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Introduction: Biodistribution of nanocarriers with a structure consisting of core and shell is most often analyzed using methods
based on labeling subsequent compartments of nanocarriers. This approach may have serious limitations due to the instability of such
complex systems under in vivo conditions.
Methods: The core-shell polyelectrolyte nanocarriers were intravenously administered to healthy BALB/c mice with breast cancer.
Next, biodistribution profiles and elimination routes were determined post mortem based on fluorescence measurements performed for
isolated blood, tissue homogenates, collected urine, and feces.
Results: Despite the surface PEGylation with PLL-g-PEG, multilayer polyelectrolyte nanocarriers undergo rapid degradation after
intravenous administration. This process releases the shell components but not free Rhodamine B. Elements of polyelectrolyte shells
are removed by hepatobiliary and renal clearance.
Conclusion: Multilayer polyelectrolyte nanocarriers are prone to rapid degradation after intravenous administration. Fluorophore
localization determines the obtained results of biodistribution and elimination routes of core-shell nanomaterials. Therefore, precise
and reliable analysis of in vivo stability and biodistribution of nanomaterials composed of several compartments requires nanomater-
ials labeled within each compartment.
Keywords: in vivo studies, fluorescently labeled nanomaterials, stealth polymers, pharmacokinetics, routes of elimination,
nanocarriers stability and degradation

Introduction
Evaluation of nanomaterial pharmacokinetics, biodistribution, and clearance is essential in preclinical studies of all
nanomedicines, regardless of their route of administration and proposed use. Determining the half-life of nanoparticles in
the serum, the degree of their accumulation in organs, and elimination routes allows predicting tissues exposed to the
potentially toxic nanocarriers and verify nanoparticles retention in the diseased tissues. Moreover, the analysis of
pharmacokinetics, especially in serum, provides indirect information on the stability of nanoparticles since the short
half-life in serum often results from premature nanomaterial breakdown in the bloodstream immediately after
administration.1

The pharmacokinetics and biodistribution of nanocarriers are determined primarily by their chemical structure,
physical properties, the administration route, and the unique biological properties of tissues that, after administration,
have direct contact with nanomaterials.2 For example, Enhance Permeability and Retention phenomenon (EPR) allows
the accumulation of nanomaterials in these tumors characterized by blood vessels with increased permeability and
reduced lymphatic drainage.3

Analysis of the nanomaterial retention in tissues or body fluids often involves measurements of the active agent
concentration transported by the nanocarriers (eg anti-cancer drug).4 Another approach requires labeling nanomaterials
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with various isotopes, fluorophores, or metals. Pharmacokinetics and biodistribution are then determined using radiation
or fluorescence measurements, magnetic resonance imaging, or computed tomography. To further complicate, the signal
may be detected either intravitally or postmortem.5 In the case of intravital imaging, anesthesia is required, which may
influence the results of pharmacokinetic analysis (anesthesia lowers, eg the cardiac index).6

The molecules employed for nanomaterial labeling are attached within the nanoparticle by covalent bonds, electro-
static interactions, or immobilized in the nanomaterial compartment to which they have increased affinity (eg hydrophilic
molecules inside liposomes). Additionally, some nanocarriers are made of more than one compartment (eg core-shell
nanoparticles); thus, the label may be located in a different part of the nanoparticle. Nanomaterials of this type can be
made of organic and inorganic components, as exemplified by silica-coated core-shell nanoparticles.7 Such nanomaterials
have unique multifunctional properties, but their structure makes it difficult to track the whole nanosystem.8

It should be noted that both the label type, the method of its attachment, and its location in the nanomaterial structure
affect the obtained result of the biodistribution profile. For example, the observations published by Hirsjärvi et al indicate
that, depending on the use of an isotopic or fluorescent dye, lipid nanocapsules’ biodistribution results are quantitatively
divergent (fluorescent signal indicates a greater degree of accumulation in specific organs than the signal coming from an
isotope).9 The Liu et al team confirmed this phenomenon using nanomaterials labeled with the Texas Red fluorescent dye
or isotopes. Their studies demonstrated that fluorescently labeled nanocarriers were detected mainly in the tumor, while
the use of an isotopic tracer indicated nanomaterial accumulation primarily in the spleen and liver.10 The main reasons
for the discrepancy in the obtained biodistribution results are the fluorescent, absorbing, and scattering properties of
tissues and body fluids.11,12 At the same time, there is no data in the literature that would address the problem of the
label’s location or the selected method of its attachment to nanoparticles. This phenomenon makes it difficult to compare
the biodistribution results obtained by different groups, even for the same type of nanoparticles.

