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One-pot bottom-up synthesis of a 2D graphene
derivative: application in biomolecular recognition
and nanozyme activityf

Subrata Pandit and Mrinmoy De & *

The synthesis of two-dimensional (2D) nanosheets such as graphene and its derivatives through a bottom-
up approach has many advantages such as growth control and functionalization, but it is always challenging
to get the desired material. Herein, we have reported the synthesis of water soluble 2D-nanosheets through
a bottom-up approach from 2,4,6-tribromo-3-hydroxybenzoic acid via a self-coupling pathway and
characterized them using several techniques. AFM and TEM analyses reveal that the synthesized material
has a layered structure with a thickness of ~1.2 nm. Also, the prepared nanosheets are amorphous in
nature with high negative charge (-38 + 2.5 mV). The flexible nature of 2D-nanosheets and their
functionality can be used in many related applications. Therefore, we have utilized the synthesized 2D-
nanosheets in biomolecular recognition studies. It was found that the enzymatic activity of a-
chymotrypsin can be controlled reversibly in the presence of the synthesized 2D-nanosheets. The kinetic
study revealed that the nanosheet surface selectively binds to the active sites of the enzyme through
a competitive pathway. Furthermore, we explored the nanozyme activity of the material in a peroxidase-
like activity assay of two bio-active molecules: Nicotinamide Adenine Dinucleotide Phosphate (NADH)
and dopamine. The results suggest that the prepared material efficiently catalyzed the oxidation of
NADH to biological cofactor NAD"™ and dopamine to aminochrome in the presence of H,O,. These
synthesized graphene-like 2D-nanosheets with functional groups can be further tuned with other

rsc.li/nanoscale-advances

Introduction

Since the discovery of graphene in 2004, other two-
dimensional (2D) nanomaterials such as g-C;N,** porous
carbon,>® transition-metal dichalcogenides”® and black phos-
phorus®' have attracted a lot of attention in a variety of appli-
cations such as catalytic activity," " energy storage,'*'*
adsorption'®™® and molecular recognition."”?* Furthermore,
those materials are also considered in several biological appli-
cations including bio-imaging,** drug delivery,”® sensing,>***
nanozyme activity,***” transduction,”® DNA detection,* immo-
bilization of enzymes,* etc. The evolution of 2D-nanosheets
from molecules to materials (bottom-up approach) has also
been employed in broad applications, due to their controlled
functionalities and tunable physical and chemical proper-
ties.*"3> Moreover, we have also found that the functionalized
2D-nanosheets exhibit many advantages compared to unfunc-
tionalized 2D-nanosheets such as stability, and tunable physical
and optical properties.**? Graphene or related 2D
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functionalities, which can open a new window for other related applications.

nanomaterials have been implemented in various optoelec-
tronic applications such as broadband optical response, strong
and tunable light-matter interactions, device fabrication,
etc.** The synthesis of 2D nanosheets such as graphene
nanoribbons,**® metal organic frameworks (MOFs),*™** cova-
lent organic frameworks (COFs),** self-assembled 2D-nano-
sheets,”*® dendrimers*>*® and squarely designed small organic
molecular® structures via a bottom-up approach was reported
earlier using various methodologies. In all those reports, the
main focus was related to their structure, morphology and
functional groups.®>* In all of those reported studies either
multistep synthesis or multi component reactions were
involved which limits the scalability and leads to the presence of
possible impurities. In most of the reports the synthesized
graphene-like derivatives are nano-ribbon-like structures due to
1D growth of monomer building blocks such as diphenyl-10,10’-
dibromo-9,9’-bianthracene (DP-DBBA),*® 2,7,11,16-tetra-
bromotetrabenzo phenazine (TBTBP),** and poly(para-dibenzo-
coronenylene) (PPDBC)*” which formed porous hetero atom
doped ribbon like structures. However, the preparation of
extended 2D nanosheets using a bottom-up approach has rarely
been reported.® In this regard we have chosen 2,4,6-tribromo-3-
hydroxybenzoic acid (TBHBA) as the novel building block and
iron-catalyzed homocoupling of aryl bromides as a mild

