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Coiled-coil protein carrier (CCPC) 140 is a rigid and anisotropically structured cationic coiled-coil artificial
protein that has displayed up to a 1000 times higher level of cellular internalization activity than that of
unstructured cell-penetrating peptides. Previous studies have demonstrated that CCPC 140's rigid and
anisotropic structural properties and cationic surface properties are important for its superior cellular
internalization activity. In this study, we investigated whether each physicochemical characteristic of
CCPC 140 effectively contributed to activating the cellular internalization pathway. By evaluating CCPC
140's ability to penetrate glycosaminoglycan (GAG)-lacking cells, the activation of GAG-dependent
endocytosis by electrostatic interactions between cationic CCPC 140 and anionic GAGs has been found
to play a major role in CCPC 140's superior cellular internalization activity. Using endocytosis inhibitors, it

was revealed that the GAG-binding-dependent activation of caveola-mediated endocytosis plays a role
Received 31st October 2024 . Wlar int lizati hich . iqid d isotrobic structural i t th tioni
Accepted 7th January 2025 in cellular internalization, which requires rigid and anisotropic structural properties, not the cationic

properties of CCPC 140. Macropinocytosis is a common route of cellular internalization. However, CCPC

DOI: 10.1039/d4ra07763f 140's rigid and anisotropic structural properties activate macropinocytosis, but this does not involve the
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1 Introduction

The efficient intracellular delivery of therapeutic molecules
using peptides has been achieved by mimicking viral infections.
The first cell-penetrating peptide (CPP) was found in the human
immunodeficiency virus TAT protein.”” Heretofore, consider-
able variations in CPPs have been detected in natural proteins,
and artificial peptides have been designed to exhibit cell-
penetrating activity.>> Most CPPs are highly cationic because
inter-ionic interactions between the positively charged CPPs
and the negatively charged proteoglycans and phospholipids of
the plasma membrane's extracellular domains are thought to be
important for cellular internalization.®™®

In particular, the binding of glycosaminoglycans (GAGs) to
proteoglycans has been reported as a trigger for the internali-
zation of most CPPs by endocytosis.>*** CPPs, such as Tat and
oligo-arginine, exhibit largely decreasing cellular internaliza-
tion activity against the Chinese hamster ovary (CHO)-derived
pgsA-745 cell line, which lacks GAGs on its cell surface.’***
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Rho-family GTPase-dependent macropinocytosis pathway.

The cellular internalization of CPPs is not limited to endocy-
tosis, but can also occur through direct penetration, that is,
translocation.*®*>'* However, most CPPs show a dramatic
reduction in the extent of cell penetration when endocytosis is
suppressed.”®*>* These studies indicate that GAG-dependent
endocytosis is the most effective pathway of intracellular
delivery using CPPs. However, high concentrations of CPPs, in
most cases 5-10 uM, are required for endocytic activation. The
requirement for the high concentration and cooperative cellular
internalization of CPPs is explained by the accumulation and
formation of clusters on GAGs, which trigger the activation of
endocytosis.®®*°

Asbestos and carbon nanotubes, being rigid and anisotropic
(fibrous) nanomaterials, show remarkably effective cellular
internalization.*** However, they are highly toxic in the long
term because of their non-biodegradability.*"**?° In a previous
study, we hypothesized that an artificial protein having a highly
cationic surface and rigid and anisotropic structure would show
superior cellular internalization activity.”” Long-term toxicity
should have been avoided since the protein was biodegradable.
Therefore, we designed and produced an artificial protein,
coiled-coil protein carrier (CCPC) 140 (“140” refers to the
number of amino acid residues in the polypeptide chain of
CCPC. Fig. 1A), with a structured frame derived from the fila-
mentous protein tropomyosin, the entire molecule of which
consists of a two-stranded parallel a-helical coiled-coil struc-
ture.”” Similar to tropomyosin, CCPC 140 has an anisotropic
structure, with a 2 nm diameter and 20 nm length (Fig. 1B).>”=*°

RSC Adv, 2025, 15, 875-882 | 875


http://crossmark.crossref.org/dialog/?doi=10.1039/d4ra07763f&domain=pdf&date_stamp=2025-01-10
http://orcid.org/0000-0003-0715-5040
https://doi.org/10.1039/d4ra07763f
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4ra07763f
https://pubs.rsc.org/en/journals/journal/RA
https://pubs.rsc.org/en/journals/journal/RA?issueid=RA015002

