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Abstract

The single-molecule study provides an unprecedented deep view into the biological

process, unveiling the hidden heterogeneity that is hard to observe in ensemble

methods. Recently, various techniques have shown the detection of biomolecules

with single-molecule level sensitivity. However, each technique has its unique

advantages and drawbacks. Single-molecule techniques can influence the molecular

systems that they intend to detect in different ways. For example, fluorescence

labels may affect the kinetics and dynamics of biomolecular interactions, while

plasmonic-based approaches use local field enhancements that are not uniform

across the involved plasmonic nanostructures, both of which can play a significant

role in the observed statistics. Before one can combine the information obtained

from fluorescence and optoplasmonic techniques, single-molecule experiments must

be compared and cross-validated.

Here we first compare the detection of DNA hybridization on fluorescence-

based imaging technique and optoplasmionic sensors. We investigate the impact of (i)

the presence of labels, and (ii) the potential influence of the plasmonic nanoparticle

surface. Our measurements reveal that the dissociation rates of hybridized DNA

strands are approximately the same for both techniques. Our study establishes the

equivalence of both techniques for this DNA molecular test system and can serve

as the basis for combining these techniques in other single-molecule studies. With

optoplasmonic sensing, our results indicate that one may benefit from the larger

binding efficiency of fluorescence imaging while the impact of the label is checked

with the optoplasmonic sensing platform.

To further combine the two single-molecule characterisation systems, we de-
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veloped the first optical setup that integrates optoplasmonic and fluorescence-based

detection. These sub-platforms provide complementary insights into single-molecule

processes. We record the fluorescence and optoplasmonic sensor signals for indi-

vidual, transient DNA hybridisation events. The hybridisation events are observed

in the same sample cell and over a prolonged time (i.e. towards high binding site

occupancies). A decrease in the association rate over the measurement duration is

reported. Our dual optoplasmonic sensing and imaging platform offers insight into

the observed phenomenon, revealing that irreversible hybridisation events accumu-

late over detected step signals in optoplasmonic sensing. Our results point to novel

physicochemical mechanisms that result in the stabilisation of DNA hybridisation

on optically-excited plasmonic nanoparticles.
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Chapter 1

Introduction

1.1 Single molecule biophysics

The processes and components of life have been studied for decades. From a

physicist’s perspective, we can say that the processes involved are generally far from

thermodynamic equilibrium. This makes it extremely hard to predict the behaviour

of biomolecules since they live in a complicated and inhomogeneous microbiological

system. Many ensemble average techniques in biophysics provide information on

the mean average state of a biological system.

The environment could be significantly distinct even when a small volume of the

biological component is considered. If one only uses bulk measurements to estimate

an average state, a difference in the actual state of any individual molecule in

the system is expected. On the other hand, single-molecule studies provide an

unprecedently deep and accurate view of the biology and physics of life. One key

feature of it is that it helps to review the multiple metastable free energy states of

biomolecules, where these energy states are separated by levels of several thermal

energy scale kBT (kB =Boltzmann constant, T = temperature). This is far beyond

the detection limits of traditional bulk measurements [1, 2]. On the other hand,

single-molecule techniques enable the observation of single molecular biological

features of interest, and thus build up a library of molecular heterogeneity in the

system. Ultimately, single-molecule studies not only offer an average value but

also a distribution of probabilities[2, 3]. A distribution with separate clusters may
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indicate the existence of discrete energetic or conformational states, and the location

of the average compared to two distinct clusters might indicate a preference for one

state over the other[4]. By analyzing the deviation from the mean average behaviour,

along with some biological and physical background information, one can deduce

the potential mechanism behind the behaviours.

Although single-molecule techniques have great advantages in acquiring information

compared with ensemble techniques, there still are many challenges along the way.

For instance, when we try to extract data from single-molecule experiments with high

temporal or spatial resolution, the background noise must be minimized to ensure a

signal-to-noise larger than 1[5]. In many cases Brownian fluctuations and thermal

forces are the main sources of noise and variability for single-molecule experiments;

it is always difficult to discriminate molecular heterogeneity from stochastic noise due

to thermal forces. So, new single-molecule techniques which have higher collection

efficiency and signal-to-noise are required to further investigate the nanoworld.

In the recent few decades, the rapid development of single-molecule approaches

has stimulated the study of previously unsolved questions. The advances in exper-

imental techniques can be analyzed into two main methods, wherein one involves

direct visualisation of single molecules[6], and the other employs surface plasmon

resonances and other techniques to conduct indirect sensing[7]. Here for the former

techniques, the progress of super-resolution microscopy techniques is discussed. For

the latter, label-free detection methods that address many longstanding questions

in the life sciences are introduced. The features, limitations and applications of

different approaches are listed, meanwhile, we discuss the exciting new directions in

the future.

1.2 Energy, time, force and length scale of single

molecules
Speaking of energy, time, force, and length scale, the environment a single molecule

stays in is very different from the environment experienced by humans. For reference,

some typical magnitudes of these quantities are shown in Figure 1.1 [2]. The
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Figure 1.1: Magnitudes of typical lengths, times, forces and energies encountered in single-
molecule biophysics. Image adapted with permission from [2].

.

length scale of biomolecules is usually smaller than the wavelength of visible light,

and due to the existence of diffraction limits, it cannot be directly imaged using

conventional light microscopy techniques[6]. The development of super-resolution

fluorescence microscopes gives rise to precise localization with tens of nanometer

accuracy. Meanwhile, atomic force microscopes (AFM) can achieve an atomic

level of spatial accuracy[8]. The time scale of biological processes covers multiple

orders of magnitude at least from the nanosecond fluorescence lifetime to years[2],

covering the entire life of animals. However, the localisation of single-molecule

super-resolution imaging is dependent on the collected photon number, therefore the

time range of detection capability is then limited to the millisecond level[9]. Thus, it
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can only image molecular conformation changes on the millisecond level at most.

Biomolecular forces often lie in the pN range[3], and molecular displacements are

normally on the order of nanometers. Thus, the energy scale is about 10−21 J to

move a biomolecule 1 nm with a force of 1 pN. More specifically, the energy scale

results from thermal fluctuations, which is kBT , as biomolecules are immersed in the

heat storage of water molecules. This energy level is generally the energy transferred

in a thermal collision, which is approximately 4.1×10−21 J at room temperature,

or equivalently 4.1 pN · nm[3]. The biological environment is aqueous, but for

micron-sized objects (such as microbeads), the environmental Reynolds number is

low. For particles in optical or magnetic traps and in vivo studies, the inertial force is

much smaller than the viscous resistance. Under this condition, when the external

force stops, the particles will stop moving[10]. The energy, length, time, and force

experienced by biomolecules are very small, which indicates that trade-offs need to

be made in the design of single-molecule experiments. For spatial localization, it

may be necessary to sacrifice temporal resolution and vice versa, depending on the

biological problem and the method used to solve it.

1.3 Scope of this thesis

This thesis focuses on techniques that characterise biomolecules down to the single-

molecule level. With the rapid development in surface plasmon studies, enormous

near-field enhancement induced by surface plasmon resonances has boosted the

sensitivity of many characterisation tools. Among these, two have shown great

potential in detecting single biomolecules. These are plasmonic-enhanced biosensors

and single molecule localization microscopy (SMLM). Single-molecule detection

with plasmonic enhancement has been studied in great detail. Nevertheless, few stud-

ies have compared the experimental results of both techniques for single-molecule

studies. Here we address this concern in this thesis, with the outline as follows:

Chapter 2: In this introductory chapter we provide a brief overview of some of the

most interesting approaches in single-molecule biophysics, with a focus on imaging

techniques such as electron microscopes and fluorescence-based stochastic super-
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resolution microscopy. On the other hand, surface-enhanced Raman spectroscopy

(SERS) has proven its ability to detect a single-molecule deposited on colloidal metal

or a substrate surface and offers high specificity. We briefly introduce this technique

and share some exciting single-molecule experiments. Then we discuss some single-

molecule manipulation tools that build up single-molecule force spectroscopy.

Chapter 3 lays out the schemes for DNA points accumulation for imaging in

nanoscale topography (PAINT) single molecule localization microscopy. Recent

advances in multiplexing and attempts to optimise acquisition speed are introduced.

We also summarise the current limitation, the outlook and the future direction of this

technique.

Chapter 4: In this technical chapter we explore surface plasmon resonance (SPR)

enhanced biosensing in detail. We review traditional SPR sensing and single particle-

based ensemble measurement. New developments in optoplasmonic sensing are

introduced.

Chapter 5 shows the results for comparing transient DNA interactions using DNA-

PAINT and optoplasmonic sensing. We report a comparison of two photonic tech-

niques for single-molecule sensing: fluorescence nanoscopy and optoplasmonic

sensing. Comparing the measured single-molecule kinetics helps to examine the

influence of fluorescent labels as well as factors arising from different sensing ge-

ometries. Our results demonstrate that DNA dissociation is not significantly altered

by the fluorescent label, while DNA association is affected by geometric factors in

the two techniques.

Chapter 6: We investigate and reveal the cause of an unexpected DNA hybridization

anomaly discovered using a state-of-the-art single-molecule sensing technique pio-

neered in our lab. Recently, a striking anomaly has been reported in single-molecule

studies that use the most sensitive plasmonic nanoparticles to observe the DNA hy-

bridization process. These single-molecule studies revealed an anomalous decrease

in the DNA interaction kinetics when observed over a prolonged time. This obser-

vation is anomalous and unexpected as it was concealed in the previous bulk DNA

experiments. The investigation of the anomaly in sufficient detail requires the applica-
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tion of complementary single-molecule techniques, in addition to fluorescence-based

methods, to obtain sufficient information about the anomaly. To do this we have

built the first dual, single-molecule imaging microscopy and optoplasmonic sensing

instrument (SIMOPS). Using the SIMOPS platform we observe DNA hybridization

with two single-molecule techniques in parallel, and we found that permanent DNA

hybridization events are the cause for the decrease in DNA interaction kinetics, and

the stochastic permanent hybridization events accumulate over time.

Chapter 7 concludes the results of this thesis and summarises key aspects of the

thesis, and an outlook for future work is provided.



