing suggesting a disintegration of the pNG
networks to smaller portions (Figure 4a). For pNG6,
size reduction of approximately 75% compared to the
initial size was observed after 16 h (Figure 4b). As
controls for the specific degradation, pNGs were
prepared by the same procedure but using a peptide
crosslinker comprised of D-amino acids, which is not
hydrolyzed by MMP-7 (Figure S2b). As seen in Figure
4c, these non-degradable pNGs were stable upon
incubation with the protease. These results confirm
the MMP-mediated degradability and consequently a
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size reduction of the pNGs. The degradation was also
confirmed by GPC measurements. Here, longer
retention times for pNGs were observed after
incubated with MMP-7 indicating fragmentation of
the pNGs (Figure S3). It is well understood that MMPs
play a pivotal role in the proliferation, invasion and
metastasis of cancer since MMPs are one of the major
class of enzymes to degrade the extracellular matrix,
and thereby remodeling the tumor microenvironment
[28]. MMP expression is upregulated at all stages of
cancer; however, the levels of MMPs vary
significantly between different cancer types and
patients. Many factors influence the activity of the
proteases such as local concentrations, presence of
inhibitors, and level of infiltrating stromal cells, which
are the major source of MMPs. Isaacson et al. have
thoroughly reviewed the MMP upregulation,
distribution as well as their role in cancer [58]. To
illustrate the variation in MMP expression, the cancer
tissue concentration of MMP-7 in colorectal cancer
was determined to be 2.45 ng mg-1 whereas in
pancreatic cancer was 143 ng mg-1. For all cancer
types, an average value for MMP-7 of 20.9 ng mg-1
tissue was given. To induce the degradation of the
pNGs, we employed an activated MMP-7
concentration of 200 ng ml-1 (≡ 0.2 ng mg-1; d = 1.0 kg
m-3) in all assays. This corresponds to an MMP
concentration which is one magnitude smaller
compared to the conditions in colorectal cancer.
Therefore, the applied MMP concentration is
representative
for
conditions
where
MMP
upregulation is moderate, but still higher than in
healthy tissue and in the bloodstream.
The fluorogenic peptide crosslinker was
introduced to conveniently follow the degradation of
pNGs by fluorescence measurement since upon
cleavage of the peptide crosslinks, the fluorescence of
the quenched 7-methoxycoumarin (Mca) dye is
regained. A library consisting of four pNGs with 4%
and 8% BCN functionalization as well as with low and
high peptide crosslinker feed were incubated with
MMP-7 and the fluorescence intensities of Mca (Em.:
405 nm) were followed over time. The peptide feed
and the BCN functionalization in the pNG formation
should affect the interior composition. More BCN
groups of the nanogels and higher peptide crosslinker
feed should result in denser network structure which
eventually should be reflected in slower degradation
rates. The plot of the fluorescence intensities versus
time
showed
indeed
that
higher
BCN
functionalization and constant peptide fraction
resulted in slower degradation indicating a denser
network structure (Figure 5).
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when incubated with MMP-7 indicating that these
pNGs are stable at proteolytic conditions (Figure S4).
Since the pNGs are used as DDS, we were
interested to see if cells were able to induce the
degradation. Therefore, pNGs were incubated with
HeLa cells and the fluorescence intensities of Mca
were measured over time. Even though with slower
rate, the fluorescence signal was increasing over time
suggesting a digestion of the pNGs by cells is feasible
(Figure S5).

Figure 3. Characterization of pNGs. a) FT-IR spectra of dPG-BCN (red), peptide
crosslinker (blue), and pNGs (green). b) Representative TEM images of pNGs with 4%
BCN functionalization and 40 w% (pNG4) and 70 w% (pNG7) peptide crosslinker and
the corresponding statistical analysis of the particle size distribution (red) and the DLS
measurement (blue). c) Influence of the peptide crosslinker feed and dPG
functionalization on pNGs sizes.

Faster degradation was observed when the
fraction of the peptide was reduced during the
synthesis suggesting network structures, which are
easier accessible for the proteases. Since the number of
crosslinking points on the dPG was kept constant,
higher peptide fractions can form denser networks
which eventually lead to smaller particles as observed
in the synthetic screening. The effect of peptide
fraction on the degradation rate was more
pronounced for pNGs prepared with 4% BCN
functionalization. Here, the time constant, which
describes how rapidly the degradation process occurs,
was nearly increased threefold when the peptide
fraction was doubled (1.3 h to 3.7 h), whereas for 8%
functionalization, only a minor increase was observed
(6.6 Table S3). It can be noted that the non-degradable
pNGs did not show an increase of fluorescence signal

Figure 4. a) Hydrodynamic diameters of degradable or non-degradable pNGs after
addition of MMP-7 (at t=0) over time. Error bars indicate SEM from three
measurements. Normalized size distributions of b) degradable and c) non-degradable
pNG before and after incubation with MMP-7 for 16 h.

To exclude media effects and evaluate the
stability of pNGs, nanogels were tested in different
media including water, PBS, serum-containing cell
culture medium, and serum. Degradable and
non-degradable nanogels were incubated in the
media and the sizes were measured by DLS shortly
after mixing and after 24 h. In the DLS measurements,
only small changes in sizes were observed indicating
that the particles are stable in these media (Figure S6).
In cell culture medium, as well as in serum, additional
components are present which are detected by DLS
http://www.thno.org
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and interfere with an accurate measurement.
However, since the fluorogenic crosslinker is an
indicator of cleavage, it can be used to assess the
stability of the pNGs in these media. Therefore, the
fluorescence signal of the Mca dye was also
monitored over time for different media containing
pNGs. Here, no increase in fluorescence intensity was
observed either for PBS or for serum-containing
medium indicating that the crosslinker is stable under
these conditions (Figure S5).
The incorporation of the fluorogenic peptide
crosslinker allowed us to study the impact of different
feed ratios and the dPG functionalization degree on
the degradation rates which translates to different
interior compositions of the pNGs. By varying the
functionalization of dPG and the fraction of the
peptide, the degradation rates showed time constants
in the range of about 1 h to 6 h. Hence, we
demonstrated that the formation of pNGs with
increased feed of peptide crosslinker generated higher
crosslinking densities which correspond to the slower
cleavage rate. This should allow the tuning of the
release kinetics of encapsulated cargo from rather fast
to sustained release depending on the desired
application.

