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We report the synthesis and programmed self-assembly of m-phenylene vinylene (m-PPV) derivatives
containing amino acid functional groups. These derivatives form highly fluorescent nanofibres through
hydrogen bonding, rather than m—m stacking. Systematic investigation of tyrosine-based derivatives
reveals the critical role of lateral and vertical hydrogen bonding sites in forming uniform, high-aspect-
ratio nanofibres, as confirmed by cryo-TEM and SEM (diameters 2-3 nm, lengths > 20 um). Chiral
centres promoted helical nanofibres, while achiral oligomers formed straight fibres. Our study demon-
strates the ability to form large-area, homogeneous straight and helical nanofibres with a high aspect
ratio and increased melting point from 185 °C to 209.4 °C. Photophysical studies showed thickness-
dependent fluorescence lifetimes, attributed to self-quenching. This work enhances the understanding
of structure—property relationships in supramolecular assemblies and offers a new design strategy for

rsc.li/materials-advances biomimetic nanomaterials.

Introduction

Inspired by biomolecular scaffold-assisted self-assembly into high
aspect ratio nanofibres, various supramolecular systems have been
developed through molecular self-assembly to understand and
replicate their structure and function.™” Such a strategy is espe-
cially important for the development of complex materials that
require designing hydrogen bonding interactions at the molecular
level."® In particular, biomolecule based-nanofibres have shown
great potential in the application of bio-sensing, biomedicine, and
soft nanofabrication.® Biomimetic peptide-based molecules,
DNA, carbohydrates, and steroids have been attached to conju-
gated oligomers to exemplify how hydrogen bonding-based pro-
grammed self-assembly can be applied to facilitate the formation
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of hierarchical nanoscale structures.®® Nanowires with uniform
diameters have been constructed with the auxiliary units (peptides)
attached to the ends of oligomers.”'° In recent years, short peptide
systems have been studied to achieve 1D self-assemblies and
understand the relationship between the peptide sequences and
resulting structures.®'*™'® For example, sequence-dependent self-
assembly behaviour has been observed in short peptide containing
specific tyrosine units."*

An alternative way to achieving 1D assemblies with desired
size and physiochemical properties is to utilize amino
acids.>"’™*° Functional materials based on amino acids and
their derivatives have been self-assembled, providing an under-
standing of the structure-property relationship.”® For example,
Ji et al. investigated the self-assembly behavior of r-phenyl-
alanine (t-Phe), r-tyrosine (1-Tyr), and r-3,4-dihydroxyphenyl-
alanine (1-DOPA)."**'">* For 1-Tyr, a face-to-face dimer building
block was observed, presumably due to n—r stacking.*! Previous
studies reported that r-Tyr forms nanoribbons, branches,
and fern-like structures depending on the experimental para-
meters.”* Furthermore, racemic assembly of .-Tyr and p-Tyr was
reported to induce a transformation in the supramolecular
secondary structures, shifting from antiparallel to parallel
B-sheets.>® However, achieving precise control on characteris-
tics such as morphology, physiochemical property, and chirality of
amino acids self-assemblies remain limited."®***” Advancing
the understanding of structure-property relationships and
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Scheme 1 |llustration of the supramolecular self-assembly pathway (a) molecular structure of an m-phenylene vinylene (m-PPV) derivative compound

L2, designed with hydrogen bonding donors and acceptors. Cryo-TEM images of (b) helical fibres and (c) straight self-assembled fibres assembled from
compound L2 in DMSO and DMSO/water mixture. Schematics depicting (d)—-(f) the assembly of helical fibres, and (g)-(i) the formation of straight fibres

through multiple hydrogen bonds.

enhancing the optoelectronic properties of these amino acid
self-assemblies remain challenging.”