Chapter 2

Characterisation of biomolecules

beyond the diffraction limit

Probing light–matter interactions at the nanometer scale is one of the most fascinating

topics of modern optics. Its significance is underlined by the large span of fields in

which such accurate knowledge of light–matter interactions are needed, for example,

nanophotonics, quantum electrodynamics, atomic physics, biosensing, quantum

computing and many others. Increasing innovations in the field of microscopy in the

last decade have pushed the ability to visualize across multiple length magnitudes,

from micrometers to nanometers. One of the most straightforward approaches to

studying a biological substance is by a light microscope. A light microscope uses

visible light (wavelength approximately 400-700nm), which makes the technique

minimally invasive to biological specimens and thus suitable for the observation of

living organisms. However, it remains difficult to observe single molecules due to

the fundamental diffraction limit caused by the wave nature of visible light. This

limit was first described by Ernst Abbe in 1873[11]. He discovered a mathematical

formula that describes the theoretical limits of resolution for a light microscope:

d =
λ

2NA
(2.1)

that calculates the least distance to distinguish between two nearby objects. Here d

refers to the minimum distance of objects that have to be separated in order to image
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the specimen[12], λ is the wavelength of light and NA is the numerical aperture, that

characterizes the range of angles over which the system can accept or emit light. In

the case of visible light, the minimum distance required to distinguish close objects

is around 250nm to 300nm. Normal biomolecules such as viruses (100 nm), proteins

(10 nm) and less complex molecules (1 nm) are much smaller than this size and

therefore unable to be observed by traditional optical microscopes[13]. Therefore

new techniques are required to help with the understanding of the nanoworld.

Technologies that enable us to observe individual molecules in their natural state can

potentially illuminate molecular interactions and complex dynamic behaviour. These

techniques include optical microscopy methods[14], structural research tools[15]

and label-free detection approaches[16, 17]. Since the 1950s, many experiments

have made progress which contributes to performing single-molecule experiments

on biologically relevant molecules in cells. The overall study contains experiments

of non-biological specimens and cryogenic studies. Some historical studies that are

particularly relevant to current research in the aspect of single-molecule biophysics

of proteins and DNA are outlined below.

2.1 Electron microscope imaging of single molecules

By replacing the illumination source with a much shorter wavelength beam such as

an electron beam, one can improve the imaging resolution according to equation

(2.1). Imaging of a single biomolecule was achieved with the development of the

electron microscope (EM). An image of the single filamentous molecule was taken by

Hall[18] with a transmission electron microscope (TEM). In his work clear pictures

of DNA were captured (see Figure 2.1a). Despite this, extensive destruction is

always caused due to strong electron-organic interactions. Electron irradiation leads

to the breaking of chemical bonds and the generation of free radicals, leading to

secondary damage[21]. In general, small biomolecules are difficult to image directly

under an electron microscope, because their constituent atoms are mainly composed

of atoms with a low atomic number (such as carbon) and usually do not have a

sufficiently high electron density to strongly scatter electrons[22]. To visualize
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Figure 2.1: (a) DNA from calf thymus deposited from a water suspension. The admixed
polystyrene spheres in this figure have an average diameter of 88nm. (b)Tomographic slice
through a field of HIV virions recorded from a specimen grid that was plunge-frozen and
stored at liquid nitrogen temperatures. (c) Density map at approximately 20Å resolution of
the trimeric envelope glycoproteins complexed with the neutralizing antibody VRC01. (d)
Projection image of individual molecular complexes of soluble trimeric envelope glycopro-
teins from HIV strain KNH1144. (e) Density map at approximately 20Å resolution of the
complex of HIV envelope glycoproteins. Image adapted from [18, 19, 20].

.

biological samples, a process called shadow casting is often used, where a thin gold

coating is deposited on the sample from an oblique angle. Uncoated areas in the

shadows are easily visible in the EM image.

In EM, the sample is prepared on a mica substrate; this means that the image may

not be a molecule in its original state because mica has a net positive charge on its

surface, and many biological molecules, including DNA, also have a net charge. In

addition, most biological samples are usually dissolved in water, and drying of the

samples in EM since then has been shown to cause unnatural conformations. The

common shadow casting or staining materials are normally composed of heavy metal

or even radioactive nuclear materials. These unnatural conformations do not provide

complicated structural or functional information[23]. Therefore, it is not preferred to

directly utilise EM to image a single biomolecule.

The 2017 Chemistry Nobel prize was awarded to Jacques Dubochet, Joachim Frank

and Richard Henderson for their pioneering work in the field of cryogenic electron
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microscopy (cryo-EM)[24]. The breakthrough in cryo-EM has overcome the problem

mentioned above and it is becoming a mainstream technology for studying the

structure of cells, viruses, and protein assemblies with molecular resolution. The core

of this technique is based on the principle of imaging radiation-sensitive specimens

in a transmission electron microscope at low temperatures. The first step is to rapidly

freeze (vitrifying) biological samples into glass-like ice, and then image at liquid

nitrogen and/or helium temperatures[25]. Compared with ambient temperature,

imaging at liquid nitrogen temperature can reduce radiation damage by up to six

times. This means that for images recorded at low temperatures, higher electron doses

can be used to increase the signal-to-noise ratio because the amount of radiation

damage per unit electron dose is reduced. The approach used for obtaining 3D

structures of macromolecules from electron microscopy components is tomography,

where a series of images are collected, each image relative to the direction of the

incident electron beam. These images can then be computationally combined to

generate a ”tomogram”, essentially a 3D image of the specimen[26, 27].

Recent advances in microscope design and imaging hardware, as well as enhanced

image processing and automation capabilities, are expected to further increase the

effectiveness of the cryo-EM method[28]and nuclear magnetic resonance (NMR)

spectroscopy has been routinely integrated with frozen EM density maps to achieve

atomic resolution models of complex dynamic molecular components[29].

In biological research, cryo-EM shows a great capability to image individual bacteria,

viruses and protein molecules in a relatively high resolution. By reconstructing the

images, it has been successfully used in the analysis of biological structures in

various environments. Nevertheless, this technique is only suitable to observe big

molecules (normally larger than 100kDa) since the resolution is still not high enough

to observe small single molecules[30]. In addition, samples must be frozen and stay

inactive, which prohibits a direct observation of biological processes in their natural

states[31]. For these reasons, cryo-EM remains very popular for structural assays

and in material science. Meanwhile, light microscopes are still a firmly established

tool for biology and especially for study of living cells.
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2.2 Stochastic Super-resolution microscopy

In 2014, Eric Betzig, Stefan Hell, and William Moerner were awarded Nobel Prize in

Chemistry for their key roles in establishing the field of super-resolution imaging[32,

33]. This type of technique shows a resolution within a hundred nanometers, and it

has been the latest trend in high-resolution optical microscopy after about 300 years

of history[34]. In less than 20 years, microscopy imaging in the field of life sciences

has shifted from diffraction limits to resolutions in the tens of nanometers. The issue

of imaging single molecules with electron microscopy has been discussed above, but

for life sciences, detection in solid and aqueous natural environments is the key to

imaging living cells because all proteins look almost the same electronically.

Light microscopy enables us to add unique markers to molecules of interest. Moerner

was the first researcher to detect single molecules in the solid phase at low tempera-

tures [35], while Orrit etal. used fluorescence to improve the signal-to-noise ratio of

the measurement[36, 37]. Betzig is dedicated to the development of near-field scan-

ning microscopes (NSOM) [38]and pioneered the implementation of super-resolution

imaging in cells[39], and then realized single fluorescent molecules as a single layer

at room temperature[40]. However, in a cell, fluorophores are too densely packed

for single-molecule imaging. In 1994 and 1995, Hell and Betzig independently

published the idea that what was needed was a method of “opening” one molecule at

a time only at the diffraction limit point[41, 42, 43]. Hell proposed another method

that operates by scanning the sample with an excitation pulse laser followed by a

doughnut-shaped beam, which is named Stimulated emission-depletion microscopy

(STED).[44]. The experimental procedure is as below: First, the excitation beam

excites the fluorophores which are then stimulated by the STED beam to return

to the ground state. As result, only the fluorophores located in the centre of the

STED beam emit fluorescence. This effectively narrows the point spread function

(PSF), thus increasing lateral resolution up to ≈ 20 nm[45, 46]. On the other hand,

Betzig solved this problem by using a technique called Photo-activated localization

microscopy (PALM)[42]. This technique employs a modified version of the photo-

switchable fluorescent protein and activates only one of a random subset for each
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imaging acquisition frame [47]. Well-isolated molecules can be located by fitting

the fluorescence intensity centre with a PSF, and then effectively turning them off

and exciting different subsets until a complete image is formed. Positions of all

molecules in the sample can be recovered with precision which is only limited only

by the number of collected photons. More photons mean more accurate localization

and consequently higher resolution. Therefore, the resolution is no longer limited

by diffraction. This very principle is the main idea of single-molecule localization

microscopy (SMLM). Using the same principle, stochastic optical reconstruction

microscopy (STORM) has changed photoswitchable fluorescent proteins to organic

dyes[48]. DNA points accumulation for imaging in nanoscale topography (DNA-

PAINT) technique offers an easy-to-implement approach owing to the use of DNA

probes. Figure 2.2 shows super-resolved image examples of microtubules with

PALM, STORM and DNA-PAINT respectively.

Figure 2.2: Super-resolution imaging of microtubules in cultured cells with PALM (a),
STORM (b), and DNA-PAINT (c). Image adapted with permission from [49, 50].

.

2.3 Plasmonics enhanced Raman spectroscopy
Raman microscopy uses inelastic photon scattering to determine the chemical bonds

existing in a molecule, so it can be used to identify specific types of molecules.

Monochromatic photons undergo inelastic scattering through energy shifts in molec-

ular energy states. Since photons are scattered rather than absorbed, displacement
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can be seen over a wider range of input wavelengths, therefore infrared lasers are of-

ten used in this scenario[51]. The energy of the incident photon is usually decreased,

which is the so-called Stokes shift; if the energy increases, then it is the anti-Stokes

shift. Many incident photons are elastically scattered (Rayleigh scattering), so notch

or edge filters are often required to implement this technique. The Stokes Peak is too

small to detect a single molecule without enhancement[52]. There are many tech-

nologies for this purpose, such as surface-enhanced Raman scattering (SERS)[53],

where the molecules of interest are adsorbed onto rough metal surfaces such as gold

or silver, and tip-enhanced Raman spectroscopy (TERS) where the metal tip used

in the atomic force microscope is placed above the sample[54]. Single-molecule

detection by SERS at room temperature has been studied for at least 20 years[55],

but research on biological samples is relatively new, large single mitochondria have

been studied by TERS[56], along with detection of single dye-labelled Phospholipids

in lipid membranes[57]. Various single molecule SERS (SM-SERS) techniques have

been developed in recent years, examples can be found in Figure 2.3

Recently, Li-Jia etal. showed the detection of DNA with single-molecule

sensitivity[62]. They addressed the irreproducibility of the SERS analysis problem

that hampers reliable DNA detection, they were able to use iodide-modified Ag

nanoparticles to obtain highly reproducible SERS signals of single- and double-

strand DNA in aqueous solutions close to physiological conditions. Figure 2.3(i) and

(j) show their SERS signals, clear identification of DNA with single-base sensitivity

and the observation of a hybridization event has been demonstrated[63]. So far

SERS has shown great potential in single-molecule analyses by providing intrinsic

chemical information with high sensitivity.