Figure 5. Normalized fluorescence intensity at 405 nm (Ex: 320 nm) over time
monitored for different pNGs after addition of MMP-7 (at t=0) at 37 °C. Lines
represent exponential fits used to determine time constants for the degradation
process.

Conjugation of Dox to obtain multistage pNGs
Considering the previous data, we chose pNG6
as a suitable candidate for the formation of the
multistage DDS because the nanogels presented sizes
larger than 200 nm and constant degradation rates
with desired MMP-mediated size shrinkage to 40–50
nm fragments. Sizes above 200 nm are suitable for the
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accumulation process in tumor tissue following the
EPR effect and additionally, should avoid
internalization of the nanogels into normal and
malignant cells [59]. Only after size shrinkage in the
tumor microenvironment, the pNGs fragments can be
readily taken up by the malignant cells where the
chemotherapeutic drug can be released. To realize the
covalent conjugation of therapeutic agent through a
pH-sensitive linkage, we chose a known prodrug of
the anticancer drug DOX, namely aldoxorubicin. This
prodrug comprises a maleimide group readily
reacting with free thiols. This thiol-binding DOX
derivative was designed to hitchhike albumin as
carrier in the blood stream by probing a specific
cysteine of the serum protein [60-62].
After the crosslinking process, the pNGs were
easily modified by quenching the excess of BCN
groups with an azide-functionalized cyanine dye
(ICC-azide) to label the pNGs or with
1-Azido-4,7,10-trioxa-13-tridecanamine (N3-TOTA) to
introduce amine groups. The ICC label is used to
follow the pNGs and the degradation fragments in the
following diffusion and penetration experiments.
After purification, the free amine groups were
thiolated in situ using 2-iminothiolane. The formed
thiols readily reacted in a Michael addition reaction
with the maleimide groups of aldoxorubicin yielding
multistage pNGs (Figure 2). The approach of in situ
thiolation was chosen to avoid crosslinking of the
reactive precursors. As before, non-degradable
control pNGs were prepared using a peptide
crosslinker synthesized with d-amino acids. The
hydrodynamic diameters were barely affected by the
modification of the pNGs with the drug, but the
slightly positive surface charge was marginally
increased by the attachment of aldoxorubicin HCl salt.
The DOX contents of degradable and non-degradable
pNGs were determined by UV/Vis spectroscopy with
1.8 w% and 2.0 w%, respectively (Figure S7a+b). All
synthesized pNGs had similar sizes and dye/drug
loadings allowing to compare their potential to
increase the penetration efficiency and their
therapeutic activity (Table 1).
The acid-mediated release of DOX from the
pNGs was confirmed by incubation of the multistage
pNGs at pH 7.4 and pH 5 as well as in the presence of
MMP-7. Here, we found that the release of DOX is
accelerated in acidic pH. In the first 24 h, ~50% of
DOX was released at pH 5. In earlier studies, we
reported a release of 60% at pH 5 for
aldoxorubicin-derived polymer-drug conjugates [63,
64]. The slightly lower release of the pNG-Dox system
is probably caused by drug-carrier interaction within
the nanogel network. Therefore, an increase in release
is expected when the pNGs are first digested with
http://www.thno.org
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MMP and subsequently, exposed to acidic pH values.
Indeed, under these conditions the release was
increased to ~60% (Figure S8). In the mentioned
polymer-drug conjugates, release at pH 7.4 was
marginal with less than 10% over several days. For the
nanogels however a release of ~25% was observed at
pH 7.4 indicating that DOX is not only covalently
linked but also partially encapsulated, and therefore
can leak out of the nanogel network by diffusion.
Even intensive purification by dialysis and SEC
column after the conjugation step did not change the
release profile suggesting that a small fraction of
encapsulated DOX always remained in the network.

intrinsic fluorescence of DOX allowed us to follow the
infiltration. Before the incubation with MMP only
marginal penetration of DOX was observed (50% after
4.0 mm), whereas after incubation with MMP, the
particles diffused into the gel matrix (50% after 6.8
mm; Figure 6c+d).

Table 1. Physicochemical characterization of multistage pNGs.
Sample

Peptide
linker
pNG
cleavable
pNG-DOX cleavable
pNG-ICC cleavable
pNG
non-cleavable
pNG-DOX non-cleavable
pNG-ICC non-cleavable

Sizea) (DLS)
[nm]
214 ± 4.9
218 ± 3.9
244 ± 4.8
193 ± 1.7
220 ± 3.4
212 ± 1.5

PDI
(DLS)
0.117
0.220
0.105
0.043
0.100
0.026

ζ-potentialb)
[mV]
+4
+9
+2
+5
+9
+3

Functionalizationc)
[w%]
1.8
0.8
2.0
0.8

a) Mean hydrodynamic diameter and standard deviation from three measurements
obtained by DLS in H2O at 25 °C. Intensity distribution is given; b) For ζ-potential
measurements, electrophoretic mobility of the pNGs was analyzed following
application of a 20 Vcm-1 electric field; c) Determined by UV/Vis spectroscopy using
the extinction coefficient of the ICC dye and DOX, respectively.

