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ABSTRACT: The selective and efficient capture of phosphopeptides is
critical for comprehensive and in-depth phosphoproteome analysis. Here we
report a new switchable two-dimensional (2D) supramolecular polymer that
serves as an ideal platform for the enrichment of phosphopeptides. A well-
defined, positively charged metallacycle incorporated into the polymer endows
the resultant polymer with a high affinity for phosphopeptides. Importantly,
the stimuli-responsive nature of the polymer facilitates switchable binding
affinity of phosphopeptides, thus resulting in an excellent performance in
phosphopeptide enrichment and separation from model proteins. The polymer
has a high enrichment capacity (165 mg/g) and detection sensitivity (2 fmol),
high enrichment recovery (88%), excellent specificity, and rapid enrichment
and separation properties. Additionally, we have demonstrated the capture of
phosphopeptides from the tryptic digest of real biosamples, thus illustrating
the potential of this polymeric material in phosphoproteomic studies.

■ INTRODUCTION

Anion recognition and extraction have received considerable
attention during the last few decades since anionic species play
many important roles in a number of areas including biology,
pharmacy, industry, and environmental sciences.1,2 To date, a
wide variety of functional groups and molecules have been
exploited to selectively recognize, respond to, or sense anionic
species.3−7 Recent results indicate that polymeric systems with
bona f ide anion recognition features can offer special
advantages for the development of smart materials with
applications in anion recognition and extraction.8−11 However,
comprehensive analysis and identification of anionic bio-
molecules such as phosphorylated peptides (PPs) remain a
challenge owing to anions’ high hydration and PPs’ low
abundance as well as significant signal suppression by
nonphosphorylated peptides.12−14 Anionic biomolecules such
as PPs are closely associated with a number of human diseases,
including Alzheimer’s disease and cancer.15−17 Thus, the
development of supramolecular materials that can controllably
bind and release PPs under aqueous conditions has numerous
potential bioanalytical applications.
One of the most successful approaches to date for the

recognition of phosphate derivate species in water is the use of
coordination complexes, inspired by the fact that metal cations
are commonly found in the binding sites of phosphate-binding
proteins.18,19 Over the past few decades, discrete supra-
molecular coordination complexes (SCCs) with well-defined
size, shape, and geometry have been widely constructed

through coordination-driven self-assembly.20−25 These systems
have found applications in molecular recognition, sensing,
catalysis, biomedicines, and other areas.26−30 More recently,
significant progress has been made on the functionalization of
coordination metal complexes to construct stimuli-responsive
supramolecular polymers which combine the advantages of
well-defined supramolecular coordination complexes and
polymeric materials, though either hierarchical self-assembly
or postassembly polymerization.31−39 Motivated by our
previous studies on discrete metallacycles40 and phosphate
binding,41,42 we envisioned that a metallacyclic scaffold with
well-defined shape and size may provide an ideal platform to
construct polymers that can work as affinity reagents for the
recognition of PPs. The abundance of reactive sites on
polymeric scaffolds may enhance binding amount and provides
multipoint attachment between the target and the matrix,
which thus provides an opportunity to realize highly selective
and tunable capture of PPs.
In this paper, we report a new kind of two-dimensional (2D)

covalently linked metallacycle-cored polymer (polymer 5) by
combining coordination-driven self-assembly and postassembly
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reaction. The supramolecular polymer contains both H-
bonding-based (urea) and electrostatic interaction-based
(metallacycle) phosphate recognition units, facilitating strong
and highly specific binding. Polymer 5 displayed a unique 2D
morphology that has binding sites at both surfaces, permitting
fast reactions with PPs, while nonphosphopeptides can be
removed by washing with water. Moreover, the dynamic nature
of metal−ligand bonds endows the polymer with excellent

tunability and controllability over interactions with substrates.
The unique stimuli-responsive properties facilitate rapid and
complete separation of the affinity material. Using this 2D
metallacycle-cored polymer 5 as an affinity material, we have
quantitatively identified different synthetic standard peptides,
demonstrating high enrichment capacity (up to 165 mg/g) and
recoverability (>65% for all standard peptides). Additionally,
the 2D metallacycle-cored polymer 5 is generally applicable to

Figure 1. (a) Schematic representation of free-standing 2D polymer formation by combining coordination-driven self-assembly and postassembly
reaction from simple organic ligands. (b) Partial 1H NMR spectra (in DMSO-d6, 400 MHz, 298 K) of 120° dipyridyl donor 1, hexagonal
metallacycle 3, supramolecular polymer 5, and methylene diphenyldiisocyanate 4.

Figure 2. (a) TEM image of supramolecular polymer 5, showing a 2D crumpled sheet image. The inset is a photograph of a polymer 5 dispersion
in DMSO (∼0.1 mg mL−1), showing the Tyndall effect. (b) TEM image of polymer 5 showing the coexistence of film-like structures with different
thickness. (c) Higher-magnification HR-TEM image of a polymer 5 sheet with moire ́ patterns. (d) Higher-magnification HR-TEM image with the
corresponding FFT pattern, displaying a typical hexagonal atomic arrangement. (e) Perspective view of ScanAsyst mode AFM images by using the
ScanAsyst-Fluid+ probe and corresponding height profiles of a sample prepared by drop coating a suspension of polymer 5 obtained after a prolong
physical exfoliation by sonication in CH2Cl2 onto a mica sheet. (f) Histogram for statistics of the layer thickness for possible monolayers based on
103 different sites in AFM images. (g) HAADF-STEM image and corresponding EDX-mapping images (h) and SAED pattern (i) of polymer 5. (j)
Pictorial representation of layered films of polymer 5, in which each metallacycle has positive charges on both ends. Units are shown in a stick mode
with each layer in a different color and counterions omitted for clarity.
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the analysis of PPs in complex protein mixtures, as well as in
the tryptic digest of nonfat milk, demonstrating the validity of
this enrichment approach and illustrating its potential use in
proteomics applications.

■ RESULTS AND DISCUSSION

Design, Synthesis, and Characterization of 2D Metal-
lacycle-Cored Polymer. To accomplish the efficient
construction of a metallacycle-cored supramolecular polymer,
metallacycles with functional reactive sites should be both
simple and stable, and the reaction used to link the
supramolecular metallacycles should be mild and highly
efficient. By examining several metallacycles and chemical
reactions, a donor ligand 1, containing two pyridyl units for
metal coordination and an amino group for polymerization,
was identified (Figure 1a). The hexagonal metallacycle 3 was
prepared in quantitative yield by mixing the 120° dipyridyl
donor 1 with 120° platinum acceptor 2 in a 1:1 ratio (Figure
1a and Scheme S1). The quantitative formation of amine-
containing metallacycle 3 was confirmed by multinuclear (1H
and 31P) NMR (Figures 1b and S1, S3, and S4), 2D COSY and
1H−1H NOESY NMR spectroscopy (Figures S5 and S6), and
electrospray ionization time-of-flight mass spectrometry (ESI-
TOF-MS) (Figure S7).
Stirring of a mixture of metallacycle 3 with methylene

diphenyl diisocyanate 4 in tetrahydrofuran solution at room
temperature, followed by precipitation with methanol, gave
polymer 5 in 93% yield (Figure 1a and Scheme S2). Due to its
highly cross-linked chemical structure, polymer 5 is insoluble
in most solvents; however it can swell and finally dissolve in
DMSO and DMF. An obvious Tyndall effect (Figure 2a inset)
confirmed the dispersibility of polymer 5 in solution, which
implies its excellent processability. Multiple peaks observed in
both gel-permeation chromatography (GPC) and dynamic
light scattering (DLS) analysis (Figure S8) provided evidence
supporting a broad mass and size distribution of polymer 5
from tens up to hundreds of kDa. Typical absorption bands of
the stretching vibration of CO (1700 cm−1) and the
hydrogen bonded N−H stretching vibration (broad bond at
∼3351 cm−1) were observed in the FTIR spectrum of polymer
5 (Figure S9), providing support for the formation of the
polyurea material. The thermal decomposition temperature of
polymer 5 was around 330 °C, indicating its high thermal
stability (Figure S10). The 31P{1H} NMR spectrum of polymer
5 exhibits a broad singlet at 13.10 ppm, which was similar to
that of hexagonal metallacycle 3 (Figures S2 and S11),
implying the persistence of metallacyclic structures in supra-
molecular polymer 5. In the 1H NMR spectra of 5, the amine
protons shifted from 5.33 ppm to 8.51 ppm and 7.41 ppm,
respectively (Figures 1b and S2 and S12) because of the
formation of polyurea. The signals corresponding to pyridyl
moieties Hα and Hβ and the aromatic protons H1, H2, H3, and
H4 remained, indicating that the postassembly reaction does
not perturb the hexagonal metallacycle scaffold. 2D COSY and
1H−1H NOESY NMR spectroscopy (Figures S13 and S14)
also confirmed the entirety of the metallacycle scaffold in the
polyurea polymer.
The morphology of supramolecular polymer 5 was

