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Abstract: We reported for the first time that cationic pillar[6]arene (cPA6) could tightly bind to peptide
polymer (MW~20-50 kDa), an artificial substrate for tyrosine (Tyr) phosphorylation, and efficiently
inhibit Tyr protein phosphorylation through host-guest recognition. We synthesized a nanocomposite
of black phosphorus nanosheets loaded with cPA6 (BPNS@cPA®6) to explore the effect of cPA6 on cells.
BPNS@cPA6 was able to enter HepG2 cells, induced apoptosis, and inhibited cell proliferation by
reducing the level of Tyr phosphorylation. Furthermore, BPNS@cPA6 showed a stronger ability of
inhibiting cell proliferation in tumor cells than in normal cells. Our results revealed the supramolecular
modulation of enzymatic Tyr phosphorylation by the host—guest recognition of cPA6.
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1. Introduction

Molecular recognition plays a crucial role in biological systems. Although several recognition
principles are well understood, the design and synthesis of molecules to recognize expected target
molecules, such as proteins and enzymes, continue to pose challenges in the fields of biochemical
pharmaceuticals and medical diagnostics. In particular, the biomolecular interactions of peptides
and proteins with macrocyclic receptors are of great interest in chemical biology and therapeutic
applications [1-12]. Recent studies have revealed the host-guest recognition between peptides and
macrocyclic hosts, such as cucurbituril, cyclodextrin, and calixarene, on the basis of amino acid
sequence-specific recognition via supramolecular interactions, including hydrogen, charge transfer,
and stacking interactions [13-21].

Pillararenes, a new class of macrocyclic hosts, have recently received considerable attention for
their intriguing and unique characteristics and properties, including facile synthesis, easy and simple
functionalization, and ready solubility in aqueous solutions or organic solvents [22-24]. Although the
molecular recognition of pillararenes and guests in organic solvents has been extensively investigated,
few studies have focused on the interactions of pillararenes and biomacromolecules (e.g., proteins or
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enzymes) in aqueous solutions [25-29]. Yang’s group recently found that carboxylated pillar[6]arene can
remarkably inhibit the pentamer formation of human papillomavirus (HPV) L1 via selective binding to
basic amino acids at the capsid protein interface [29]. This interesting result has laid the foundation for the
development of new supramolecular inhibitors for HPV treatment. More recently, Barbera and co-workers
reported an antimicrobial coating capable of the sustained release of antibiotics based on electrostatically
assembled multilayers between carboxylated pillar[6]arene and poly(allylamine hydrochloride) [30].
Joseph et al. synthesized a positively charged amphiphilic pillar[5]arene that can inhibit biofilm formation
in Gram-positive and Gram-negative bacteria [31]. Despite these advances, however, the effects of
pillararenes on protein or enzyme bioactivity are incompletely understood [25,27].

Protein tyrosine kinases (PTKs) are important enzymes that catalyze the addition of phosphoryl
group from adenosine triphosphate (ATP) to the tyrosine (Tyr) hydroxyl group, resulting in the
phosphorylation of Tyr residues [32]. PTKs are divided into two groups: (1) membrane receptor PTKs
(RTKSs), such as epidermal growth factor receptor and insulin receptor, and (2) non-receptor-linked
PTKs [33]. In general, RTKs undergo auto-phosphorylation via ligand-binding and trigger a cascade
of phosphorylation events involving downstream kinases, which leads to the phosphorylation
of target proteins in cells involved in cell proliferation, differentiation, and carcinogenesis [34].
Furthermore, many diseases (e.g., cancer, diabetes, and neurodegenerative disease) are connected
to PTK activity [35,36]. Thus, targeting the active site of PTK via small molecules/drugs to inhibit
Tyr phosphorylation remains a challenge [37,38]. Alfonso’s research group recently synthesized two
artificial peptide cages that could inhibit Tyr phosphorylation by forming a supramolecular complex
with Tyr residues in the polypeptide substrate [39]. On the basis of the highly inhibitory action
of the PTK enzyme through substrate binding, we hypothesized that macrocyclic molecules may
hinder the phosphorylation of Tyr residue due to their strong affinity to form complexes between
the corresponding peptide substrate and supramolecule. However, to the best of our knowledge,
the inhibition of Tyr phosphorylation by a typical macrocyclic molecule has not yet been reported.

Here, we first explored the ability of cationic pillar[6]arene (cPA6, Scheme 1) to inhibit Tyr
phosphorylation and investigated the inclusion capacity of cPA6 with Tyr. As a new two-dimensional
(2D) nanomaterial, black phosphorus nanosheets (BPNS) can enter cells and were used as a carrier of
cPA6. To investigate whether cPA6 inhibits tyrosine phosphorylation in cells, cPA6 was conjugated
with BPNS, and the phosphorylation level of protein in cells was evaluated in the presence of the
BPNS@cPA6 composite (Figure 1).
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Figure 1. Schematic representation of the proposed mechanism of cationic pillar[6]arene (cPA6)-mediated

inhibition of tyrosine (Tyr) phosphorylation. (A) cPA6 inhibits Tyr phosphorylation by host-guest recognition.
(B) cPA6 induces cell apoptosis by inhibiting Tyr phosphorylation.
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Scheme 1. Chemical structure of cationic pillar[6]arene (cPA6).