Diffusive transport in agarose matrix
The potential of pNGs fragmentation by MMPs
to enhance diffusive transport was studied by the
penetration of digested and undigested pNGs in
dense agarose matrix mimicking the dense ECM in
tissue. For this, we first brought solutions of
ICC-labeled pNGs and the non-degradable control
pNGs, before and after incubation with MMP-7, in
contact with the agarose gel and incubated for 16 h at
37 °C. Before digestion, degradable and nondegradable pNGs presented negligible penetration
into agarose gel. However, after incubation with
MMP-7, the smaller fragments of the degradable
nanogels were able to penetrate deep into the agarose
matrix (Figure 6a) whereas the non-degradable
control did not show any penetration. The intensity
profiles of the fluorescence signal in the gel were
plotted in Figure 6b. The signals for non-digested
particles and for non-degradable control pNGs
incubated with MMP-7 descends to 50% of the initial
value after ~2.5 mm, whereas the intensity of digested
pNGs was reduced to 50% of the initial value only
after 8.9 mm indicating that the penetration is
enhanced.
Having confirmed an increased diffusion after
pNG degradation using dye-labeled nanogels, we
investigated the performance of the multistage DDS,
pNG-DOX, in agarose gel diffusion. In this case, the

Figure 6. a) Diffusion of free ICC and ICC-labeled pNGs in agarose gel before and
after incubation with MMP-7. b) Normalized intensity profiles of free ICC and
ICC-labeled pNG in agarose gel. c) Diffusion of free DOX and pNG-DOX in agarose
gel before and after incubation with MMP-7 and at acidic pH. d) Normalized intensity
profiles of free DOX and pNG-DOX in agarose gel.

To emulate the second step in the multistage
delivery—the pH-dependent release of DOX from
dPG by cleavage of the linking hydrazone bond—we
further incubated the digested pNGs at acidic pH.
http://www.thno.org
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Penetration of DOX into the agarose matrix was
notably increased to 50% after 8.3 mm. This
experiment confirmed an improved diffusion
efficiency for degradable pNGs indicating that the
fragmentation of the pNGs could improve the
penetration into the interstitial matrix of tumor tissue.

Penetration into multicellular tumor
spheroids
To confirm that the MMP-induced size reduction
of pNGs can enable penetration into tumor tissue, we
employed multicellular tumor spheroids to test the
hypothesis in a tumor resembling 3D model. MCTS
capture complex 3D tissue physiology such as
presence of ECM as well as pH, oxygen, metabolic,
and proliferative gradients and provide a useful
technique to study anticancer strategies in vitro
[65-69]. In particular; diffusion-based transport of
nanoparticles in an environment that resembles the
structural and microenvironmental conditions
associated with solid tumors is of great interest [68,
70]. For modeling the cellular diversity in tumor
tissues, a variety of spheroid-based co-culture systems
have been developed, e.g., with fibroblasts and
endothelial cells [71]. Among the major cell types that
are pivotal for conditioning the microenvironment are
fibroblasts [72]. This infiltrating cell type is known to
be coopted by tumor cells to promote invasion to
other tissue, and thereby contributes to the formation
of metastasis [73, 74]. In particular, fibroblasts
contribute to tumor invasiveness by producing MMPs
which regulate the remodeling of the surrounding
ECM [73, 75]. Therefore, co-cultures of cancer cell
lines and fibroblasts enable the formation of 3D
spheroids models that resemble the tumor physiology
or microenvironment and provide the proteases
necessary to degrade the pNGs.
To grow MCTS, HeLa cells and primary
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fibroblasts at different ratios and cell numbers were
screened to reproducibly obtain spheroids with sizes
of ~500 µm. For a mixture of HeLa and fibroblasts in
ratio 2:1, spheroids were obtained after 4 days and
further grew to dense circular structures with sizes of
approximately 500 µm after 7–9 days (Figure S9).
To investigate the diffusion properties of the
DDS in MCTS, we first used the dye labeled pNGs.
MCTS with sizes of around 500 µm were treated with
ICC-labeled
degradable
(pNG-ICC)
and
non-degradable pNGs (non-degradable pNG-ICC). In
the first set of experiments, spheroids were washed
after incubation with the compounds for 16 h,
transferred to a µ-slide, and the living MCTS were
directly imaged using a CLSM. The z-stack function
was used to optically section the spheroids in 40 µm
steps. Here, we could indeed observe that the free dye
and degradable pNGs yielded higher fluorescence
intensity in deeper layers compared to the
non-degradable control. However, when the images
were compared with the brightfield image, it
appeared that only the surface of the spheroids was
imaged because the laser light is absorbed by the
tumoroid tissue resulting in a limited penetration
depth (Figure S10). To compensate the absorption of
the laser light in large objects, the spheroids were
mounted between microscope slide and cover glass
and were thereby slightly squeezed (Figure 7b). These
mounted MCTS allowed to image the central region of
the spheroids by optical sectioning in the confocal
microscope since the laser light does not need to
penetrate into deeper layers. We found that the free
dye used to label the pNGs had penetrated to the
interior of the MCTS to a point where the signal
abruptly decreased (Figure 7a), because the light
absorption of the tissue becomes too large to obtain
proper signals.

Figure 7. a) Penetration of free ICC, degradable, or non-degradable pNGs labeled with ICC into MCTS. The black bars in the brightfield images represent 500 µm; CLSM images
with 20-fold magnification. b) Schematic representation of the flattened spheroids and the optical sectioning. c) Mean fluorescence intensities of ICC in the area of the MCTS for
increasing depth.
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Nevertheless, optical sections of spheroids
treated with the degradable control displayed an
efficient penetration into the spheroid. Compared to
the free dye, the distribution of fluorescence signal is
not as homogeneous for the degradable pNGs
indicating that larger fragments may accumulate in
more spacious regions of the spheroid. A distinct
difference is apparent in comparison to the
non-degradable control. Here, all sections displayed a
low intensity and a marginal signal was observed in
deeper layers confirming that the non-degradable
pNGs are not able to diffuse into the MCTS. The
graph in Figure 7c shows the mean fluorescence
intensity (MFI) over the area of the spheroid section
illustrating that free dye and the degradable nanogel
display similar intensities over the total area of the
section with slow decrease for deeper sections.
To confirm the results obtained from optical
sections, cryosections of the spheroids incubated with
labeled pNG-ICC for 2 h and 16 h were prepared.
Representative cryosections from the mid-region of
spheroids were imaged by fluorescence microscopy.
Free ICC and DAPI were found to be homogeneously
distributed throughout the sections at both time
points indicating an unhindered diffusion of the free
dyes through the spheroid (Figure 8a). For the
degradable pNGs and the non-degradable control,
only minor intensities were observed at the margins
of the spheroids after 2 h. For longer incubation time,
we found minimally increased fluorescence intensity
when treated with the non-degradable pNGs. At the
periphery, intense signals were observed, however,
the intensity was rapidly declining over the first 20 to
30 µm towards the center of the section. When the
degradable pNGs were incubated for 16 h with the
MCTS, intense fluorescence was observed throughout
the section area (Figure 8b + S11). The sections
showed a gradient with higher fluorescence intensity
at the periphery that decreased towards the core
which is apparent from the images with higher
magnification (Figure 8c). It is notable that the core
still possessed distinct fluorescence intensity
suggesting that the degradation products penetrated
to the core of the spheroids. These observations
support the results of the optical sections and confirm
that the degradability of the pNGs are a favorable
property for an efficient penetration of the
tumor-resembling 3D model.
Since we have shown before that the
fragmentation of the pNGs is caused by proteases
(Figure 4), we can assume that the increased
distribution of the fluorescence signal associated with
the nanogels and their fragments resulted from the
degradation of the pNGs by expressed proteases. It
has been reported that MMPs are indeed expressed in
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in vitro scenarios and in particular in co-cultures using
primary cells [76, 77].