Open Access Article. Published on 10 January 2025. Downloaded on 11/3/2025 1:19:49 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

RSC Advances

A
abcdefg abcdefg abcdefg abcdefg abcdefg
CCPC 140 1: MDAIKKK MOMLKLD KRNALKR ARQAEAD KKAAEKR
CCPC 140 pl6.5 MDAIKKK MOMLKLD KENALDR AEQAEAD KKAAEKR
CCPC 62 MDAIKKK MOMLKLD KRNALKR ARQAEAD KKAAEKR
CCPC 140 36: SKQLEKE LVSLOKK LKGTEDE LKKYSRA LKKAQRK
CCPC 140 pl6.5 SKQLEDE LVSLOKK LKGTEDE LDKYSEA LKDAQRK
CCPC 62 SKQLEKE LVSLOKK LKGTEDE LKKYSR
CCPC 140 71: LKLAEKK ATKAEAD VASLNRR IQLVEEE LKXRAQRR
CCPC 140 pl6.5 LELAEKK ATDAEAD VASLNRR IQLVEEE LDRAQRR
CCPC 140 106 :LATALQK LRRAEKA AKRSERG MKVIESR AQKDERK
CCPC 140 pl6.5 LATALQK LREAEKA ADESERG MKVIESR AQKDERK
B
c 10
1or —— CCPC 140 — CCPC 140
€ —— CCPC62 —— CCPC62
q o —— CCPC140pI6S | = oF —— CCPC 140 pl 6.5
S
206 -E
S 5 -1of
gl 5
° g
= o 20
5oz g
o x
ook, o, e | = 0F
0 10 20 30 40 5 60 70 80 90 —
Temp (°C) w©
Relative helical content at 37 °C . R , X X ,
CCPC 140 0.87 200 210 220 230 240 250
CCPC 62 0.29 Wavelength (nm)
CCPC 140 pl6.5 0.84
Fig. 1 (A) Amino acid sequence of CCPC 140, CCPC 140 pl 6.5 and

CCPC 62 (adapted with permission from ref. 34. Copyright 2015
American Chemical Society). The positions of the heptad repeat are
described as a to g. Letters in blue represent substituted amino acids
from human skeletal muscle a.-tropomyosin. (B) Designation of CCPC
140 using the SWISS-MODEL Repository,?®?° and drowned space-
filling model using Waals (Altif Laboratories, Tokyo, Japan). (C) Thermal
unfolding profiles of CCPC 140, CCPC 140 pl 6.5, and CCPC 62.
Relative helical contents are calculated as shown in the Materials and
methods. (D) Circular dichroism spectra of CCPC 140, CCPC 140 pl
6.5, and CCPC 62 at 37 °C.

The a-helical coiled-coil primary structure shows a heptad-
repeat amino acid sequence with each position assigned a to
g. The amino acids at positions b, ¢, and f are exposed outside
the coiled-coil structure, and these amino acids define the
surface properties of coiled-coil proteins.**> CCPC 140 was
designed to have 53.3% basic amino acids, lysine and arginine
at positions b, ¢, and f; and a calculated isoelectric point of
10.6.>” Thus, the surface of CCPC 140 was highly cationic.
Physicochemical studies on tropomyosin have revealed that its
persistence length is presumed to be longer than its actual
length.* This accounts for the rigid and anisotropic structure of
CCPC 140.

Investigating the cellular internalization activity of fluo-
rescently labeled CCPC 140 against several tumor-derived
human cell lines, such as HeLa cells, Hep3B, A549, and K562,
showed its superior cellular internalization.”” Regarding the
HelLa cells, CCPC 140 was detected in all cells at a concentration
as low as 3.1 nM.” Higher concentrations are usually required
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for the internalization of CPPs by endocytosis, as described
above.** This indicates that the cellular internalization activity
of cationic, rigid, and anisotropically structured CCPC 140 was
approximately 1000 times greater than that of cationic but
unstructured CPPs.”” Due to the high cellular internalization
activity of CCPC 140, it may reduce the administered concen-
tration of anticancer drugs with ICs,s in the tens of uM range
(unpublished result).