2.4 Single molecule manipulation techniques

Force, torque, and conformational changes are the basis of most cellular processes:

myosin resists actin to achieve muscle contraction; kinesin transport cellular cargo

along microtubule orbits. In the process of DNA replication and transcription, the

positive supercoil of DNA is formed due to the translocation of DNA or RNA
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Figure 2.3: High-reproducibility substrates for SM-SERS. (a) Nanogap-engineered SERS-
active gold–silver core–shell nanodumbbell. (b) NPoM configuration. (c) The enhancement
map of the quadrumer substrate. (d) Nanoparticle dimer assembled on the DNA origami
nanofork. (e) Tunnelling-controlled TERS. (f) Schematic diagram of FM-TERS. (g) Nanoan-
tenna chip for SM-SERS. (h) The SEM image of the nanoslit device. Scale bar, 1 µm.
Scanning electron microscopy, SEM. (i) SER spectra of a set of oligonucleotides composed
of different numbers of adenine (A) and cytosine (C). (j) A plot of the relative peak intensity
of 723 cm−1/1087cm−1 with the real ratio value of A in these oligonucleotides. Image
adapted with permission from [58, 59, 60, 61].

.

polymerase, respectively[64]. It needs to be relaxed to a less stressed conformation

by an enzyme called topoisomerase, and then continue replication/transcription;

Adenosine triphosphate (ATP) synthase generates ATP from adenosine diphosphate

(ADP) by rotating its gamma subunit[65]. Force manipulation techniques have

been used to study such molecular machines, as well as a range of biological

processes, including complex DNA topological manipulations, phase changes and

even single-molecule DNA knotting[66, 66, 67]. Force spectroscopy tools, especially

optical tweezers, magnetic tweezers, atomic force microscopes (AFM) and the new

developing plasmonic techniques could measure forces and torques on individual
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molecules[68, 69, 70, 71, 72, 73]. They can also apply biologically relevant values

of force and/or torque to disturb innate systems. Among these, one of the most

representative experiments is studying molecular motor dynamics.

Figure 2.4: Schematics of a general assay for molecular motor type single-molecule force
spectroscopy experiments and illustrations of results and conclusions. (a) Optical tweezers
can position the kinesin-coated bead onto the microtubule. (b) General schematic showing
two possible models of kinesin motion. Top panel: stroke-release model, in which the
molecule briefly detaches from the fibre and diffuses back to carry on the movement; bottom
panel: the hand-over-hand model where the molecule stays attached to the fibre for multiple
cycles. (c) Dumbbell optical tweezers setup used to determine myosin-V stepping on actin.
The blue bead is functionalised with myosin and is immobilised on the coverslip. While
the myosin moves along the actin the optical traps can pick up the step size. The trap can
also apply controlled forces to monitor myosin stepping behaviours at various force levels.
(d) Schematic showing representative idealized displacement of the bead relative to the trap
centre. Initially, the trap is set to oscillate triangularly. At the red arrow, myosin attaches
to the actin and starts pulling, and the amplitude of the oscillation is reduced. This allows
the determination of the myosin displacement along the actin (yellow trace). Image adapted
with permission from [2, 74].

.

Block etal. [75] used optical tweezers (OT) to hold a kinesin-coated bead and

position it onto a microtubule. OT use a focused laser beam to create a potential
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energy well in the vicinity of refractile particles, such as a latex or glass bead of

diameter around a micron, which results in an optical trapping force field of effective

diameter close to the wavelength of the laser, due to combination of scattering and

refraction effects from the laser on the particle. These result in a net force directed

approximately towards the centre of the laser focus, the example can be found in

Figure 2.4(a). This OT approach increases the effective experimental efficiency

compared to waiting for kinesin to attach to the microtubule by diffusion alone since

we can physically move a trapped bead coated in kinesin to its points of action at

a microtubule. Once attached, the OT can cancel the Brownian motion of the bead

in the surrounding aqueous media (a ‘pH buffer’ which can chemically stabilise

the pH of the solution to within reasonably narrow limits) and apply a controllable

manipulation of the bead’s position to allow the force dependence of the bead motion

to be interrogated. Figure 2.4a shows a general schematic diagram of an OT trapping

a kinesin-coated bead, which translocates along a microtubule track. Two models

are proposed for the movement: the stroke-release model (shortly detached) and the

hand-over-hand (always attached) model, the difference being in the continuous or

brief attachment to the microtubule (see Figure 2.4b for a general schematic of this).

Block etal. determined that the latter model better explains the data from kinesin

experiments. With 1 kinesin molecule per bead, the bead moves on average 1.4 µm

before detachment takes place.

In a later paper, Svoboda and Block [76] used an improved OT with differential

interference contrast optics and dual quadrant photodiodes (QPDs) to increase track-

ing precision to sub-nanometer levels. This precision facilitated measurement of

the kinesin movement, indicating that its velocity decreases linearly with load up to

forces of 5 to 6 pN. They also compared the force-velocity curves at high and low

ATP concentrations to deduce that the movement per catalysed ATP decreases at a

higher load. Myosins are a family of molecular motors that transport organelles along

actin filaments, as well as being a vital component of muscle tissue. Biochemical

studies suggested that myosin-V is a processive motor in the sense that it undergoes

multiple catalytic cycles, or walks multiple steps, before detaching from the actin
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(the alternative theory is that myosin walks one step before detachment). Mehta

etal. [74] used optical tweezers to confirm the processive motor hypothesis and to

determine that the step size is 36nm. Figure 2.4c shows a general schematic of a

‘dumbbell’ optical tweezers configuration used in the experiment. One trap is set to

oscillate with a triangular displacement-time curve. When the myosin moves along

the actin, it pulls the actin taught so the detected bead oscillation would have part

of its oscillatory peaks removed. The lowered amplitude indicates the amount by

which the myosin has moved. This method reveals step size, translocation speed and

direction of motion of an individual myosin-V in real-time. The application of forces

at physiological levels and simultaneous measurement of bead movement is currently

possible with single-molecule force transduction devices, the most important of

which are optical tweezers and magnetic tweezers. Most high-resolution optical

tracking techniques use dual traps where instrumental drift is strongly suppressed

for dumbbells suspended in water [77, 78, 79, 80].

Due to the diffraction limits and highly focused nature, OT can not be used to di-

rectly manipulate biomolecules. To apply forces to biomolecules without attaching

microbeads, researchers have developed many plasmonic-enhanced single-molecule

manipulation tools. The mechanism relies on the fact that the near-field electromag-

netic field can be greatly enhanced at the tips of plasmonic nanoparticles. When the

plasmon resonance condition is met, the plasmonic oscillation would induce a sharp

decaying light field, and this high gradient will result in a strong force.

In 2011, Reuven Gordon’s team demonstrated the capture of a single bovine serum

albumin (BSA) protein molecule in a double nanohole structure[81]. They were able

to observe the transition between the folding structures of two proteins, and different

BSA folding configurations appear at different light transmission levels. Using the

same technique, Gordon’s team also showed that the double nanopore optical trap

can distinguish between bound and unbound forms of a single protein Kinetic human

serum albumin (HSA)[82]. Tsuboi’s group reported permanent fixing and POT

capture of λ-DNA molecules stained with YOYO-1 fluorescent dye using continuous

wave and femtosecond lasers[83]. They employed the nanopyramid-shaped dimer
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arrays on glass substrates that are fabricated using nanosphere lithography.

Plasmonic optical tweezers can overcome the diffraction limit of conventional optical

tweezers and are able to capture nanoscale objects. They expand the capture and

manipulation of nano-scale objects with nano-position accuracy, which also offers

promising opportunities for applications in the fields of biology, chemistry, statistics,

and atomic physics. Potential applications include direct molecular manipulation,

lab-on-a-chip applications for viruses and nanoscale transportation.

However, the single-molecule manipulation tools mentioned above rely on the exter-

nal force exerted on the biomolecules, which could drive the molecule out of its actual

state in vivo, and, force-induced damage is expected. Therefore, fluorescence-based

super-resolution microscopy is more desired to do less invasive characterisation.



Chapter 3

Single molecule imaging with

DNA-PAINT

3.1 Introduction

For biomedical research, super-resolution microscopy is a promising tool that opened

up a new perspective for the study and understanding of molecular mechanisms, with

unprecedented resolution. The field of SMLM has been continuously improving,

changing from an initial drive for pushing technological limitations to the acquisition

of new knowledge. Among these, most implementations ‘switch’ molecules between

fluorescence on- and off-states to obtain sub-diffraction image resolution. This

switching is traditionally obtained in two ways as introduced previously: targeted

switching actively confines the fluorescence excitation to an area smaller than the

diffraction limit of light, for instance, in stimulated emission depletion (STED),

[46], whereas stochastic switching uses photoswitchable proteins or photoswitchable

organic dyes, i.e. PALM[84] and STORM [85]. Although these methods offer an

outstanding spatial resolution, they are normally expensive and hard to implement.

As a newborn member of the SMLM family, PAINT has shown an alternative

approach of switching fluorescence on and off[86, 49]. Here, instead of labelling

the target molecule with a fixed fluorophore, the target molecule of interest is either

permanently or transiently bound to a free-diffusion dye or a dye-labelled ligand,

which is the concept of universal PAINT (uPAINT)[87]. Figure 3.1a shows the
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protocol of DNA-PAINT super-resolution imaging. Another labelling strategy is

shown in Figure 3.1b. Figure 3.1c shows the comparison between a diffraction-

limited image and a DNA-PAINT image.

Figure 3.1: (a) DNA-PAINT concept. Transient binding of dye-labelled DNA strands
(imagers) to their complementary target sequence (docking site) attached to a molecule of
interest. The transient binding of imager strands is detected as ‘blinking’, illustrated by
the intensity versus time trace. (b) In situ protein-labelling strategy for DNA-PAINT using
primary and DNA-conjugated secondary antibodies. (c) Overlay of a diffraction-limited
α-tubulin image (top left) with a super-resolved DNA-PAINT image (bottom right). Scale
bar is 2 µm. Image adapted with permission from [49, 88].

.

PAINT can be implemented easily as long as the probes can diffuse and stay at the

target molecule. Therefore optical switches can be obtained without complicated

experimental conditions. However, the original implementation of PAINT made

it difficult to specifically label more kinds of biomolecules, as interactions were

mainly limited to hydrophobic interactions or electrostatic coupling, making pro-

gramming difficult[89]. Meanwhile, DNA hybridization represents an approach

that can take advantage of the PAINT concept and is therefore suitable for a pro-
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grammable target-probe interaction system. In DNA-PAINT, the transient bind-

ing of short dye-modified (imager) oligonucleotides to their complementary target

(docking) strands will produce the necessary ”blinking” to enable random super-

resolution microscopy[90, 86, 49]. Due to the programmability and specificity of

DNA molecules, they are employed as imaging and labelling probes, thereby allevi-

ating the limitations of current super-resolution technology and making it compatible

with many single-molecule dye[91, 92]. The latest development of DNA-PAINT

has achieved infinite multiplexing on the spectrum, accurate molecular counting

and ultra-high molecular-level (less than 5nm) spatial resolution, achieving posi-

tioning accuracy of about 1nm. By connecting the docking chain to the antibody,

DNA-PAINT can be used in a variety of in vitro and cellular applications[49].