investigated using transmission electron microscopy (TEM).
By dripping the DMSO solutions of polymer 5 directly onto a
TEM support, followed by freeze-drying under vacuum, a

flexible film structure with overlays, roll-ups (Figures 2a and
S15), or agglomerations (Figure S16) was formed.
Similar sheet-like structures were observed in atomic force

microscopy (AFM) measurements (Figures 2e and S17) when
spin coating DMSO solutions of polymer 5 (3 or 1 mg/mL)
onto mica surfaces. The existence of multilayer structures with
crossover and overlapping areas (Figures S18 and S19) or the
coexistence of film-like structures with different transparencies
(Figures 2b and S20) were also observed, thus supporting the
existence of 2D layered structures in bulk solution. A scanning
electron microscope (SEM) investigation further confirmed
the sheet-like structures (Figure S21). We then employed
energy dispersive X-ray spectroscopy (EDS) to characterize the
elemental distribution. The elemental ratios for C, N, Pt, P,
and S (Figure S22) were in accord with the composition
expected for polymer 5. The high-angle annular dark-field
scanning transmission electron microscopy (HAADF-STEM)
image further confirmed their membrane-like structure, as
shown in Figure 2g. Most importantly, the elemental mapping
images clearly disclosed a homogeneous distribution of C, Pt,
P, etc., throughout the entire layer (Figures 2h and S22),
verifying that these sheet structures were generated from
supramolecular polymer 5, other than adventitious impurities.
Some sheets and films exhibit a quite low contrast against the
background (Figures 2a and S18), suggesting that they are
extremely thin, possibly a monolayer, although their thickness
could not be estimated from TEM. Further evidence comes
from the observation of nanosheets with a thickness around 1.7
nm from AFM (Figure S23), matching the thickness expected
for a monolayer. Due to the high electron beam sensitivity, the
transparent single sheets visibly degraded (Figure S24) during
high-resolution TEM (HRTEM) measurements or selected
area electron diffraction (SAED) analysis. This has been
observed previously for ultrathin 2D materials.43 For the
thicker multilayer films that can withstand bombardment by
the electron beam, a layer-stacking morphology with atom-
cloth-like patterns was observed under HRTEM imaging
(Figures 2c and S25), and regular apparent light−dark lattice
fringes with an average lattice spacing of ∼0.23 nm (Figures 2d
and S26) were found in selected areas. This spacing matches
well with that expected for Pt-containing structures. The
hexagonal patterns as well as the hexagonal diffraction spots in
the corresponding fast Fourier transform (FFT) patterns of a
6-fold symmetry which were different samples (Figures 2d and
S26) indicate the existence of a hexagonal arrangement inside
the structure. The presence of moire ́ fringes is evidence that
the layered structure adopts slight interlayer offset stacking that
has been observed with other layered 2D polymers and 2D
COFs.44 SAED of these multilayers (Figures 2i and S27) was
consistent with their polycrystalline, hexagonally ordered
structure.
For comparative studies, samples were also prepared by

means of the top-down sonication of the bulk solid of polymer
5. Physical exfoliation of polymer 5 from the corresponding
bulk solid was conducted by sonication in CH2Cl2. TEM
images revealed unrolled and stacked polymer films with
terraces appearing at the borders (Figure S28), indicating their
multilayer structures. Sheet-like structures (Figure S30) were
also found in a SEM investigation of polymer 5 exfoliation
dispersions. EDS elemental mapping analysis associated with a
TEM image (Figure S29) and SEM image (Figure S30), as
well as surface composition investigated with X-ray photo-
electron spectroscopy (XPS) (Figure S31), found the presence
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of elements that were the same as those of solution samples,
suggesting again the formation of 2D sheet-like structures from
polymer 5. The SAED pattern of polymer 5 solids (Figure
S34) displayed a series of polycrystalline rings with some
discrete spots, in accordance with the results obtained from a
polymer 5 solution sample. The wide-angle X-ray diffraction
(WAXD) profile of polymer 5 showed one broad peak
centered at approximately 2θ = 25° (Figure S36), suggesting
its low crystallinity. This is due to the disordered random
stacking nature of the freestanding sheets with few-layer
numbers. The small-angle X-ray diffraction (SAXD) patterns of
polymer 5 solids displayed diffraction peaks corresponding to
about 3.6 nm (Figure S36), in agreement with the theoretical
pore widths (Figure S38) calculated from the expected
metallacycle units of the polymers. Small pores with a diameter
of about 3.3 nm (Figure S35), which is characteristic of the
metallacycle pores, were also observed in TEM measurements,
confirming the formation of 2D polymers with the expected
honeycomb-like backbones.
HRTEM images of supramolecular polymer 5 solid

multilayer films from different areas showed fine lattice
structures and moire ́ fringes (Figure S32). Moreover, periodic
linear moire ́ patterns with a periodic distance of 1.7 nm were
observed (Figures 2c and S33), in agreement with periodic
distance along one direction of layered stacking, suggesting the
retention of some vertical stacking. The formation of extremely
thin layers by physical exfoliation was observable in AFM
measurements (Figures 2e and S37). Cross-sectional analysis
indicated that the films were very flat and uniform. A statistical
study of the monolayer thickness suggests a mean average
height of about 1.7 nm (Figure 2f), which is similar to that
predicted by calculation.
The design and synthesis of 2D polymers is a challenging

task,45 especially for preparing 2D polymers in homogeneous
solution.46−49 However, with this system, a free-standing,
single-to few-layer 2D polymer film was prepared without any
preorganization of building blocks on solid surfaces or
interfaces. The semiempirical method PM750 in the program
MOPAC201651 was used to optimize the structure of the
positively charged metallacycle during the formation of the
polymer. We calculated the binding energies of two metalla-
cycle rings in simple stacking models (a, b, and c in Figure
S38) to examine how the metallacycle assembles into the
polymer. The simulation showed that the interactions between
two metallacycle rings were negligible, especially when the
interlayer distance was larger than 3 nm, while weak repulsions
between them blocked the extension of the metallacycle along
its vertical axis (Figure S38). Therefore, computational
simulations suggested that the three reactive groups attached
to the vertex of a hexagonal metallacycle may prefer growth as
an extension of its network along the horizontal axes due to
electrostatic repulsion. Figure 2j shows the simulated polymer
in its 2D layered offset stacking, in which the positive charges
on its skeleton keep each polymer sheet separated from one
another (Figure S39). Based on the above findings, the positive
charges on the metallacycle might be one of the most
important factors controlling the formation of 2D structures.
Stimuli-Responsive Properties of 2D Metallacycle-

Cored Polymer 5. The 2D metallacycle-cored polymer 5 was
expected to display stimuli-responsive switchable properties
due to the dynamic nature of metal−ligand bonds. As detected
by both AFM (Figure S40) and TEM (Figure S41)
measurements, the regular planar network of 5 dispersed

upon addition of Bu4NCl, forming an irregular nanostructure.
The diameter of the sample of the polymer decreased in the
DLS experiment (Figure S42) upon addition of Bu4NCl,
providing further evidence in support of the stimuli-
responsiveness of this system.
In situ multinuclear NMR (1H and 31P) investigations of the

polymer provided evidence that this stimuli-responsive
phenomenon was a consequence of the halide-induced
disassembly and reassembly of the hexagonal metallacycles
(Figure S43). After the addition of Bu4NCl, the proton
resonances of hexagonal metallacycles disappeared, along with
an increase in resonances from free the ligand, indicating
complete disassembly of the hexagonal metallacycle. The
original resonances of 5 in the 1H and 31P NMR spectra were
restored upon the addition of AgOTf to the mixture,
demonstrating the quantitative reassembly of the polymer.
The stimuli-responsive properties of polymer 5 offered
flexibility in controlling the behavior of polymer 5 using
external stimuli (Figure 3a), which would further determine
differential binding toward anions and PPs (see below) and
make it possible to modulate adsorption and release of PPs
(Figure 3b).