We also created CCPC 140 variants with noncationic
surfaces. Their isoelectric points were 6.5 and 8.6, named CCPC
140 pI 6.5 and CCPC 140 pI 8.6, respectively.** Compared to
CCPC 140, a 100 times higher concentration of the CCPC 140 pI
variants was required for cellular internalization.>* We also
evaluated the effect of the structural rigidity of CCPC 140 on
cellular internalization.”” A deletion variant of CCPC 62 having
62 amino acids per chain could not maintain its coiled-coil
structure at 37 °C, the experimental temperature of a cellular
internalization assay, because of thermal fluctuation.”” The
cellular internalization activity of CCPC 62 is much lower than
that of CCPC 140.%”* At the effective concentration, the activity
of CCPC 62 is slightly superior but almost comparable to that of
other CPPs.”” In contrast, LZ-CCPC 62, a CCPC 62 variant with
the same number of positively charged residues at the same
positions, has an a-helical coiled-coil structure formation at 37 ©
C; it exhibits cellular internalization activity equal to that of
CCPC 140.*® From the study of a series of deletion variants of LZ-
CCPCs, an aspect ratio at 4.5:1 or more was required for the
superior cellular internalization of the cationic coiled-coil
proteins.*

Thus, we addressed the factors necessary for the superior
cellular internalization of CCPC 140 based on the physico-
chemical properties of the molecule. Although the subcellular
localization of DDS carriers is a critical issue in intracellular
DDS research, that of CCPC 140 is still unknown. Previous
studies have shown that the mechanism underlying the supe-
rior cellular internalization activity of CCPC 140 relies on the
activation of endocytosis, but the details of this are unclear.”
This work, however, focuses on the first step of CCPC 140 entry
into the cell. We clarified the endocytic pathways activated by
each physicochemical property, including the rigid and aniso-
tropic structural properties and cationic surface properties, of
CCPC 140.

2 Materials and methods

2.1. Preparation of CCPC 140 and its derivatives

The preparation of CCPC 140 and its derivatives has been
described in our previous reports.””*** Purified CCPC 140 and
its derivatives were checked by SDS-PAGE. Protein concentra-
tions were determined using the micro-burette method.*

2.2. Circular dichroism measurements

Thermal denaturation of the protein was evaluated using
a JASCO J-820 circular dichroism (CD) spectropolarimeter
equipped with a CTU-100 Peltier temperature controller. The
sample was placed in a 1 mm quartz cuvette. Temperature-

© 2025 The Author(s). Published by the Royal Society of Chemistry
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dependent CD values and far-UV CD spectra were obtained as
previously described.®® The relative helical content of the CCPC
140 and CCPC variants was evaluated with the following
equation:

Relative helical content = ([#225 nm]temp — [6222 nm]4 "C)/
([0222 0am]90 °C — [0222 nm]4 °C)

2.3. Invitro cell penetration assay

CCPC 140 and its derivatives were labeled with Alexa Fluor 532
(Life Technologies, California, USA) as previously described.*
Labeled CCPC protein concentrations were determined using
the micro-burette method,*® and the concentration of the
conjugated Alexa Fluor 532 dye was determined at an absor-
bance of 532 nm. Then, the efficiency of the fluorescently
labeled recombinant proteins was estimated by their division.

In vitro cell penetration assays were carried out according to
our previous reports.* In brief, two CHO cell lines, CHO-K1
(JCRB cell bank JCRB9018) and pgsA-745 (ATCC CRL-2242),*
were used in this study and were obtained from the JCRB cell
bank and ATCC, respectively. Both cell lines used for the assays
had a passage number less than 15. The cells were maintained
in Ham's F-12 nutrient mix medium (Gibco, Thermo Fisher)
supplemented with 10% fetal calf serum (FCS) and penicillin-
streptomycin (Wako-Fujifilm) at 37 °C under humidification
with 5% CO,-containing air.

For the cell penetration assay, the cells were plated at
a density of 5 x 10” cells per well in a 24-well plate. After 16-20 h
incubation, the medium was replaced with 500 pl of Ham's F-12
nutrient mix medium supplemented with 10% FCS, penicillin-
streptomycin, and fluorescently labeled CCPC 140 and its
derivatives and incubated for 2 h. The inhibitors nystatin, jas-
plakinolide, and toxin B were added at final concentrations of
50 pg mL™', 10 ng mL ™, and 50 nM, respectively. Neuramini-
dase was added at a final concentration of 50 mU mL™~" 30 min
prior to addition of CCPC 140 and its derivatives. The effect of
both CCPCs and these inhibitors on the cell proliferation was
assessed by the WST-1 (4-[3-(4-iodophenyl)-2-(4-nitrophenyl)-
2H-5-tetra-zolio]-1,3-benzene disulfonate) (Takara, Japan) assay.
CCPCs and Inhibitors were added at the same concentration as
that used in the cell penetration assay. The cells were then
incubated for 2 h and assayed using a WST-1 kit.