Our previous studies concerned the synthesis, chemical, and biological characterization of core-shell polyelectrolyte
nanocapsules produced by encapsulating nanoemulsion in polymeric shells formed of poly-L-lysine (PLL) and poly-L-
glutamic acid (PGA). The polymeric shells of tested nanocapsules contained incorporated Rhodamine B-labeled poly-L-
lysine and were terminated with PGA or copolymer PLL-g-PEG (PEG - polyethylene glycol). Therefore, surprising was
the rapid removal from the blood and the body of the nanocapsules designed as long-circulating (nanocapsules were
terminated with stealth polymers improving the blood pharmacokinetic).13 In this work, we obtained fluorescently
labeled nanocarriers with different core structures or fluorophore localization (within core or shell) to better understand
this phenomenon. We present analyses that indicate the fluorophore’s location is an essential determinant of the results of
nanocarriers’ biodistribution and routes of their elimination in the context of core-shell structures.

Materials and Methods
Preparation and Characterization of Core-Shell Polyelectrolyte Nanocarriers
Biocompatible polyelectrolytes used to prepare core-shell nanocarriers were: polycation poly-L-lysine hydrobromide
(PLL, MW ~15.000–30.000), and polyanion poly-L-glutamic acid sodium salt (PGA, MW ~15.000–50.000). PEGylated
polyelectrolyte poly(L-lysine)-graft-poly(ethylene glycol), PLL(20.000)-g-PEG(5000), was purchased from SuSoS
(Dübendorf, Switzerland). The fluorescently labeled Poly-L-lysine by Rhodamine B (PLL-RhB) was synthesized pre-
viously via Lissamine Rhodamine B sulfonyl chloride coupled with poly-L-lysine hydrobromide according to the
protocol.13,14 Docusate sodium salt (AOT), polycaprolactone (PCL, average Mw ~14.000), chloroform, and sodium
chloride were obtained from Sigma-Aldrich. Carboxyl Latex Beads 0.1µm and FluoSpheresTM 0.1 µm (red fluorescent)
were purchased from Thermo Fisher Scientific.

The core-shell polyelectrolyte nanocarriers differing in the core composition and fluorophore localization were
synthesized by encapsulating selected nanocores (nanoemulsion droplets, PCL nanoparticles, and polystyrene latex
beads) in a polyelectrolyte multilayer shell. The preparation methods of nanoemulsion droplets and PCL nanoparticles
have been described in detail in our previous reports. At the same time, polystyrene latex beads, as well as fluorescently
labeled polystyrene latex beads, were commercially purchased.15,16 The multilayer shells were formed by the saturation
technique of sequential adsorption of charged nanoobjects method called layer by layer.17 The procedure was as follows:
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a fixed volume of nanocores/nanocarriers was added to the oppositely charged polyelectrolyte solution during continuous
mixing. The zeta potential measurements followed the multilayer shell formation. Then, the deposition of polyelectrolyte
layers was repeated until a required number of layers in the multilayer shell was formed. The synthesized nanocarriers
were characterized by measurements of their size, zeta potential, and concentration by Dynamic Light Scattering (DLS),
Laser Doppler Electrophoresis (LDV), and Nanoparticle Tracking Analysis (NTA) techniques using Zetasizer Nano
Series from Malvern Panalytical Instruments and NanoSight NS500 also Malvern Panalytical Instruments, respectively.
The measurements were performed at 25°C in 0.9% NaCl.

Biodistribution Studies
Animals and Cells Used in Experiments
BALB/c female, six-week-old mice were purchased from the Center of Experimental Medicine of the Medical University
of Białystok, Poland. Animals were housed under controlled conditions, 12–12h light–dark cycle, and provided with food
and water ad libitum. According to Polish law, all animal procedures were performed specifically to the Act on the
Protection of Animals used for Scientific or Educational Purposes (D20150266L), which implements the Directive of the
European Parliament and the Council (2010/63/EU). Furthermore, the experimental protocols were in agreement with the
guidelines of the Institutional Animal Care and Use Committee (IACUC) and had the approval of the 2nd Local
Institutional Animal Care and Use Committee in Kraków, Institute of Pharmacology Polish Academy of Sciences in
Krakow, Smetna 12, 31–343 Krakow.

4T1 cell line (murine mammary carcinoma that stably expresses a firefly luciferase) was purchased from Dr Gary
Sahagian’s lab (Tufts University, Boston). The use of the cell line was approved by institutional research ethics
committee (committee at the Faculty of Biochemistry, Biophysics and Biotechnology of Jagiellonian University).

Orthotopic Breast Cancer Model
4T1-luc cells were grown in 10 cm dishes at approximately 60% confluency (DMEM, 10% FBS, LONZA). The day
before the experiment, BALB/c mice were weighed. Immediately before administration, cells were harvested with trypsin
(LONZA) and rinsed once with 10 mL of PBS solution. 5×105 viable cells resuspended in 50 µL of sterile PBS were
administered to BALB/c mice orthotopically directly into the fourth mammary gland. The size of the resulting tumors
was monitored by palpation or using a caliper every other day. The biodistribution experiments were carried out when the
diameter of the tumors was approximately 7 mm.