In this study, we report the synthesis and self-assembly of a
series of m-phenylene vinylene (m-PPV) derivatives containing
an amino acid as a self-assembly promoter and with functional
groups as hydrogen bonding sites (Scheme 1). The three main
features necessary for the programmed self-assembly of oligo-
mer derivatives into nanofibres are: (1) conjugated oligomers
with structurally dependent electronic properties, (2) amino
acid functional groups are hydrogen bonding donors and
acceptors, and (3) oligomers with chiral and achiral centres
that can induce the formation of helical and straight nanofi-
bres. It is important to note that these m-PPV derivatives
contain hydrogen bonding sites that are positionally correlated
to direct the self-assembly to form 1D nanofibres via hydrogen
bonding rather than n-=n stacking (Fig. S1-S7, ESI{). The cryo-
transmission electron microscopy (TEM) and scanning electron
microscopy (SEM) revealed uniform, high aspect ratio, straight
and helical nanofibres of 2-3 nm diameter that extended for
more than 20 um. The structural requirement of hydrogen
bonding for the programmed self-assembly of the desired
nanoscale structures can be confirmed upon tailoring multiple
hydrogen-bonding sites. More importantly, this programmed
self-assembly of tyrosine derivatives through hydrogen bonding
interactions resulted in enhanced optical properties.

Results and discussion
Construction and characterization of the self-assembly system

To achieve a greater understanding of how specific functional
groups lead to the formation of nanofibres, we systematically
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investigated the self-assembly behaviour of tyrosine derivatives
with tailored hydrogen bonding sites (Fig. 1a). We first inves-
tigated the self-assembly of compound L1, a molecule compris-
ing a phenolic ring, amino acid, and carboxylate functional
groups (Fig. 1a). This molecule has a hydrogen bonding accep-
tor and donor in the vertical direction but not in the lateral
direction, leading to no self-assembled nanostructure for-
mation (Fig. 1b).

In contrast, molecules L2 and L3, which have hydrogen
bond acceptors at both the vertical and lateral ends of the
oligomers, form 1D nanowires. These nanowires have dia-
meters as small as 20 nm and lengths of more than a few
micrometres, as shown in Fig. 1c and d. The results suggest
that it is necessary for conjugated oligomer to have functional
groups (hydrogen bonding donor/acceptor) in lateral direction
to form 1D nanofibres.

Then we further investigated how the presence of the
phenolic ~OH functional group in the vertical direction impacts
the nanofiber formation. As can be seen in the m-PPV derivative
L8, where the -OH group is replaced with -OMe (Fig. S1, ESIT).
The absence of hydrogen bonding interactions in the bottom
side of vertical direction, the nanofibre structure was no longer
observed.

After validating our hypothesis regarding the -OH func-
tional group, we synthesized L4, which lacks the -NHBoc and
—-COOMe functional groups. These groups were supposed to be
involved in vertical hydrogen bonding with the ~OH functional
group. It is no surprise that no self-assembled structure was
observed for L4, even with the presence of the phenolic hydro-
xyl group and the pyridinyl group in the lateral direction
as hydrogen bond donors and acceptors. The single-crystal
X-ray structure of L4 indicates that two molecules formed an

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 Schematic diagram and SEM images showing the relation between molecular structure and self-assembled morphology. (a) Molecular structures
of tyrosine derivatives L1-L6 with various functional groups. The change or removal of functional groups is indicated by circles and scissors, respectively.
(b)-(g) SEM images of the self-assembled architectures formed by L1-L6 on Si substrates, respectively.

interlocked dimer structure through hydrogen bond formation
between the phenolic hydroxyl group and the pyridinyl group.
This is illustrated in Fig. S8 and S9 (ESIt).

After confirming the importance of hydrogen bonding sites
in both the vertical and lateral directions to form nanofibres.
We synthesized molecule L6, which have only one hydrogen
bonding site at the end, and L5, which lacks a -COOMe group,
both are observed forming long nanofibres. This further con-
firms the necessity of both the -NHBoc group and a H-bonding
site in the lateral direction to form nanofibres.

The above results validate the importance of -NHBoc as
hydrogen bonding donors and acceptors in nanofibre for-
mation. The role of each functional group in forming fibres is
realized by precisely tuning the hydrogen bonding sites and
molecular structures of a series of m-PPV derivatives. Addition-
ally, these nanostructures can be easily formed by simply drop-
casting an m-PPV solution onto various substrates. Taking
molecule L2 as an example, SEM images demonstrate the
formation of these nanofibres on several substrates, including
ITO glass, aluminium foil, and graphite (Fig. 2).