Figure 3.2: The concept of DNA-PAINT. (a) Timeline indicating the three main phases of
the DNA-PAINT field: the development and improvement of the technique, recent advances
that optimize and functionalize DNA-PAINT, and future progress for novel applications and
live-cell imaging. (b) Transient binding of short dye-labelled DNA oligonucleotides (imager
strands) to the complementary target sequence (docking strands) causes an increase in
fluorescent signal (ON) and is detected as a localization event. (c) Computational simulation
comparing diffraction-limited imaging (left) and DNA-PAINT super-resolved imaging (right)
of DNA origami nanostructures. The DNA origami was designed to have 12 docking sites
arranged in a 20 nm grid pattern (inset in the DNA-PAINT image). The simulation was
performed with Picasso Software[86]. Scale bars are 100 nm. Image adapted with permission
from [49, 93].

.
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3.2 Recent advances in DNA-PAINT multiplexing

The properties of DNA-PAINT result in several improvements over more traditional

super-resolution approaches. First, the use of DNA-based imaging probes enables

high multiplexing by Exchange-PAINT [49] that is restricted only by the number

of orthogonal DNA sequences, as compared with the spectrally distinct dyes used

in classic multiplexing experiments. Specifically, after one DNA-PAINT image

has been acquired, the buffer can be exchanged to introduce a different imager

strand species. Repeated imaging, washing and reintroduction of new imager strand

species then enable researchers to create a multiplexed image of many biological

targets. Although they have thus far demonstrated nine-target super-resolution

imaging, multiplexing could reach thousands of species, as the only limitation is the

orthogonality of DNA-PAINT sequences.

Novel advances have focused on multiplexing which is the visualization of multiple

distinct molecular species within a single sample [94, 49, 95, 96, 97]. The number of

dimensions through which multiplexing is achieved has recently expanded to include

sequence, kinetic, and spectral barcoding.

In sequence-based multiplexing, orthogonal sequences are employed to label distinct

targets, and this strategy is the working principle of Exchange-PAINT[98]. With

sequence multiplexing, the level of multiplexing is only limited by the number of

orthogonal sequences that can be designed. However, because only a single type

of fluorophore is used, and pseudocolours are assigned to each orthogonal DNA

sequence, imaging must take place in sequential imaging cycles (Figure 3.3a). The

acquisition time thus scales with the number of structures, making the imaging of

a large number of structures in a single sample a long process. To reduce the time

between sequential imaging cycles, the washing step can be eliminated by adding

’quencher’ strands before each new imaging round. These quencher strands are

complementary to the imager strands from the previous round, and, upon hybridiza-

tion, the quencher strands prevent binding to the target and eliminate background

fluorescence[97].

Efforts have been made to develop alternative multiplex approaches that can detect
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multiple species in a single round of imaging. One such approach is kinetic finger-

printing, which can probe different species simultaneously. Multiplexing is achieved

by varying both the binding time and binding frequency for different species (Fig-

ure 3.3b). Whereas the former is tuned by the number of base pairs that are formed

between the docking and imager strand, the latter is modulated by the number of

binding sites repeats on a docking strand. The two approaches can thus be varied

combinatorially. The concept was demonstrated with fourfold multiplexing; however,

to achieve higher levels of multiplexing, different dyes had to be integrated. This

allowed 124-fold multiplexing on DNA origami constructs[96], but reaching this

level of multiplexing requires up to 44 sequence repeats, and this might not be

possible in more complex systems where the labelling efficiency is lower and the

number of labelling sites is limited.

The third dimension of multiplexing exploits the spectral properties of dyes. Multi-

plexing by using different dyes is the most easily implemented approach (Figure 3.3c,

top panel), but it is inherently limited by the number of distinguishable dyes. To

minimize colour crosstalk, the dyes are typically excited sequentially at different

wavelengths. The number of excitation lasers required for spectral multiplexing was

recently reduced by frequency modulation, allowing the detection of five different

dyes[99].

To circumvent this constraint and still allow spectral multiplexing, Förster resonance

energy transfer (FRET) between a donor and a receptor fluorophore has been used

in correlative FRET multiplexing. By varying the position of the donor fluorophore

on the imager strand, the separation between the dye pair will alter, and different

FRET efficiencies (E) will be obtained (Figure 3.3c, bottom panel). However, since

FRET efficiency is bounded between 0 and 1, so far only 3-FRET efficiencies could

be distinguished[95, 96]. The kinetic and spectral multiplexing strategies have

enabled the detection of several targets of interest in a single imaging round, thereby

increasing the imaging speed compared to conventional Exchange-PAINT. For these

approaches, however, the overall low binding frequency is still an intrinsic limitation.
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3.3 Optimising the DNA-PAINT acquisition speed

A long acquisition time, rooted in the requirement to collect many photons to

pinpoint the centre location of a fluorophore, is a fundamental limitation of all

SMLM techniques[100, 101]. Because distinct targets within a diffraction-limited

region should not blink simultaneously to be resolvable, each individual docking

position is unoccupied most of the time, causing an acquisition time of up to several

hours[102]. The acquisition time of DNA-PAINT is affected by the number of

required localizations, the number of docking positions within a diffraction-limited

area, and the binding frequency.

DNA-PAINT uses imager strands ∼ 8 mer in length which have an association rate

of ∼ 2×106M−1s−1 under standard DNA-PAINT experimental conditions[102], but

this parameter has a wide range depending on buffer composition, strand length, and

sequence. The freely diffusing imager strands contribute to background intensity,

thus their concentration (c) is limited by the minimal required SNR and their concen-

tration typically varies between 0.5 and 10 nM[90]. Recent advances have focused

on accelerating image acquisition by increasing the binding frequency ( fb) of a target

molecule either by enhancing the permissive strand concentration or by increasing

the association rate of individual imager strands ( fb = concentration ×kon).

3.4 Limitations of the DNA-PAINT technique

Although DNA-PAINT offers several advantages over traditional super-resolution

techniques, as discussed above, we also note that there are some limitations. One

drawback is the fact that ‘imager’ strands are non-fluorogenic, with the following

two implications: first, DNA-PAINT is limited to optical sectioning techniques such

as total internal reflection (TIR), oblique[103] or light-sheet[104] illumination due

to the elevated background fluorescence originating from unbound imager strands.

Second, the freely diffusing nature of imager strands furthermore sets an upper

limit to the achievable acquisition speed compared with those of STED, PALM, and

STORM. Furthermore, DNA-PAINT applications are currently limited to selected

specimens. It is difficult to do Live-cell imaging because of the complexity of
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infusing dye-modified DNA single strands into living cells and the unforeseen results

of introducing them.

Figure 3.3: Multiplexing with DNA-PAINT. (a) In sequence-based multiplexing, each point
of interest (POI) in a target sample is labelled with a unique docking sequence (1, 2, . . . ,
N). After obtaining sufficient localizations, the imager strand for POI 1 is washed away
and the next imager strand can be introduced. (b) Kinetic multiplexing can achieve its
discernibility by varying the length of the hybridized duplex and the subsequent difference
in the dissociation rates and thereby binding times of the imager strands (top). (c) Spectral
multiplexing requires either orthogonal imager strands that are each labelled with a unique
fluorophore to probe various targets in parallel (top) or a varying distance between a donor
and acceptor Förster resonance energy transfer (FRET) pair that results in a different FRET
efficiency (bottom). Image adapted with permission from [49, 93].

.



Chapter 4

Surface plasmon resonance enhanced

biosensing

The detection of single-molecules has relied on fluorescent labelling with high

quantum-yield fluorophores. Recently, near-field optical engineering with plas-

mon nanostructures has proven to be a promising way to boost weak signals from

molecules with low quantum yields. Plasmon-enhanced detection enables direct

optical detection of weakly emitting and completely nonfluorescent species, it is a

research area that studies the interaction between electromagnetic waves and metal

nanostructures[105]. In metal nanostructures that exhibit plasmon resonance, the

resonance frequency depends on the restoring force, the effective electron mass, and

the dielectric constant of the metal. Nanoplasmonics provides light confinement well

below the optical wavelength since there are optical modes for positioning based

on dimensions much smaller than the optical wavelength. These modes are called

surface plasmons, and they are the intrinsic modes of collective electron oscillation.

The surface plasmon resonance (SPR) on these nanostructures is a condition for the

electromagnetic coupling of the electromagnetic waves with the free electron motion

of the nanostructures. The electric field associated with the SPR rapidly decays

into the surrounding medium and acts as a transducer that converts local refractive

index changes into SPR frequency shifts. These shifts can be easily monitored in the

optical far field without the need for near-field optics or electrical contacts[106].
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4.1 General principle of SPR sensing
Figure 4.1a shows the mechanism for SPR sensors. In SPR biosensors, probe

molecules are firstly immobilized on the sensor surface. When the solution of

target molecules is added into contact with the surface, a specific binding between

probe-target occurs, which consequently induces an increase in the refractive index at

the SPR sensor surface (Figure 4.1c, d). In SPR experiments, resonance or response

units (RU) are used to describe the signal change, where 1 RU is equivalent to a

critical angle shift of 10−4 degree. At the start of the experiment when probe-target

interactions have not yet occurred, the initial RU value corresponds to the starting

critical angle. The change in refractive index ∆nd arising within a layer of thickness

h can be calculated as:

∆nd = (
dn
dc

)vol ·
∆Γ

h
(4.1)

where (dn/dc)vol is the increase of refractive index n with the volume concentration

of analyte c, and ∆Γ is the concentration of the bound target on the surface[107].

The refractive index change is tracked by the coupling of incident light into a

propagating surface plasmon (PSP) on a gold surface in real-time. Accordingly, the

rate of association (kon) during the association phase, the rate of disassociation (ko f f )

when target molecules are removed by washing with buffer, and the association rate

constant (ka) and dissociation rate constant (kd) can be determined by SPR evaluation

of binding kinetics. The parameter related to the refractive index can also be used to

detect and quantify the target molecules bound to a known probe immobilized on

the sensor surface. The limit of detection (LOD) in the SPR experiment depends on

several factors including the molecular weight, optical properties and binding affinity

of target-probe molecules as well as the surface coverage of the probe molecule.

For the commercial SPR biosensor configuration, the incident light is applied using

a high-refractive-index glass prism in the Kretschmann geometry, (See Figure 4.1).