Analysis of the Degree of Vascularization and the Amount of Extracellular Matrix of 4T1 Tumors
The isolated tumors were weighed, and 4-µm-thick tissue sections were obtained using a microtome (Thermo Scientific).
Tissue sections were prepared using standard procedure, and Masson trichrome staining was performed using a
commercially available kit according to the manufacturer’s recommendations (Sigma-Aldrich).18 The slides were
mounted with a xylene-based reagent. After drying, the degree of vascularization and the extracellular matrix was
observed under the Leica DM6B fluorescent microscope in a bright field.

Administration of Fluorescent Samples
To compare the biodistribution of free RhB, PLL-RhB, NC-RhB-PEG, PCL-RhB-PEG, LX(RED)-PEG, and LX-RhB-
PEG, similar fluorescence intensity was confirmed for the set of samples (Figure S2 in the Supplementary Materials)
used in subsequent experiments (fluorescence intensity was measured at 590 nm after excitation at 560 nm using Synergy
H1 hybrid reader and analyzed with Gene5 Software, BIOTEK Instruments). Free RhB, PLL-RhB, or tested nanocarriers
were injected into a tail vein of BALB/c mice (depending on the experiment, animals were healthy or had mammary
gland tumors formed after injection of 4T1-luc cells). Immediately before dosing, the animals were weighed and then
received 100 µL of free RhB, PLL-RhB, or nanocarrier suspension per 10 g of body weight. Mice were sacrificed 3, 30
minutes, or 24 hours after administration of the fluorescent samples. Control mice, whose organs and body fluids served
as autofluorescence control, received 0.09% NaCl (100 µL per 10 g body weight). The number of animals in the
experimental groups was n = 3. The fluorescence intensity of all samples was expressed in RFU (relative fluorescence
unit).
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Isolation of Bile, Serum, and Internal Organs for Biodistribution Analysis
Blood was collected from the heart and transferred to an Eppendorf tube after intraperitoneal administration of the
ketamine/xylazine mixture (dose 50 mg/kg and 5 mg/kg) to mice. First, the tubes were centrifuged after observing the
clot formed (800 × g, 10 minutes, RT). Next, the collected supernatant was centrifuged again (800 × g, 10 minutes, RT),
and 100 µL of the obtained serum was transferred directly to the well of a black 96-well plate dedicated to fluorescence
measurements. Next, the gallbladder was withdrawn with a needle and syringe. Then, internal organs such as the liver,
spleen, kidneys, or tumors (formed after 4T1-luc cells were administered to the mammary gland) were isolated, weighed,
and subjected to the homogenization process (described below). Next, the bile samples were diluted 100-fold in PBS
buffer, and then 100 µL of the diluted solution was transferred to a black 96-well plate. All obtained tissue homogenates
and body fluids (undiluted) were analyzed for fluorescence intensity immediately after collection.

Analysis of the Excretion Routes (Collection of Urine and Feces) of Polyelectrolyte Nanocarriers and Their
Biodistribution Using Metabolic Cages
The animals were placed individually in metabolic cages (Tecniplast) to collect urine and feces at different times post the
administration of nanocarriers. Urine or feces samples were collected approximately every 30 minutes to 10 hours after
administration and after 14 hours (an overnight collection of urine and feces). The volume of collected urine and the weight of
the feces were measured. Urine samples obtained at the individual measurement points (animals urinated spontaneously;
therefore, the time points obtained vary from animal to animal) were transferred to a well of a 96-well black plate in a volume
of 100 µL. After analyzing the fluorescence intensity, all urine samples from the intermediate points were collected in one
Eppendorf tube. This urine sample corresponded to the amount of urine excreted by the mouse during the 24h after
administering the fluorescent samples. The feces samples collected for 24 hours after weighing were incubated in PBS to
dissolve them (100 µL was added per 0.1 g of feces) for 30 minutes at 37°C. The samples were vigorously mixed using a
vortex shaker every 15 minutes. The feces suspensions were then centrifuged (1500 × g, 5 minutes, RT), and 100 µL of the
supernatant was transferred to the well of a 96-well black plate. After analyzing the fluorescence intensity of samples collected
at individual measurement points, all solutions were transferred to a fresh tube, obtaining a sample corresponding to the feces
released by the mouse for 24 hours after the administration of nanocarriers. Mice transferred to metabolic cages were
sacrificed 30 minutes or 24 hours after administration of nanocarriers’ solution or 0.09% NaCl. Then, the body fluids (blood
and bile) and organs were isolated according to the procedure described above. In the case of biodistribution studies, the
changes in collected samples’ RFU/g (the parameter corresponding to fluorescence intensity measured for isolated fluid or
tissue homogenate and calculated taking into account weight of isolated fluid or tissue) at different times from the adminis-
tration of nanocarriers were assessed. Then, to present the result of the 24-hour accumulation of nanocarriers, a parameter
called “% of the detected dose” was introduced. The so-called “Total detected dose” summing the RFU/g values measured for
all isolated tissues and body fluids obtained 3minutes after administration of labeled nanocarriers (at that time, animals did not
urinate, and the highest serum RFU/g was measured compared to other tissues). Obtained “Total detected dose” are presented
in Table S1 (in the SupplementaryMaterials). The “% of detected dose” was calculated by dividing RFU/g (calculated after 24
h) by “Total detected dose” and multiplying by 100%.