Figure 8. CLSM images of MCTS cryosections with 20-fold magnification. MCTS
were incubated with free ICC, degradable, or non-degradable pNG-ICC for a) 2 h and
b) 16 h, respectively. The black bars in the brightfield images represent 500 µm. Mean
fluorescence intensities over the area of spheroid sections are shown in the SI (Figure
S11). c) CLSM images of cryosections with 64-fold magnification.

To demonstrate that the results obtained from
the dye-labeled pNG can be transferred to the
performance of the multistage pNG-Dox, spheroids
were incubated with the multistage pNG-Dox, free
DOX and the non-degradable control. After
http://www.thno.org
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incubation, we could see that the free drug was
distributed homogeneously throughout the spheroids
with slightly decreasing fluorescence intensity for
deeper regions. In comparison, the penetration for the
degradable pNG-DOX was considerably higher than
for the non-degradable control especially for deep
sections of the tumor spheroids (Figure 9a). This
indicates that pNGs are degraded and that the small
fragments possessed an advantage in penetrating into
deep regions of the 3D tumor model. Comparing to
the penetration study using dPG-ICC, it can be noted
that the DOX penetration for the non-degradable
system was higher than for the non-degradable
dPG-ICC (Figure 9b). This can be explained by either
premature DOX release or diffusion of small fractions
of encapsulated DOX.
To complement this data, cryosections of MCTS
incubated with pNG-DOX and controls were
prepared for 2 h and 16 h (Figure S12). For the
degradable dPG-Dox a time dependent increase in
penetration depth of DOX fluorescence was observed,
whereas for the non-degradable control no change
was visible over time. The confocal images at higher
magnification illustrate the enhanced penetration of
DOX for the degradable pNGs (Figure 9c). These
observations support the results of the optical sections
and confirm that the size reduction property of the
pNGs enhances the transport of the therapeutic agent
into the tumor-resembling 3D model.
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Furthermore, the cryosections of the spheroids
give information about the fate of the nanogels
(Figure 8c and 9c). Here, it can be recognized that
non-degradable nanogels are not localized in the
cytosol but rather in the extracellular space. On the
other side, the signal of samples with degradable
nanogels can be found intracellularly. The
observation supports the assumption that the intact
nanogels with sizes larger than 200 nm are
internalized less by cells [59]. Only after degradation,
smaller fragments are readily internalized and able to
release
their
therapeutic
cargo
in
acidic
compartments. This should result in a different
therapeutic activity of DOX when transported by
degradable or non-degradable nanogels which is
discussed in the next part.

Therapeutic activity of multistage pNG
To confirm that DOX is still therapeutically
active after degradation of the pNG and tissue
penetration, we analyzed the activity of DOX on cell
viability after incubation with pNGs in monolayer
culture as well as in MCTS. For the monolayered
culture, the viability was determined by the ability of
the cells to metabolize MTT. The bare pNGs did not
display any toxicity towards HeLa cells up to the
highest concentration tested (0.25 mg/mL), whereas
free DOX and the multistage pNG-DOX reduced the
viability of HeLa cells significantly starting at 1 µM
DOX concentrations (Figure 10a).

Figure 9. a) Penetration of pNG-DOX into MCTS: Comparison of free DOX, degradable multistage pNG-Dox, and the non-degradable control. The black bars in the brightfield
images represent 500 µm; CLSM images with 20-fold magnification. b) Mean fluorescence intensity of DOX over the area of the MCTS for different penetration depth. c) CLSM
images of cryosections with 64-fold magnification.
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We were interested to see if the difference
between degradable and non-degradable pNGs in 2D
cell culture can also be observed in the treatment of
the 3D model with pNGs. After incubation of the
spheroids with the pNGs, the viability of cells in
spheroids was assessed by measuring intracellular
adenosine triphosphate (ATP) content using the
CellTiter-Glo® assay because only low signals were
obtained with MTT. Here, the non-degradable control
marginally inhibited the proliferation of the spheroids
when treated with a DOX concentrations of 10 µM. In
contrast, when treated with the degradable
pNG-DOX, ATP concentrations were reduced to 22%
relative to the untreated control (Figure 10b). The
difference emphasizes that the degradation-induced
penetration is crucial for the treatment of the tumor
model to deliver the drug to the inner regions.
Therefore, we suggest the two-stage strategy of the
presented
multistage
pNGs
as
potential
nanocarrier-based DDS for systemically applied drug
delivery. After extravasation to the tumor tissue, the
protease-mediated fragmentation could enhance the
tumor penetration to promote uniform drug
distribution.

Conclusion

Figure 10. Therapeutic activity of DOX in the multistage DDS. a) Cell viability after
treatment with different concentration of pNG-DOX and controls in monolayer
culture of HeLa cells. b) Cell viability after treatment with pNG-DOX and controls at
10 µM DOX concentration in MCTS model after 48 h of treatment, respectively.
Error bars indicate SEM from three independent measurements; untreated cells = 1.0
response; stars indicate statistical significance between degradable and
non-degradable pNGs determined by non-parametric t-test (* p < 0.1;** p < 0.05).