The SPR angle, which is the angle of minimum reflectivity, can be determined

by varying the incidence angle and recording the reflected light intensity during

the biological binding reactions. It is dependent on the refractive index of the
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material near the metal surface. As a result, when there is a small change in the

refractive index of the sensing regime through biomolecule attachment, detection

is thus achieved by measuring the frequency changes in the reflected light obtained

from the photo-detector. In addition, the concentration of target molecules can be

quantified by monitoring the reflected light intensity or tracking the resonance angle

shifts. Generally, the SPR biosensors have a detection limit on the order of 10 pg/mL,

which is around 100kDa per mL. However, biomolecules like single DNA are much

smaller than that, for example, 270 base pair DNA is around 10kDa. Hence, small

single molecules are far beyond the SPR detection range. To address this issue, new

techniques are required to boost the sensor sensitivity.

Figure 4.1: Concept of a surface plasmon resonance (SPR) biosensor: (a) Kretschmann
geometry of the ATR method; (b) spectrum of reflected light before and after refractive index
change; (c) analyte-biorecognition elements binding on SPR sensor surface and (d) refractive
index changes caused by the molecular interactions in the reaction medium. Image adapted
with permission from [108, 109].

.

4.2 Localized surface plasmon resonance based

sensor
A logical approach to overcome these limitations mentioned above is the use of

plasmonic nanoparticles, which exhibit a strongly reduced surface area compared to

a metallic film.
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Plasmonic nanoparticles exhibit localized plasmon resonances due to the collective

oscillation modes of the conduction electrons in the particle, which have to meet

boundary conditions at the particle’s surface. The frequency of the plasmon reso-

nance then depends on the shape, size, material, and environment of the particle.

Localized plasmons in gold and silver particles occur at visible-NIR wavelengths

(400-1000 nm) and are therefore compatible with standard optical microscopes (see

Figure 4.2a). Readout with far-field optics enables low invasive sensing, which is

particularly favourable in biological media like cells. The ability to detect and study

Figure 4.2: Principle of plasmon-enhanced single-molecule sensing using nanoparticles. (a)
The sensor is typically probed in a far-field optical microscope, where single particles are
interrogated. (b) The plasmon resonance induces a strongly enhanced and tightly confined
local field around the particles. The field shown here is for a gold nanorod that is excited
on resonance (calculated using the boundary element method). (c) This local field mediates
plasmon-molecule interactions, enabling enhanced single-molecule detection by monitoring
plasmon-induced changes of the molecule (resulting in, e.g., fluorescence enhancement) or
by monitoring molecule-induced changes of the plasmon (resulting in frequency-shifts of the
plasmon). Image adapted with permission from[110].

.

biomolecules using particle plasmons is accelerated by the electric field associated

with the plasmon resonance (Figure 4.2b). This field penetrates the medium around

the particle and enhances the interaction between a molecule and the particle’s

plasmon. This plasmon-molecule interaction provides two sensing mechanisms

(Figure 4.2c): First, by utilising the plasmonic enhancement of the molecule’s fluo-

rescence; Secondly by exploiting the effect of the plasmon resonance’s frequency

shifts.
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4.2.1 Single molecule sensing by plasmon shifts

The first reports on label-free plasmon sensing using single metallic particles orig-

inates from the early 2000s. Single gold and silver particles were used to detect

the adsorption kinetics of thiols to bare particles[111] and the interactions between

avidin and a biotin-functionalized particle[112]. Time-dependent measurements

of the plasmon spectrum of the individual particles revealed the kinetics of bind-

ing. The particles employed were normally spherical with diameters of 40 nm or

more to enable detection in a dark-field microscope. It was later that researchers

started to realize, other structures such as nanoshells[113], triangular particles[114],

nanorods[115] and nanocubes[116], exhibit higher sensitivities to molecular binding

than spherical particles. Of these shapes, gold nanorods are now mostly employed as

plasmon sensors[117, 118] due to their ease of synthesis, single-crystalline nature,

and narrow plasmon resonance. Nusz etal.[119] employed individual gold nanorods

to monitor streptavidin binding to biotin-functionalized particles. They recorded

single-particle scattering spectra with a dark-field microscope and detected plas-

mon shifts, concentration-dependent shifts of several nanometers were discovered.

Sub-second time resolution kinetics can be monitored by recording spectra over

time. Multiplexed detection with single gold nanorods was demonstrated by Rosman

etal. [120]. They employed aptamer functionalized particles that were added into

a flow cell leading to deposition in the sample chamber. By imaging the location

of deposition in an optical microscope, they obtained a map of particle locations.

This process was repeated for four different populations of nanorods, each func-

tionalized with an aptamer against a different target. This allowed them to perform

multiplexed detection of four different analytes: fibronectin, streptavidin, IgE, and

thrombin[121].

Sensing with a single particle shows superior sensitivity over ensembles of particles

since inhomogeneous broadening of the plasmon resonance is eliminated. However,

it is still considered as an ensemble measurement, because essentially it is averaging

the binding of many molecules to a single nanoparticle, and transducing it into an

optical signal. As stated before, molecular bulk measurements are not capable of
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resolving events such as the binding of rare molecular species or anomalous binding

behaviours, which would get averaged out in bulk measurements[122]. To resolve

these hidden heterogeneities among molecular populations, and to examine stochastic

processes governing molecular interactions, label-free sensing with sensitivity down

to the single-molecule level is essential.

4.2.2 Theory and experiments utilising plasmon resonance shift

Figure 4.3: Local electric field intensity around a silver sphere (a) and a silver nanorod (b)
immersed in water, simulated using the boundary element method. (c) Position-dependent
plasmon peak shifts for a dielectric nanosphere (radius 3 nm) binding to the surface of the
particle in water. Image adapted with permission from[110].

.

It would be informative to estimate the plasmon shift induced by the binding of an

individual molecule. Previously, the sensitivity of a plasmon sensor was expressed

by dλ/dn which describes the shift of the resonance per refractive index unit[123].

Though it is appropriate for bulk index sensing, for events with single-molecule

sensitivity it is far more complicated. The plasmon shift caused by the binding of a

single molecule is proportional to the local field intensity integrated over the volume

of the molecule[124, 125]. The local field around a metallic particle is generally

greatly enhanced around tips and humps. It decays away from the particle surface

rapidly (see simulations in Figure 4.3a). It means that the resulting plasmon shift is a

function of the particle and the molecule size, the position of the molecule, and the

distance between the molecule and the nanoparticle surface.

Theoretical estimations of the plasmon shift have been acquired using the electrostatic
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approximation[124], perturbation theory[125], and numerical simulations[124, 126].

Davis etal. modelled the shifts for gold nanorods employing electrostatic coupling

theory, modelling the molecule as a dipole contained within a dielectric sphere[127].

In close proximity, the polarizable dielectric screens part of the charge on the

nanoparticle leads to a red-shift of the plasmon[127]. When the molecule arrived on

the nanorod surface with the maximum electric field strength, the largest plasmon

shifts occurred. Antosiewicz and Kall [128] used numerical models to estimate the

plasmon shift induced by the binding of a 3-nm-radius dielectric sphere to silver

nanoparticles of different dimensions. They reported plasmon shifts that strongly

varied with both nanoparticle geometry and binding position, as depicted in Figure

4.4. Typical plasmon shifts induced by single proteins are smaller than 0.5 nm (≈ 1%

of the line width), and therefore require sensitive optical microscopy to be detectable.

Experimentally, Mayer etal.[130] demonstrated label-free detection of the unbinding

of single IgG antibodies from gold bipyramids in 2010. Nevertheless, the noise of

measurement required averaging over tens of events to reveal one detectable binding

signal. In 2012, discrete molecular binding and unbinding of single proteins without

statistical averaging was demonstrated by Zijlstra etal. [129]. They reported that

the photothermal signal scales with the volume of the particle, therefore enabling

the detection of smaller particles with a high signal-to-noise ratio. When protein is

attached, by tracking the plasmon peak wavelength, red shifts yield discrete changes

in the absorption cross section at the photothermal probe wavelength (see Figure 4.4).

With knowledge of the nanorod’s plasmon line width, peak shifts could be deduced

from detected discrete changes in nanorod absorption at the pump wavelength.

Wavelength shifts of 0.5 nm for streptavidin (53 kDa), 1.2 nm for antibiotin (150

kDa), and 1.6 nm for streptavidin-RPE (300 kDa) were observed. Interestingly, the

plasmon shifts did not scale linearly with molecular weight, the authors attributed

this to a reduced overlap between the molecule and nearfields for larger molecules.

4.2.3 Challenges along the way

Despite the rapid progress in the last decade, several challenges remain and prohibit

plasmon-enhanced sensing from being incorporated into real-life applications. Here
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Figure 4.4: Principle of the method. (a) A single gold nanorod functionalized with biotin is
introduced into an environment with the protein of interest. Binding of the analyte molecules
to the receptors induces a redshift of the longitudinal SPR (exaggerated in the illustration).
This shift is monitored at a single frequency using photothermal microscopy. (b) The
normalized photothermal signal as a function of time for biotin-functionalized gold nanorods
in the presence of a streptavidin–R-phycoerythrin conjugate. The photothermal signal was
recorded on three different nanorods in the presence of different concentrations of the protein.
Image adapted with permission from[129].

.

we discuss two of those challenges:

Statistics and waiting time

The main reason for developing single-molecule sensors lies in the ability to reveal

populations of molecular interaction parameters and identify rare species in a sample

volume. The reliability with which these properties can be assessed is determined by

the amount of gathered statistics in a reasonable time. Single-molecule waiting-time

distributions show Poisson statistics, and the error in determining the mean of dis-

tribution thus scales as 1/
√

N (N is the number of detected events.), which implies

the ability to distinguish separate populations relies on the amount of statistics gath-
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ered. For the single and very small sensors described here, the number of molecular

interactions detected per unit of time depends on the sensor size and the diffusion

coefficient of the analytes[128]. For analytes present at high concentrations (>nM),

the frequency of detection is typically more than several Hz for a hemispherical

sensor with a radius of 50 nm[131]. This means that a distribution can generally

be clearly resolved within minutes. However, with low concentrations such as at

1 fM, it takes nearly a day for the first molecule to diffuse to the single-particle

sensor[131]. In a single-molecule sensor, these transportation limitations lead to a

long waiting time between events and therefore a slow response and limited accuracy

in determining concentrations and populations are expected.

Low signals from small molecules

Although sensing by plasmon-enhanced fluorescence enables the detection of small

molecules, labelling is not always practical. In the meantime, a drawback of the

label-free techniques discussed above is that they depend on subtle changes in the

local refractive index induced by molecular binding. These refractive index changes

lead to a plasmon shift which can currently be detected with a sensitivity of ≈ 0.5nm

(equivalent to ≈ 1% of the line width) on a single nanoparticle.