Homogenization of Isolated Tissues
Immediately after isolating organs or tumors, the tissues were rinsed with PBS solution, weighed, and transferred to
gentleMACS ™ M tubes (Miltenyi Biotec). Next, 1 mL of PBS solution was added per 0.1 g of tissue, and the isolated
tissues were homogenized (using the gentleMACS ™ Dissociator device, the RNA_02.1 program). Finally, the obtained
tissue homogenates (undiluted) were transferred to a black 96-well plate in a volume of 100 µL, and the fluorescence
intensity was measured using a Synergy H1 microplate reader (BIOTEK Instruments).

Results
Synthesis and Characterization of Core-Shell Polyelectrolyte Nanocarriers
The core-shell polyelectrolyte nanocarriers were prepared by the formation of multilayer shells on various nanocores by
sequential adsorption of charged nanoobjects with a method called layer by layer (LbL). For our investigation, three
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types of nanocores were chosen: nanoemulsion core formed by spontaneous emulsification method, the biodegradable
polymeric core formed by spontaneous emulsification solvent evaporation method, and commercial non-biodegradable
polystyrene latex nanoparticles. Polyelectrolyte multilayer shell was formed with the biocompatible polyelectrolytes
poly-L-glutamic acid (PGA) and poly-L-lysine hydrobromide (PLL), while an external layer was formed with PEGylated
poly-L-lysine PLL-g-PEG. The formation of multilayer shells was proven by zeta potential measurements after each
adsorption step (Figure S1 in the Supplementary Materials). Detailed description and characterization of tested core-shell
nanocarriers are available in our previous papers.16,19,20

Since our investigation focused on biodistribution, proper labeling techniques should be performed to visualize tested
nanocarriers after iv administration. One of the simple and effective visualization methods is the optical method based on
fluorescence; therefore, RhB as fluorescence dye was chosen for that purpose. There are two main ways of labeling
(within shell or core) considering the structure of core-shell nanocarriers. The universality of the layer-by-layer method
of forming a multilayer shell allows using fluorescently labeled polyelectrolyte to form fluorescently labeled core-shell
nanocarriers. For that preparation, fluorescently labeled polycation (PLL-RhB) was used instead of the PLL layer
(Figure S1 in the Supplementary Materials). Such an approach was applied to form multilayer shells on nanoemulsion
core, biodegradable polymeric core, and non-biodegradable polystyrene latex nanoparticles.

On the other hand, core of such nanocarriers can also be fluorescently labeled; therefore, commercially available non-
biodegradable fluorescently (RED) labeled polystyrene latex nanoparticles were used. The synthesized core-shell
nanocarriers were characterized by measurements of their size, concentration, and zeta potential, as summarized in
Table 1. We confirmed that the sizes of all synthesized nanocarriers were comparable, approximately 100 to 140 nm,
while zeta potential ranges from +3 mV to +9 mV.

Biodistribution of Core-Shell Polyelectrolyte Nanocarriers
Our previous results showed intravenously injected polyelectrolyte multilayer nanocarriers with an external layer formed
with poly poly-L-glutamic acid (PGA) or PEGylated poly-L-lysine (PLL-g-PEG) accumulate in the liver and spleen and
are mainly removed from the body by hepatobiliary clearance supported by renal excretion.13 Since the tested
nanocarriers were formed with biodegradable components, the resulting fluorescence intensity measured in body fluids
or tissue homogenates could be from whole nanocarriers, fluorescently labeled polycation PLL-RhB released from the
shell, biodegradation products of multilayer shell, or even free RhB released from nanocarriers. We assumed that by
comparing the biodistribution of NC-RhB-PEG, PLL-RhB, and free RhB, we could indicate the most crucial degradation
products of the nanocarriers and analyze their clearance. Before administering RhB, PLL-RhB, or NC-RhB-PEG, we
tested their fluorescence intensity and confirmed similar (Figure S2 in the Supplementary Materials). Analysis of
biodistribution showed that 30 minutes after intravenous administration, free RhB is still present in the serum of mice
(RFU/g 30.000). Low levels of RhB (RFU/g approximately 1.000) were detected in liver>kidney> spleen and very low