Interestingly, minor toxicity towards HeLa cells
was observed for the non-degradable control
indicating that the degradability of the pNGs plays a
crucial role for the therapeutic activity. Since the
release of DOX for the pNGS was marginal at pH 7.4
but increased under acidic conditions as found in
intracellular compartments this result suggest that the
internalization of non-degradable pNG is suppressed
and that the small fragments of the degradable pNGs
can be taken up more readily. This observation is
supported by the magnified images of the spheroid
cryosections. Here, the fluorescence signals associated
with the digested pNGs (ICC, Figure 8c) and the drug
(Figure 9c) are localized in intracellular compartments
for the degradable pNGs whereas the signals for the
non-degradable sample is mainly found in the
extracellular space. This supports our assumptions
that the intact nanogels are internalized less by the
cells adding a targeting component to the multistage
pNGs.

In summary, we prepared a novel MMP- and
pH-sensitive multistage delivery system in the form
of pNGs. The incorporation of a smart fluorogenic
peptide crosslinkers into a hydrophilic, dPG-based
scaffold provided degradability into synthetic NGs
comprised of otherwise non-degradable polymers.
The size reduction of these particles can be triggered
by an endogenous stimulus in the tumor
microenvironment, and thereby promotes the
penetration of polymer-drug conjugates into dense
tissue. The pNGs were prepared by surfactant free
inverse nanoprecipitation using strain-promoted click
chemistry. The procedure yielded nanogels with
spherical morphology and good to excellent size
distribution. The variation of BCN functionalization
on dPG and the fraction of the peptide crosslinker
allowed control over the size and the degree of
crosslinking. The size reduction property of the pNGs
in the presence of MMP was demonstrated by time
dependent size measurements showing the desired
reduction from several 100 nm to sub-50 nm
fragments. The MMP-mediated degradation was
studied in detail by fluorescence measurements
following the fluorescence recovery of the intrinsic
reporter moiety of the crosslinker. Here, we found
that the degradation rate depends on the feed ratio
and BCN functionalization with slower rates for
higher crosslinker feed. This feature could be used to
tune the release rate of an encapsulated cargo. The
http://www.thno.org
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pNGs were post-synthetically modified to covalently
attach the chemotherapeutic drug DOX through an
acid-sensitive hydrazone linkage. The size and surface
charge were barely affected by the modification, and
the release of DOX from the pNGs was enhanced at
acidic conditions. The digested multistage pNGs
showed enhanced diffusive transport through a dense
gel matrix and we successfully demonstrated in
tumor resembling MCTS models that the
size-changing property of the pNGs promotes the
infiltration of the functional chemotherapeutic drug
into deeper tissue regions. Therefore, the multistage
dPG constitutes a potential nanocarrier for systemic
application to promote drug delivery in solid tumors.
Given the difficulty to deliver chemotherapeutics
homogeneously to the dense center of solid tumors,
the developed multistage peptide-crosslinked
nanogels present a promising design for efficient drug
delivery to malignant tissue. Further, the facile and
smart design provides unprecedented insights into
the composition and degradation kinetics of the
nanogels in situ due to the intrinsic reporter unit. The
intrinsic reporter and the controlled release of a
chemotherapeutic drug emphasize the theranostic
character of the nanogel design.

Abbreviations
ATP:
adenosine
triphosphate;
BCN:
bicyclononyne; CLSM: confocal laser scanning
microscope; dPG: dendritic polyglycerol; DMF:
N,N-dimethylformamide; Dnp: (2,4-dinitrophenyl);
DOX: doxorubicin; DDS: drug delivery system;
DMEM: Dulbecco's Modified Eagle Medium; DLS:
dynamic light scattering; EDTA: ethylenediaminetetraacetic acid; EPR: enhanced penetration and
retention; EG: ethylene glycol; ECM: extracellular
matrix; FBS: fetal bovine serum; FRET: fluorescence
resonance energy transfer; ICC: indocarbocyanine;
MMP:
matrix
metalloproteinase;
Mca:
7-methoxycoumarinyl-4-acetic
acid;
MWCO:
molecular weight cut-off; MCTS: multicellular tumor
spheroids; NTA: nanoparticle tracking analysis;
pNGs:
peptide-crosslinked
nanogels;
PBS:
phosphate-buffered saline; PDI: polydispersity index;
SEM: standard error of the mean; TEM: transmission
electron microscopy.

Supplementary Material
Supplementary information, experimental data,
figures, and tables.
http://www.thno.org/v10p0091s1.pdf

Acknowledgements
The authors gratefully acknowledge financial
support from the Bundesministerium für Bildung und

106
Forschung (BMBF) through the NanoMatFutur award
(ThermoNanogele, 13N12561), the Freie Universität
Focus Area Nanoscale, the German Research
Foundation (Deutsche Forschungsgemeinschaft)
through the Collaborative Research Center 1112 (SFB
1112), project A04, and the IKERBASQUE- Basque
Foundation for Science. The authors acknowledge Dr.
Emanuel Glitscher and Dr. Julián Bergueiro Álvarez
for performing the TEM measurements as well as
Sebastian Heintze for maintenance of the cell culture
and his help with performing cytotoxicity assays and
multicellular spheroid culture. Dr. Julián Bergueiro
Álvarez and Ernesto Rafael Osorio Blanco are
acknowledged for their help to prepare the graphical
art work. We thank Dr. Anke Hoppensack and
Johanna Scholz for the preparation of fibroblasts. We
acknowledge support by the German Research
Foundation and the Open Access Publication Fund of
the Freie Universität Berlin.

Competing Interests
The authors have declared that no competing
interest exists.

References
1.
2.
3.
4.
5.
6.
7.
8.
9.

10.
11.
12.
13.
14.
15.
16.
17.
18.