Nevertheless, simply applying LSPR sensing with single nanoparticles, it is hard

to detect single-molecule activities, the reported smallest single molecule detected

with single nanoparticles is streptavidin[129]. The size of a single streptavidin is

around 53kDa, while biomolecules like DNA oligonucleotides are much smaller

than that (27 base pair ≈ 10kDa), therefore fluorescence based imaging is still

needed in single-molecule detection. However, one could use nanoantennas or

nanostructures to get an improved LSPR and fluorescence signal. Anastasiya etal.

have reported single-molecule detection applying DNA Origami Nanoantennas[132],

with a fluorescence concentration at 25uM. To realise label-free single molecule

detection, new techniques that display high sensitivity along with a high signal-to-

noise ratio are thus required.
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4.3 Whispering gallery mode based optoplasmonic

sensors

Figure 4.5: WGM based optoplasmonic sensing. (a) schematic graph of the optoplasmonic
sensor. (b) The wavelength shift is caused by the interaction between molecules with
plasmonic nanoparticles. (c) Normalised ∆λ time trace, the spike signal is caused by
transient interactions. Image adapted with permission from[133].

.

To overcome the issues stated above, new techniques with exceptional sensitiv-

ity are required. In 2014, Baaske etal.[17] displayed a Whispering gallery mode

(WGM) based single-molecular biosensor, a detection capability down to 8-mer

single oligonucleotides was reported. This technique combines the localized surface

plasmon resonance (LSPR) and whispering gallery mode (WGM) approaches, and

the design of the experimental setup is shown in Figure 4.5a. For most single-channel

optical devices, such as waveguides and optical interferometers, light interacts with

analyte molecules or proteins only once. Therefore, to enhance the interaction be-

tween light and the sensing target, it is often necessary to increase the physical length

of the sensor. However, in resonator-based sensors, light is confined to micron-level

sensor elements, and light waves interfere constructively. One can increase the ef-

fective interaction length by increasing the optical quality factor (Q) of the resonant

system. The binding of biomolecules will shift the WGM resonance frequency by a

small amount. And this shift could be greatly enhanced by plasmonics since we can

see that on the hotspot of gold nanorods the electromagnetic field is enhanced at least
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thousands of times[17] (As shown in Figure 4.5b). The reason for the shift to longer

resonance wavelengths is that the bound biomolecules will effectively ”pull” part of

the field of view to the outside of the microsphere, thereby increasing the length of

the round-trip path by 2πΔl. This increase in path length results in a shift to lower

frequencies (Δω)[134]. As a result, the optoplasmonic hybridized system can detect

single molecules in parallel without labels, significantly increasing the sensing abil-

ity. Two years later, using the same technique, Baaske etal. have demonstrated the

observation of single atomic ions interacting with plasmonic nanorods in an aqueous

solution[134]. In 2017, the authors from the same group showed the detection of

single enzyme-reactant reactions and associated conformational changes with the

optoplasmonic sensing platform[135]. This technique has shown great potential in

studying small single molecules. In Chapter 5 and 6 we show more results acquired

with this technique.

4.3.1 Optical detection with whispering gallery modes

Optical microcavities confine light waves within a microscale volume by the reflec-

tion of light. An example of this is the Fabry–Pérot resonator, which is composed of

two opposing mirrors. The constructive interference of the light propagating back

and forth between two mirrors builds up the intensity at certain optical wavelengths,

leading to optical resonance. The optical resonance is observed as a Lorentzian-

shaped spectral feature, for instance, in the transmission or reflection spectrum of

the microcavity. In the case of WGM microcavities, the light is confined within

dielectric microstructures, such as glass microspheres with a diameter of about 80

µm, by means of total internal reflections that occur at the interface between the

microcavity and its surroundings[136]. Using an appropriate optical coupler, only the

evanescent field extends into the surrounding medium, from where the microcavity

is excited. Owing to this unique light-confinement mechanism, WGM microcavities

have small effective mode volumes Ve f f while still preserving ultrahigh quality (Q)

factors[137].

The prolonged time of the light circulating inside a WGM microcavity on resonance

also results in a large number of round trips measured by the finesse (F) of the
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microcavity (with F over 106 for a glass microsphere[138], for example). When

a biomolecule diffuses to the microcavity surface and stays, the circulating light

interacts with this entity F times, therefore boosting the sensing signal. In addition,

WGM microcavities sensing is relatively easy to implement at a low cost. All these

features contribute to an extensive application of WGM microcavities in biochemical,

temperature and mechanical sensing[139]. The environmental perturbations that

influence the spectral properties of WGMs can be monitored in real-time. Most

common sensing mechanisms include mode splitting[140], resonance wavelength

shift[141] and broadening[142]. Although WGM sensors show the capabilities of

detecting single large protein[143] and virus[144], it remains difficult for small

molecule detection, due to the limited sensitivity. In the next section, we address this

issue by implementing LSPR nanoparticles to enhance sensitivity.

4.3.2 Nanoparticle enhanced optoplasmonic sensing

The simplest optoplasmonic sensing structure is composed of a WGM microcavity

and a single nanoparticle located close to the microcavity surface. There are 3 main

steps to assemble an optoplasmonic sensor in a typical single-molecule sensing

experiment: (i) Glass microsphere fabrication. The glass microsphere is made

by melting an optical fibre with a high-power laser. (ii) Binding of plasmonic

nanoparticles. (iii) Change the buffer and introduce the molecules for sensing. The

detailed protocol can be found in[17].

Around a microcavity, there may exist molecules of more than one species. Different

molecules located at different positions may cause the same perturbation to the

microcavity despite their different relative permittivities. Thus, it is not possible

to distinguish the spectral shift caused by the molecules of a specific species. Ad-

dressing this issue requires extra preparation measures before the sensing operation.

Let us focus on biosensing, where a microsphere is immersed in a sample solution

containing the analyte molecules to be detected. A WGM transduces the binding of

the biomolecules to the microsphere’s surface into a resonance wavelength/frequency

shift signal. To achieve a shift signal that is specific for the biomolecules of a certain

species, it is necessary to modify the microsphere’s surface with receptors (e.g.,
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antibodies/DNAs), which bind selectively to the analyte and reject (or minimize) the

interaction with the molecules of other species that may be present in the sample.

In addition, it is necessary to prevent any unspecific binding of biomolecules to the

microsphere sensor itself.
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Abstract

We report a comparison of two photonic techniques for single-molecule sensing:

fluorescence nanoscopy and optoplasmonic sensing. As the test system, oligonu-

cleotides with and without fluorescent labels are transiently hybridized to comple-

mentary ‘docking’ strands attached to gold nanorods. Comparing the measured

single-molecule kinetics helps to examine the influence of fluorescent labels as

well as factors arising from different sensing geometries. Our results demonstrate

that DNA dissociation is not significantly altered by the fluorescent label, while

DNA association is affected by geometric factors in the two techniques. These

findings open the door to exploiting plasmonic sensing and fluorescence nanoscopy

in a complementary fashion, which will aid in building more powerful sensors and

uncovering the intricate effects that influence the behavior of single molecules.

5.1 Background information

Biomolecules inhabit a microbiological environment sufficiently complex for their

state to vary such that biological processes operate far from thermodynamic equi-

librium. As a result, information extracted with ensemble measurements can

be insufficient to predict the behavior of biomolecules, since ensemble averages

may be far from the state of any single molecule in the system.[145, 146] The

alternative is to probe biomolecular activity directly by using single-molecule

techniques,[121, 147, 148, 149] which do not only provide mean values of physical

observables but also more detailed statistics in the form of probability distribu-

tions. A plethora of photonics-based techniques for single-molecule detection has

emerged in the past decade. For example, single-molecule localization microscopy
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(SMLM)[85, 150, 151] has overcome the diffraction limit, enabling the reconstruc-

tion of images with great precision via temporal modulation and the accumulation of

single-molecule detection events. Examples include photo-activated localization mi-

croscopy (PALM),[150] stochastic optical reconstruction microscopy (STORM),[85]

and DNA-based point accumulation for imaging in nanoscale topography (DNA-

PAINT).[152, 153, 154] On the other hand, single-molecule detection that makes use

of noble metal nanostructures has attracted great attention owing to the exceptional

sensitivity arising from localized surface plasmon resonance (LSPR).[155, 156]

The local enhancements of optical near-fields around gold nanorods (GNRs) have

enabled particularly high detection sensitivities for biomolecules without the need for

fluorescent labels.[157, 158, 159] Among the family of LSPR-based techniques, the

combination of whispering-gallery-mode (WGM) sensing with plasmonic nanorods

(optoplasmonic sensing) has shown a very high detection sensitivity even down to

small biomolecules such as short DNA oligonucleotides.[133, 134, 160]

Despite this steady progress, single-molecule techniques suffer from different

drawbacks that limit the information one can extract. For example, it is well-

known that fluorescent labels may affect the kinetics and dynamics of biomolecular

systems,[161, 162, 163] while LSPR-based approaches use local field enhancements

that are not uniform across a plasmonic nanostructure, and the local surface geome-

try and heterogeneity of plasmonic nanoparticles can play a significant role in the

observed statistics.[164, 165, 166] In view of this, it is desirable to combine the

information arising from different methods when applied to the same molecular

system. But, to guarantee the validity of such an approach, current single-molecule

techniques must be compared and cross-validated.

Here we compare the detection of DNA hybridization using two established photonic

single-molecule techniques: DNA-PAINT and WGM-based optoplasmonic sensing

(see schematic in Figure 5.1). We employ two sets of DNA strands, a 13-mer termed

P1, a 22-mer termed T22 and their respective complementary strands (see Table 5.1).

The complementary strands (termed imagers) are labeled (ImP1*D with ATTO 655

and ImT22*D with DY782) for use in DNA-PAINT, and unlabeled (ImP1* and
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Figure 5.1: Comparison between DNA-PAINT (a-d) and WGM (e-h) methods. (a) Schematic
of DNA-PAINT experiment on gold nanorods (GNRs). GNRs with LSPR ∼ 750 nm (yellow)
are coated with DNA docking strands P1 or T22 (black) and immobilized on the surface
of a coverslip (grey). The zoomed view shows a single immobilized GNR. Imager strands
(green) labeled with flourophore (ATTO655/DY782, red star) are added and excited. (b)
Microscope image showing the signals co-localized with the GNRs (blue box) and adjacent
to the GNRs (orange box) positions. (c) A space-time plot of the red line through one GNR
in (b). The GNRs provide a constant intensity over time and the hybridization of imagers
are observed as short bursts of increased intensity. (d) Typical fluorescence time traces,
with orange and blue lines showing the intensity signal at the locations indicated in (b). (e)
Schematic of WGM sensing approach. A laser beam is focused on the surface of the prism
and coupled into a glass microsphere. GNRs are then immobilized on the surface of the
microsphere. The zoom-in shows docking strands P1 or T22 (black) immobilized on the
GNRs surface and imager strands diffusing freely in solution. (f) Microscope image of the
glass microsphere with GNRs immobilized on its surface. The scattering from the GNRs is
observed as bright spots. (g) An example of wavelength shift caused by the hybridization of
the imager and docking strands on the sensor. The blue, orange, and yellow curves represent
the WGM mode position before, during, and after a single molecule transient event. (h)
Typical detrended time trace of WGM resonance wavelength showing background signal
(orange) and signals obtained for DNA hybridization (blue). All experiments were conducted
at room temperature (22.5 oC).