For the fluorescence-activated cell sorting (FACS) assay, the
cells were treated with 500 pl of 0.25% w/v Trypsin-1 mM EDTA-
4Na (Wako-Fujifilm) and incubated for 1-2 min; the trypsin
solution was removed, and protease activity was stopped by the
addition of 500 pl of Ham's F-12 nutrient mix medium sup-
plemented with 10% FCS. The cells were detached from the 24-
well plate by gentle pipetting and collected by centrifugation at
1500g for 2 min at 20-25 °C. The cells were washed twice with
500 pl of PBS and suspended in 200 pl of PBS, and the fluo-
rescent intensity from each cell was measured using a FACS
Moxiflow instrument (ORFLO, Ketchum, Idaho, USA).

For microscopic observation, after two hours of incubation
of fluorescently labeled CCPC 140 and its derivatives in the
medium, the cells were washed twice with 500 ul PBS, and 500
pl DMEM/F-12 nutrient mixture medium (Gibco) without
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phenol red and supplemented with 10% FCS was added. The
cells were observed using an Evos M5000 imaging system
(Thermo Fisher Scientific).

3 Results and discussion

3.1. Evaluation of structural stability of CCPC 140 and its
variants

First, we obtained the thermal denaturation profiles and CD far-
UV spectra at a cell-penetration experimental temperature of
37 °C for CCPC 140 and its derivatives using CD spectroscopy
(Fig. 1C and D). The results agreed with those of our previous
studies.””** The thermal melting profiles revealed that CCPC
140 and CCPC 140 pI 6.5 still maintained a high a-helical
content at 37 °C (0.87 and 0.84, respectively), but the structure
of CCPC 62 was almost lost (0.29) because of thermal fluctua-
tion. The far-UV CD spectra profiles of CCPC 140 and CCPC 140
pI 6.5 also demonstrate the maintenance of their a-helical
coiled-coil structure at the experimental temperature. In
conclusion, both CCPC 140 and CCPC 140 pI 6.5 displayed
a rigid and anisotropic structure during the cell penetration
assay, and CCPC 62 did not form a coiled-coil structure but did
form a partially folded a-helix.

3.2. Effect of GAGs on the cellular internalization activities
of CCPC 140 and its variants

The binding to GAGs of proteoglycans has been shown to trigger
CPPs and viral internalization by endocytosis. We investigated
the effect of GAG binding on CCPC 140 and its variant cellular
internalization activities (Fig. 2-4). The CHO-derived pgsA-745
strain lacks GAGs*”*® and is often used to evaluate the GAG-
binding-triggered cell penetration of CPPs and viruses. 3%
To compare the cellular internalization activity of CCPC 140,
uncationic CCPC 140 pI 6.5, and partially folded CCPC 62, we
evaluated the effect of both the electrostatic interactions
between CCPCs and GAGs and the structural rigidity and
anisotropy of CCPCs on cellular internalization.

CCPC 140 and its derivatives were fluorescently labeled with
Alexa Fluor 532. The labeled CCPC 140 and its derivatives were
adjusted to a molar ratio of 1.8-2.1 (two polypeptide chains
reduced to one molecule), which was confirmed by the protein
concentration and fluorophore absorbance. One possible effect
on CCPC molecule by labeling is a decrease in primary amine at
the surface of CCPCs (mainly side chain of lysine). This can
cause decreasing pI of CCPCs. To minimize the effect of labeling
on CCPCs structure and functions, almost one fluorophores
bound on each CCPC polypeptide chain. The labeled CCPC 140
and its derivatives were added to both wild-type CHO-K1 with
GAGs and pgsA-745 cultures at concentrations ranging from
10 nM to 1 uM, and the cellular uptake of the labeled CCPC 140
and its derivatives was examined using fluorescence microscopy
and FACS (Fig. 2, 3 and S17). Generally, cationic polymers are
known to show cytotoxicity concentration dependent manner,
we have confirmed that no significant cytotoxicity was observed
at the concentrations of CCPCs used in this study (Fig. S2t). We
detected a significant fluorescence signal from the cells 2 h after
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Fig. 2 Quantitative FACS analysis of the cell-penetrating activity of
Alexa Fluor 532-labeled CCPCs against CHO-K1 (A-C) and pgsA-745
(D—F). (A and D) are CCPC 140, (B and E) are CCPC 62, and (C and F)
are CCPC 140 pl 6.5 administrated cells, respectively. Cells were
incubated without CCPCs (gray) and with 10 mM (green), 100 mM
(blue) and 1 pM (red). Fluorescent labeling efficiency is 1.8, 2.0, and 2.0
for CCPC 140, CCPC 140 pl 6.5, and CCPC 62, respectively.