2. Results and Discussion

2.1. Inhibition of Tyr Phosphorylation by Macrocyclic Molecules in Vitro

Some macrocyclic molecules, including p-cyclodextrin (B3-CD), cucurbit[7]uril (CB?7),
sulfonated calix[8]arene (SCX8), water-soluble carboxylated pillar[5]arene (WPAS5), cationic pillar[5]arene
(cPA5), and cPA6, were tested to explore whether macrocyclic molecules are able to inhibit Tyr
phosphorylation. The synthesis and characterization of pillararenes are reported in the Supplementary
Information (Schemes S1-512, Figures S1-510). Subsequently, the inhibition of Tyr phosphorylation was
performed using poly(Glu, Tyr) sodium salt (pEY), a random polymer with a molecular weight (MW) of
20-50 kDa and a Glu:Tyr molar ratio of 4:1, as a model substrate (Figure S11). As shown in Figure 2B,
although most of macrocyclic molecules could inhibit phosphorylation by PTK, the inhibitory activity
of positively charged macrocyclic hosts (cPA5 and cPA6) were much higher than that of negatively
charged/uncharged macrocyclic hosts (3-CD, CB7, wPA5, and SCX8), suggesting that the greater positive
charge of the macrocyclic molecules may be beneficial to bind pEY. Therefore, the binding ability of the
two cationic pillararenes to pEY was further tested by isothermal titration calorimetry (ITC).
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Figure 2. (A) In vitro inhibition of Tyr phosphorylation by various concentrations of cPA6. (B) The
inhibition of Tyr phosphorylation by different macrocyclic supramolecules. Each supramolecule of cPA6
(100 uM), cationic pillar[5]arene (cPA5) (400 uM), sulfonated calix[8]arene (SCX8) (400 uM), water-soluble
carboxylated pillar[5]arene (WPAS5) (400 uM), cucurbit[7]uril (CB7) (400 uM), orB-cyclodextrin (3-CD)
(400 uM) was dissolved in PBS (pH 7.2) and added to the wells containing a polyEY (pEY) substrate at
25 °C for 1 h before the addition of Protein tyrosine kinase (PTK) and adenosine triphosphate (ATP).
Data are presented as the mean +SD (n = 3). (C,D) Isothermal titration calorimetry (ITC) assay of
cPA6 with pEY in PBS (pH 7.2) at 25 °C. The data indicate that the Kp is 2.64 x 10~® M for interaction
between cPA6 and pEY. (C) Raw ITC data for 19 sequential injections (10 pL per injection) of a pEY
solution (2.00 mM) into a cPA5 solution (0.045 mM). (D) Net reaction heat obtained from the integration
of the calorimetric traces.
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Based on Kp value, which reflects the average contact affinity of a macrocyclic molecule to each
E4Y (one repeating unit of pEY) binding site, cPA6 showed a higher affinity toward pEY with a binding
constant (Kp = (2.64 + 0.21) x 10~ M, Figure 2C,D) than cPA5 (Kp = (5.65 + 0.82) x 107 M, Figure S12),
indicating stronger interactions between the cPA6 and pEY. Therefore, cPA6 was used as an inhibitor
of Tyr phosphorylation in the subsequent experiments. As shown in Figure 2, the inhibition rate of Tyr
phosphorylation increased with increasing cPA6 concentrations from 0 to 100 pM, and the highest
phosphorylation inhibition rate was 68.76% in the presence of 100 uM cPAS6.

2.2. Host—Guest Interaction between cPA6 and pEY

The host-guest interactions between pEY and cPA6 were investigated by ultraviolet (UV),
circular dichroism (CD), fluorescence, and nuclear magnetic resonance (NMR) technologies. The UV
spectra showed that absorbance was decreased slightly and a minor redshift occurred when cPA6 was
added to the aqueous solution of pEY (Figure 3A). The CD spectrum of pEY displayed a traditional random
coil conformation at a negative peak of 198 nm (Figure 3B); however, this peak dramatically decreased in
the presence of cPA6, indicating that the cPA6 remarkably affected the structure of the peptide. Moreover,
the fluorescence titration of cPA6 with pEY generated different fluorescence emission spectra. With the
addition of pEY, the fluorescence of cPA6 was obviously quenched (Figure S13), suggesting the interaction
between cPA6 and pEY.
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Figure 3. (A) Ultraviolet (UV) spectrum of pEY (black), cPA6 (red) and equivalent mixture of pEY with
cPAG6 (blue) in PBS (pH 7.2). (B) Circular dichroism spectra of pEY (20 uM), cPA6 (20 uM), and equivalent
mixture of pEY with cPA6 (20 uM, black) in PBS (pH 7.2). (C) H nuclear magnetic resonance (NMR)
spectra (500 MHz) of cPA6, pEY, and cPA6/pEY complex in 50 mM Tris-DCl buffer at pD 7.2.
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To understand the host-guest interaction, the cPA6/pEY complex was investigated at pD 7.2 by 'H
NMR spectroscopy in Tris-DCI buffered D,O. As shown in Figure 3C, the resonance peaks related to
the protons of pEY were markedly decreased in the presence of cPA6 compared with those of the free
guest, possibly because the ring of Tyr residues entered the cavity of cPA6 to form an inclusion complex.
These results further demonstrated that cPA6 could form an inclusion host-guest complex. To obtain
further information of the host—guest complex, 2D nuclear overhauser effect spectroscopy (NOESY)
spectroscopy of pEY and cPA6 was performed. Figure 4 shows the NOESY spectrum of an equimolar
mixture of cPA6 with pEY in Tris-DCl buffer, which clearly displays NOE cross-peaks between the H;
and H; of pEY and the aromatic proton moieties (H,) of cPA6. To gain detailed information on the
binding modes of the host—guest complex, we performed molecular docking studies. The possible
binding models of cPA6/pEY were simulated using the DOCK®6.7 software package. Figure 5 shows the
energy-minimized structure of the cPA6/pEY complex, in which the guest molecule is tightly wrapped
with cPA6. The Tyr residues of pEY were clearly threaded into the cavity of the cPA6 molecule, and the
host—guest complex was stabilized by the stacking and hydrophobic interactions between the benzene
ring of Tyr and the circumjacent benzene rings of cPA6. In addition, the carboxylic groups of glutamic
acid (Glu) residues bind tightly with the circumjacent trimethylamines located on the lower side of
cPA6 through electrostatic interactions (Figure 5A,B). These molecular docking data are in agreement
with the obtained 'H NMR result.
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Figure 4. Selected area of the 2D "H-'H nuclear overhauser effect spectroscopy (NOESY) spectrum of
cPA6/pEY (500 MHz, Tris-DCl buffer prepared with D,0O, 25 °C). [cPA6] = 2.0 mM, [pEY] = 2.0 mM.
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Figure 5. Conformation of the pEY/cPA6 complex by molecular docking: (A) top view; (B) side view.
2.3. Effect of cPA6 on Tyr Phosphorylation in Cells