ImT22*) for use with the optoplasmonic sensor. P1 and its imager strand ImP1*

are short sequences which have been widely used in DNA-PAINT experiments.

[152, 154, 167]. T22 is a 22-mer sequence which has been reported to work well

in an optoplasmonic sensing platform.[133]. In both techniques, the P1 and T22

strands are attached to gold nanorods via thiol linkages and serve as the docking

strands, while the imager strands are freely diffusing in solution. The oligonucleotide

sequence is chosen to allow for transient hybridization events at room temperature.

Within this context, a natural hypothesis is that the kinetics associated with the
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dissociation of docking and imager strands is independent of the chosen platform.

By carrying out the two experiments, DNA-PAINT and WGM, each for two types of

DNA sets, such hypothesis can be tested.

Our measurements reveal that the dissociation rates of hybridized DNA strands are

indeed approximately the same for both techniques, demonstrating the comparability

of the single-molecule information extracted from each platform. In addition, this

suggests that the modification of a short strand oligonucleotide with an fluorescent

dye at its 5’ end does not significantly affect the dissociation kinetics. On the other

hand, the association rates cannot be directly estimated from our measurements.

This is due to the surface heterogeneities of the gold nanorods,[134] as well as to

the variability in the number of strands that are contributing to the signals in each

technique. In the following we will detail how the experimental schemes and the

data analysis have been carried out, before showing the main results in Fig. 5.3.

Table 5.1: Sequences of ssDNA used for the experiments.

ssDNA Sequence (5’-3’)

Set I

P1 [ThiolC6] TTT TAT ACA TCT A

ImP1*D [Atto655] CTA GAT GTA T

ImP1* CTA GAT GTA T

Set II

T22 [ThiolC6] TTT TGA GAT AAA CGA GAA GGA TTG AT

ImT22*D [DY782] ATC AGT CCT TTT CCT TTA TCT C (3 mismatched)

ImT22* ATC AGT CCT TTT CCT TTA TCT C (3 mismatched)

5.2 Experiments protocol
Figure 5.1 shows the experimental schemes for both techniques employed in this

work. In DNA-PAINT, the thiolated ssDNA are immobilized on to GNRs adsorbed

to a glass coverslip as shown in Figure 5.1a. The hybridization of the labeled

complementary DNA is observed by localization of a fluorescent label attached to

the imager DNA using a camera. In the WGM-based optoplasmonic technique, the

shift of the resonance wavelength λ of WGMs excited in a spherical glass resonator is
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utilized to monitor the hybridization of the ssDNA. In practice, this involves tracking

the changes in the WGM resonance position using a centroid method,[134, 168]

from where we can obtain temporal traces for the wavelength shift ∆λ . Similar to

DNA-PAINT, a thiolated ssDNA is immobilised on to GNRs adsorbed to the glass

resonator surface; see Figure 5.1e. In this case, the imager DNA strand does not

contain a fluorescent label. The signals are instead obtained due to the plasmonic

enhancement provided by the GNRs.[133]

For DNA-PAINT (Figure 5.1a), the experiments are carried out on a Nikon Ti-E

inverted microscope with a 1.49 NA total internal reflection fluorescence (TIRF)

objective (Nikon Apo TIRF 60X oil or Nikon Apo TIRF 100x oil) illuminated using

a 647nm (OMicron LuxX 647- 140) or 780 nm (Toptica DL Pro, 100mW) and

custom-built optics. The fluorophores are excited via TIR at a coverslip (170 μm

nominal thickness) and the images are captured real-time by a camera (Andor Zyla

4.2, 10 frames/s or Andor iXON 888, 25 frames/s). The glass coverslip is glued to a

chamber cut from acrylic and placed on the microscope stage. The acrylic chamber

is used to pipette the various samples required for the experiments. For the WGM

technique (Figure 5.1e), the experiments are carried out in a custom built prism based

setup. Whispering gallery modes in spherical glass resonators (diameter ∼ 80 μm)

fabricated by melting a single mode optical fiber (SMF 28e, Corning) are excited via

frustrated total internal reflection at a prism (NSF11, Schott) surface. A microscope

setup (10x Olympus) is used to help align the resonator with respect to the prism for

efficient coupling. A tunable 780 nm laser source (Toptical TA Pro 780) is scanned

at a rate of 50 Hz to capture the WGM spectrum. The position of the resonance peak

and the full-width-at-half-maximum (FWHM) are extracted using a custom Labview

program. A chamber made of Polydimethylsiloxane (PDMS) is placed around the

resonator and is used for injecting samples into the sensor. All experiments were

conducted at 22.5 oC.

We carry out both the DNA-PAINT and optoplasmonic sensing experiments for two

sets of DNA strands (see Table 5.1). The procedures of the experiments are similar,

and contain three steps. First, we immobilize gold nanorods (A12-10-CTAB-750;
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Nanopartz Inc.) irreversibly on a clean glass surface (a coverslip in case of DNA-

PAINT or the spherical resonator surface in case of optoplasmonic sensor) in an

acidic aqueous suspension (pH ≈1.6, 0.1 nM). This step is run over for 15 min

for the GNRs to freely deposit. The chamber is washed thrice to remove unbound

GNRs. On average, the diameter of GNRs is 10 nm, and their length is 35 nm with a

longitudinal plasmon resonance at 750 nm. In DNA-PAINT, the clean coverslip is pre-

functionalized with PLL-g-PEG (Su-Sos) whose role here is to prevent unspecific

binding between fluorophore and the coverslip. In the DNA-PAINT setup, the

GNRs are excited via TIR at the coverslip and their photoluminescence is visualized

real-time by the sCMOS/EMCCD camera. In the optoplasmonic sensing platform,

the immobilization of the GNRs are monitored via the shift in WGM resonance

wavelength and FWHM. Some of the attached GNRs can also be monitored via the

microscope as shown in Figure 5.1f.

Next the docking strands (thiolated ssDNA) are immobilised on the GNRs via

a mercaptohexyl linker at their 5’ end. The procedures are the same for both

techniques. The P1 docking strand (see Table 5.1 for sequences) are immobilised in

citrate buffer at pH ≈ 3 with 1 M of NaCl. The T22 docking strands are immobilised

at the same pH and salt concentration, but with different buffer: 0.02% wt/wt

sodiumdodecylsulfate (SDS) solution. Before the addition of the docking strands

into the sample chamber, they are pre-mixed with a solution of a reducing agent (10

μl of 10mM tris(2-carboxyethyl)phosphine, TCEP) to cleave the disulfide bond and

therefore enable efficient binding of the thiols to the GNRs. The docking strands

are then injected into the sample chamber to a final concentration of 1 μM and left

for 30 mins. Since the docking strands do not contain any fluorescent labels, the

binding of the docking strands to the GNRs are not monitored in DNA-PAINT. In

contrast, in the optoplasmonic sensor step-like signals are observed upon binding

of the docking strands to GNRs. It has to be noted here that only a subset of all

the docking strands attached to the GNRs provide step signals due to the different

plasmonic enhancements at each binding site.

Finally, the transient interactions between the docking and imager strands are moni-
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tored in both techniques. After loading of the docking strands, the excess DNA in the

sample chamber was removed by rinsing the chamber thrice with milli-Q water. The

imager strands were then injected into the sample chamber at various concentrations.

A buffer of Tris-EDTA (TE buffer, pH ∼ 8) with 500 mM NaCl was used for the

experiments with P1 and its complementary, and a solution at pH ∼ 7 (milli-Q water)

with 10 mM NaCl was used for the T22 DNA experiments. The different conditions

were chosen to optimize the number of events observed to extract the various rates

(P1 and T22 have very different melting temperatures[169]). In DNA-PAINT, we

then added the corresponding imager strands with dyes, i.e. ImP1*D modified with

ATTO 655 (5’ end) and ImT22*D with DY782 (5’ end) for the docking strands P1

and T22, respectively. In each experiment, only one docking strand and the corre-

sponding imager strand were used. The fluorescence signals from the hybridization

of the DNA strands were recorded over time and co-localized with the position of

the GNRs, as shown in Figure 5.1b (blue boxes). Figure 5.1c shows a space-time plot

for the red line shown in Figure 5.1b. The constant intensity background indicates

the GNR photoluminescence, and the burst of intensity indicates DNA hybridization

between docking strands and imager strands that co-localized within GNR position.

Fluorescent times traces can then be extracted using this information. An example

is shown in Figure 5.1d. The blue curve shows the DNA hybridization between P1

and ImP1*D, and the orange curve displays the background signal adjacent to the

GNR position. Along this time trace, most of the signals we observe are spike-like,

although it is also possible to detect plateau-like signals (see Figure 5.2a) indicating

prolonged interactions between imager and docking strands. In the case of the

optoplasmonic sensor the imagers without fluorescent labels, ImP1* and ImT22*

were used. Again, in each experiment only one set of docking and the corresponding

imager strand was used and the imager concentrations was increased in steps. Upon

addition of the imagers, the WGM resonance position shifts (see Figure 5.1g) and

spike like transitions can be observed in a time trace of the WGM resonance position

(∆λ ). Figure 5.1h shows the spike signals due to interaction of the complementary

DNA strands (blue) and the background with no spike signals before addition of the
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imager (orange).
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Figure 5.2: (a,b) Examples of traces generated by the interactions between P1 docking
and ImP1* imager strands in (a) the DNA-PAINT experiment, and (b) the optoplasmonic
sensing technique. Similar traces can be observed for the T22 strands. Here tb denotes the
time that a strand spends in a bounded state, while td indicates the time between detected
single-molecule hybridization events. (c,d) Control measurements of unrelated DNA strands
for DNA-PAINT and WGM experiments, respectively. A lack of activity was observed in
both cases, thus indicating that the observed DNA hybridization is specific to the sequences.

5.3 Results and discussion
DNA hybridization has previously been reported[167, 170] to follow (pseudo) first-

order kinetics. Considering a single docking strand that can be found in two states,

either bounded with a single imager strand or dissociated, the probability that a

binding event does not take place in an interval td (dissociated waiting time), also

called survival probability, is Ps(td) = exp(−kstd), where ks is a single-molecule

binding rate with units of s−1 (also known as association rate). However, the traces

of both experiments (Figure 5.2) record the signal of binding events triggered by

many imager strands, and the chance of observing the binding of one of the imagers

in the chamber is further affected by the arrangement and accessibility of docking

strands contributing to the signals on each sensor. The probability distribution

for the waiting time to detect the binding of any one of the imagers, assuming

independence of events, is then P(td) = exp(−ktd), where k = konγci is a rate with

units of s−1. Here, kon is the usual on-rate constant per unit of concentration, γ is a

numerical factor accounting for the geometric arrangement of the docking strands
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and their contribution to the observed signals, and ci is the imager concentration.