we added CCPC 140 to CHO-K1 cells at a final concentration of
10 nM (Fig. 2, S1,1 and 4A). These observations agree with those
made in our previous experiments using human cancer-derived
cell lines.”” The FACS data showed that the fluorescent signals
from each cell were saturated with more than 100 nM CCPC 140
in the CHO-K1 cells (Fig. 3A). Although we did not detect
significant fluorescence signals from pgsA-745 at 10 nM CCPC

>
(3}
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Fig. 4 Mean fluorescence intensities of quantitative FACS analysis of
the cell-penetrating activity of Alexa Fluor 532-labeled CCPCs against
CHO-K1 and pgsA-745 with (orange) or without (blue) neuraminidase
treatment. Fluorescent label efficiency is 2.1 and 2.0 for CCPC 140 and
CCPC 62, respectively. Data from four independent measurements
were averaged. The error bar represents the standard error. * means P
< 0.05; ** means P < 0.005 for neraminidase untreated CCPC-inter-
nalized cells.

140, 100 nM and 1 uM CCPC 140 were sufficient to detect
significant fluorescence signals from pgsA-745 (Fig. 4A). This
tendency was also seen in the partially folded but cationic CCPC
62 (Fig. 3B). The cellular internalization activity of CCPC 62 was
much lower than that of CCPC 140 but was also affected by the
GAGs. These results agree with previous reports using
unstructured but cationic CPPs.>* In the case of the structured
but noncationic CCPC 140 pI 6.5, significant fluorescent signals
were detected only with 1 uM addition to CHO-K1 (Fig. 3C).
These results show that the activation of GAG-dependent
endocytosis plays a major role in the superior cellular inter-
nalization activity of CCPC 140, similar to CPP cell penetration.
Moreover, as indicated by previous studies, this activation
occurs through electrostatic interactions between the cationic
CCPCs and acidic GAGs. However, the rigid and anisotropic
structural properties of CCPC 140 can enhance the induction
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Fig. 3 Mean fluorescence intensities of quantitative FACS analysis of the cell-penetrating activity of Alexa Fluor 532-labeled CCPCs against
CHO-K1 and pgsA-745. (A) CCPC 140 administrated CHO-K1 (red) and pgsA-745 (orange). (B) CCPC 62 administrated CHO-K1 (purple) and
pgsA-745 (light blue). (C) CCPC 140 pl 6.5 administrated CHO-K1 (green) and pgsA-745 (yellow-green). Fluorescent labeling efficiency is 1.8, 2.0,
and 2.0 for CCPC 140, CCPC 140 pl 6.5, and CCPC 62, respectively. Three independent measurements were averaged. The error bar represents

the standard error. * means P < 0.05 against untreated cells.
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of GAG-dependent endocytosis to a much larger extent than
those of unstructured cationic CPPs and partially folded CCPC
62. CPPs and CCPC 62, accumulation and cluster formation on
GAGs are required to activate GAGs-dependent endocy-
tosis.**** On the other hand, the activation of GAGs-dependent
endocytosis by CCPC 140 would require only a few molecules at
most.

Interestingly, adding 1 pM CCPC 140 to pgsA-745 allowed
cellular internalization to reach the saturation level of the
fluorescence signal. For CCPC 140 at a high concentration (1
uM), CCPC 140-activated GAG-independent endocytosis can
compensate for the loss of GAG-dependent endocytosis. Sialic
acid and hyaluronan binding-mediated endocytosis are
considered candidates for GAG-independent endocytosis.'>***?