Tong R, Kohane DS. New Strategies in Cancer Nanomedicine. Annu Rev
Pharmacol Toxicol. 2016; 56: 41–57.
Tran S, DeGiovanni P-J, Piel B, Rai P. Cancer nanomedicine: a review of recent
success in drug delivery. Clin Transl Med. 2017; 6: 44–65.
Shi J, Kantoff PW, Wooster R, Farokhzad OC. Cancer nanomedicine: progress,
challenges and opportunities. Nat Rev Cancer. 2016; 17: 20–37.
Blanco E, Shen H, Ferrari M. Principles of nanoparticle design for overcoming
biological barriers to drug delivery. Nat Biotechnol. 2015; 33: 941–51.
Cuggino JC, Blanco ERO, Gugliotta LM, Alvarez Igarzabal CI, Calderón M.
Crossing biological barriers with nanogels to improve drug delivery
performance. J Control Release. 2019; 307: 221–46.
Wang J, Mao W, Lock LL, Tang J, Sui M, Sun W, et al. The Role of Micelle Size
in Tumor Accumulation, Penetration, and Treatment. ACS Nano. 2015; 9:
7195–206.
Jain RK, Stylianopoulos T. Delivering nanomedicine to solid tumors. Nat Rev
Clin Oncol. 2010; 7: 653–64.
Maeda H, Wu J, Sawa T, Matsumura Y, Hori K. Tumor vascular permeability
and the EPR effect in macromolecular therapeutics: a review. J Control
Release. 2000; 65: 271–84.
Maeda H, Tsukigawa K, Fang J. A Retrospective 30 Years After Discovery of
the Enhanced Permeability and Retention Effect of Solid Tumors:
Next-Generation Chemotherapeutics and Photodynamic Therapy—Problems,
Solutions, and Prospects. Microcirculation. 2016; 23: 173–82.
Nakamura Y, Mochida A, Choyke PL, Kobayashi H. Nanodrug Delivery: Is
the Enhanced Permeability and Retention Effect Sufficient for Curing Cancer?
Bioconjugate Chem. 2016; 27: 2225–38.
Dreher MR, Liu W, Michelich CR, Dewhirst MW, Yuan F, Chilkoti A. Tumor
Vascular Permeability, Accumulation, and Penetration of Macromolecular
Drug Carriers. JNCI: J Natl Cancer I. 2006; 98: 335–44.
Cabral H, Matsumoto Y, Mizuno K, Chen Q, Murakami M, Kimura M, et al.
Accumulation of sub-100 nm polymeric micelles in poorly permeable tumours
depends on size. Nat Nanotechnol. 2011; 6: 815–23.
Helmlinger G, Yuan F, Dellian M, Jain RK. Interstitial pH and pO2 gradients in
solid tumors in vivo: high-resolution measurements reveal a lack of correlation.
Nature medicine. 1997; 3: 177–82.
Brown JM, Giaccia AJ. The Unique Physiology of Solid Tumors: Opportunities
(and Problems) for Cancer Therapy. Cancer Res. 1998; 58: 1408–16.
Giaccone G, Pinedo HM. Drug Resistance. Oncologist. 1996; 1: 82–7.
Trédan O, Galmarini CM, Patel K, Tannock IF. Drug Resistance and the Solid
Tumor Microenvironment. JNCI: J Natl Cancer I. 2007; 99: 1441–54.
Ju C, Mo R, Xue J, Zhang L, Zhao Z, Xue L, et al. Sequential Intra-Intercellular
Nanoparticle Delivery System for Deep Tumor Penetration. Angew Chem Int
Edit. 2014; 53: 6253–8.
Yim H, Park S-j, Bae YH, Na K. Biodegradable cationic nanoparticles loaded
with an anticancer drug for deep penetration of heterogeneous tumours.
Biomaterials. 2013; 34: 7674–82.