© 2021 The Author(s). Published by the Royal Society of Chemistry
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reaction condition® for the preparation of 2D graphene-like
nanosheets. To the best of our knowledge, the synthesis of
2D-nanosheets from a single molecule through self-coupling by
treating with mild reagents in one-pot has never been reported.
In this regard, we report the one pot synthesis of water soluble
2D nanosheets through a bottom-up approach from TBHBA in
the presence of n-butyl lithium (n-BuLi), and FeCl, as a catalyst
at —78 °C. The synthesized material was characterized by
several techniques and we observed the formation of single
layered 2D-nanosheets having ~1.2 nm thickness. This
synthesized material was found to have a flexible nature, large
specific surface area with a controlled functionality and
hydrophobic/hydrophilic ratio (Fig. 1).

To investigate the applicability of the synthesized 2D-
nanosheets, we have performed a biomolecular recognition
study. Herein, we have considered a model proteolytic enzyme,
a-chymotrypsin (a-ChT), which has a well-defined structure
with hydrophobic patches and positively charged residues
around the active site.®® It has been reported that the develop-
ment of an artificial inhibitor of a-ChT is highly relevant to
many therapeutic applications, as the deficiency of proteolytic
inhibitors causes neurodegenerative diseases including Alz-
heimer's,** thromboembolism,*> emphysema,* etc. As a-ChT
has positively charged residues with hydrophobic pockets at the
active site, negatively charged materials with hydrophobic
residues can bind to the active site of a-ChT and can modulate
the enzymatic activity. It has been reported that o-ChT can be
specifically recognized by negatively charged nanomaterials
with hydrophobic residues.®*®® As our synthesized 2D-
nanosheets have both of those properties (anionic function-
ality and hydrophobic backbone), we expect the possible inhi-
bition of a-ChT in the presence of 2D-nanosheets. Hence, we
have measured the enzymatic activity of «-ChT in the presence
of 2D-nanosheets and we observed highly efficient enzymatic
inhibition. The inhibition efficiency is comparable to that of the
best artificial inhibitor reported so far. We have also observed
that the inhibition is reversible in nature without any effect on
the protein's secondary structure. This implies the suitability of
this system as an artificial protein receptor. Based on our
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Fig. 1 Reaction scheme for the bottom-up synthesis of 2D nano-
sheets from TBHBA via a covalent coupling reaction in the presence of
n-Buli and FeCl, as a catalyst from —78 °C to room temperature. The
change in color of the solution indicates the formation of nano-
materials with extended conjugation.
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structural analysis, the synthesized nanosheets contain several
oxygenated functionalities which may effectively take part in
various redox reactions. Hence we have explored the peroxidase-
like activity of the as-synthesized nanosheets in the presence of
H,0, as in the case of graphene oxide.®® Peroxidase enzymes
such as glucose oxidase (GOx) and horseradish peroxidase
(HRP) are very critical enzymes used for the oxidation of
glucose®” and degradation of H,O, (ref. 68) respectively. Gox and
HRP are responsible for diverse biological processes such as cell
wall synthesis and degradation, signalling oxidative stress,
removal of xenobiotics, etc. Apart from that, peroxidase activity
has a wide range of practical applications ranging from detec-
tion of blood glucose to waste water treatment. In this regard,
nanomaterial-based enzymes (nanozymes) played a crucial role
due to the low cost of production, stability and a versatile range
of working conditions.®*”* The nanozyme activity always
attracts additional advantages in many biological and catalytic
applications. To determine the efficacy of this material as
a nanozyme we have considered two bio-active molecules:
NADH and dopamine. Redox reactions involved with NADH and
dopamine are highly relevant in various biological processes.
The results suggest that the prepared 2D-material efficiently
catalyzed the oxidation of NADH to biological cofactor NAD"
and dopamine to aminochrome in the presence of H,0, as re-
ported for similar materials.””® Those two applications support
the formation of a graphene oxide-like 2D nanomaterial.