3.3. Effect of neraminidase treatment on the cellular
internalization activities of CCPC 140 and its variants

Previous studies showed that the cellular internalization activity
of unstructured CPPs was reduced by the removal of sialic acid
from cell surfaces.""” Neuraminidase catalyses the hydrolysis of
sialic acid. To evaluate the effect of sialic acid binding on the
cellular internalization of CCPC 140 and CCPC 62, we investi-
gated the effect of sialic acid removal on the cellular internali-
zation ability of CCPCs (Fig. 4).

We found a significant increase in the cellular internaliza-
tion activity by adding CCPC 140 and CCPC 62 to pgsA-745 cells
with neuraminidase treatment. In the absence of GAGs on the
cellular surface, sialic acid seems to display an inhibitory
potency against both structured and partially folded CCPCs. On
the other hand, in the presence of GAGs, the neuraminidase
treatment had no effect on the cellular internalization activity of
CCPC 140, whereas an inhibitory effect was observed on the
cellular internalization activity of CCPC 62 (Fig. 4). Sialic acid
itself has an inhibitory effect on the cellular internalization
activity, but for unstructured CPPs and partially folded CCPC
62, it may act to recruit CPPs to GAGs due to its acidic proper-
ties. Also, it was found that the binding of CCPC 140 to GAGs
does not require the recruitment by sialic acid because of its
structural properties.

3.4. Cellular internalization mechanisms of CCPC 140 and
its variants

There was considerable variation in the activation of endocytic
pathways. Previous CPP studies have indicated that CPPs acti-
vate multiple endocytosis pathways through many routes and
can penetrate cells. Using endocytosis inhibitors, we attempted
to clarify which endocytic pathways were activated by each
physicochemical characteristic of CCPC 140. We refer to the
experimental conditions used to measure the significant fluo-
rescent signals in Fig. 3, and also evaluate the cellular inter-
nalization activities using FACS (Fig. 5). We have confirmed that
there the endocytosis inhibitors had no effect on the cell
viability under the conditions of the current experiment
(Fig. S371).

Endocytic pathways include various mechanisms involving
endocytosis and macropinocytosis. Nystatin breaks lipid raft

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Mean fluorescence intensities of quantitative FACS analysis of
the cell-penetrating activity of Alexa Fluor 532-labeled CCPCs against
CHO-K1 and pgsA-745 with nystatin (blue), jasplaskinolide (red) and
toxin B (yellow) or without endocytosis inhibitors (blue) without
endocytosis inhibitors. Data from three independent measurements
were averaged. Fluorescent label efficiency is 2.1, 2.0, and 2.0 for
CCPC 140, CCPC 140 pl 6.5, and CCPC 62, respectively. The error bar
represents the standard error. * means P < 0.05; ** means P < 0.005
for inhibitor-free CCPC-penetrated cells.

structures and abolishes membrane raft endocytosis.****¢ Thus,
nystatin acts as an inhibitor of caveola-mediated endocytosis.
CCPC 140 and CCPC 140 pI 6.5 displayed significantly
decreased cellular internalization of CHO-K1 cells with the
addition of nystatin (Fig. 5). This decrease in the cellular
internalization activity of CCPC 140 was not observed at
a concentration of 1 uM. It was also not observed when CCPC
140 was administrated to GAG-free pgsA-745 cells. In contrast,
the cellular internalization activity of partially folded CCPC 62
was not significantly affected with either CHO-K1 or pgsA-745
cells (Fig. 5).

On one hand, macropinocytosis often plays a much more
important role in the cellular internalization of CPPs than
endocytosis does.*®" ™ Jasplakinolide is known to completely
inhibit macropinocytosis by inhibiting actin cytoskeleton
reconstitution.*”** Jasplakinolide inhibited the cellular inter-
nalization activity of CCPC 140 and its variants under all the
conditions tested in our experiments (Fig. 5). Toxin B also
inhibits macropinocytosis through the inhibition of Rho family
GTPase activity.*>*® The cellular intenalization ability of CCPC
62 with CHO-K1 cells appeared to be affected by the addition of
toxin B (Fig. 5). This decrease in the cellular internalization
activity of CCPC 62 was not observed with pgsA-745 cells. In
contrast, the cellular internalization activity of CCPC 140 and
CCPC 140 pI 6.5 was unaffected by toxin B in CHO-K1 and
pgsA-745 cells (Fig. 5).