http://www.thno.org

Theranostics 2020, Vol. 10, Issue 1
19. Chen B, Dai W, He B, Zhang H, Wang X, Wang Y, et al. Current Multistage
Drug Delivery Systems Based on the Tumor Microenvironment. Theranostics.
2017; 7: 538–58.
20. Li H-J, Du J-Z, Du X-J, Xu C-F, Sun C-Y, Wang H-X, et al. Stimuli-responsive
clustered nanoparticles for improved tumor penetration and therapeutic
efficacy. Proc Natl Acad Sci U S A. 2016; 113: 4164–9.
21. Zan M, Li J, Luo S, Ge Z. Dual pH-triggered multistage drug delivery systems
based on host–guest interaction-associated polymeric nanogels. Chem
Commun. 2014; 50: 7824–7.
22. Li J, Han Y, Chen Q, Shi H, ur Rehman S, Siddiq M, et al. Dual endogenous
stimuli-responsive polyplex micelles as smart two-step delivery nanocarriers
for deep tumor tissue penetration and combating drug resistance of cisplatin. J
Mater Chem B. 2014; 2: 1813–24.
23. de la Rica R, Aili D, Stevens MM. Enzyme-responsive nanoparticles for drug
release and diagnostics. Adv Drug Deliver Rev. 2012; 64: 967–78.
24. Zhu Q, Chen X, Xu X, Zhang Y, Zhang C, Mo R. Tumor-Specific
Self-Degradable Nanogels as Potential Carriers for Systemic Delivery of
Anticancer Proteins. Adv Funct Mater. 2018; 28: 1707371–81.
25. Wong C, Stylianopoulos T, Cui J, Martin J, Chauhan VP, Jiang W, et al.
Multistage nanoparticle delivery system for deep penetration into tumor
tissue. Proc Natl Acad Sci U S A. 2011; 108: 2426–31.
26. Ruan S, Zhang L, Chen J, Cao T, Yang Y, Liu Y, et al. Targeting delivery and
deep penetration using multistage nanoparticles for triple-negative breast
cancer. RSC Adv. 2015; 5: 64303–17.
27. Hu G, Wang Y, He Q, Gao H. Multistage drug delivery system based on
microenvironment-responsive dendrimer-gelatin nanoparticles for deep
tumor penetration. RSC Adv. 2015; 5: 85933–7.
28. Kessenbrock K, Plaks V, Werb Z. Matrix Metalloproteinases: Regulators of the
Tumor Microenvironment. Cell. 2010; 141: 52–67.
29. Nielsen BS, Timshel S, Kjeldsen L, Sehested M, Pyke C, Borregaard N, et al. 92
kDa type IV collagenase (MMP-9) is expressed in neutrophils and
macrophages but not in malignant epithelial cells in human colon cancer. Int J
Cancer. 1996; 65: 57–62.
30. Brown PD, Bloxidge RE, Anderson E, Howell A. Expression of activated
gelatinase in human invasive breast carcinoma. Clin Exp Metastas. 1993; 11:
183–9.
31. Iwata H, Kobayashi S, Iwase H, Masaoka A, Fujimoto N, Okada Y. Production
of Matrix Metalloproteinases and Tissue Inhibitors of Metalloproteinases in
Human Breast Carcinomas. Jpn J Cancer Res. 1996; 87: 602–11.
32. Takao Nakagawa, Toshihiko Kubota, Masanori Kabuto, Kazufumi Sato,
Hirokazu Kawano, Taro Hayakawa, et al. Production of matrix
metalloproteinases and tissue inhibitor of metalloproteinases-1 by human
brain tumors. J Neurosurg. 1994; 81: 69–77.
33. Page-McCaw A, Ewald AJ, Werb Z. Matrix metalloproteinases and the
regulation of tissue remodelling. Nat Rev Mol Cell Bio. 2007; 8: 221–33.
34. Roy R, Yang J, Moses MA. Matrix Metalloproteinases as Novel Biomarkers
and Potential Therapeutic Targets in Human Cancer. J Clin Oncol. 2009; 27:
5287–97.
35. Han J-C, Li X-D, Du J, Xu F, Wei Y-J, Li H-B, et al. Elevated matrix
metalloproteinase-7 expression promotes metastasis in human lung
carcinoma. World J Surgl Oncology. 2015; 13: 1–10.
36. Andrieu J, Kotman N, Maier M, Mailänder V, Strauss WSL, Weiss CK, et al.
Live Monitoring of Cargo Release From Peptide-Based Hybrid Nanocapsules
Induced by Enzyme Cleavage. Macromol Rapid Comm. 2012; 33: 248–53.
37. Maier M, Kotman N, Friedrichs C, Andrieu J, Wagner M, Graf R, et al. Highly
Site Specific, Protease Cleavable, Hydrophobic Peptide–Polymer
Nanoparticles. Macromolecules. 2011; 44: 6258–67.
38. Wei X, Luo Q, Sun L, Li X, Zhu H, Guan P, et al. Enzyme- and pH-Sensitive
Branched Polymer–Doxorubicin Conjugate-Based Nanoscale Drug Delivery
System for Cancer Therapy. ACS Appl Mater Inter. 2016; 8: 11765–78.
39. Calderón M, Graeser R, Kratz F, Haag R. Development of enzymatically
cleavable prodrugs derived from dendritic polyglycerol. Bioorg Med Chem
Lett. 2009; 19: 3725–8.
40. Krüger HR, Nagel G, Wedepohl S, Calderón M. Dendritic polymer imaging
systems for the evaluation of conjugate uptake and cleavage. Nanoscale. 2015;
7: 3838–44.
41. Moss JA, Stokols S, Hixon MS, Ashley FT, Chang JY, Janda KD. Solid-phase
synthesis and kinetic characterization of fluorogenic enzyme-degradable
hydrogel cross-linkers. Biomacromolecules. 2006; 7: 1011–6.
42. Asadian-Birjand M, Sousa-Herves A, Steinhilber D, Cuggino JC, Calderon M.
Functional nanogels for biomedical applications. Current medicinal chemistry.
2012; 19: 5029–43.
43. Ekkelenkamp AE, Elzes MR, Engbersen JFJ, Paulusse JMJ. Responsive
crosslinked polymer nanogels for imaging and therapeutics delivery. J Mater
Chem B. 2018; 6: 210–35.
44. Calderón M, Welker P, Licha K, Fichtner I, Graeser R, Haag R, et al.
Development of efficient acid cleavable multifunctional prodrugs derived
from dendritic polyglycerol with a poly(ethylene glycol) shell. J Control
Release. 2011; 151: 295–301.
45. Murphy RF, Powers S, Cantor CR. Endosome pH measured in single cells by
dual fluorescence flow cytometry: rapid acidification of insulin to pH 6. The
Journal of cell biology. 1984; 98: 1757–62.
46. Willner D, Trail PA, Hofstead SJ, King HD, Lasch SJ, Braslawsky GR, et al.
(6-Maleimidocaproyl)hydrazone of doxorubicin. A new derivative for the

107

47.
48.

49.
50.
51.
52.
53.

54.

55.

56.
57.

58.
59.
60.
61.

62.
63.
64.

65.
66.
67.
68.
69.
70.
71.