Results and discussion
Synthesis and characterization

The evolution of functionalized carbon-based nanomaterials
from small molecules has attracted great interest in various
applications due to control over size, functionality and proper-
ties. Here we have synthesized 2D carbon based nanosheets
using TBHBA as the starting source in the presence of n-butyl
lithium (n-BuLi) and ferrous chloride as a catalyst along with
triethylamine as an additive in dry tetrahydrofuran (THF)
solvent. By a self-coupling reaction, water soluble negatively
charged (carboxylate and hydroxyl groups) 2D nanosheets have
been prepared through a bottom-up approach. We had
observed that during the progress of the reaction, the color of
the reaction mixture changed from pale yellow to dark brown.
This suggests that self-polymerization has taken place. The
reaction mixture was quenched by a few drops of 1 N HCI
solution and then organic solvent was evaporated. The obtained
black solid was redispersed in distilled water and centrifuged at
4000 rpm to remove the insoluble residues. Finally, the
prepared material was purified through dialysis in 5 mM
sodium phosphate buffer. After the purification, the synthe-
sized material was characterized by various microscopic and
spectroscopic techniques. The atomic force microscopy (AFM)
study revealed that the morphology of the material is layered in
structure with ~1.2 nm thickness (Fig. 2a and b). The average
lateral diameter of this layered material is 200-400 nm. The
synthesized material suggests the formation of a single layered
material similar to a well-known 2D material: graphene oxide
(GO). After plotting the size as well as thickness distribution of
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Fig. 2 Characterization of the synthesized 2D-nanosheets. (a) AFM image indicates the formation of 2D-nanosheets without any visible
aggregation. (b) Height profile diagram indicates the formation of a single layered material. (c and d) TEM and HRTEM analyses indicate the
formation of a 2D-material with amorphous nature. (e) Powder X-ray diffraction (p-XRD) pattern of TBHBA (red line) and synthesized 2D

nanosheets (blue line).
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Fig. 3 UV-vis spectra of TBHBA and synthesized 2D-nanosheets (a)
and zeta potential plot of the synthesized 2D-nanosheets (b).

the synthesized 2D material we found that the lateral diameter
varied from 50 to 350 nm but the thickness was very consistent
~1.5 nm which indicates the formation of a 2D nanomaterial
without any aggregation (Fig. S17). Similarly, the morphology
has also been confirmed by the Transmission Electron
Microscopy (TEM) technique (Fig. 2c). Like AFM analysis, it also
suggests a layered structure and the HRTEM image indicate its
amorphous nature like GO (Fig. 2d). The synthesized 2D-
nanosheets have also been characterized through the powder
X-ray diffraction technique and compared with starting mate-
rials (Fig. 2e). We observed a broad hump at 8° and 23.6° which
supports the amorphous nature of the synthesized material
compared to the starting material as we observed in TEM
analysis. Among the spectral analyses, the UV-Vis Spectrum
reveals that the synthesized 2D nanosheets have three signifi-
cant absorption peaks at 218 nm, 270 nm and 350 nm origi-
nating from hydroxyl (-OH), carboxyl (-COOH) and the
conjugated aromatic moiety respectively. On the other hand,
the starting source TBHBA shows one sharp peak at 295 nm due
to the n to 7* electronic transition (Fig. 3a). This study also

5104 | Nanoscale Adv., 2021, 3, 5102-5110

suggests that the self-coupling reaction has taken place and
formed 2D-nanosheets with extended conjugation and func-
tionality. To examine the charge of the 2D-nanosheets we
measured the zeta potential (z) of the solution, and we found
that the charge of the solution is —35 + 1.8 mV (Fig. 3b). This
strongly suggests the formation of nanosheets containing free
carboxylic acid and hydroxyl groups present in the material as
shown in Fig. 1.

To establish the backbone structure of the synthesized 2D-
nanosheets we have carried out the NMR and IR analyses. To

'H Spectra

R

Fig. 4 Reaction scheme for the monomer from TBHBA via the
covalent coupling reaction in the presence of n-BuLi and FeCl, as
a catalyst from —78 °C to room temperature. *H NMR spectra of the
monomer in deuterated DMSO-Dg solvent.

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Fourier transform Infrared (FT-IR) spectra of TBHBA (top), the
monomer (middle) and synthesized 2D nanosheets (bottom).

determine the structure, we have synthesized monomers under
the same conditions and analyzed them through "H and *C
NMR (Fig. 4 and S2-37). According to the NMR analysis the
monomer contains both the hydroxyl and carboxyl functional-
ities with conjugated benzene rings. This is the building block
for the 2D-nanosheet.