The cellular internalization pathway of CCPC 140 seems to
involve macropinocytosis more than caveolae endocytosis when
comparing the degree of inhibition of cellular internalization
activity of CCPC 140. In addition, macropinocytosis is
a common route for the cellular internalization of CPPs, CCPC
140, and its variants.*®'""3 Previous studies have shown that
CPPs binding to proteoglycans, including cell-surface GAGs,
trigger the activation of Racl, a Rho family GTPase."***
Following actin remodeling induced by Racl, CPPs are inter-
nalized into cells through macropinocytosis.”*** Although
structured and partially folded CCPCs are internalized through
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macropinocytosis, the signaling pathway leading to actin
remodeling activation differs from that associated with struc-
tured CCPCs and partially folded CCPC 62 (Fig. 6). The rigid and
anisotropic structures of CCPCs, CCPC 140, and CCPC 140 pI
6.5 do not significantly affect the activation of Rho family
GTPase-dependent macropinocytosis. In addition, the activa-
tion of macropinocytosis by the structured CCPCs does not
seem to depend on the interaction between the cationic surface
of CCPC 140 and GAGs.

It has been reported that unstructured short CPPs, such as
octa-arginine and TAT, do not effect cellular internalization
with the addition of nystatin.'****¢ Nystatin's effect on the
cellular internalization of CCPC 140 was only seen when 100 nM
CCPC 140 was administered to CHO-K1 cells (Fig. 5). At higher
concentrations (1 uM), nystatin's effect was not seen, possibly
because the other endocytic pathways activated by CCPC 140
can be fully compensate nystatin's effect. However, this does not
mean that the caveolae endocytosis pathway is not important
for the cellular internalization of CCPC 140. The caveolae
endocytosis pathway can be an important endocytic pathway at
low concentrations of CCPC 140. The most significant feature of
CCPC 140 is its ability to internalize cells efficiently, even when
administered at low concentrations.

It has also been reported that proline-rich CPPs use caveola-
mediated endocytosis for internalization.*” Proline-rich CPPs
tend to form fibrillar structures by self-assembly.* Therefore,
we speculate that caveola-mediated endocytosis is a common
route for the cellular internalization of both fibrillar proline-
rich CPPs and CCPC 140. Furthermore, CPP-cargo protein
conjugates and a PepFact14/DNA conjugate displayed cellular
internalization via caveolae endocytosis.'®**** 1In the
PepFact14/DNA conjugate, a tightly formed peptide/DNA poly-
ion complex might work as a structural factor for the activation
of caveola-mediated endocytosis.*® In the case of CPP-cargo
protein conjugates, a portion of the cargo protein also becomes
a factor for activating caveola-mediated endocytosis.'®*3%5*
Thus, we consider that low-concentration CCPC 140-activated
GAG-binding-dependent activation of caveola-mediated endo-
cytosis is due to the anisotropic structure of CCPC 140
(Fig. 6).%>>*

CCPC 140 on GAGs

Caveolae
Activate Non-Rho GTPase dependent
macropinocytosis

Activate Caveola endocytosis

partially folded CCPC 62 clusterd on GAGs

Caveolae
Activate Rho GTPase dependent
macropinocytosis

Fig.6 Schematic illustration of the activation pathways of endocytosis
utilized by CCPC 140 and partially folded CCPC 62.
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4 Conclusions

We previously reported an artificial protein, CCPC 140, which
displays superior cellular internalization activity because of its
cationic surface properties and rigid and anisotropic structure.
The activation of GAG-dependent endocytosis by electrostatic
interactions between CCPC 140 and GAGs plays a major role in
the superior cellular internalization activity of CCPC 140 and
CPPs. Sialic acid itself has an inhibitory effect on the cellular
internalization activity, but for unstructured CPPs and partially
folded CCPC 62, it may act to recruit CPPs and CCPC 62 to GAGs
due to its acidic properties. Macropinocytosis is a common
route for the cellular internalization of CCPC 140 and CPPs, but
structured CCPCs do not seem to depend on the activation of
Rho-family GTPase-induced macropinocytosis. The GAG-
binding-dependent activation of caveola-mediated endocytosis
plays a role in CCPC 140 cellular internalization. Further studies
on biophysical processes will provide important knowledge for
the efficient intracellular delivery of pharmaceutical molecules,
and control over the activity and endocytic pathways of carriers
can be optimized.
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