Of particular importance in this work is to realize the
presence of the chiral centre of the oligomers impacts the
nanofibre structure. In Fig. 3a, it can be observed that straight
fibres were formed from molecule L5 with achiral building
blocks. On the other hand, molecules containing the chiral

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 SEM images of large area of self-assembled fibre of compound L2
in DMSO on different substrates: (a) Si (b) Al (c) ITO (d) graphite.

centre led to the formation of helical nanofibres, as shown in
Fig. 3b-d. Notably, the oligomer with only one H-binding site
on one side could form helical nanofibres, as shown in Fig. 3e
and f, confirming the essential role of chiral centre -COOMe in
the self-assembly of nanofibres.

To better understand the functional groups involved in the
self-assembly processes of forming helical nanofibres, Fourier
transform infrared (FTIR) spectra were measured for KBr-
dispersed L2 molecules and nanofibre self-assembly. As shown
in Fig. 4a and b, the absorption peaks at approximately
3356 cm ', 1747 cm™ ', and 1685 cm ' were assigned to the
O-H, carbonyl, and carbamate groups, respectively. These peaks
redshifted upon nanofibre formation, suggesting the involvement
of all functional groups in self-assembly, which is consistent with
our hypothesis. As shown in Fig. 4b, shifts in the absorbance peaks
ascribed to the N-H bending vibration and the N—O stretching

Mater. Adv., 2025, 6, 241-247 | 243


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4ma01057d

Open Access Article. Published on 28 November 2024. Downloaded on 7/22/2025 2:07:14 AM.

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

(cc)

Fig. 3 SEM images showing the effect of the chiral centre. (a) Achiral bis-
styryl-L-tyrosine analogue formed nanowires without helicity (straight
nanowires). (b) Chiral bis-styryl-L-tyrosine analogue formed helical nano-
wires. (c)—(f) Self-assembled helical fibres resulting from chiral molecules
with different functional groups on the end.

vibration in the FTIR spectra of the nanofibres were observed.*®*

It was found that the N-H stretching vibration peak at 1516 cm
shifted to 1510 cm™*, which was attributed to H-bond formation
between the N-H and NO, functional groups.’** The N—0O band
was centred at 1334 cm ' for the nanofibre and shifted to
1340 cm . More importantly, the peak at about 1593 cm
assigned to C—C stretching in the aromatic system, remained
unchanged, suggesting minimum overlap between benzene rings
in m-PPV moieties.*"** The above results strongly suggest nano-
fibres formation is mainly based on H-bonding interaction rather
than n-m stacking between conjugated chromophores. Overall,
systematic tuning of the molecular structure has enabled a deeper
understanding of the role of each binding site within this mole-
cular system. Additionally, FT-IR analysis provided detailed
insights into the specific functional groups involved in the assem-
bly process. To further confirm the contribution of intermolecular
hydrogen bonding we measured the melting point of nanofibres
self-assembled from molecule L2 and the corresponding powder.
The melting point increased from 185 °C to 209.4 °C upon self-
assembly, indicating enhanced thermal stability due to hydrogen-
bonding interactions involving all functional groups (Fig. S10,
ESI¥).* Furthermore, the CD spectrum of the self-assembled
nanofibres (Fig. 4c) showed a significant CD signal with a positive
peak at around 300 nm and a negative peak at around 490 nm. No
peak was observed for L2 when dissolved in DMSO. This result is
distinctly different from that of L2 in DMSO, consistent with the
formation of a supramolecular helical structure. We conducted CD
spectroscopy for two additional molecules, L3 and L6. However,
the signals were barely detectable (Fig. S11, ESIt), likely due to the
sparsely dispersed nature of the fibrous thin films.

To further investigate changes in optical properties, we
performed spectroscopic analysis of L2 in both DMSO and after
self-assembly. In the normalized UV-Vis absorption spectrum,
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Fig. 4 Spectroscopic study of molecule L2 in solvent and the self-
assembled structure. (a) and (b) FTIR spectra of pristine L2 dispersed in
KBr and the self-assembled nanofibre. (c) CD spectra of L2 dissolved in
DMSO and the self-assembled nanofibre. (d) UV-Vis spectra of L2 dis-
solved in DMSO and the self-assembled nanofibre. (e) The normalized PL
spectra of L2 dissolved in DMSO and the self-assembled nanofibre. (f)
Confocal microscopy image of bundles of nanofibres confirming the
fluorescence properties of the self-assembled nanofibres.