As cPA6 can inhibit Tyr phosphorylation through the formation of the cPA6/pEY complex,
it is of great interest to further explore whether cPA6 affects phosphorylation at the cellular level.
BPNS is a new 2D nanomaterial that has been widely used in drug delivery, photothermal therapy,
and other fields [40]. Herein, BPNS was used as a carrier of cPA6. We synthesized fluorescein
isothiocyanate (FITC)-modified BPNS@cPA6 nanocomposite and investigated whether cPA6 can
enter cells. The synthesized nanocomposite was characterized by thermogravimetric analysis (TGA),
Raman spectroscopy, Fourier transform infrared (FTIR) spectroscopy, zeta potential measurement,
transmission electron microscopy, energy dispersive X-ray spectrometry (EDX), and atomic force
microscopy (AFM). The mass loss of BPNS@cPA6 (16.44%) was more than that of BPNS (3.26%) when the
temperature reached 400 °C, indicating that 13.2% of cPA6 was successfully loaded on BPNS based on
the difference of mass loss between BPNS and BPNS@cPA6 (Figure 6A). Accordingly, in the subsequent
experiments, the concentration of BPNS@cPA6 was added in cell with the same concentration of
cPA6. The slight shift of the Raman spectra of BPNS toward high wavenumber compared with
bulk phosphorus (BP) is ascribed to the formation of ultrathin nanosheets [41]. The Raman spectra
of BPNS and BPNS@cPA6 (Figure 6B) indicate that BPNS@cPA6 maintains the structure of BPNS.
The FTIR spectrum of BPNS in Figure 6C shows stretching vibrations of P-O (1072 cm~! and 1120 cm™')
and P=0 (1620 cm™). As for cPA6, the bands observed at 3015 cm™, 2954 cm™!, and 2856 cm™!
are assigned to CH, and CHj stretching vibrations; the bands observed at 1626 cm~1, 1506 ecm™1,
1482 cm™!, and 1404 cm™~! belong to phenyl plane bending vibrations; the bands observed at 1205 cm™!
is attributed to C-O-C stretching vibration; and the bands at 969 ecm~! 876 cm™!, and 782 cm™! are
assigned to phenyl out-of-plane bending vibrations (Figure 6C). These characteristic peaks appeared
in the FTIR spectra of BPNS@cPA®6, indicating the successful composition of the materials. The zeta
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potential of BPNS was positive, however, that of BPNS@cPA6 was negative, because of the introduced
positive charge of cPA6 (Figure 6D,E). The EDX analysis results of BPNS and BPNS@cPAG6 are illustrated
in Figure 7C,D. As can be observed, only P was present in BPNS and C, O, and Br existed in BPNS@cPA6
composites aside from P. This indicates the successful preparation of the nanocomposite. The AFM
images of the materials (Figure 7E,F) revealed that the thickness of BPNS is approximately 3 nm,
and that of BPNS@cPAG6 is approximately 4 nm. The increase in thickness is due to the introduction of
cPA6 to BPNS. All these results supported the successful preparation of the BPNS@cPA6 nanocomposite.
The phosphorylation level of proteins was investigated using Western blot to investigate whether
cPAG6 inhibits phosphorylation in cell. As shown in Figure 8A, BPNS or cPA6 alone did not inhibit
Tyr phosphorylation, whereas BPNS@cPA6 remarkably inhibited the phosphorylation, because cPA6
from BPNS@cPAG6 entered the cell. Although cPA6 could inhibit the phosphorylation of the Tyr of the
polypeptide (Figure 2A), a lower inhibition of phosphorylation was observed in the presence of cPA6
alone, because less cPA6 entered cells when compared with BPNS@cPA®6.
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Figure 6. Characterization of black phosphorus nanosheets (BPNS) and BPNS@cPA6. (A) Thermogravimetric
analysis (TGA) curves of BPNS and BPNS@cPA6. (B) Raman spectra of BP bulk, BPNS and BPNS@cPA6.
(C) Fourier transform infrared (FTIR) spectra of BPNS, BPNS@cPA6, and cPA6. Zeta potentials of BPNS
(D) and BPNS@cPAG (E).

FITC-modified BPNS@cPA6 nanocomposite were added to the human hepatocellular carcinoma
cell line HepG2 to detect the role of BPNS@cPAG6 in cells. We can confirm that more BPNS@cPA6
nanocomposites entered the cells as the incubation time increased (Figure 514). Intriguingly, the addition
of BPNS@cPA6 induced a concentration-dependent decrease in cell viability as evaluated by Counting
Kit-8 (CCK-8) assay with a maximum inhibition rate of 64.50%. However, this reduced viability was
not found in cells incubated with BPNS or cPA6 alone (Figure 8B). Apoptotic cells were stained by
fluorescence assay using the Hoechst 33342 nucleic acid stain to determine whether cPA6 induces
cell apoptosis. As shown in Figure 8C, the red dots stained by propidium iodide (PI) increased in
the presence of BPNS@cPA6 compared with BPNS. This result indicated that BPNS@cPA6 induced
apoptosis. Apoptosis detection was further confirmed using the Annexin V-FITC Cell Apoptosis
Detection Kit. Similar results were obtained (Figure S15). All these results demonstrated that cPA6
induced apoptosis and decreased cell proliferation in HepG2 cells.
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Figure 7. Transmission Electron Microscope (TEM) images of BPNS (A) and BPNS@cPA6 (B).
Energy dispersive X-ray spectrometry (EDX) analysis of BPNS (C) and BPNS@cPA6 (D). Atomic force
microscopy (AFM) images of BPNS (E) and BPNS@cPAG6 (F).

We further explored the effect of BPNS@cPA6 on the viability of normal and tumor cells using
CCK-8 assay. As shown in Table 1, the half maximal inhibitory concentration (ICsj) values of
BPNS@cPAG6 in normal cells were higher than those in tumor cells, indicating that BPNS@cPA6 has a
stronger effect on tumor cells than on normal cells. PTK is more active in tumor cells than in normal
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cells [33], but phosphorylation was remarkably inhibited in the presence of BPNS@cPA6. This result
may be caused by the formation of the tight host—guest interactions between cPA6 and Tyr, which inhibit
Tyr phosphorylation. More negatively charged phosphatidylserine and phosphatidylinositol are found
on the surface of tumor cells [42,43], which may promote the entrance of cPA6 into tumor cells and
thus inhibit Tyr phosphorylation. BPNS@cPA6 may be used in tumor treatment because this composite
can inhibit the proliferation of several tumor cells.
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Figure 8. Effect of BPNS@ cPA6 on cells. (A) Western blot analysis of Tyr phosphorylation in human
hepatocellular carcinoma HepG2 cells treated with various compounds (concentrations of BPNS and
BPNS@cPAG6 are 0.286 mg~mL’1, concentration of cPA6 is 0.038 mg-mL’l) for 12 h and 24 h; -actin was
used as an internal control. (B) Cell viability was influenced by different concentrations of BPNS,
cPA6 and BPNS@cPAG6 (the concentration of cPA6 was 13.2% of BPNS@ cPA6 or BPNS), and a standard
Counting Kit-8 (CCK-8) assay was performed. (C) Fluorescence images of HepG2 cells incubated with
BPNS-PEG-FITC and BPNS@cPA6-PEG-FITC (both 0.02 mg/mL) using PI for 12 h (scale bar: 200 um):
nucleus (Hoechst, blue); nanocomposite (FITC, green); apoptotic or dead cells (PI, red).