Binding and Affinity Properties of 2D Metallacycle-
Cored Polymer 5 toward Anions and Standard PPs.
Given that polymer 5 is positively charged and contains urea
hydrogen bond donors, we explored whether this system could
bind anions in solution. We found that upon addition of one
equivalent (concentration calculated relative to the stoichiom-
etry of the dipyridine units) of TBAH2PO4, the polymer
precipitated from solution and its 1H NMR resonances became
undetectable (Figure S44). Meanwhile, chemical shifts were
observed in both 1H and 31P NMR spectra of TBAH2PO4 with
the addition of a small quantity of polymer 5 (Figure S45),
indicating affinity between 5 and H2PO4

−. To further
investigate the anion binding properties of polymer 5, UV
titration experiments, a typical and widely adopted method for
calculating the association constant (Ka) in host−guest
chemistry, were conducted to evaluate the apparent binding
affinity of 5 with various anionic guests (i.e., H2PO4

−, HPO4
2−,

PO4
3−, HCO3

−, and CH3COO
−, Figures S46−S50). As shown

in Figure 4a, upon slow addition of PO4
3− into a solution of

polymer 5 (10 μM, calculated based on the concentration of

Figure 3. Stimuli-responsive properties of 2D metallacycle-cored
polymer 5. (a) Schematic representation of stimuli-responsive
disassembly and reassembly of 2D supramolecular polymer 5 and
(b) the corresponding binding/release toward PPs modulated by
external stimuli.
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dipyridine units within the polymer), a gradual decrease in
absorption intensity at approximately 320 nm was observed.
Polymer 5 was found to bind hydrogen phosphates and
phosphate strongly and selectively. The apparent association
constant of 5 with phosphate (Ka = 4.4 × 105 M−1) was about
54 times higher than that with acetate (Ka = 8.1 × 103 M−1)
(Table S1), demonstrating the phosphate selectivity of the
polymer. Anion complexation studies were also conducted
with metallacycle 3 (Figures S51−S55). Interestingly, affinities
for the tested anions with metallacycle 3 were observed
comparable to those with polymer 5 (Figure S57 and Table
S1), showing that the metallacycle skeleton is critical for
binding anionic guests and that the electrostatic interactions
may be the main driving force for anion complexation in these
systems. To prove that the disassembly of the metallacycle
backbone will result in a loss of binding affinity toward
phosphate, the phosphate affinity of ligand 1 was also studied
in a UV/vis titration experiment. As expected, negligible
absorption change was observed upon the addition of H2PO4

−

into the solution of ligand 1 (Figure S56), indicating that
ligand 1 display no capacity for binding phosphate. The very
different binding capacity of polymer 5 and ligand 1 toward
phosphate makes it possible to modulate the affinity of
polymer 5 using external stimuli to control polymer formation.
Four N-terminal fluorescein-labeled model peptides with

identical amino acid sequences differing only in the number of
phosphate groups (serine mono-, di-, tri-, and tetra-PPs,
abbreviated as 1SP−4SP, Figure 4c) were prepared to study
the binding affinity of polymer 5 for PPs. Fluorescence titration
experiments, in which Ka values were elucidated according to
intensity changes in the maximum emission peak, were

conducted with the four model peptides and different
compounds including polymer 5, metallacycle 3, and related
compounds ligand 1 and unit 6 (Figure S40). It was found that
the fluorescence of the model PPs was efficiently quenched
upon addition of polymer 5 (as an example, the titrations with
3SP are shown in Figure 4b). In all cases, the calculated
apparent association constants between polymer 5 and PPs
were in the 105−106 M−1 range (Table S2), indicating that
polymer 5 was an ideal affinity candidate for binding PPs from
mono- to multiply charged PPs. For 1SP to 4SP, a similar turn-
off response was observed with metallacycle 3. By comparison,
the fluorescence intensity of the PPs did not show a significant
response toward ligand 1 and unit 6 (Figures S58−S61). These
results suggested again that the electrostatic interaction is the
main driving force in the interaction between polymer 5 and
PPs, and there is a significant difference in PPs’ binding affinity
between polymer 5 before and after external stimuli.
In complex samples such as cell lysates, several other protein

functional groups could compete for affinity enrichment.
Therefore, we performed control experiments in which
nonphosphorylated peptide with identical amino acid
sequences NP1 and another acidic peptide NP2 with Ser
residues substituted by Asp were used (Figure 4c). Under the
same conditions, for both NP1 and NP2, only slight decreases
in fluorescence intensity were observed (Figures S62 and S63),
with the calculated association constants being much lower
than those of the PPs (Figure 4d and Table S2), thus
indicating satisfactory discrimination ability of the polymer
between PPs and NPs.
AFM measurements were then conducted to directly

visualize the interaction between the PPs and polymer 5. As

Figure 4. (a) UV−vis titration of polymer 5 (1.0 × 10−5 mol·L−1, based on the dipyridine units) with PO4
3− in DMSO solution at 20 °C with

tetrabutylammonium (Bu4N
+) as cations. The absorbance values from 320 nm were fitted globally to a 1:1 binding model (assuming one dipyridine

unit of polymer 5 as one host, inset figure), giving an apparent binding constant of 4.4 × 105 M−1. (b) Typical fluorescence spectra of N-terminal
fluorescein-labeled serine phosphorylated peptide 3SP (1.0 × 10−6 mol·L−1) upon addition of different equivalents of polymer 5 (concentrations
are calculated based on the dipyridine units) in aqueous solution at 20 °C and the fluorescent intensity change (inset figure) of peptide hosts upon
the additions of guests. [L]/[PP] is an abbreviation of the molar ratio of guest to host. (c) Amino acid sequences of serine phosphorylated peptides
1SP−4SP and nonphosphorylated peptides NP1 and NP2 studied in this work. (d) Comparison of apparent Ka of polymer 5, metallacycle 3, unit 6,
and ligand 1 with various peptides. Data are from n = 3 independent experiments and are presented as mean ± s.e.m. (e) AFM images before and
after (f) treatment with serine monophosphorylated peptides 1SP.
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shown in Figure 4e,f, upon adding a solution of 1SP followed
by washing with water, the polymer film expanded with the
morphology changing from thin film to thick cross-linked fiber.
No 1SP was retained on the surface of the blank substrate
(without the coating of polymer) after washing (Figure S64).
Consistent morphological changes were observed when the
polymer film was treated with other multiply charged PPs from
2SP to 4SP (Figures S65−S67). Under the same conditions,
no obvious change of film morphology and thickness was
observed upon interaction with nonphosphorylated peptides
NP1 and NP2 (Figures S68 and S69). These results further
confirmed satisfactory selectivity and high adsorption capaci-
ties of polymer 5 toward PPs.
Theoretical calculations of the possible binding modes and

binding energies between polymer 5 (metallacycle 3 was
considered as the monomer unit of polymer 5) and different
model peptides suggested that the skew-crossing mode and
skew-clinging mode are the dominant modes of interaction
(Figure S70 and Table S3). The calculated binding energy of
1SP was slightly larger than those of control model peptides
Asp-P and Glu-P, in which the phosphorylated serine group
was replaced by two other common negatively charged amino
acid Asp or Glu groups, respectively (Figure S71 and Table
S4). This result demonstrated the discrimination ability of the
polymer between PPs and other low isoelectric point peptides.
The binding energy increased with the number of phosphate
groups from 1SP to 4SP (Figures S72−S74 and Table S5).
Strategy for the Enrichment of PPs using 2D Polymer