Table 1 Characterization of Tested Nanocarriers

Name Abbreviation Size [nm] Zeta
Potential
[mV]

Concentration
[NP/mL]

PEG-terminated seven-layered polyelectrolyte nanocarriers with
nanoemulsion core and fluorescently labeled polyelectrolyte shell

NC-RhB-PEG 140 ± 10 +3.2 ± 4 ~2.5×1010

PEG-terminated seven-layered polyelectrolyte nanocarriers with
biopolymeric core and fluorescently labeled polyelectrolyte shell

PCL-RhB-PEG 101 ± 39 +8 ± 2 ~2.5×1010

PEG-terminated seven-layered polyelectrolyte nanocarriers with
latex core and fluorescently labeled polyelectrolyte shell

LX-RhB-PEG 127 ± 35 +7 ± 0.5 ~2.5×1010

PEG-terminated seven-layered polyelectrolyte nanocarriers with
fluorescently labeled latex core

LX(RED)-PEG 115 ± 27 +9 ± 0.5 ~2.5×1010
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(fluorescence intensity slightly above detection limit) in bile or urine (Figure 1). In contrast to RhB, after injection of
both PLL-RhB and NC-RhB-PEG, fluorescence was detected in the bile (RFU/g 5.000–7.000) and urine (RFU/g 8.000–
11.000). These results indicate that both PLL-RhB and NC-RhB-PEG are eliminated by hepatobiliary and renal
clearance. We also observed that the fluorescence intensity of PLL-RhB and NC-RhB-PEG in serum was 30-fold
lower than that of free RhB (Figure 1). Finally, our results indicate that NC-RhB-PEG accumulates at a higher level
in the liver and spleen (fluorescence intensity is 7-fold higher in the liver and 4-fold higher in the spleen) than both RhB
and PLL-RhB (Figure 1). Since the biodistribution of iv administered free RhB is significantly different from the
biodistribution of PLL-RhB and NC-RhB-PEG, we conclude that RhB is not a degradation product and is not released
from the nanocarriers.

Next, we analyzed the biodistribution of core-shell nanocarriers differing in the core composition and labeling
fluorophore localization. We used core-shell nanocarriers with biodegradable liquid core (NC-RhB-PEG), biodegradable
solid core (PCL-RhB-PEG), and non-biodegradable solid polystyrene latex cores. Additionally, two types of non-
biodegradable latex-based nanocarriers were tested: 1) as in previous experiments, with labeled multilayer shell (after
incorporation of PLL-RhB) - LX-RhB-PEG or 2) within the labeled core - LX(RED)-PEG. We used mice with the 4T1-
luc tumor, which enabled determining the accumulation of nanocarriers in neoplastic tissue. It is crucial in the context of
using tested nanocarriers as an anti-cancer drug delivery system. Preliminary to biodistribution analysis, we characterized
the architecture of neoplastic tissue formed seven days after orthotopic injection of 4T1-luc cells. As shown in Figure S3,
a blood vessel network has already formed in the tumor, which should facilitate nanocarrier retention based on the EPR
phenomenon. In addition, we observed densely arranged cancer cells and many collagen fibers in the extracellular matrix
what may be an obstacle to nanocarriers’ penetration into the deeper area of the tumor (Figure S3 in the Supplementary
Materials). We observed that the biodistribution profiles and elimination routes of NC-RhB-PEG, PCL-RhB-PEG, and
LX-RhB-PEG were similar (Figures 2 and 3). However, the initial fluorescence of LX-RhB-PEG compared to NC-RhB-
PEG and PCL-RhB-PEG was four times lower (Figure S2 in the Supplementary Materials); therefore, we could not