Moreover, to confirm this, we have also performed Fourier
Transformed Infrared Spectroscopy (FT-IR) which revealed that
the significant stretching frequency for hydroxyl and carbonyl
groups was present at 3418 em ' and 1595 cm™* respectively,
whereas the hydroxy and carbonyl stretching frequencies of the
starting material appeared red shifted at 3428 cm ' and
1684 cm " respectively. We also found that the significant
intensity of C-H stretching and wagging frequency appears at
2920-2965 cm ' and 1284 cm ' respectively, as well as the
disappearance of the C-Br bond from the monomer spectra was
observed. We have also observed the presence of aromatic C=C
stretching frequency at 1400 cm ™" in all the spectra (Fig. 5). This
result suggests that the synthesized material has an extended
conjugated 2D structure.

(a) (b)
—— Raw data
—— Baseline

3 ~ - C=C

& =) — C=0

z B

3 )

g ]

s g

Z ’ &

200 400 600 800 1000 1200 230 28> 284 286 288 290

Binding energy (eV) Binding energy (eV)

(c)

——Ravw datal
~—— Baseline

- 0-C
= 0-C=0

Intensity (a.u.)

526 528 530 532 534 536
Binding energy (eV)

Fig. 6 X-ray photoelectron spectra (XPS) of the synthesized 2D
nanomaterial. (a) Wide, (b) C 1s and (b) O 1s XPS spectra of the
synthesized material.
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To investigate the elemental composition of the synthesized
2D-nanosheets, we have utilized X-ray photoelectron spectros-
copy (XPS). The XPS analysis revealed that two sharp distin-
guished peaks were appearing in the spectrum. This suggests
that these peaks are from the 1s spectra of carbon and oxygen at
284.4 and 532.6 eV respectively (Fig. 6a). Also, we have decon-
voluted the 1s spectra of both the elements and it suggests the
presence of sp” C associated with the benzene ring (C=C) and
carboxylic acid (C=0) (Fig. 6b). Similarly, we observed the
presence of C-O and O-C=0 bonds in the case of 1s spectra of
oxygen (Fig. 6¢). We have also observed that the C-Br bond
disappeared from the wide XPS spectra. This suggests that the
C-C bond has formed which causes extended conjugation.

Enzymatic inhibition: the synthesized 2D nanosheet has
been characterized and it was found to be negatively charged
and flexible in nature. This synthesized material can be used for
the protein surface recognition study, specifically for positively
charged proteins with aromatic/hydrophobic residues. In this
regard we have considered a positively charged protein o-
chymotrypsin (a-ChT) as mentioned in the introduction
section.

To measure the degree of inhibition efficiency of negatively
charged 2D nanosheets the enzymatic activity was measured in
the presence of chromogenic substrate N-succinyl L-phenylala-
nine p-nitroanilide (SPNA) (Fig. 7, S47). The enzymatic activity
study was carried out by preincubating o-ChT (3.2 uM) in the
presence of synthesized 2D nanosheets at various concentra-
tions ranging from 0 to 45 ug mL~"' (whereas the stock solution
was 100 ug mL ™). The activity of o-ChT reduces to 94% at 40 ug
mL~". As reported earlier, not only the presence of negative
charge but also m-conjugated hydrophobic pockets (aromatic
moiety) played a crucial role in binding with the positively
charged hydrophobic patches of a-ChT around its active sites.*
We have performed an enzymatic study at different pHs ranging
from 4 to 10 and we found that at extremely low and high pH the
enzymatic activity has been reduced. This indicates, either
under those conditions effective interaction does not happen,
or protein gets denatured. Hence, we have studied the effect of
pH on the secondary structure of «-ChT by a circular dichroism
study. As expected, we have observed denaturation of protein at
extremely high and low pH. So the optimized pH conditions for
the enzymatic study is 7.4, physiological condition (Fig. S57).
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Fig. 7 Enzymatic activity of a-ChT as a function of the concentration
of 2D nanosheets in 5 mM sodium phosphate buffer at pH 7.4 (a), and
inhibition efficiency of the synthesized material compared to other
materials (b).
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Moreover we have also tried to carry out this interaction in 100%
serum but due to the opaqueness we were not able to monitor
the enzymatic activity. So we have tried some diluted buffer
conditions and we found that up to 8% serum solution the
efficiency of enzymatic inhibition was not affected. This indi-
cates that the presence of serum proteins will not affect the 2D
nanosheet and «-ChT interaction. At higher concentrations
(16%) we still see equally effective inhibition but with some
inconsistency (Fig. S6). This difficulty could be overcome by
using other substrates such as NIR or fluorescence based
substrates. Further we have also performed the activity study of
a-ChT with time and it showed that the complete complexation
is not instant, rather takes time up to 165 min for complete
complexation. (Fig. S71). Compared to other reported artificial
inhibitors of a-ChT under a similar category, such as carbon
nanotubes, gold nanoparticles, micelles, etc., our synthesized
2D nanosheets exhibit a much better inhibition effect (Table
S1t). The inhibition efficacy is only comparable with that of
graphene oxide (GO) which is known as the best-known artifi-
cial inhibitor for a-ChT® (Fig. 7b). This result also suggests the
structural similarity of our synthesized material with GO. To
establish the mode of inhibition, rate constant (K;), velocity
(Vimax) and Michaelis-Menten constant (K,), a kinetic study was
carried out. In this study, at first, we fixed the concentration of
a-ChT and the synthesized 2D nanosheets and varied the
concentration of the substrate (SPNA) ranging from 0 to 80 uM.
The data were fitted by nonlinear regression using GraphPad
software based on the general equation for the velocity (V) of an
enzyme reaction in the presence of an inhibitor ().