5. The above results illustrate the potential of the newly
designed 2D supramolecular polymer 5 to capture PPs. To
validate this point, we evaluated the PP enrichment and
separation properties of polymer 5 using a phase extraction
method with 1SP as a model phosphoprotein sample. After
adding one equivalent of polymer 5 (Figure 5a), the green
emission of the 1SP solution decreased (91% quench) and
subsequently recovered (90% recovery) upon the addition of
Bu4NCl (Figure S75), indicating the effective capture and
release of 1SP. As shown in Figure 5b, the clear solution of 1SP
immediately becomes a milky, light yellow suspension after
addition of polymer 5 due to the interaction between polymer
5 and 1SP and the low solubility of polymer 5 in water. The
yellow polymer precipitates with a bulky fibrous morphology
(Figure S76) and can be easily collected by centrifugation. It is
worth highlighting that 1SP cannot be precipitated out of
solution by the interaction between 1SP and macrocycle 3,
although macrocycle 3 displayed affinity and selectivity toward
phosphorylated peptides similar to polymer 5, indicating the
superiority of polymer 5 as a PP affinity material. The high
binding affinity of polymer 5 with PPs makes it simple to
remove NPs that interfere with the analysis by simple washing
with water. The remarkable difference in binding affinity of
polymer 5 and ligand 1 with PPs enables the efficient isolation
of PPs and subsequent MS detection. Thus, as illustrated in
Figure 5c, an efficient protocol via a two-step elution
procedure under mild operating conditions was developed
for the enrichment and isolation of PPs.
PPs’ Enrichment from Model Protein Samples. We

applied the strategy first to the isolation of PPs from the tryptic
digest of a standard phosphoprotein (bovine α-casein). A
direct matrix-assisted laser desorption ionization (MALDI)
time-of-flight (TOF) mass spectrum of α-casein is illustrated in
Figure 5d (top). Signals of nonphosphorylated peaks
dominated the spectrum, and phosphopeptides signals were

severely suppressed by those of nonphosphorylated peptides.
Nevertheless, after the treatment by the polymer 5 as affinity
material, most of the nonphosphorylated peptides had been
removed and nine monophosphopeptides and 13 multi-
phosphopeptides (Figure 5d (bottom) and Table S6) were
observed after enrichment. As a control, only one phosphopep-
tide signal was detected after treatment by metallacycle 3, and
no signal could be detected after treatment with unit 6 or
ligand 1 (Figure S81). Moreover, fewer phosphopeptide signals
were detected after enrichment when using commercially
available titanium dioxide as an affinity material (Figure S77).
The data from three independent experiments show the high
degree of reproducibility of the polymer enrichment method
(Figure S79).
To further simulate the complex physiological environment,

semicomplex samples including tryptic digests of α-casein
mixed with different molar ratios (i.e., 1:10, 1:20, 1:100, and
1:500) of bovine serum albumin (BSA) as a model interfering
protein were tested. As shown in Figure 5e, when the molar
ratio of α-casein and BSA was 1:10, five monophosphopeptides
and five multiphosphopeptides were selectively enriched and
could be clearly detected. The satisfactory separation
capabilities of the polymer 5 toward PPs were still maintained
when the molar ratio of casein to BSA was increased to 1:100
and even to 1:500 (Figure S78). As a comparison, dioxide

Figure 5. Enrichment and separation of PPs in model protein
samples. (a) Emission intensity of 1SP before and after capture of
polymer 5. Inset is the photograph under UV. (b) Dispersity analysis
of 1SP before (left) and after (middle) adding of polymer 5 and after
gentle centrifugation (right). (c) Schematic illustration of PPs’
enrichment strategy using polymer 5. (d) MALDI-TOF mass spectra
of α-casein tryptic digest (1 pmol). Direct analysis (top) after
enrichment by polymer 5 (bottom, *phosphopeptide; #dephosphory-
lated peptide). Detailed information about peptide sequences and
phosphorylation sites is shown in Supporting Information Table S6.
(e) MALDI-TOF mass spectra of tryptic digests of α-casein and BSA
at molar ratios of 1:10. Direct analysis (top) after enrichment by
polymer 5 (bottom, *phosphopeptide; #dephosphorylated peptide).
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showed a preference for monophosphopeptides, leading to less
detectable multiphosphopeptides in the analysis of those
semicomplex samples (Figure S80).
The concentrations of phosphopeptides bound to the

affinity materials are crucial for the identification of diagnostic
markers owing to their low abundance in the lysates of
biosamples. Therefore, the detection sensitivity for PPs was
measured by using low-concentration α-casein tryptic digest.
For polymer 5, two phosphopeptides were detected with an S/
N ratio of 8 and 4 for 2 fmol of α-casein tryptic digests (Figure
S82). The lower detection limit of polymer 5 may be attributed
to the high amount of immobilized PPs and the strong binding
interaction between phosphopeptides and polymer 5. This
result indicates that the polymer 5 has a high detection
sensitivity for phosphopeptides.
The enrichment capacity of polymer 5 toward PPs was then

investigated using standard peptides 1SP−4SP. Different
amounts of SPs in a fixed volume were incubated with a
fixed amount of polymer material until maximal loading was
reached. As illustrated in Figures 6a and S83, the adsorption

capacity of the material increased substantially with the
number of phosphates in the SPs. In comparison, titanium
dioxide displayed much weaker and unbiased adsorption
capacities52 toward various SPs (Figure S84). For example,
the enrichment capacity of polymer 5 toward 4SP was about
165 mg/g, nearly 10 times higher than that of titanium dioxide
(17 mg/g).52 The improved adsorption capacities of polymer 5
may be attributed to the unrestricted mass transfer and
improved accessibility of SPs toward the binding sites in the
homogeneous reaction-based enrichment.
The enrichment recovery of phosphopeptides (defined as

the ratio of released PPs to the total PPs, involved in both
binding and releasing processes of the PPs) was investigated
using nonphosphorylated peptides as a control. Fixed amounts
of standard phosphopeptides 1SP to 4SP were treated with
polymer 5, and the eluate was mixed with the same amount of
NP1 or NP2 (Figures S85−S86). As shown in Figure 6b, the
enrichment recovery of monophosphopeptide 1SP from
polymer 5 was about 65%. As for multiply charged

phosphopeptides 2SP−4SP, the recoveries obtained using
polymer 5 were increased to about 88% with the increase of
charge number. The bound multiply charged phosphopeptides
could be disassociated from the polymer surface relatively
easily owing to the controllable binding behavior of polymer 5,
leading to high recoveries for PPs. Thus, a convenient
separation procedure, satisfactory recovery, high adsorption
capacities, and high detection sensitivity make polymer 5
suitable for enrichment and analysis of various phosphopep-
tides.

Application in Highly Specific Enrichment of PPs
from Nonfat Milk. Encouraged by the above results, to
further examine the selectivity and effectiveness of polymer 5
in the capture of low-abundance phosphopeptides from
complex samples, a tryptic digest mixture of nonfat milk,
which contains abundant proteins, including phosphoproteins
such as α-casein and β-casein, was prepared and tested.
Nonphosphopeptide signals dominated the mass spectrum
obtained from direct analysis of the tryptic digest of proteins in
nonfat milk, and no MS signal intensity of phosphopeptide was
detected (Figure S87). As shown in Figure 6c, after enrichment
with polymer 5, a total of 25 phosphopeptides including 16
monophosphopeptides and nine multiphosphopeptides, corre-
sponding to phosphopeptides of α-casein and β-casein, could
be identified, while fewer phosphopeptides could be detected
after enrichment with dioxide (Figure 6d). Detailed
information on the 25 phosphopeptides extracted from the
tryptic digest of nonfat bovine milk is provided in Table S7.
These results demonstrate the utility of this method and the
potential of polymer 5 to be used in the analysis of biological
samples in the future.
The potential of supramolecular polymers as affinity

materials to specifically and comprehensively isolate PPs
from a complex sample has never been evaluated previously.
Although the use of supramolecular coordination complexes as
sensors, catalysts, and biomedicines has been widely
reported,31−39 this is the first report on the application of
these systems in proteomics. The utility of soluble supra-
molecular polymers allows for fast homogeneous interaction
with PPs under mild conditions, which may be beneficial to
analysis of unstable PPs. In this study, the 2D supramolecular
polymer 5 was used to capture PPs owing to its morphology
and solubility, as well as controllable affinity upon external
stimuli. Our two-step approach based on polymer 5 enriching
PPs results in comparable performance to those of other
reported two-dimensional materials (Table S8).53,54 It is worth
highlighting that a number of TiO2- and IMAC-based
protocols have been highly optimized over the years, enabling
very high specificity and sensitivity for PP enrichment and MS
analysis.55,56 In contrast, despite the relatively immature status
of enrichment workflows employing our supramolecular
polymeric materials, results obtained thus far are comparable
with those from optimized methods employing TiO2 micro-
columns with similar detection strategies (MALDI-TOF).57