Figure 1 Biodistribution of core-shell polyelectrolyte nanocarriers and fluorescent products of their degradation.
Notes: BALB/c mice were injected with free Rhodamine B (RhB), poly-L-lysine fluorescently labeled with Rhodamine B (PLL-RhB) and PEG-terminated polyelectrolyte
nanocarriers with fluorescently labeled shell (NC-RhB-PEG). Subsequently, animals were placed in the metabolic cages, and urine was collected. Mice were sacrificed 30
minutes after administration, and bile, serum, homogenates of liver, spleen, and kidney were obtained. The samples were analyzed for the fluorescence intensity at λ 560/590
nm. Bars represent the mean ± SD (n = 3).
Abbreviation: RFU/g, the parameter corresponding to fluorescence intensity measured for isolated fluid or tissue homogenate and calculated taking into account weight of
isolated fluid or tissue.
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provide a quantitative comparison between these experimental groups. As shown in Figures 2A and 3A, the highest
nanocarrier accumulation was observed in the liver (~10% of the detected dose for NC-RhB-PEG and PCL-RhB-PEG or
~3% for LX-RhB-PEG) and lower in the spleen and kidneys (between ~3–0.8% for NC-RhB-PEG, PCL-RhB-PEG, and
LX-RhB-PEG). In addition, most of the tested nanocarriers (NC-RhB-PEG, PCL-RhB-PEG, and LX-RhB-PEG) or their
degradation products are excreted in the feces (~15–26% of the detected dose) or the urine (~4–9% of the detected dose).
Moreover, the highest observed dose of these types of nanocarriers is removed with the feces about 4 hours after
administration or to a lesser extent with the first spontaneously excreted urine (most often between 30–60 minutes)
(Figures 2B and C and 3B and C). Finally, we observed that NC-RhB-PEG, PCL-RhB-PEG, and LX-RhB-PEG or their
degradation products accumulate in the tumor at less than 1% of the detected dose (Figures 2A and 3A). In contrast to
core-shell nanocarriers labeled by incorporation of PLL-RhB into multilayer shell LX(RED)-PEG nanocarriers with
fluorescently labeled polystyrene latex core show different biodistribution profiles and elimination routes. We observed
that after iv injection, LX(RED)-PEG nanocarriers accumulated in the liver (80% of the detected dose), then in the spleen
(approximately 16% of the detected dose) and kidneys (about 2% of the detected dose) (Figure 3A). Additionally, LX

Figure 2 Biodistribution profiles and elimination routes of polyelectrolytes nanocarriers with the different core structure.
Notes: Tumor-bearing BALB/c mice were injected with PEG-terminated polyelectrolyte nanocarriers with liquid core (NC-RhB-PEG) or PEG-terminated polyelectrolyte
nanocarriers with solid polycaprolactone core (PCL-RhB-PEG) with fluorescently labeled shell. (A) Mice were sacrificed 24 hours after administration, and serum,
homogenates of liver, spleen, kidney, and tumor were obtained. The detected dose parameter was calculated (see Methods). Before the euthanasia, animals were then
placed in metabolic cages, and (B) urine or (C) feces were collected over 24 hours. The samples were analyzed for the fluorescence intensity at λ 560/590 nm. Bars or
points represent the mean ± SD (n = 3).
Abbreviation: RFU/g, the parameter corresponding to fluorescence intensity measured for isolated fluid or tissue homogenate and calculated taking into account weight of
isolated fluid or tissue.
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(RED)-PEG was not excreted in the feces or urine within 24 hours of their intravenous administration (Figure 3B and C).
However, despite such significant differences in biodistribution in healthy tissues, the observation of the fluorescence
intensity from the LX(RED)-PEG showed a similar degree of accumulation in the tumor (approximately 1.5% of the
detected dose) compared to the nanocarriers labeled within the shell (NC-RhB-PEG, PCL-RhB-PEG, and LX-
RhB-PEG).

Discussion
Here, we were focused on the biodistribution study of core-shell polyelectrolyte nanocarriers. Proper labeling techniques
have to be performed to visualize tested nanocarriers after iv administration for that type of investigation. Among various
modalities/techniques, one of the simple, safe, and effective is the optical method based on fluorescence. Background
autofluorescence is a major issue for the bio-imaging of cells and tissues.11,21 The natural emission of light by molecules
can interfere with detecting fluorescently labeled nanocarriers. Red or even NIR fluorescence is generally preferred for in
vivo imaging; to address the problem of autofluorescence in bio-imaging; therefore, RhB as fluorescence dye was chosen
for that purpose. There are two main places of labeling: core or/and shell, considering the structure of core-shell