Vinax [S]

V= S0+ Mk + K1+ 1/K)

This is a well-known equation in the literature which can be
split into three specific forms describing competitive, non-
competitive and uncompetitive inhibition mechanisms
depending on the slope value («). Specifically, « = 1 implies that
the inhibitor does not affect the binding of the substrate to the
enzyme, which is non-competitive inhibition, when « > 1
binding of the inhibitor prevents the interaction of the
substrate which is competitive inhibition and when o <« 1
inhibitor binding increases enzymatic substrate binding, and

(@) (b)
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Fig. 8 Kinetics study of enzyme inhibition by the complex formed
between a-ChT and synthesized 2D nanosheets. The enzyme velocity
as a function of substrate concentration (SPNA) with the inhibitor (a)
and Lineweaver—Burk plot (b) in sodium phosphate buffer 5 mM pH
7.4.
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the equation describes mostly uncompetitive inhibition. For
fitting the data (Fig. 8a) we have considered synthesized 2D
nanosheet [I] concentrations as a static value and obtained the
values of V. and K, as the best-fit values for the 7.01 x 10™*
and 39.81 £ 7.1 respectively. Here we obtained « = 1.4, indi-
cating that the synthesized 2D nanosheets inhibit «-ChT
through a competitive pathway. The mode of inhibition can also
be illustrated using a Lineweaver-Burk plot (Fig. 8b). Here we
have observed that different concentrations of synthesized 2D
nanosheets (inhibitor) produce lines with the same y-axis
intercept, indicating competitive inhibition. From this data set
a K; of 2.41 mg mL ™" was observed.

The effect of ionic strength can be determined by measuring
the enzymatic activity in the presence of various salt concen-
trations. This study describes the nature of interaction between
the synthesized 2D nanosheets (inhibitor) and guest molecules
(enzyme). To estimate the degree of reversibility, we have per-
formed two parallel experiments. In the first experiment, 3.2 uM
a-ChT was preincubated with 50% inhibitory concentration of
receptor (synthesized 2D nanosheets, 20 pg mL ™) for 30 min
and then various concentrations of salt solutions (NaCl) were
added to reach the final concentration from 0 to 500 mM. In the
second experiment, we incubated the 3.2 uM «-ChT and mixed
it with the synthesized 2D nanosheets in the presence of salt
solution at the same concentrations as before without the
30 min preincubation. The activity of a-ChT could be restored
while increasing salt concentrations. It suggests that the extent
of binding can be monitored by the hydrolysis of the SPNA
substrate. It was observed that in both cases the a-ChT between

== Before incubation
= After incubation

% of activity
(2}
o

0 100 200 300 400 500
Salt concentration /(mM)

Fig. 9 Salt study assay of the complex between enzyme «-ChT and
synthesized 2D nanosheets in 5 mM sodium phosphate buffer at pH
7.4.