This indicates the scope for high performance of our material,
particularly with continued development of enrichment
workflows. We envision that further optimization of enrich-
ment protocols employing our polymeric material and the
combination of these with high performance detection
platforms will result in enhanced enrichment results.
Considering the potential for mild elution conditions by
decomposition of the polymer, we also envision a possible role
for the material in the analysis of acid-labile noncanonical

Figure 6. Adsorption capacities, recovery, and specific enrichment of
PPs from nonfat milk. (a) Comparison of adsorption capacities of
polymer 5 (black columns) and commercially available TiO2 (red
columns) toward 1SP−4SP. (b) Comparison of recovery of polymer 5
and commercially available TiO2 based enrichment methods toward
1SP−4SP, obtained from three parallel MS measurements. (c)
MALDI-TOF mass spectra of tryptic digests of the nonfat milk
after enrichment by polymer 5 (red, α-casein; blue, β-casein,
#dephosphorylated peptide) and commercially available TiO2 (d).
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phosphorylation (e.g., histidine phosphorylation), which is
particularly widespread in prokaryotes.58

■ CONCLUSIONS
In summary, by linking the hexagonal metallacycle 3 via a
reaction between amine and isocyanate, a free-standing,
metallacycle cross-linked, single-monomer-thick 2D stimuli-
responsive supramolecular polymer in solution was successfully
prepared. The multiple positive charges on the metallacycle
skeleton can keep each individual polymer sheet separated
from one another by electrostatic repulsion during synthesis,
resulting in a robust and readily transferable 2D metallacycle-
cored supramolecular polymer 5. Furthermore, the metalla-
cycle backbone endows the resultant polymer with a high
propensity for binding phosphate-containing anions and
peptides. The different binding capacities of polymer 5 toward
PPs before and after stimuli allow it to be used as a tunable and
specific affinity material for the enrichment of phosphopep-
tides. High enrichment capacities, detection sensitivity, and
excellent recovery are achieved with diverse PPs. Polymer 5
may also be used to identify low-abundance phosphopeptides
from complex biological samples. We believe that this work
provides the basis for the rational design of next-generation
affinity materials for comprehensive phosphoproteome re-
search based upon supramolecular structures.

■ ASSOCIATED CONTENT
*sı Supporting Information
The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/jacs.0c12904.

Experimental section, synthetic overview, a full set of
characterization data, and a complete set of binding and
enrichment studies (PDF)

■ AUTHOR INFORMATION
Corresponding Authors
Jin Wen − State Key Laboratory for Modification of Chemical
Fibers and Polymer Materials & College of Materials Science
and Engineering, Donghua University, Shanghai 201620,
China; Institute of Theoretical Chemistry, Faculty of Vienna,
University of Vienna, A-1090 Vienna, Austria;
Email: jinwen@dhu.edu.cn

Hai-Bo Yang − Shanghai Key Laboratory of Green Chemistry
and Chemical Processes, Chang-Kung Chuang Institute,
School of Chemistry and Molecular Engineering, East China
Normal University, Shanghai 200062, China; orcid.org/
0000-0003-4926-1618; Email: hbyang@chem.ecnu.edu.cn

Philip A. Gale − School of Chemistry and The University of
Sydney Nano Institute (Sydney Nano), The University of
Sydney, Sydney, NSW 2006, Australia; orcid.org/0000-
0001-9751-4910; Email: philip.gale@sydney.edu.au

Authors
Li-Jun Chen − School of Chemistry, The University of Sydney,
Sydney, NSW 2006, Australia

Sean J. Humphrey − School of Life and Environmental
Sciences, The University of Sydney, Sydney, NSW 2006,
Australia; orcid.org/0000-0002-2666-9744

Jun-Long Zhu − Shanghai Key Laboratory of Green
Chemistry and Chemical Processes, Chang-Kung Chuang
Institute, School of Chemistry and Molecular Engineering,
East China Normal University, Shanghai 200062, China

Fan-Fan Zhu − Shanghai Key Laboratory of Green Chemistry
and Chemical Processes, Chang-Kung Chuang Institute,
School of Chemistry and Molecular Engineering, East China
Normal University, Shanghai 200062, China

Xu-Qing Wang − Shanghai Key Laboratory of Green
Chemistry and Chemical Processes, Chang-Kung Chuang
Institute, School of Chemistry and Molecular Engineering,
East China Normal University, Shanghai 200062, China

Xiang Wang − State Key Laboratory for Modification of
Chemical Fibers and Polymer Materials & College of
Materials Science and Engineering, Donghua University,
Shanghai 201620, China

Complete contact information is available at:
https://pubs.acs.org/10.1021/jacs.0c12904

Notes
The authors declare no competing financial interest.

■ ACKNOWLEDGMENTS
L.-J.C., S.J.H., and P.A.G. acknowledge and pay respect to the
Gadigal people of the Eora Nation, the traditional owners of
the land on which we research, teach, and collaborate at the
University of Sydney. P.A.G. thanks the University of Sydney
and the Australian Research Council (DP180100612) for
funding. H.-B.Y. acknowledges the financial support of NSFC/
China (No. 21625202), Innovation Program of Shanghai
Municipal Education Commission (No. 2019-01-07-00-05-
E00012), and the Program for Changjiang Scholars and
Innovative Research Team in University. J.W. thanks the
Austrian Science Fund (FWF) Project M2709.

■ REFERENCES
(1) Busschaert, N.; Caltagirone, C.; Van Rossom, W.; Gale, P. A.
Applications of Supramolecular Anion Recognition. Chem. Rev. 2015,
115, 8038−8155.
(2) Chen, L.; Berry, S. N.; Wu, X.; Howe, E. N. W.; Gale, P. A.
Advances in Anion Receptor Chemistry. Chem. 2020, 6, 61−141.
(3) Langton, M. J.; Serpell, C. J.; Beer, P. D. Anion Recognition in
Water: Recent Advances from a Supramolecular and Macromolecular
Perspective. Angew. Chem., Int. Ed. 2016, 55, 1974−1987.
(4) Ballester, P. Anion binding in covalent and self-assembled
molecular capsules. Chem. Soc. Rev. 2010, 39, 3810−3830.
(5) Sokkalingam, P.; Shraberg, J.; Rick, S. W.; Gibb, B. C. Binding
Hydrated Anions with Hydrophobic Pockets. J. Am. Chem. Soc. 2016,
138, 48−51.
(6) Pinalli, R.; Brancatelli, G.; Pedrini, A.; Menozzi, D.; Hernandez,
D.; Ballester, P.; Geremia, S.; Dalcanale, E. The Origin of Selectivity
in the Complexation of N-Methyl Amino Acids by Tetraphosphonate
Cavitands. J. Am. Chem. Soc. 2016, 138, 8569−8580.
(7) Fargher, H. A.; Lau, H.; Richardson, C.; Cheong, P. H.; Haley,
M. M.; Pluth, M. D.; Johnson, D. W. Tuning Supramolecular
Selectivity for Hydrosulfide: Linear Free Energy Relationships Reveal
Preferential C−H Hydrogen Bond Interactions. J. Am. Chem. Soc.
2020, 142 (18), 8243−8251.
(8) Xia, D.; Wang, P.; Ji, X.; Khashab, N. M.; Sessler, J. L.; Huang, F.
Functional Supramolecular Polymeric Networks: The Marriage of
Covalent Polymers and Macrocycle-Based Host-Guest Interactions.
Chem. Rev. 2020, 120, 6070−6123.
(9) Ji, X.; Wang, H.; Wang, H.; Zhao, T.; Page, Z. A.; Khashab, N.
M.; Sessler, J. L. Removal of Organic Micropollutants from Water by
Macrocycle-Containing Covalent Polymer Networks. Angew. Chem.,
Int. Ed. 2020, 59, 23402−23412.
(10) Ji, X.; Chi, X.; Ahmed, M.; Long, L.; Sessler, J. L. Soft Materials
Constructed Using Calix[4]pyrrole- and “Texas-Sized” Box-Based
Anion Receptors. Acc. Chem. Res. 2019, 52, 1915−1927.