In this study, the inhibition of Tyr phosphorylation by cPA6 is based on supramolecular binding
to the enzyme’s substrate instead of PTK activity. This mechanism is completely different from that
of traditional small-molecule PTK inhibitors. Pre-existing or acquired mutations in the PTK domain
induce drug resistance to small-molecule PTK inhibitors [44]. Thus, we believe that the drug resistance
of small-molecule PTK inhibitors may be reduced when cPA6 is used as a phosphorylation inhibitor on
the basis of the tight binding of cPA6 with the substrate/Tyr. Interestingly, as an easily synthesized and
functionalized macromolecule [22-24,45,46] pillararenes can be functionalized to form supramolecular
assemblies [47], and this feature may broaden the applications of this host in medical therapies,
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drug delivery, or other biological areas. Therefore, cPA6 may be an efficient anti-cancer drug that
prevents ATP activity and inhibits Tyr phosphorylation. Herein, we presented a potential approach to
modulate phosphorylation using a pillararene through substrate recognition. Although the inhibition
of phosphorylation by cPA6 is nonspecific in cells, cPA6 may play a potential role in modulation of
biological functions if the targeting design of materials is introduced in drug delivery.

Table 1. The half maximal inhibitory concentration (ICsg) values of BPNS@cPAG6 against cell lines (mg-mL’l).

Cell Type Cell Line ICsp (mg-mL-1)
Cancer cell HepG2 0.1229
BT474 0.1586
LNCaP 0.1901
Normal cell L-02 0.2752
MCF10A 0.2833
293T 0.2791

3. Conclusions

In conclusion, we demonstrated the inclusion complexation behavior of macrocyclic hosts with
pPEY, which is an artificial substrate of PTK. Among the hosts assessed, cPA6 showed the strongest
binding ability to pEY. Enzymatic Tyr phosphorylation was efficiently inhibited by cPA6, and the
maximum phosphorylation inhibition rate (68.76%) was observed in the presence of 100 uM cPA6.
Molecular docking results showed that the Tyr residues of pEY threaded into the cavity of cPA6
molecules and were stabilized through stacking and hydrophobic interactions between the benzene ring
of Tyr and the circumjacent benzene rings of the host. In addition, the negatively charged carboxylic
groups of Glu residues bound tightly with the circumjacent positively charged trimethylamines located
on the lower side of cPA6 through electrostatic interactions. BPNS@cPA6 promoted cell apoptosis
and inhibited cell proliferation by decreasing Tyr phosphorylation in HepG2 cells. BPNS@cPA6 also
inhibited the viability of cells, especially tumor cells. These findings lay the groundwork for the use of
pillararenes or their assemblies to modulate biochemical activity through substrate recognition

4. Materials and Methods

4.1. Materials, Reagents, and Equipment

SCX8 was obtained from Tokyo Chemical Industry Co., Ltd (Tokyo, Japan). 3-CD, CB7, and pEY
(MW =20-50 kDa; concentration calculated on the basis of the MW of the repeating unit: 786)
were purchased from Sigma-Aldrich Co., Ltd. (St. Louis, MO, USA). Phosphate-buffered saline
(PBS, pH 7.2) was purchased from Shanghai BasalMedia Technologies Co., Ltd. (Shanghai, China).
Black Universal Tyrosine Kinase Assay Kit was purchased from Takara Bio Inc. (Shiga, Japan). BP crystal
was purchased from Kunming Black Phosphorus Technology Service Co., Ltd. (Kunming, China).
FITC-PEG-NH, was purchased from Aladdin Chemical Reagent Lo., Ltd. (Shanghai, China). Hoechst 33342,
PI and Annexin V-FITC Cell Apoptosis Detection Kit were purchased from Beyotime Biotechnology
Co., Ltd. (Shanghai, China). CCK-8 was purchased from DOJINDO Chemical Technology Co., Ltd.
(Shanghai, China). Dulbecco’s modified Eagle medium (DMEM), fetal bovine serum (FBS), streptomycin,
penicillin radioimmunoprecipitation assay (RIPA) buffer, EDTA-free protease inhibitor cocktail tablets
and bicinchoninic acid (BCA) protein assay kit were purchased from Thermo Fisher Scientific (Waltham,
MA, USA). Horseradish peroxidase (HRP-)-conjugated monoclonal anti-phospho-tyrosine antibody was
purchased from R&D Systems Inc. (Minneapolis, MN, USA). Anti-actin monoclonal antibody was obtained
from Affinity Biosciences Inc., (Cincinnati, OH, USA). HRP-conjugated secondary antibody was purchased
from Santa Cruz Biotechnology Inc., (Delaware Ave Santa Cruz, CA, USA). All other reagents and solvents
were commercially available and used as supplied without further purification. All aqueous solutions
were prepared with deionized water (18 M() cm).
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UV spectra were analyzed in a UNICO 2100 UV-visible spectrometer (Shanghai, China). CD spectra
were measured at 190-400 nm with a Chirascan spectrometer (Applied Phomiddlehysics Ltd., Surrey,
UK), and the digitized data were transferred to a microcomputer and processed. Samples were dissolved
in PBS (pH 7.2) at a concentration of 20 uM. ITC experiments were performed using a MicroCal
PEAQ-ITC colorimeter (MicroCal, Northampton, MA, USA) to investigate the thermodynamic and
kinetic characteristics of the interactions between pEY and pillararenes. NMR spectra were recorded
with a Brucker AVANCE DRX 400, a Bruker AVANCE III HD 500 or a Bruker AVANCE III HD 600
spectrophotometer (Rheinstetten, Germany). The absorbance of a 96-well microplate was read on a
BioTek Epoch (Winooski, VT, USA). A Q50 TGA instrument (New Castle, DE, USA) was used for TGA.
Raman spectra were obtained on a 400F Perkin-Elmer Raman spectrometer (Shelton, WA, USA) with a
514.5 nm wavelength incident laser light. A Thermo Fisher Scientific Nicolet IS10 FTIR (Waltham, MA,
USA) or Nicolet Impact 410 FTIR spectrophotometer was used for the FTIR spectrometry. A Malvern
Zetasizer Nano series was used for zeta potential measurements. The morphologies of the prepared
samples were characterized by a Bruker Dimension Edge atomic force microscope (Santa Barbara,
CA, USA) and a JEM 2100 transmission electron microscope (Tokyo, Japan) equipped with an energy
dispersive X-ray spectrometer. Polyvinylidene fluoride (PVDF) membranes were sourced from
Millipore (Billerica, MA, USA). All cells were visualized by IN Cell Analyzer 2200™ (GE Healthcare
Bio-Sciences, Little Chalfont, UK). Immunoreactive bands were visualized by Amersham Imager 6000
(GE, Tokyo, Japan).