L2 in DMSO exhibits a strong absorption band around 390 nm,
whereas the self-assembled nanofibers display a broader peak
with a shoulder observed around 370 nm (Fig. 4d). The normal-
ized photoluminescence spectra of L2 in solution and in the
self-assembled nanofiber form are shown in Fig. 4e. The self-
assembled nanofibers exhibit a photoluminescence peak at
550 nm, significantly redshifted from the 478 nm peak
observed for L2 in DMSO. These changes indicate conforma-
tional changes in the molecular environment associated with
the self-assembly process, likely stabilized by intermolecular
interactions.>*”> Additionally, Fig. 4f shows a confocal PL
image of the self-assembled nanofibres, demonstrating the
highly fluorescent nature of the self-assembled nanofibres.
Our highly fluorescent nanofibres differ from that of most
conjugated oligomer-based nanofibres, which experience
quenching due to strong n-n interactions.'®*® This difference
is primarily due to H-bonding dominated interactions in our
self-assembled nanofibres, with minimum n-n interactions
between oligomers.

Photophysical properties

Confocal fluorescence lifetime imaging microscopy (FLIM) was
used to investigate the fluorescence lifetimes of L2 nanofibres.
We used a marked substrate to locate individual nanofibres

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 FLIM of the self-assemblies. (a) FLIM images of nanofibres.
(b) Zoom out of the red box in (a). (c) Lifetime and (d) emission spectra
of single nanofibres at points 1-6 labelled in (b). (e)-(g) Cryo-TEM images
of L2 revealing nanofibre bundles composed of parallel nanofibres with
diameters of approximately 2—-3 nm. As hypothesized, the h-bonding was
formed in both x direction and y direction.
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and ascertain the size-dependent optical and photophysical
properties. Fig. 5a depicts a FLIM image of nanofibres and a
magnified view of a portion of the image. The FLIM image in
Fig. 5b was utilized to estimate the lifetimes of individual
nanofibres. These nanofibres are marked as nanofibres 1-6.
Time-dependent decay histograms were measured for each
nanofibre, as displayed in Fig. 5b. These histograms were then
analyzed using exponential models to determine their life-
times. The lifetime of each nanofibre was recorded as a func-
tion of its diameter, and the results are summarized in Table S2
(ESIf). The data in Fig. 5c shows that the lifetime of the
nanofibres increased from 0.35 to 0.89 nanoseconds as their
diameter decreased from 1.1 pm to 0.24 um, respectively. This
trend suggests a self-quenching mechanism occurred among
individual nanofibres in a bundle (Table S2, ESIt). This self-
quenching mechanism was further confirmed by observing
similar PL spectra for all these nanofibres showing diameter-
dependent lifetimes (Fig. 5d). Such a phenomenon was also
observed for other nanofibres, as shown in Fig. S12-S14 and
Tables S3, S4 (ESIf). Most importantly, we used cryo-TEM
images to examine the structure of nanofibres in more detail
(Fig. 5e-g). The nanofibre bundles were achiral and composed
of 2, 4, and 6 nanofibres, each with a diameter of 3-4 nm.
Furthermore, we observed that the nanofibres were parallel to
one another, which supports our hypothesis that H-bond
interactions occur in both the paralleled and lateral directions.

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Conclusions

In summary, we report the synthesis and programmed self-
assembly of a series of tyrosine derivatives with multiple
functional groups capable of H-bonding. Self-assembly on a
silicon substrate dominated by H-bonding interaction rather
than pi-pi interaction allows the formation of highly fluores-
cent chiral and achiral nanofibres. We have established a
mechanistic understanding of how programmed self-assembly
directs nanowire formation by precisely controlling the spatial
and geometric arrangements. Cyro-TEM reveals that individual
nanofibre has a diameter of ~2-3 nanometres that is consistent
with our hypothesized model, and the control of H-bond at the
lateral and perpendicular directions leads to a wide range of nano-
scaled self-assembled structures. The photochemical properties of
individual nanowires reveal thickness-dependent lifetimes and
suggest that self-quenching might explain this observed thick-
ness-dependent lifetimes. Our work provides a fundamental
understanding and a unique design principle for mimicking bio-
molecular scaffolds in nature and developing functional nano
assemblies with structures and functions that are not currently
accessible.