Journal of the American Chemical Society pubs.acs.org/JACS Article

https://doi.org/10.1021/jacs.0c12904
J. Am. Chem. Soc. 2021, 143, 8295−8304

8302

https://pubs.acs.org/doi/10.1021/jacs.0c12904?goto=supporting-info
https://pubs.acs.org/doi/suppl/10.1021/jacs.0c12904/suppl_file/ja0c12904_si_001.pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Jin+Wen"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
mailto:jinwen@dhu.edu.cn
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Hai-Bo+Yang"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0003-4926-1618
https://orcid.org/0000-0003-4926-1618
mailto:hbyang@chem.ecnu.edu.cn
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Philip+A.+Gale"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0001-9751-4910
https://orcid.org/0000-0001-9751-4910
mailto:philip.gale@sydney.edu.au
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Li-Jun+Chen"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Sean+J.+Humphrey"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0002-2666-9744
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Jun-Long+Zhu"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Fan-Fan+Zhu"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Xu-Qing+Wang"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Xiang+Wang"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/doi/10.1021/jacs.0c12904?ref=pdf
https://doi.org/10.1021/acs.chemrev.5b00099?ref=pdf
https://doi.org/10.1016/j.chempr.2019.12.002
https://doi.org/10.1002/anie.201506589
https://doi.org/10.1002/anie.201506589
https://doi.org/10.1002/anie.201506589
https://doi.org/10.1039/b926229f
https://doi.org/10.1039/b926229f
https://doi.org/10.1021/jacs.5b10937?ref=pdf
https://doi.org/10.1021/jacs.5b10937?ref=pdf
https://doi.org/10.1021/jacs.6b04372?ref=pdf
https://doi.org/10.1021/jacs.6b04372?ref=pdf
https://doi.org/10.1021/jacs.6b04372?ref=pdf
https://doi.org/10.1021/jacs.0c00441?ref=pdf
https://doi.org/10.1021/jacs.0c00441?ref=pdf
https://doi.org/10.1021/jacs.0c00441?ref=pdf
https://doi.org/10.1021/acs.chemrev.9b00839?ref=pdf
https://doi.org/10.1021/acs.chemrev.9b00839?ref=pdf
https://doi.org/10.1002/anie.202009113
https://doi.org/10.1002/anie.202009113
https://doi.org/10.1021/acs.accounts.9b00187?ref=pdf
https://doi.org/10.1021/acs.accounts.9b00187?ref=pdf
https://doi.org/10.1021/acs.accounts.9b00187?ref=pdf
pubs.acs.org/JACS?ref=pdf
https://doi.org/10.1021/jacs.0c12904?rel=cite-as&ref=PDF&jav=VoR


(11) Rostami, A.; Taylor, M. S. Polymers for anion recognition and
sensing. Macromol. Rapid Commun. 2012, 33, 21−34.
(12) Wu, X.; Gilchrist, A. M.; Gale, P. A. Prospects and Challenges
in Anion Recognition and Transport. Chem. 2020, 6, 1296−1309.
(13) Hargrove, A. E.; Nieto, S.; Zhang, T.; Sessler, J. L.; Anslyn, E.
V. Artificial receptors for the recognition of phosphorylated
molecules. Chem. Rev. 2011, 111, 6603−6782.
(14) Rhein, V.; Song, X.; Wiesner, A.; Ittner, L. M.; Baysang, G.;
Meier, F.; Ozmen, L.; Bluethmann, H.; Dröse, S.; Brandt, U. Amyloid-
β and tau synergistically impair the oxidative phosphorylation system
in triple transgenic Alzheimer’s disease mice. Proc. Natl. Acad. Sci. U.
S. A. 2009, 106, 20057−20062.
(15) Dammer, E. B.; Lee, A. K.; Duong, D. M.; Gearing, M.; Lah, J.
J.; Levey, A. I.; Seyfried, N. T. Quantitative phosphoproteomics of
Alzheimer’s disease reveals cross-talk between kinases and small heat
shock proteins. Proteomics 2015, 15, 508−519.
(16) Rush, J.; Moritz, A.; Lee, K. A.; Guo, A.; Goss, V. L.; Spek, E. J.;
Zhang, H.; Zha, X.-M.; Polakiewicz, R. D.; Comb, M. J.
Immunoaffinity profiling of tyrosine phosphorylation in cancer cells.
Nat. Biotechnol. 2005, 23, 94−101.
(17) Mertins, P.; Mani, D. R.; Ruggles, K. V.; Gillette, M. A.;
Clauser, K. R.; Wang, P.; Wang, X.; Qiao, J. W.; Cao, S.; Petralia, F.;
Kawaler, E.; Mundt, F.; Krug, K.; Tu, Z.; Lei, J. T.; Gatza, M. L.;
Wilkerson, M.; Perou, C. M.; Yellapantula, V.; Huang, K. L.; Lin, C.;
McLellan, M. D.; Yan, P.; Davies, S. R.; Townsend, R. R.; Skates, S. J.;
Wang, J.; Zhang, B.; Kinsinger, C. R.; Mesri, M.; Rodriguez, H.; Ding,
L.; Paulovich, A. G.; Fenyo, D.; Ellis, M. J.; Carr, S. A.; Nci, C.
Proteogenomics connects somatic mutations to signalling in breast
cancer. Nature 2016, 534, 55−62.
(18) Jolliffe, K. A. Pyrophosphate Recognition and Sensing in Water
Using Bis[zinc(II)dipicolylamino]-Functionalized Peptides. Acc.
Chem. Res. 2017, 50, 2254−2263.
(19) Zwicker, V. E.; Oliveira, B. L.; Yeo, J. H.; Fraser, S. T.;
Bernardes, G. J. L.; New, E. J.; Jolliffe, K. A. A Fluorogenic Probe for
Cell Surface Phosphatidylserine Using an Intramolecular Indicator
Displacement Sensing Mechanism. Angew. Chem., Int. Ed. 2019, 58,
3087−3091.
(20) Stang, P. J.; Olenyuk, B. Self-Assembly, Symmetry, and
Molecular Architecture: Coordination as the Motif in the Rational
Design of Supramolecular Metallacyclic Polygons and Polyhedra. Acc.
Chem. Res. 1997, 30, 502−518.
(21) Fujita, M.; Tominaga, M.; Hori, A.; Therrien, B. Coordination
Assemblies from a Pd(II)-Cornered Square Complex. Acc. Chem. Res.
2005, 38, 369−378.
(22) Oliveri, C. G.; Ulmann, P. A.; Wiester, M. J.; Mirkin, C. A.
Heteroligated Supramolecular Coordination Complexes Formed via
the Halide-Induced Ligand Rearrangement Reaction. Acc. Chem. Res.
2008, 41, 1618−1629.
(23) Han, Y.-F.; Jin, G.-X. Half-Sandwich Iridium- and Rhodium-
based Organometallic Architectures: Rational Design, Synthesis,
Characterization, and Applications. Acc. Chem. Res. 2014, 47, 3571−
3579.
(24) Mukherjee, S.; Mukherjee, P. S. Versatility of Azide in
Serendipitous Assembly of Copper(II) Magnetic Polyclusters. Acc.
Chem. Res. 2013, 46, 2556−2566.
(25) Schmidt, H. W.; Wurthner, F. A Periodic System of
Supramolecular Elements. Angew. Chem., Int. Ed. 2020, 59, 8766−
8775.
(26) McConnell, A. J.; Wood, C. S.; Neelakandan, P. P.; Nitschke, J.
R. Stimuli-Responsive Metal−Ligand Assemblies. Chem. Rev. 2015,
115, 7729−7793.
(27) Shanmugaraju, S.; Mukherjee, P. S. Self-assembled discrete
molecules for sensing nitroaromatics. Chem. - Eur. J. 2015, 21, 6656−
6666.
(28) Chowdhury, A.; Howlader, P.; Mukherjee, P. S. Aggregation-
Induced Emission of Platinum(II) Metallacycles and Their Ability to
Detect Nitroaromatics. Chem. - Eur. J. 2016, 22, 7468−7478.