preparation of immunoconjugates of doxorubicin. Bioconjugate Chem. 1993; 4:
521–7.
Roller S, Zhou H, Haag R. High-loading polyglycerol supported reagents for
Mitsunobu- and acylation-reactions and other useful polyglycerol derivatives.
Mol Divers. 2005; 9: 305–16.
Mikhail AS, Eetezadi S, Ekdawi SN, Stewart J, Allen C. Image-based analysis
of the size- and time-dependent penetration of polymeric micelles in
multicellular tumor spheroids and tumor xenografts. Int J Pharm. 2014; 464:
168–77.
Frey H, Haag R. Dendritic polyglycerol: a new versatile biocompatible
material. Rev Mol Biotechnol. 2002; 90: 257–67.
Jiang Y, Chen J, Deng C, Suuronen EJ, Zhong Z. Click hydrogels, microgels
and nanogels: Emerging platforms for drug delivery and tissue engineering.
Biomaterials. 2014; 35: 4969–85.
Oh JK, Drumright R, Siegwart DJ, Matyjaszewski K. The development of
microgels/nanogels for drug delivery applications. Prog Polym Sci. 2008; 33:
448–77.
Crespy D, Landfester K. Miniemulsion polymerization as a versatile tool for
the synthesis of functionalized polymers. Beilstein J Org Chem. 2010; 6: 1132–
48.
Steinhilber D, Witting M, Zhang X, Staegemann M, Paulus F, Friess W, et al.
Surfactant free preparation of biodegradable dendritic polyglycerol nanogels
by inverse nanoprecipitation for encapsulation and release of pharmaceutical
biomacromolecules. J Control Release. 2013; 169: 289–95.
Giulbudagian M, Asadian-Birjand M, Steinhilber D, Achazi K, Molina M,
Calderon
M.
Fabrication
of
thermoresponsive
nanogels
by
thermo-nanoprecipitation and in situ encapsulation of bioactives. Polym
Chem-UK. 2014; 5: 6909–13.
Vossen L, Wedepohl S, Calderón M. A Facile, One-Pot, Surfactant-Free
Nanoprecipitation Method for the Preparation of Nanogels from
Polyglycerol–Drug Conjugates that Can Be Freely Assembled for Combination
Therapy Applications. Polymers. 2018; 10: 398–412.
Schubert S, Delaney JJT, Schubert US. Nanoprecipitation and nanoformulation
of polymers: from history to powerful possibilities beyond poly(lactic acid).
Soft Matter. 2011; 7: 1581–8.
Neumann U, Kubota H, Frei K, Ganu V, Leppert D. Characterization of
Mca-Lys-Pro-Leu-Gly-Leu-Dpa-Ala-Arg-NH2, a fluorogenic substrate with
increased specificity constants for collagenases and tumor necrosis factor
converting enzyme. Anal Biochem. 2004; 328: 166–73.
Isaacson KJ, Martin Jensen M, Subrahmanyam NB, Ghandehari H.
Matrix-metalloproteinases as targets for controlled delivery in cancer: An
analysis of upregulation and expression. J Control Release. 2017; 259: 62-75.
Nel AE, Mädler L, Velegol D, Xia T, Hoek EMV, Somasundaran P, et al.
Understanding biophysicochemical interactions at the nano–bio interface. Nat
Mater. 2009; 8: 543–57.
Kratz F, Müller-Driver R, Hofmann I, Drevs J, Unger C. A Novel
Macromolecular Prodrug Concept Exploiting Endogenous Serum Albumin as
a Drug Carrier for Cancer Chemotherapy. J Med Chem. 2000; 43: 1253–6.
Kratz F, Warnecke A, Scheuermann K, Stockmar C, Schwab J, Lazar P, et al.
Probing the Cysteine-34 Position of Endogenous Serum Albumin with
Thiol-Binding Doxorubicin Derivatives. Improved Efficacy of an
Acid-Sensitive Doxorubicin Derivative with Specific Albumin-Binding
Properties Compared to That of the Parent Compound. J Med Chem. 2002; 45:
5523–33.
Kratz F. DOXO-EMCH (INNO-206): the first albumin-binding prodrug of
doxorubicin to enter clinical trials. Expert Opin Inv Drugs. 2007; 16: 855–66.
Krüger HR, Schütz I, Justies A, Licha K, Welker P, Haucke V, et al. Imaging of
doxorubicin release from theranostic macromolecular prodrugs via
fluorescence resonance energy transfer. J Control Release. 2014; 194: 189–96.
Nagel G, Tschiche HR, Wedepohl S, Calderón M. Modular approach for
theranostic polymer conjugates with activatable fluorescence: Impact of linker
design on the stimuli-induced release of doxorubicin. J Control Release. 2018;
285: 200–11.
Acker H, Carlsson J, Mueller-Klieser W, Sutherland RM. Comparative pO2
measurements in cell spheroids cultured with different techniques. Brit J
Cancer. 1987; 56: 325–7.
Nederman T, Norling B, Glimelius B, Carlsson J, Brunk U. Demonstration of
an Extracellular Matrix in Multicellular Tumor Spheroids. Cancer Res. 1984;
44: 3090–7.
Rotin D, Robinson B, Tannock IF. Influence of Hypoxia and an Acidic
Environment on the Metabolism and Viability of Cultured Cells: Potential
Implications for Cell Death in Tumors. Cancer Res. 1986; 46: 2821–6.
Huang B-W, Gao J-Q. Application of 3D cultured multicellular spheroid tumor
models in tumor-targeted drug delivery system research. J Control Release.
2018; 270: 246–59.
Griffith LG, Swartz MA. Capturing complex 3D tissue physiology in vitro. Nat
Rev Mol Cell Bio. 2006; 7: 211–24.
Hirschhaeuser F, Menne H, Dittfeld C, West J, Mueller-Klieser W,
Kunz-Schughart LA. Multicellular tumor spheroids: An underestimated tool is
catching up again. J Biotechnol. 2010; 148: 3–15.
Wenger A, Kowalewski N, Stahl A, Mehlhorn AT, Schmal H, Stark GB, et al.
Development and Characterization of a Spheroidal Coculture Model of
Endothelial Cells and Fibroblasts for Improving Angiogenesis in Tissue
Engineering. Cells Tissues Organs. 2005; 181: 80–8.

http://www.thno.org

Theranostics 2020, Vol. 10, Issue 1

108

72. Österholm C, Lu N, Lidén Å, Karlsen TV, Gullberg D, Reed RK, et al.
Fibroblast EXT1-Levels Influence Tumor Cell Proliferation and Migration in
Composite Spheroids. PLOS ONE. 2012; 7: 41334–44.
73. Kalluri R, Zeisberg M. Fibroblasts in cancer. Nat Rev Cancer. 2006; 6: 392–.
74. Bhowmick NA, Neilson EG, Moses HL. Stromal fibroblasts in cancer initiation
and progression. Nature. 2004; 432: 332–7.
75. Nyga A, Cheema U, Loizidou M. 3D tumour models: novel in vitro approaches
to cancer studies. J Cell Commun Signal. 2011; 5: 239–48.
76. Paduch R, Kandefer-Szerszeń M. Expression and activation of proteases in
co-cultures. Exp Toxicol Pathol. 2011; 63: 79–87.
77. Morini M, Mottolese M, Ferrari N, Ghiorzo F, Buglioni S, Mortarini R, et al.
The α3β1 integrin is associated with mammary carcinoma cell metastasis,
invasion, and gelatinase B (mmp-9) activity. Int J Cancer. 2000; 87: 336–42.

http://www.thno.org