4.2. Effect of Macrocyclic Supramolecules on Tyr Phosphorylation

The inhibition rate of Tyr phosphorylation was determined with a Universal Tyrosine Kinase
Assay Kit. Each supramolecule of cPA6 (100 uM), cPA5 (400 uM), SCX8 (400 uM), wPA5 (400 uM),
CB7 (400 uM), or 3-CD (400 uM) was dissolved in PBS (pH 7.2) and added to the wells containing
PEY substrate at 25 °C for 1 h before the addition of PTK and ATP. Then, the free supramolecule
was removed by washing with PBS for three times. The remaining experimental steps followed the
manufacturer’s instructions. Each experiment was performed in triplicate.

4.3. Molecular Docking

The X-ray structure of cPA6 analog (COD code: 41256564) was downloaded from the
Crystallography Open Database (http://www.crystallography.net/), and UCSF Chimera was used
to construct the 3D structure of cPA6. Hydrogen atoms were added and AM1-BCC charges assigned
by using the Dock Prep module with subsequent energy minimization. The initial 3D structure of
the peptide repeated unit pEY was also constructed in Chimera and then energy minimization was
performed at an AMBER £f14SB force field to obtain the optimized structure. The DMS tool in Chimera
was employed to generate the molecular surface of cPA6 using a probe atom with a 1.4 A radius.
The box center was set as x = 5.146 A, y=17.124 A, and z =10.322 A, and lengths in three directions
were as x = 28.333 A, y = 30.209 A, and z = 26.263 A. The sphgen module was used to generate spheres
that fill the surface because the whole cPA6 structure was treated as the binding site. The Grid module
was then used to produce Grid files for energy evaluation. Semi-flexible dockings were conducted in
DOCK program, where 10,000 different orientations were generated. Van der Waals and electrostatic
interactions were obtained between the host and guest. Afterward, clustering analysis was performed
(RMSD threshold was set to 2.0 A) to obtain the best scored poses. Finally, PyMOL was used for the
visualization of the docking results.

4.4. Synthesis of BPNS

Bulk BP (100 mg) dispersed in oxygen-free water (50 mL) was sonicated in an ice bath for 10 h.
Then, the suspension of BPNS was obtained by centrifugation at 2000 rpm for 10 min to dislodge the
unexfoliated bulk BP. The whole process was conducted in a light-free environment.
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4.5. Synthesis of BPNS @cPA6

BPNS (20 mg) and cPA6 (20 mg) were dispersed in oxygen-free water (10 mL) and sonicated in an
ice bath for 20 min. After stirring for 4 h, the mixture was centrifuged thrice to remove excess cPA6.
The whole process was carried out in a light-free environment.

4.6. Synthesis of BPNS-PEG-FITC and BPNS @cPA6-PEG-FITC

FITC-PEG-NH; (2 mg) and BPNS (0.2 mg) were dispersed in oxygen-free water (20 mL). The mixture
was sonicated in an ice bath for 20 min, stirred at 4 °C for 4 h, and centrifuged thrice to remove excess
FITC-PEG-NH; molecules. BPNS@cPA6-PEG-FITC was prepared using the same procedure as BPNS@cPA6
instead of BPNS. The whole process was carried out in a light-free environment.

4.7. Cell Culture

HepG2 cells were cultured in DMEM containing 10% FBS and 1% penicillin/streptomycin.
Cells were cultured at 37 °C and 5% CO,.

4.8. Uptake of BPNS@cPAG in Cells

HepG2 cells at a density of 5 x 10* cells per well were seeded in six-well culture plates for 24 h.
Then, the cells were incubated with BPNS-PEG-FITC and BPNS@cPA6-PEG-FITC (0.02 mg~mL_1)
at 37 °C under 5% CO, for different durations (1, 3, and 12 h). Then, the cell nuclei were labeled
with Hoechst 33342 solution (100x, 0.02 mL-well~!) for 10 min. All cells were visualized by IN Cell
Analyzer 2200.

4.9. Western Blot

Cells were dissolved by Radio-Immunoprecipitation Assay (RIPA) buffer with
ethylenediaminetetraacetic acid (EDTA)-free protease inhibitor cocktail tablets. The concentration
of total protein was determined using the BCA protein assay kit. The cell lysate was subjected to
sodium dodecyl sulfate-polyacrylamide gel electrophoresis and transferred onto PVDF membranes.
The membranes were then incubated with the following primary antibodies: HRP-conjugated
monoclonal anti-phospho-tyrosine antibody (1:5000), and anti-actin monoclonal antibody (1:3000).
Subsequently, the membranes were incubated with HRP-conjugated secondary antibody (1:5000) and
the immunoreactive bands were visualized by SuperSignal West Pico Chemiluminescent Substrate
using Amersham Imager 6000.

4.10. Cell Viability

HepG2 cells were seeded in a 96-well plate (1 x 10 cells-well~!) in DMEM at 37 °C under 5% CO; for
24 h. Then, the cells were incubated with different concentrations of BPNS, BPNS@cPA®6 (0, 0.033, 0.083,
0.167, 0.25, and 0.333 mg-mL~") and cPA6 (0, 0.004, 0.011, 0.022, 0.033, and 0.0440 mg-mL") for 24 h.
A standard CCK-8 assay was used to determine cell viability. Hoechst 33342 (100 x, 0.002 mL-well~!)
and PI (100x, 0.002 mL-well™!) solutions were used to stain apoptotic cells, which were also visualized
by IN Cell Analyzer 2200. We also used a standard Annexin V-FITC Cell Apoptosis Detection Kit assay
to determine apoptosis and visualized by IN Cell Analyzer 2200. HepG2 cells were incubated with
PBS, BPNS (0.1 mg:mL~! or BPNS@cPA6 (0.1 mg-mL~") in DMEM for 24 h.