Figure 3 Biodistribution profiles and elimination routes of differently labeled latex-based nanocarriers.
Notes: Tumor-bearing BALB/c mice were injected with PEG-terminated polyelectrolyte latex nanocarriers fluorescently labeled in core (LX(RED)-PEG) or shell (LX-RhB-
PEG). (A) Mice were sacrificed 24 hours after administration, and serum, homogenates of liver, spleen, kidney, and tumor were obtained. The detected dose parameter was
calculated (see Methods). Before the euthanasia, animals were then placed in metabolic cages, and (B) urine or (C) feces were collected over 24 hours. The samples were
analyzed for the fluorescence intensity at λ 560/590 nm. Bars or points represent the mean ± SD (n = 3).
Abbreviations: RFU/g, the parameter corresponding to fluorescence intensity measured for isolated fluid or tissue homogenate and calculated taking into account weight
of isolated fluid or tissue; UD, under the detection limit.
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polyelectrolyte nanocarriers. The layer by layer (LbL) method allows using synthesized RhB-labeled poly-L-lysine to
form fluorescently labeled multilayer shells stabilized by electrostatic interactions. Moreover, biodegradable components
were used; therefore, the process of disassembling the polyelectrolyte shell may be observed after the intravenous
administration of tested nanocarriers. Previous observations showed no changes in the size of polyelectrolyte nanocar-
riers tested for 60 days in 0.9% NaCl, which confirmed nanocarriers’ in vitro stability.20,22 However, in vivo conditions,
due to the presence of many proteins (including enzymes) or other chemical compounds, place much greater demands on
nanocarriers in terms of their stability. The results obtained by Polomska et al show that 55% of the fluorescently labeled
polyelectrolytes (including polyamine acids) are removed from the outer layer (obtained by the LbL method) after
placing the nanoparticles in the serum solution. At the same time, the amount of released polymer in the PBS buffer is
only 9%.23 Additionally, in vitro enzymatic degradation was observed for LbL ultrathin films composed of
polysaccharides.24 Taking this into account, we compared the biodistribution and clearance of whole nanocarriers
(NC-RhB-PEG) with their fluorescent components or degradation products (free RhB and PLL-RhB). Our results
indicate that NC-RhB-PEG and PLL-RhB copolymer are eliminated from the bloodstream via hepatobiliary and renal
excretion. Renal clearance of PLL-FITC (FITC-labeled poly-L-lysine) was already shown by Johnston et al.25 On the
other hand, free RhB remains mainly in the bloodstream and is minimally eliminated from the body by renal clearance.
This result concluded that RhB is not released from nanocarriers and is not removed from the body as a degradation
product. As the results indicate a rapid appearance of a fluorescence signal in urine and bile 30 minutes after NC-RhB-
PEG or PLL-RhB administration, partial disintegration of the nanocarrier shell in the bloodstream should be considered.
At the same time, NC-RhB-PEG accumulates more strongly than PLL-RhB in organs such as the liver and spleen. This
result suggests that nanocarriers might be easily internalized by eg macrophages present in the liver and spleen and retain
longer in these organs than free polymer. Additionally, detecting fluorescence signals in bile confirms PLL-RhB and NC-
RhB-PEG presence in hepatocytes (the cells responsible for bile production and excretion of various compounds to the
bile). There are no differences between the fluorescence corresponding to NC-RhB-PEG and PLL-RhB in bile, and the
question remains whether hepatocytes internalize whole nanocarriers or only their degradation products. Johnston et al
also showed that PLL-FITC accumulates in the liver and spleen, but contrary to our results, they observed the strongest
accumulation in the kidney (30 minutes after administration).25 Our previous research revealed that polyelectrolyte
nanocarriers (~100 nm in diameter) were removed from the body during the first spontaneous urination - 30 minutes after
the injection of nanocarriers.13 Because in the glomeruli, spaces that enable the filtration of structures are not larger than
5 nm, the observed effect of the rapid removal of the tested nanocarriers with urine seems surprising. So far, two research
hypotheses have been formulated that can explain this phenomenon: 1) part of polyelectrolyte multilayer shell disas-
sembles in the bloodstream, resulting in the excretion of RhB labeled products, or 2) the nanocarriers filtrate into the
lumen of the Bowman’s capsule by significantly reducing their diameter as a result of deformation. Analyzing the
biodistribution, we have found that NC-RhB-PEG and PLL-RhB are cleared from the body in the same way (hepato-
biliary and renal clearance) and to the same extent. Nevertheless, this observation does not deny the ability of larger
nanoparticles to undergo renal filtration. The results presented by Mahadevan et al showed that the 122 nm diameter
nanocapsules were removed from the body with urine 30 minutes after the injection of the nanoparticles. In addition,
these researchers proved the presence of entire nanocapsules in the urine of mice collected postmortem.26 As this
phenomenon was observed for liquid core nanocarriers, next, we investigated the differences in biodistribution between
liquid nanoemulsion core (NC-RhB-PEG) and solid biodegradable polymeric core (PCL-RhB-PEG) and solid non-
biodegradable polystyrene latex core (LX-RhB-PEG) nanocarriers. Despite differences in the core architecture no
differences were observed in the biodistribution profile and removal pathways of the tested nanocarriers labeled within
the shell (NC-RhB-PEG, PCL-RhB-PEG and LX-RhB-PEG). Our result also showed a low accumulation level of the
tested nanocarriers in the neoplastic tissue (0.18%, 0.33% and 0.8% of the detected dose for NC-RhB-PEG, PCL-RhB-
PEG, and LX-RhB-PEG subsequently). Moreover, the number/level of nanocarriers accumulated in the liver was 48 (for
NC-RhB-PEG), 32 times (for PCL-RhB-PEG) and 3.6 times (for LX-RhB-PEG) higher than in neoplastic tissue. It
should also be noted that % of the detected dose calculated for some replicates was “0%”; therefore, the degree of
accumulation of these nanomaterials in the tumor is estimated to be very low. Another research group indicated that the
accumulation of lipid nanocapsules in the tumor (after subcutaneous administration of - human glioblastoma cells
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U87MG) is also low and reaches about 3.4% of the detected dose. At the same time, the authors observe ten times greater
accumulation in the liver than in the tumor.27 In contrast, Li et al showed that the accumulation of core-shell
nanoparticles is much more significant in the tumor (after subcutaneous administration of human melanoma cells
A375) than in the liver.28 The discrepancy between the results obtained by different research groups may be related to
the architecture of the neoplastic tissue. Our analysis of the histological section obtained from 4T1-luc tumor shows the
presence of blood vessels and many collagen fibers that are part of the extracellular matrix. It has been shown that the
presence of collagen fibers significantly hinders the penetration of nanoparticles into the tumor.29 Therefore, our result
requires further verification using various tumor models. Moreover, insufficient accumulation of tested core-shell
polyelectrolyte nanocarriers in the tumor may result from their excessive uptake by macrophages present in the liver
and spleen.