(29) Zhang, D.; Ronson, T. K.; Lavendomme, R.; Nitschke, J. R.
Selective Separation of Polyaromatic Hydrocarbons by Phase Transfer
of Coordination Cages. J. Am. Chem. Soc. 2019, 141, 18949−18953.
(30) Rodriguez, J.; Mosquera, J.; Couceiro, J. R.; Nitschke, J. R.;
Vazquez, M. E.; Mascarenas, J. L. Anion Recognition as a
Supramolecular Switch of Cell Internalization. J. Am. Chem. Soc.
2017, 139, 55−58.
(31) Chen, L.-J.; Yang, H.-B. Construction of Stimuli-Responsive
Functional Materials via Hierarchical Self-Assembly Involving
Coordination Interactions. Acc. Chem. Res. 2018, 51, 2699−2710.
(32) Datta, S.; Saha, M. L.; Stang, P. J. Hierarchical Assemblies of
Supramolecular Coordination Complexes. Acc. Chem. Res. 2018, 51,
2047−2063.
(33) Zhang, M.; Li, S.; Yan, X.; Zhou, Z.; Saha, M. L.; Wang, Y. C.;
Stang, P. J. Fluorescent metallacycle-cored polymers via covalent
linkage and their use as contrast agents for cell imaging. Proc. Natl.
Acad. Sci. U. S. A. 2016, 113, 11100−11105.
(34) Zheng, W.; Wang, W.; Jiang, S.-T.; Yang, G.; Li, Z.; Wang, X.-
Q.; Yin, G.-Q.; Zhang, Y.; Tan, H.; Li, X.; Ding, H.; Chen, G.; Yang,
H.-B. Supramolecular Transformation of Metallacycle-linked Star
Polymers Driven by Simple Phosphine Ligand-Exchange Reaction. J.
Am. Chem. Soc. 2019, 141, 583−591.
(35) Li, B.; He, T.; Fan, Y.; Yuan, X.; Qiu, H.; Yin, S. Recent
developments in the construction of metallacycle/metallacage-cored
supramolecular polymers via hierarchical self-assembly. Chem.
Commun. 2019, 55, 8036−8059.
(36) Jiang, S. T.; Zheng, W.; Yang, G.; Zhu, Y.; Chen, L.-J.; Zhou, Q.
F.; Wang, Y.-X.; Li, Z.; Yin, G.-Q.; Li, X.; Ding, H.-M.; Chen, G.;
Yang, H. B. Construction of Metallacycle-Linked Heteroarm Star
Polymers via Orthogonal Post-Assembly Polymerization and Their
Intriguing Self-Assembly into Large-Area and Regular Nanocubes.
Chin. J. Chem. 2020, 38, 1285−1291.
(37) Xu, L.; Shen, X.; Zhou, Z.; He, T.; Zhang, J.; Qiu, H.; Saha, M.
L.; Yin, S.; Stang, P. J. Metallacycle-Cored Supramolecular Polymers:
Fluorescence Tuning by Variation of Substituents. J. Am. Chem. Soc.
2018, 140, 16920−16924.
(38) Zhang, Q.; Tang, D.; Zhang, J.; Ni, R.; Xu, L.; He, T.; Lin, X.;
Li, X.; Qiu, H.; Yin, S.; Stang, P. J. Self-Healing Heterometallic
Supramolecular Polymers Constructed by Hierarchical Assembly of
Triply Orthogonal Interactions with Tunable Photophysical Proper-
ties. J. Am. Chem. Soc. 2019, 141, 17909−17917.
(39) Yang, Z.; Wang, Y.; Liu, X.; Vanderlinden, R. T.; Ni, R.; Li, X.;
Stang, P. J. Hierarchical Self-Assembly of a Pyrene-Based Discrete
Organoplatinum(II) Double-Metallacycle with Triflate Anions via
Hydrogen Bonding and Its Tunable Fluorescence Emission. J. Am.
Chem. Soc. 2020, 142, 13689−13694.
(40) Chen, L.-J.; Ren, Y.-Y.; Wu, N.-W.; Sun, B.; Ma, J.-Q.; Zhang,
L.; Tan, H.; Liu, M.; Li, X.; Yang, H.-B. Hierarchical Self-Assembly of
Discrete Organoplatinum(II) Metallacycles with Polysaccharide via
Electrostatic Interactions and Their Application for Heparin
Detection. J. Am. Chem. Soc. 2015, 137, 11725−11735.
(41) Caltagirone, C.; Hiscock, J. R.; Hursthouse, M. B.; Light, M. E.;
Gale, P. A. 1,3-diindolylureas and 1,3-diindolylthioureas: anion
complexation studies in solution and the solid state. Chem. - Eur. J.
2008, 14, 10236−10243.
(42) Gale, P. A.; Hiscock, J. R.; Jie, C. Z.; Hursthouse, M. B.; Light,
M. E. Acyclic indole and carbazole-based sulfate receptors. Chem. Sci.
2010, 1, 215−220.
(43) Wang, W.; Schluter, A. D. Synthetic 2D Polymers: A Critical
Perspective and a Look into the Future. Macromol. Rapid Commun.
2019, 40, e1800719.
(44) Bunck, D. N.; Dichtel, W. R. Bulk synthesis of exfoliated two-
dimensional polymers using hydrazone-linked covalent organic
frameworks. J. Am. Chem. Soc. 2013, 135, 14952−14955.
(45) Sakamoto, J.; van Heijst, J.; Lukin, O.; Schluter, A. D. Two-
dimensional polymers: just a dream of synthetic chemists? Angew.
Chem., Int. Ed. 2009, 48, 1030−1069.

Journal of the American Chemical Society pubs.acs.org/JACS Article

https://doi.org/10.1021/jacs.0c12904
J. Am. Chem. Soc. 2021, 143, 8295−8304

8303

https://doi.org/10.1002/marc.201100528
https://doi.org/10.1002/marc.201100528
https://doi.org/10.1016/j.chempr.2020.05.001
https://doi.org/10.1016/j.chempr.2020.05.001
https://doi.org/10.1021/cr100242s?ref=pdf
https://doi.org/10.1021/cr100242s?ref=pdf
https://doi.org/10.1073/pnas.0905529106
https://doi.org/10.1073/pnas.0905529106
https://doi.org/10.1073/pnas.0905529106
https://doi.org/10.1002/pmic.201400189
https://doi.org/10.1002/pmic.201400189
https://doi.org/10.1002/pmic.201400189
https://doi.org/10.1038/nbt1046
https://doi.org/10.1038/nature18003
https://doi.org/10.1038/nature18003
https://doi.org/10.1021/acs.accounts.7b00252?ref=pdf
https://doi.org/10.1021/acs.accounts.7b00252?ref=pdf
https://doi.org/10.1002/anie.201812489
https://doi.org/10.1002/anie.201812489
https://doi.org/10.1002/anie.201812489
https://doi.org/10.1021/ar9602011?ref=pdf
https://doi.org/10.1021/ar9602011?ref=pdf
https://doi.org/10.1021/ar9602011?ref=pdf
https://doi.org/10.1021/ar040153h?ref=pdf
https://doi.org/10.1021/ar040153h?ref=pdf
https://doi.org/10.1021/ar800025w?ref=pdf
https://doi.org/10.1021/ar800025w?ref=pdf
https://doi.org/10.1021/ar500335a?ref=pdf
https://doi.org/10.1021/ar500335a?ref=pdf
https://doi.org/10.1021/ar500335a?ref=pdf
https://doi.org/10.1021/ar400059q?ref=pdf
https://doi.org/10.1021/ar400059q?ref=pdf
https://doi.org/10.1002/anie.201915643
https://doi.org/10.1002/anie.201915643
https://doi.org/10.1021/cr500632f?ref=pdf
https://doi.org/10.1002/chem.201406092
https://doi.org/10.1002/chem.201406092
https://doi.org/10.1002/chem.201600698
https://doi.org/10.1002/chem.201600698
https://doi.org/10.1002/chem.201600698
https://doi.org/10.1021/jacs.9b10741?ref=pdf
https://doi.org/10.1021/jacs.9b10741?ref=pdf
https://doi.org/10.1021/jacs.6b11103?ref=pdf
https://doi.org/10.1021/jacs.6b11103?ref=pdf
https://doi.org/10.1021/acs.accounts.8b00317?ref=pdf
https://doi.org/10.1021/acs.accounts.8b00317?ref=pdf
https://doi.org/10.1021/acs.accounts.8b00317?ref=pdf
https://doi.org/10.1021/acs.accounts.8b00233?ref=pdf
https://doi.org/10.1021/acs.accounts.8b00233?ref=pdf
https://doi.org/10.1073/pnas.1612898113
https://doi.org/10.1073/pnas.1612898113
https://doi.org/10.1021/jacs.8b11642?ref=pdf
https://doi.org/10.1021/jacs.8b11642?ref=pdf
https://doi.org/10.1039/C9CC02472G
https://doi.org/10.1039/C9CC02472G
https://doi.org/10.1039/C9CC02472G
https://doi.org/10.1002/cjoc.202000247
https://doi.org/10.1002/cjoc.202000247
https://doi.org/10.1002/cjoc.202000247
https://doi.org/10.1021/jacs.8b10842?ref=pdf
https://doi.org/10.1021/jacs.8b10842?ref=pdf
https://doi.org/10.1021/jacs.9b09671?ref=pdf
https://doi.org/10.1021/jacs.9b09671?ref=pdf
https://doi.org/10.1021/jacs.9b09671?ref=pdf
https://doi.org/10.1021/jacs.9b09671?ref=pdf
https://doi.org/10.1021/jacs.0c06666?ref=pdf
https://doi.org/10.1021/jacs.0c06666?ref=pdf
https://doi.org/10.1021/jacs.0c06666?ref=pdf
https://doi.org/10.1021/jacs.5b06565?ref=pdf
https://doi.org/10.1021/jacs.5b06565?ref=pdf
https://doi.org/10.1021/jacs.5b06565?ref=pdf
https://doi.org/10.1021/jacs.5b06565?ref=pdf
https://doi.org/10.1002/chem.200801639
https://doi.org/10.1002/chem.200801639
https://doi.org/10.1039/c0sc00202j
https://doi.org/10.1002/marc.201800719
https://doi.org/10.1002/marc.201800719
https://doi.org/10.1021/ja408243n?ref=pdf
https://doi.org/10.1021/ja408243n?ref=pdf
https://doi.org/10.1021/ja408243n?ref=pdf
https://doi.org/10.1002/anie.200801863
https://doi.org/10.1002/anie.200801863
pubs.acs.org/JACS?ref=pdf
https://doi.org/10.1021/jacs.0c12904?rel=cite-as&ref=PDF&jav=VoR