Supplementary Materials: Supplementary materials include synthesis and characterization details,
titration experiments, uptake of BPNS@cPAG6 in cells and cell apoptosis can be found at http://www.mdpi.
com/1422-0067/21/14/4979/s1.

Author Contributions: Conceptualization, H.Z.; data curation, Y.-X.L., C.-T.Z. and Y.-T.Z.; formal analysis,
Y.-X.L.; funding acquisition, H.Z., C.-PL.; investigation, Y.-X.L. and C.-T.Z.; methodology, Y.-X.L. and H.Z.;
project administration, C.-P.L. and Y.-P.Z.; supervision, C.-PL., H.Z. and Y.-P.Z.; writing—review and editing,
C.-PL. and H.Z. All authors have read and agreed to the published version of the manuscript.


http://www.mdpi.com/1422-0067/21/14/4979/s1
http://www.mdpi.com/1422-0067/21/14/4979/s1

Int. ]. Mol. Sci. 2020, 21, 4979 13 0f 15

Funding: This research was funded by National Natural Science Foundation of China (21764005, 31760311,
and 21565029), Key Projects of Yunnan Natural Science Foundation (2018FA005), Key Research and Development
Projects of Yunnan (2018BC005), and the Program for Excellent Young Talents and Donglu Scholars of
Yunnan University.

Conflicts of Interest: There are no conflicts to declare.

Abbreviations

ATP

adenosine triphosphate

BPNS black phosphorus nanosheets

ITC  isothermal titration calorimetry

PTK protein tyrosine kinase

References

1. Peczuh, M.W.; Hamilton, A.D. Peptide and protein recognition by designed molecules. Chem. Rev. 2000, 100,
2479-2494. [CrossRef] [PubMed]

2. Tashiro, S.; Tominaga, M.; Kawano, M.; Therrien, B.; Ozeki, T.; Fujita, M. Sequence-selective recognition of
peptides within the single binding pocket of a self-assembled coordination cage. . Am. Chem. Soc. 2005, 127,
4546-4547. [CrossRef]

3.  Beaver, J.E.; Waters, M.L. Molecular recognition of Lys and Arg methylation. Acs Chem. Biol. 2016, 11,
643-653. [CrossRef] [PubMed]

4. Hamuro, Y.; Calama, M.C.; Park, H.S.; Hamilton, A.D. A calixarene with four peptide loops: An antibody
mimic for recognition of protein surfaces. Angew. Chem. 1997, 36, 2680-2683. [CrossRef]

5. Uekama, K,; Hirayama, F; Irie, T. Cyclodextrin drug carrier systems. Chern. Rev. 1998, 98, 2045-2076. [CrossRef]

6.  Pinalli, R.; Pedrini, A.; Dalcanale, E. Biochemical sensing with macrocyclic receptors. Chem. Soc. Rev. 2018,
47,7006-7026. [CrossRef] [PubMed]

7. Bontempi, N.; Biavardi, E.; Bordiga, D.; Candiani, G.; Alessandri, I.; Bergese, P.; Dalcanale, E. Probing lysine
mono-methylation in histone H3 tail peptides with an abiotic receptor coupled to a non-plasmonic resonator.
Nanoscale 2017, 9, 8639-8646. [CrossRef] [PubMed]

8.  Liu, Y; Perez, L.; Mettry, M.; Easley, C.J.; Hooley, R.J.; Zhong, W. Self-aggregating deep cavitand acts as
a fluorescence displacement sensor for lysine methylation. J. Am. Chem. Soc. 2016, 138, 10746-10749.
[CrossRef] [PubMed]

9. Liu, Y, Perez, L,; Gill, A.D.; Mettry, M.; Li, L.; Wang, Y.; Hooley, R.J.; Zhong, W. Site-selective sensing of
histone methylation enzyme activity via an arrayed supramolecular tandem assay. J. Am. Chem. Soc. 2017,
139, 10964-10967. [CrossRef]

10. Minaker, S.A.; Daze, K.D.; Ma, M.C.E; Hof, F. Antibody-free reading of the histone code using a simple
chemical sensor array. J. Am. Chem. Soc. 2012, 134, 11674-11680. [CrossRef]

11. Zadmard, R; Schrader, T. Nanomolar protein sensing with embedded receptor molecules. J. Am. Chem. Soc.
2005, 127,904-915. [CrossRef] [PubMed]

12.  Guagnini, F; Antonik, PM.; Rennie, M.L.; O’Byrne, P.; Khan, A.R.; Pinalli, R.; Dalcanale, E.; Crowley, P.B.
Cucurbit[7]uril-dimethyllysine recognition in a model protein. Angew. Chem. Int. Ed. 2018, 57, 7126-7130.
[CrossRef] [PubMed]

13.  Chen, C.; Wagner, H.; Still, W.C. Fluorescent, sequence-selective peptide detection by synthetic small
molecules. Science 1998, 279, 851-853. [CrossRef]

14.  Schmuck, C. How to improve guanidinium cations for oxoanion binding in aqueous solution? The design of
artificial peptide receptors. Coord. Chem. Rev. 2006, 250, 3053-3067. [CrossRef]

15. Rekharsky, M.V.; Yamamura, H.; Inoue, C.; Kawai, M.; Osaka, I.; Arakawa, R.; Shiba, K.; Sato, A.; Ko, YH.;
Selvapalam, N. Chiral recognition in cucurbituril cavities. J. Am. Chem. Soc. 2006, 128, 14871-14880. [CrossRef]

16. Heitmann, L.M.; Taylor, A.B.; Hart, PJ.; Urbach, A.R. Sequence-specific recognition and cooperative
dimerization of N-terminal aromatic peptides in aqueous solution by a synthetic host. J. Am. Chem. Soc.
2006, 128, 12574-12581. [CrossRef] [PubMed]