Methods

Compounds self-assembly

Each compound was dissolved in DMSO at a concentration of
1 mM. The samples were sonicated and allowed to equilibrate
for 30 minutes. Subsequently, 5 pL of each sample was drop-
casted onto a silicon wafer. The samples were then placed in a
plastic glovebox with controlled humidity, maintained at
around 10% relative humidity, and left to dry completely.

Transmission electron microscopy (TEM)

A cryo-transmission electron microscope (Krios G3i) equipped
with an image Cs corrector and two cameras (Falcon 3 and FEI
Ceta D) was employed at an acceleration voltage of 300 kV to
capture TEM images. 5 pL of sample solution at 1 mM was
drop-casted onto a cleaned silicon wafer. Then, the TEM
sample was prepared on a carbon-coated copper grid by trans-
ferring the self-assembled nanofibre from the silicon wafer by a
needle.

Scanning electron microscopy (SEM)

5 uL of each sample solution was drop-casted onto a silicon
wafer. The samples were imaged with TESCAN MIRA 3 SEM
operating at 20 kV. To control the humidity, we connected a
pump with a plastic glovebox. A hygrometer was put in the
glovebox for in situ measurement of the humidity during

pumping.
UV-Vis, PL, FTIR, and confocal microscopy measurements

UV absorption spectra were obtained on a Cary 5000 UV-vis-NIR
spectrophotometer. Fluorescence emission spectra were recorded
using a HORIBA PTI-QM-8075 luminescence spectrometer.
The excitation wavelength was 355 nm for the fiber and powder

Mater. Adv., 2025, 6, 241-247 | 245
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samples, with 3 nm emission and excitation slit widths. FTIR
spectra were collected using a Thermo Scientific Nicole iS50 FTIR
spectrometer in attenuated total reflection (ATR) mode.

Circular dichroism measurements

The CD spectra of all the samples were recorded on an Applied
Photophysics Chirascan CD Spectrometer at room temperature.
The data were collected at 10 nm intervals over the range of
180-700 nm. All solution measurements were performed
in a 1 cm path length cuvette with a 1000 pL sample volume.
All film measurements were conducted by drop-casting the
sample onto a 1 mm silica glass wafer. Each CD profile was
the average of three scans of the same sample collected at a
scan rate of 600 nm min~ ', with a proper baseline correction
for the respective solvents or substrates.

Differential scanning calorimetry (DSC)

DSC was measured by DSC 25 TA instruments with a heating rate
of 10 °C min . The measurement was done at a temperature
range between 30 °C and 300 °C with nitrogen as a protective gas at
a flow rate of 100 mL min™~". The weight of samples is around 1 mg
(£0.1 mg) prepared in standard aluminum DSC pans.

Fluorescence lifetime imaging microscopy

The FLIM was performed on an Olympus IX81 confocal micro-
scope equipped with a scanning stage (Physics Instrumente,
Germany) and a picosecond laser with an excitation wavelength
of 442 nm (Picoquant Sepia, Germany). The laser beam enter-
ing the microscope was reflected by a dichroic mirror (Di01-
R442, Semrock) and focused on the sample by a 100, 0.95 NA
objective lens (Olympus). Fluorescence from the samples was
collected by the same lens, filtered from the laser excitation
by the dichroic mirror and a bandpass filter (FF01-583/120,
Semrock), spatially filtered by a 75 um pinhole and refocused
onto a single-photon avalanche photodiode (MPD Picoquant), with
the signal read by a PicoHarp 300 TCSPC analyzer (PicoQuant).
FLIM images and fluorescence decays from diffraction-limited
spots were acquired and analyzed with Symphotime 64 software
(Picoquant). Fluorescence spectra were acquired using a Spectra
Pro 2300i monochromator coupled to a Pixis 100 Roper Scientific
camera and WinSpec software.

Single crystal of L4

A single crystal of L4 was prepared by slowly evaporating the
organic solvent of L4 solution. The measurement was made
on a Bruker D8 Venture X-ray diffractometer equipped with
compact optics monochromated microfocus Mo source Ko
radiation and a Photon100 CMOS detector. The structure was
solved by direct methods, SIR92. All of the non-H atoms were
refined anisotropically.

Data availability

The data supporting this article have been included as part
of the ESL7 Crystallographic data for molecule L4 has been
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deposited at the CCDC under 2116235} and can be obtained
from https://www.cedc.cam.ac.uk/structures/Search?Ccdcid=
2116235&DatabaseToSearch=Published.
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