= -ChT+ 2D Sheets (0 h)
= q-ChT+ 2D Sheets (4 h)
e -ChT+ 2D Sheets (8 h)
== D-ChT

(
=== 2-D sheets ====Complex (8 h) 1.24
s COMPIEX (O h) s D-ChT
s Complex (4 h)

=) -
© =]

o
o

Normalized int.(a.u.)

o
»

300 320 340 360 380 400 420
Wavelength (nm)

190 200 210 220 230 240 250
Wavelength (nm)

Fig. 10 Secondary structure of the enzyme in the presence of
synthesized 2D nanosheets at different time intervals: circular
dichroism (a) and fluorescence spectroscopy (b).
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Fig. 11 (a) Scheme of the nanozyme activity of NADH and dopamine in the presence of 2D nanosheets. (b—d) NADH activity assay in the

presence of 5 MM H,O, (b) and the kinetic studies of NADH, measured at 340 nm at different concentrations of NADH (i) 10, (ii) 5, (iii) 2.5, (iv) 1.25,
(v) 0.625, (vi) 0.312 to (vii) 0 mM (c and d). (e—g) Dopamine activity assay in the presence of H,O, (e) and the kinetic assay mesured at various
concentration of dopamine (f and g). The concentration of dopamine are, (i) 20, (i) 10, (iii) 5, (iv) 2.5, (v) 1.25, to (vi) 0 mM. All studies have been

done in 5 mM sodium phosphate buffer solution, pH 7.4.

synthesized 2D nanosheets and a-ChT is electrostatic in nature
and can be reversed (Fig. 9). Also, control experiments were
carried out under identical conditions without the addition of
a-ChT and the synthesized 2D nanosheets. It was reported in
earlier studies that the interaction of the inhibitor with the
biomolecules can be reversed by increasing the ionic strength of
the medium, since the electrostatic forces can be attenuated by
the presence of competitive ions.”*”*

To compare the secondary structure of native o-ChT and the
complex formed (ie., between o-ChT and synthesized 2D
nanosheets), The Circular Dichroism (CD) and Fluorescence
Spectroscopy techniques were utilized. Firstly, we have per-
formed the CD experiment which provides detailed information
related to the secondary structure of protein (i.e., combination
of helix, sheet and random coil). Here we found that the enzyme
a-ChT shows two characteristic minima at 232 nm and 202 nm
for the alpha helix and random coil respectively and was
compared with the complex form. The result shows that the
degree of denaturation of a-ChT upon binding with synthesized
2D nanosheets was insignificant (Fig. 10a). This suggests that
the synthesized 2D nanosheet does not affect the secondary
structure of a-ChT. On the other hand, we have also investigated
the secondary structure of the enzyme through the fluorescence
spectroscopy technique. This study revealed that the native a-
ChT characteristic emission peak is at 340 nm and after

© 2021 The Author(s). Published by the Royal Society of Chemistry

structural denaturation the peak was red shifted to 364 nm
because of the exposure of the tryptophan (Trp) residues to the
aqueous environment. Our study suggests that upon the addi-
tion of the synthesized 2D nanosheet to the a-ChT solution (3.2
ug mL ™) the secondary structure has not changed (Fig. 10b
Table S27). Herein we have also observed that the characteristic
emission peak shows a minimum red shift which indicates that
the degree of denaturation of protein is very low (12%) and is
comparable to that of native a-ChT over time. In previous
reports it was suggested that a-ChT denaturation could be
caused by a more hydrophobic environment or strong electro-
static interactions and this denaturation process can be pre-
vented at a suitable ratio of hydrophobic and hydrophilic
moieties.