Our results show no correlation between the biodistribution of core-shell polyelectrolyte nanocarriers and their core
structure (liquid or solid). Similar results indicating no effect of core stiffness on the biodistribution of nanocarriers were
presented for different PEGylated core-shell nanoparticles.30 On the contrary, Guo et al showed that nanolipogels with a
lower Young’s modulus (softer nanoparticles) accumulate better in the tumor than harder nanoparticles. The authors
explain that cancer cells can internalize soft nanoparticles by endocytosis and fusion with the cell membrane, while hard
nanoparticles only by endocytosis. Consequently, in total more soft nanoparticles are taken up by neoplastic cells.31

However, the results of our experiments provided precise information only about the biodistribution of nanoparticles’
outer shell or their degradation product, not about the biodistribution of whole nanocarriers or the core in particular.
Therefore, we further examined the influence of the fluorophore location within the same core-shell nanoparticles on the
biodistribution and routes of nanoparticles’ exertion. We used non-biodegradable polystyrene latex nanoparticles with a
polyelectrolyte shell that have been labeled in the core (LX(RED)-PEG) or as previously in the shell (LX-RhB-PEG).
The obtained results show that different conclusions could be drawn from the conducted analyses depending on the
fluorophore location. Thus, the core and shell undergo other processes after in vivo administration. We confirmed that the
component excreted with urine and faces comes from the fluorescently labeled shell. At the same time, the core of
nanocarriers strongly accumulates in the liver and to a lesser extent in the spleen (about 80% - in the liver and 16% of
detected dose - in the spleen). Our results indicate that in core-shell polyelectrolyte nanocarriers (obtained by the LbL
method), the multilayer shell formed with biodegradable polyelectrolytes PLL-RhB and PGA and PLL-g-PEG is
detached/degraded and then removed from the body. However, it is challenging to conclude where this phenomenon
occurs – in the bloodstream or the cells of individual tissues and how many polyelectrolyte layers are disassembled. It is
worth mentioning that despite the use of stealth polymer, LX(RED)-PEG strongly accumulates in the liver (80% of the
detected dose). Stolnik et al also observed no effect of PEGylation on the biodistribution of polystyrene nanospheres.32

However, we postulate that the PEG is detached from the outer polyelectrolyte shell and could no longer function as a
stealth polymer. Consequently, eg Kupffer cells can readily recognize and internalized injected nanocarriers. This
hypothesis is also supported by the poor tumor accumulation of all tasted nanocarriers. The integrity of nanoparticles
after intravenous administration to mice was also discussed in terms of PEGylated liposomes. Plassat et al investigated
the biodistribution of liposomes labeled with Rhodamine B within the lipid bilayer. Magnetic nanoparticles were
enclosed within these liposomes; thus, the integrity of the nanosystem was confirmed by the collocation of fluorescence
and magnetic resonance signals. The authors observed whole nanoparticles in the serum, as well as in the examined
tissues.33 Considering all performed experiments with various types of core-shell polyelectrolyte nanocarriers with
biodegradable liquid or polymeric core and non-biodegradable polystyrene latex core, obtained results indicate that
after intravenous administration, the core-shell polyelectrolyte nanocarriers are disintegrated through the degradation of
the polyelectrolyte shell. Therefore, on this basis, it is impossible to conclude the location of the all components of tested
nanocarriers.

Conclusion
Fluorophore localization determines the results of biodistribution and elimination routes of core-shell nanocarriers.
Therefore, labeling only one component of complex core-shell nanocarriers allows predicting biodistribution of this
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component but not the whole nanocarrier. Precise and reliable analysis of in vivo stability and biodistribution of
nanomaterials composed of several compartments requires nanomaterials labeled within each compartment.
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