(46) Zhuang, X.; Mai, Y.; Wu, D.; Zhang, F.; Feng, X. Two-
dimensional soft nanomaterials: a fascinating world of materials. Adv.
Mater. 2015, 27, 403−427.
(47) Baek, K.; Yun, G.; Kim, Y.; Kim, D.; Hota, R.; Hwang, I.; Xu,
D.; Ko, Y. H.; Gu, G. H.; Suh, J. H.; Park, C. G.; Sung, B. J.; Kim, K.
Free-standing, single-monomer-thick two-dimensional polymers
through covalent self-assembly in solution. J. Am. Chem. Soc. 2013,
135, 6523−6528.
(48) Zhang, K. D.; Tian, J.; Hanifi, D.; Zhang, Y.; Sue, A. C.; Zhou,
T. Y.; Zhang, L.; Zhao, X.; Liu, Y.; Li, Z. T. Toward a single-layer two-
dimensional honeycomb supramolecular organic framework in water.
J. Am. Chem. Soc. 2013, 135, 17913−17918.
(49) Liu, J.; Zan, W.; Li, K.; Yang, Y.; Bu, F.; Xu, Y. Solution
Synthesis of Semiconducting Two-Dimensional Polymer via Trime-
rization of Carbonitrile. J. Am. Chem. Soc. 2017, 139, 11666−11669.
(50) Stewart, J. J. P. Optimization of parameters for semiempirical
methods VI: more modifications to the NDDO approximations and
re-optimization of parameters. J. Mol. Model. 2013, 19, 1−32.
(51) Stewart, J. J. P. MOPAC2016; Stewart Computational
Chemistry: Colorado Springs, CO, USA, http://OpenMOPAC.net
(accessed Nov 2020).
(52) Qing, G.; Lu, Q.; Li, X.; Liu, J.; Ye, M.; Liang, X.; Sun, T.
Hydrogen bond based smart polymer for highly selective and tunable
capture of multiply phosphorylated peptides. Nat. Commun. 2017, 8,
461.
(53) Zhou, J. Phosphopeptide enrichment with cross-linked
Os(II)(dmebpy)2Cl derivatized acrylamide and vinylimidazole
copolymer. Rapid Commun. Mass Spectrom. 2018, 32, 1−8.
(54) Yang, S. S.; Chang, Y. J.; Zhang, H.; Yu, X.; Shang, W.; Chen,
G. Q.; Chen, D. D. Y.; Gu, Z. Y. Enrichment of Phosphorylated
Peptides with Metal-Organic Framework Nanosheets for Serum
Profiling of Diabetes and Phosphoproteomics Analysis. Anal. Chem.
2018, 90, 13796−13805.
(55) Humphrey, S. J.; Karayel, O.; James, D. E.; Mann, M. High-
throughput and high-sensitivity phosphoproteomics with the Easy-
Phos platform. Nat. Protoc. 2018, 13, 1897−1916.
(56) Villén, J.; Gygi, S. P. The SCX/IMAC enrichment approach for
global phosphorylation analysis by mass spectrometry. Nat. Protoc.
2008, 3, 1630−1638.
(57) Larsen, M. R.; Thingholm, T. E.; Jensen, O. N.; Roepstorff, P.;
Jorgensen, T. J. D. Highly selective enrichment of phosphorylated
peptides from peptide mixtures using titanium dioxide microcolumns.
Mol. Cell. Proteomics 2005, 4, 873−886.
(58) Potel, C. M.; Lin, M. H.; Heck, A. J. R.; Lemeer, S. Widespread
bacterial protein histidine phosphorylation revealed by mass
spectrometry-based proteomics. Nat. Methods 2018, 15, 187−190.

Journal of the American Chemical Society pubs.acs.org/JACS Article

https://doi.org/10.1021/jacs.0c12904
J. Am. Chem. Soc. 2021, 143, 8295−8304

8304

https://doi.org/10.1002/adma.201401857
https://doi.org/10.1002/adma.201401857
https://doi.org/10.1021/ja4002019?ref=pdf
https://doi.org/10.1021/ja4002019?ref=pdf
https://doi.org/10.1021/ja4086935?ref=pdf
https://doi.org/10.1021/ja4086935?ref=pdf
https://doi.org/10.1021/jacs.7b05025?ref=pdf
https://doi.org/10.1021/jacs.7b05025?ref=pdf
https://doi.org/10.1021/jacs.7b05025?ref=pdf
https://doi.org/10.1007/s00894-012-1667-x
https://doi.org/10.1007/s00894-012-1667-x
https://doi.org/10.1007/s00894-012-1667-x
http://HTTP://OpenMOPAC.net
https://doi.org/10.1038/s41467-017-00464-0
https://doi.org/10.1038/s41467-017-00464-0
https://doi.org/10.1002/rcm.7985
https://doi.org/10.1002/rcm.7985
https://doi.org/10.1002/rcm.7985
https://doi.org/10.1021/acs.analchem.8b04417?ref=pdf
https://doi.org/10.1021/acs.analchem.8b04417?ref=pdf
https://doi.org/10.1021/acs.analchem.8b04417?ref=pdf
https://doi.org/10.1038/s41596-018-0014-9
https://doi.org/10.1038/s41596-018-0014-9
https://doi.org/10.1038/s41596-018-0014-9
https://doi.org/10.1038/nprot.2008.150
https://doi.org/10.1038/nprot.2008.150
https://doi.org/10.1074/mcp.T500007-MCP200
https://doi.org/10.1074/mcp.T500007-MCP200
https://doi.org/10.1038/nmeth.4580
https://doi.org/10.1038/nmeth.4580
https://doi.org/10.1038/nmeth.4580
pubs.acs.org/JACS?ref=pdf
https://doi.org/10.1021/jacs.0c12904?rel=cite-as&ref=PDF&jav=VoR