Nanozyme activity. Derivatives of graphene and graphene-
like materials are well known in nanozyme applications.
Various oxygenated functionalities such as hydroxyl, epoxide,
carboxylate, etc. play a crucial role in those phenomena.” As we
have established the presence of those functionalities in our
synthesized nanosheets, so we have explored the potential of
this material as a nanozyme. So far only graphene derivatives
from bulk materials (top-down method) have been used for
nanozyme applications. Qu et al. first observed the peroxidase-
like activity of graphene oxide and applied in glucose detec-
tion.®® After that, several modified graphene-based systems
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were applied as peroxidase nanozymes in various applications
such as Willner et al. reported Cu®>* mediated nanographene in
enzyme mimetic activity.®>””’®* However, graphene derivatives
prepared by the bottom-up approach have not been explored in
peroxidase-like activity so far. Therefore, we have investigated
whether the prepared materials can exhibit enzyme-like prop-
erties. In this regard we have considered two well-known
assays: (1) NADH and (2) dopamine to evaluate the nanozyme
activity of 2D-nanosheet (Fig. 11a). The NADH peroxidase-like
activity measured in the presence of H,O, which has specific
absorbance at 340 nm. In the presence of the nanozyme, NADH
is oxidized to form biological cofactor NAD", and the absor-
bance intensity at 340 nm decreases gradually over the period
of time (Fig. 11b). The activity assay suggests that these 2D
nanosheets can efficiently mimic the NADH peroxidase-like
activity when tested at different concentrations of 2D-
nanosheets ranging from 0 to 80 pg mL ' and it was
observed that with increasing concentrations the rate of
oxidation of NADH increases (Fig. S8a, cf) linearly. This indi-
cates that the catalytic activity can efficiently mimic the NADH
peroxidase-like activity in the presence of H,0,. Similarly,
under the same conditions the control experiment was carried
out where very low oxidation of NADH was observed in the
presence of only H,0, (Fig. 11b). The kinetic study reveals that
the rate of oxidation of NADH to NAD' increases with
increasing concentration of NADH (0-10 mM) (insight) and the
rate is 1.546 x 10~* mM min ' (Fig. 11c and d). Moreover, we
have also examined the catalytic oxidation of dopamine using
H,0, in the presence of 2D nanosheets. The absorbance of the
oxidized product, aminochrome, was measured at 480 nm
(Fig. 11d). We observed that the material catalyzed the oxida-
tion of dopamine to aminochrome in the presence of H,O,.
Similarly, we have also performed a control study and it clearly
suggested that in the absence of 2D-nanosheets the reaction
does not happen significantly (Fig. 11d). We have also regulated
time-dependent absorbance of the oxidized product amino-
chrome with different concentrations of synthesized materials.
Similar to NADH we have also observed a rate enhancement
with increasing concentrations of 2D-nanosheets (Fig. S8b, dt).
Moreover, kinetic studies suggest that with increasing the
concentration of dopamine from 0 to 20 mM the absorbance of
oxidized product aminochrome increases. From this study we
have calculated the rate of oxidation, which is 5.716 x 107>
mM min~ "' (insight) (Fig. 11e). Based on the above two experi-
ments, we can assume that our synthesized 2D-nanosheets
behave like natural enzymes and are comparable with many
other reported oxidases like nanozymes.

Conclusion

In summary, we have reported a new bottom-up approach for
the synthesis of a graphene-like 2D material with controlled
functionalities. According to this approach, 2,4,6-tribromo-3-
hydroxybenzoic acid was self-coupled in the presence of "BuLi
and FeCl, under mild conditions. The synthesized material has
been characterized by several techniques and we have estab-
lished that the synthesized material is a single layered 2D
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nanosheet having certain functional groups (carboxylic and
hydroxy) which makes it water soluble and negatively charged.
Owing to these properties, we have applied the synthesized 2D
nanosheets in molecular recognition studies. We have found
that the synthesized 2D nanosheet efficiently binds to the
enzyme surface and inhibits the enzymatic activity without any
effect on its secondary structure. The interaction is mainly
electrostatic in nature and can be reversed in the presence of
competitive ions. Furthermore, we have also examined the
nanozyme activity of the synthesized 2D-nanosheets. They
exhibit excellent peroxidase-like activity from NADH to biolog-
ical cofactor NAD' and dopamine to aminochrome in the
presence of H,0,. Even though here we have demonstrated
biological applications, but similar to previous reports a 2D
material based layered film can be prepared and various elec-
tronic properties can be measured. This reported method can
provide an easy access of preparation of 2D-nanosheets with
a controlled ratio of functionalities which can be further tuned
by post modification. This may open a new window for other
related applications of graphene derivatives in biology, sensing,
electronic field, etc.
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