17.  Hennig, A.; Ghale, G.; Nau, WM. Effects of cucurbit[7]uril on enzymatic activity. Chem. Commun. 2007, 16,

1614-1616. [CrossRef]


http://dx.doi.org/10.1021/cr9900026
http://www.ncbi.nlm.nih.gov/pubmed/11749292
http://dx.doi.org/10.1021/ja044782y
http://dx.doi.org/10.1021/acschembio.5b00996
http://www.ncbi.nlm.nih.gov/pubmed/26759915
http://dx.doi.org/10.1002/anie.199726801
http://dx.doi.org/10.1021/cr970025p
http://dx.doi.org/10.1039/C8CS00271A
http://www.ncbi.nlm.nih.gov/pubmed/30175351
http://dx.doi.org/10.1039/C7NR02491F
http://www.ncbi.nlm.nih.gov/pubmed/28608884
http://dx.doi.org/10.1021/jacs.6b05897
http://www.ncbi.nlm.nih.gov/pubmed/27500515
http://dx.doi.org/10.1021/jacs.7b05002
http://dx.doi.org/10.1021/ja303465x
http://dx.doi.org/10.1021/ja045785d
http://www.ncbi.nlm.nih.gov/pubmed/15656628
http://dx.doi.org/10.1002/anie.201803232
http://www.ncbi.nlm.nih.gov/pubmed/29673020
http://dx.doi.org/10.1126/science.279.5352.851
http://dx.doi.org/10.1016/j.ccr.2006.04.001
http://dx.doi.org/10.1021/ja063323p
http://dx.doi.org/10.1021/ja064323s
http://www.ncbi.nlm.nih.gov/pubmed/16984208
http://dx.doi.org/10.1039/b618703j

Int. ]. Mol. Sci. 2020, 21, 4979 14 0f 15

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.
35.

36.

37.

38.
39.

40.

41.

Logsdon, L.A.; Urbach, A.R. Sequence-specific inhibition of a nonspecific protease. J. Am. Chem. Soc. 2013,
135, 11414-11416. [CrossRef]

Smith, L.C.; Leach, D.G.; Blaylock, B.E.; Ali, O.A.; Urbach, A.R. Sequence-specific, nanomolar peptide
binding via cucurbit[8]uril-induced folding and inclusion of neighboring side chains. J. Am. Chem. Soc. 2015,
137, 3663-3669. [CrossRef]

Liu, Y,; Yang, Y.; Chen, Y; Ding, F. Efficient fluorescent sensors of oligopeptides by dithiobis(2-benzoylamide)
-bridged bis(B-cyclodextrin)s: Structure in solution, binding behavior, and thermodynamic origin.
Bioorganic Med. Chem. 2005, 13, 963-971. [CrossRef]

Mcgovern, R.E.; Fernandes, H.; Khan, A.R.; Power, N.P.; Crowley, P.B. Protein camouflage in cytochrome
c—calixarene complexes. Nat. Chem. 2012, 4, 527-533. [CrossRef] [PubMed]

Ogoshi, T.; Kanai, S.; Fujinami, S.; Yamagishi, T.; Nakamoto, Y. Para-Bridged symmetrical pillar[5]arenes: Their
lewis acid catalyzed synthesis and host-guest property. . Am. Chem. Soc. 2008, 130, 5022-5023. [CrossRef]
Ogoshi, T.; Yamagishi, T.; Nakamoto, Y. Pillar-shaped macrocyclic hosts pillar[n]arenes: New key players for
supramolecular chemistry. Chem. Rev. 2016, 116, 7937-8002. [CrossRef] [PubMed]

Yang, K; Pei, Y.; Wen, ].; Pei, Z. Recent advances in pillar[n]arenes: Synthesis and applications based on
host-guest interactions. Chem. Commun. 2016, 52, 9316-9326. [CrossRef]

Li, C.; Ma,].; Zhao, L.; Zhang, Y,; Yu, Y.; Shu, X,; Li, J.; Jia, X. Molecular selective binding of basic amino acids
by a water-soluble pillar[5]arene. Chem. Commun. 2013, 49, 1924-1926. [CrossRef]

Li, H.; Chen, D.X;; Sun, Y.; Zheng, Y.; Tan, L.; Weiss, P.S.; Yang, Y. Viologen-mediated assembly of and
sensing with carboxylatopillar[5]arene-modified gold nanoparticles. J. Am. Chem. Soc. 2013, 135, 1570-1576.
[CrossRef]

Zheng, D.; Fu, D.; Wu, Y,; Sun, Y,; Tan, L.; Zhou, T.; Ma, S.; Zha, X.; Yang, Y. Efficient inhibition of
human papillomavirus 16 L1 pentamer formation by a carboxylatopillarene and a p-sulfonatocalixarene.
Chem. Commun. 2014, 50, 3201-3203. [CrossRef] [PubMed]

Sun, Y.; Yang, Y.; Chen, D.X.; Wang, G.; Zhou, Y.; Wang, C.Y.; Stoddart, ].F. Mechanized silica nanoparticles
based on pillar[5]arenes for on-command cargo release. Small 2013, 9, 3224-3229. [CrossRef]

Sathiyajith, C.; Shaikh, R.R.; Han, Q.; Zhang, Y.; Meguellati, K.; Yang, Y. Biological and related applications
of pillar[n]arenes. Chem. Commun. 2017, 53, 677-696. [CrossRef]

Barbera, L.; De Plano, L.M.; Franco, D.; Gattuso, G.; Guglielmino, S.P.P,; Lando, G.; Notti, A.; Parisi, M.E,;
Pisagatti, I. Antiadhesive and antibacterial properties of pillar[5]arene-based multilayers. Chem. Commun.
2018, 54, 10203-10206. [CrossRef]

Joseph, R.; Naugolny, A.; Feldman, M.; Herzog, I.M.; Fridman, M.; Cohen, Y. Cationic pillararenes potently
inhibit biofilm formation without affecting bacterial growth and viability. J. Am. Chem. Soc. 2016, 138,
754-757. [CrossRef] [PubMed]

Williams, D.M.; Wang, D.; Cole, P.A. Chemical rescue of a mutant protein-tyrosine kinase. J. Biol. Chem. 2000,
275,38127-38130. [CrossRef]

Lemmon, M.A.; Schlessinger, J. Cell signaling by receptor tyrosine kinases. Cell 2000, 141, 1117-1134.
[CrossRef] [PubMed]

Regad, T. Targeting RTK signaling pathways in cancer. Cancers 2015, 7, 1758-1784. [CrossRef] [PubMed]
Cohen, P. Protein kinases—the major drug targets of the twenty-first century? Nat. Rev. Drug Discov. 2002, 1,
309-315. [CrossRef] [PubMed]

Haskell, M.D.; Slack, J.K.; Parsons, ].T.; Parsons, S.J. C-Src tyrosine phosphorylation of epidermal growth
factor receptor, P190 RhoGAP, and focal adhesion kinase regulates diverse cellular processes. Chem. Rev.
2001, 101, 2425-2440. [CrossRef]

Cocco, E.; Scaltriti, M.; Drilon, A. NTRK fusion-positive cancers and TRK inhibitor therapy. Nat. Rev. Clin. Oncol.
2018, 15, 731-747. [CrossRef]

Munoz, L. Non-kinase targets of protein kinase inhibitors. Nat. Rev. Drug Discov. 2017, 16, 424-440. [CrossRef]
Faggi, E.; Perez, Y.; Luis, S.V,; Alfonso, I. Supramolecular protection from the enzymatic tyrosine
phosphorylation in a polypeptide. Chem. Commun. 2016, 52, 8142-8145. [CrossRef]

Luo, M.; Fan, T.; Zhou, Y.; Zhang, H.; Mei, L. 2D Black phosphorus-based biomedical applications.
Adv. Funct. Mater. 2019, 29, 1808306. [CrossRef]

Xia, F.; Wang, H.; Jia, Y. Rediscovering black phosphorus as an anisotropic layered material for optoelectronics
and electronics. Nat. Commun. 2014, 5, 4458. [CrossRef]


http://dx.doi.org/10.1021/ja406032x
http://dx.doi.org/10.1021/jacs.5b00718
http://dx.doi.org/10.1016/j.bmc.2004.11.042
http://dx.doi.org/10.1038/nchem.1342
http://www.ncbi.nlm.nih.gov/pubmed/22717436
http://dx.doi.org/10.1021/ja711260m
http://dx.doi.org/10.1021/acs.chemrev.5b00765
http://www.ncbi.nlm.nih.gov/pubmed/27337002
http://dx.doi.org/10.1039/C6CC03641D
http://dx.doi.org/10.1039/c3cc38622h
http://dx.doi.org/10.1021/ja3115168
http://dx.doi.org/10.1039/c3cc49789e
http://www.ncbi.nlm.nih.gov/pubmed/24522285
http://dx.doi.org/10.1002/smll.201300445
http://dx.doi.org/10.1039/C6CC08967D
http://dx.doi.org/10.1039/C8CC05659E
http://dx.doi.org/10.1021/jacs.5b11834
http://www.ncbi.nlm.nih.gov/pubmed/26745311
http://dx.doi.org/10.1074/jbc.C000606200
http://dx.doi.org/10.1016/j.cell.2010.06.011
http://www.ncbi.nlm.nih.gov/pubmed/20602996
http://dx.doi.org/10.3390/cancers7030860
http://www.ncbi.nlm.nih.gov/pubmed/26404379
http://dx.doi.org/10.1038/nrd773
http://www.ncbi.nlm.nih.gov/pubmed/12120283
http://dx.doi.org/10.1021/cr0002341
http://dx.doi.org/10.1038/s41571-018-0113-0
http://dx.doi.org/10.1038/nrd.2016.266
http://dx.doi.org/10.1039/C6CC03875A
http://dx.doi.org/10.1002/adfm.201808306
http://dx.doi.org/10.1038/ncomms5458

Int. ]. Mol. Sci. 2020, 21, 4979 150f 15

42.

43.

44.

45.

46.

47.

Yeung, T.; Grinstein, S. Lipid signaling and the modulation of surface charge during phagocytosis.
Immunol. Rev. 2007, 219, 17-36. [CrossRef]

Kotnik, T.; Pucihar, G.; Miklavcic, D. Induced transmembrane voltage and its correlation with
electroporation-mediated molecular transport. J. Membr. Biol. 2010, 236, 3-13. [CrossRef] [PubMed]
Bagrintseva, K.; Schwab, R.; Kohl, TM.; Schnittger, S.; Eichenlaub, S.; Ellwart, ] W.; Hiddemann, W.;
Spiekermann, K. Mutations in the tyrosine kinase domain of FLT3 define a new molecular mechanism of
acquired drug resistance to PTK inhibitors in FLT3-ITD transformed hematopoietic cells. Blood 2004, 103,
2266-2275. [CrossRef] [PubMed]

Yu, G,; Jie, K.; Huang, F. Supramolecular amphiphiles based on host—-guest molecular recognition motifs.
Chem. Rev. 2015, 115, 7240-7303. [CrossRef]

Xue, M,; Yang, Y; Chi, X.; Zhang, Z.; Huang, F. Pillararenes, a new class of macrocycles for supramolecular
chemistry. Acc. Chem. Res. 2012, 45, 1294-1308. [CrossRef] [PubMed]

Hu, X,; Liu, X.; Zhang, W.; Qin, S.; Yao, C.; Li, Y.; Cao, D.; Peng, L.; Wang, L. Controllable construction
of biocompatible supramolecular micelles and vesicles by water-soluble phosphate pillar[5,6]arenes for
selective anti-cancer drug delivery. Chem. Mater. 2016, 28, 3778-3788. [CrossRef]

® © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1111/j.1600-065X.2007.00546.x
http://dx.doi.org/10.1007/s00232-010-9279-9
http://www.ncbi.nlm.nih.gov/pubmed/20617432
http://dx.doi.org/10.1182/blood-2003-05-1653
http://www.ncbi.nlm.nih.gov/pubmed/14604974
http://dx.doi.org/10.1021/cr5005315
http://dx.doi.org/10.1021/ar2003418
http://www.ncbi.nlm.nih.gov/pubmed/22551015
http://dx.doi.org/10.1021/acs.chemmater.6b00691
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results and Discussion 
	Inhibition of Tyr Phosphorylation by Macrocyclic Molecules in Vitro 
	Host–Guest Interaction between cPA6 and pEY 
	Effect of cPA6 on Tyr Phosphorylation in Cells 

	Conclusions 
	Materials and Methods 
	Materials, Reagents, and Equipment 
	Effect of Macrocyclic Supramolecules on Tyr Phosphorylation 
	Molecular Docking 
	Synthesis of BPNS 
	Synthesis of BPNS @cPA6 
	Synthesis of BPNS-PEG-FITC and BPNS @cPA6-PEG-FITC 
	Cell Culture 
	Uptake of BPNS@cPA6 in Cells 
	Western Blot 
	Cell Viability 

	References