Since the factor γ is constant within the same experiment we expect that, for each

experiment, the rate k grows linearly with ci. Once a docking strand is bound, the

probability that dissociation does not take place in an interval tb (bound waiting time)

is P(tb)≃ exp(−kofftb), where koff is the dissociation rate constant and, in this case,

equivalent to a single molecule dissociation rate with units of s−1. In other words, we

expect koff to be concentration-independent.[167, 170] Note that the approximation

holds provided that the chance of two imagers being bound at the same time is

negligible, which is achieved by making the imager concentration sufficiently low.
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Figure 5.3: (a,b) Shown are the probabilities P that a binding event has not taken place within
an interval td for (a) DNA-PAINT with 50nM of ImT22*D and (b) WGM experiments with
200nM of ImT22*, measured (black dots) and fit (blue line). (c,d) Similarly, the probability
that a dissociation event has not taken place within an interval tb is shown in (c) DNA-PAINT
with 50nM of ImT22*D and (d) WGM experiment with 200nM of ImT22*. For P1 strands,
analogous exponential profiles emerge. (e-h) The single-molecule dissociation rate koff
(black) and the binding rate k = konγci (orange), both with units of s−1, are shown for P1 and
T22 strands with (e,g) DNA-PAINT and (f,h) WGM sensing, respectively, where kon is the
association rate constant with units of M−1s−1, γ is a numerical factor accounting for the
geometric arrangement and accessibility of the docking strands contributing to the signals,
and ci is the molar imager concentration. Our results show that the dissociation rate for the
DNA-PAINT and the WGM techniques are the same within error. For binding kinetics, only
the product konγ is retrieved. The uncertainties associated with k and koff are given, for each
exponential fit, by SE× tn−1, where SE is the standard error and tn−1 is the t-value for n−1
degrees of freedom at a 95% level. The uncertainties for the linear fits have been propagated
from the former uncertainties.
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Using the values for the two waiting times, td and tb, all measured at temperature

22.5 oC, we computed the empirical distributions P(td) and P(tb), both for the DNA-

PAINT experiment (dotted line in Figures 5.3a,c) and the WGM platform (dotted

line in Figures 5.3b,d). As expected, exponential profiles emerge, from which the

rates k and koff are extracted for different molar imager concentrations ci.

The single-molecule dissociation rate koff can be directly obtained from the fits

to P(tb) in Figure 5.3c (DNA-PAINT) and Figure 5.3d (WGM). As expected, the

koff values are indeed approximately constant across all trials with different imager

concentrations ci, as can be seen in Figure 5.3e-h (black lines). For P1 strands,

the average dissociation rates are kPAINT
off = 3.6±0.4s−1 and kWGM

off = 4.2±0.8s−1

(estimate ± uncertainty; see caption of Fig. 5.3) for DNA-PAINT and WGM, re-

spectively. Thus the value of koff measured by both techniques is the same within

error, suggesting that the fluorescent dye molecule in ImP1*D does not significantly

alter the kinetics for the DNA hybridization under study. The koff values for the T22

strands, kPAINT
off = 10±3s−1 and kWGM

off = 9±1s−1, lead to an analogous conclusion.

Nevertheless, previous studies[170] have shown that the kinetics of biomolecular

systems can be influenced by the presence of fluorophores, and so the impact of

fluorophores may have to be examined in a case-by-case basis. The compatible koff

values also show that there is no evidence of a local temperature increase due to the

near-field enhancement of the GNRs at the light intensities used in both techniques.

The relationship between k and ci further provides the product konγ . For P1

strands, a linear fit yields konγPAINT = (8.7± 3.4)× 107 M−1s−1 and konγWGM =

(3.9±0.5)×104 M−1s−1 for the DNA-PAINT and optoplasmonic experiments, re-

spectively. Similarly, for T22 strands we find konγPAINT = (1.3±0.4)×107 M−1s−1

and konγWGM = (1.1±0.1)×106 M−1s−1. These fits are shown in Figures 5.3e-h

(orange lines), and, for both techniques, we see clear evidence of a linear dependence

between k and ci. The value of kon for each strand cannot be determined without

detailed knowledge of the geometric factors. An exact calculation of γ for each

technique lies beyond of the scope of the present work, but we can highlight some

factors contributing to its value. First, all docking strands contribute to the signal in
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DNA-PAINT, whereas only a subset of the docking strands in the WGM technique

(attached to the tips of the GNRs) contribute to the signal. Additionally, the local

surface properties will be different for the tips compared to the sides of the GNRs

[164, 165, 166]. Kim etal. .[171] observed an average of 62±6 thiol binding events

using the WGM-based optoplasmonic sensor. Moreover, Elzey etal. [172] report an

average size-independent packing density of 7.8±1.2nm−2 for thiolated molecules

binding to 10-100 nm GNRs. From these, we estimate that only ∼ 0.6% of the

docking sites per GNR contribute to the signals in the WGM-based optoplasmonic

sensor. This already suggests that konγ can be smaller for the WGM sensor than for

DNA-PAINT, in consistency with our measurements. Of particular importance is the

fact that, in the WGM experiment, the plasmonic enhancement may be insufficient

for many docking sites due to the random deposition of the GNRs on the surface of

the microsphere, thus failing to detect signals that lie below the noise level. For P1

strands, this is reflected in that only when applying a micromolar concentration of

imager strands can one detect a significant number of events. In contrast, for T22

strands the number of events is significant already in the range of hundreds of nM.

This gives a plausible explanation of why the discrepancy between konγPAINT and

konγWGM is only of ∼ 10 for the T22 strands, but of ∼ 103 −104 for the P1 strands.

5.4 Conclusion

Here we have compared two optical single-molecule detection techniques,

fluorescence-based single-molecule localization (DNA-PAINT) and optoplasmonic

WGM sensing, that utilize the same plasmonic nanoparticles for detecting DNA

hybridization events between surface immobilized docking strands and imager

strands in solution. The rate constant koff, which characterizes the dissociation of the

DNA sequences used here, should depend only on the oligonucleotide sequence and

length (buffer and temperature conditions are the same for each type of DNA across

both experimental setups) while being independent of the different geometric factors

of the two experiments. Indeed, we found koff to be the same in both experiments,

within experimental error. This establishes the equivalence of each technique for
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test systems used in this work and can serve as the basis for consistently combining

these techniques in future single-molecule studies. In particular, to establish the

dissociation rates for other processes, one may benefit from the larger binding

efficiency of DNA-PAINT, while checking the label-impact with the WGM platform.
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Abstract

Observing the hybridisation kinetics of DNA probes immobilised on plasmonic
nanoparticles is key in fluorescence based super-resolution microscopy, such as in
DNA-PAINT and refractive index based single-molecule detection on optoplasmonic
sensors. The role of the local field in providing plasmonic signal enhancements for
single-molecule detection has been studied in great detail. Nevertheless, few stud-
ies have compared the experimental results in both techniques for single-molecule
studies. Here we developed the first optical setup that integrates optoplasmonic and
DNA-PAINT based detection of oligonucleotides to compare these sub-platforms
and provide complementary insights into single-molecule processes. We record the
fluorescence and optoplasmonic sensor signals for individual, transient hybridisation
events. The hybridisation events are observed in the same sample cell and over
a prolonged time (i.e. towards high binding site occupancies). A decrease in the
association rate over the measurement duration is reported. Our dual optoplasmonic
sensing and imaging platform offers insight into the observed phenomenon, reveal-
ing that irreversible hybridisation events accumulate over detected step signals in
optoplasmonic sensing. Our results point to novel physicochemical mechanisms
that result in the stabilisation of DNA hybridisation on optically-excited plasmonic
nanoparticles.

6.1 Background Information
The interaction between DNA strands is key to many fundamental processes in the
cell. The hybridization between DNA oligonucleotides is fundamental to our most
sensitive methods for DNA detection, including state-of-the-art single-molecule
techniques[17, 16, 173]. Single-molecule techniques have enriched biomolecular
studies by providing details about the kinetics of biological reactions and physi-
ological processes that is not apparent in their corresponding bulk measurements.
Powerful new approaches to single-molecule sensing and imaging have emerged
in the last few decades. One example is fluorescence based single-molecule imag-
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ing, which overcomes the diffraction limit by reconstructing images from high-
precision temporal modulation and the accumulation of single-molecule detection
events[174, 175, 176, 177]. Among these, photo-activated localisation microscopy
(PALM) [84, 178], stochastic optical reconstruction microscopy (STORM) [48, 179],
and DNA based point accumulation for imaging in nanoscale topography (DNA-
PAINT) [86, 180, 181, 182] have robustly demonstrated single-molecule localisation
microscopy at the nanoscale. On the other hand, noble metal nanoparticles of various
morphologies have drawn attention for their use in single-molecule sensing due to
their extraordinary optical properties derived from localised surface plasmon reso-
nances (LSPRs). In a large range of applications, plasmonic nanoparticles have been
employed to amplify single-molecule detection signals. Examples for this are the
plasmonic enhancement of fluorescence based signals in bioimaging [183, 184, 185]
and the enhancement of the label-free signals from whispering-gallery mode (WGM)
sensors [186, 17, 187, 16, 188, 1, 189].

Along with the development of various single-molecule techniques, it is becoming
increasingly important to compare and cross-validate their results [1]. Detecting a
single-molecule process on two different optical instruments enables one to gain
a deeper understanding of the biomolecular system under investigation. Recently,
we reported a study in which we compare DNA hybridisation events observed on
plasmonic nanorods using an optoplasmonic sensor, with the results obtained on a
single-molecule imaging technique based on DNA-PAINT [16]. The optoplasmonic
sensor measures single-molecule events within the enhanced near field of plasmonic
gold nanorods (GNRs) that are attached to an optical WGM surface. The signals are
obtained indirectly via the shift in the resonance of the WGM. On the other hand,
DNA-PAINT provides signals via fluorescence localization microscopy. Although
DNA-PAINT does not require plasmonic enhancement, we performed all DNA-
PAINT experiments with molecular interactions on the surface of GNRs to replicate
the conditions of the optoplasmonic sensor system. We found that both techniques
deliver comparable results. Specifically, we found DNA dissociation kinetics (i.e.
off-rates) for both schemes lay within experimental error.

In this article, we demonstrate the first use of a total internal reflection fluorescence
(TIRF) objective to perform label-free optoplasmonic sensing and fluorescence imag-
ing of single molecules in one optical platform. The TIRF objective is employed as
an evanescent coupler similar to common coupling methods such as prism, grating,
end-fibre and wave guide couplers to evanescently excite the WGMs on glass mi-
crospheres while enabling single-molecule imaging capability. We use this platform
to study the hybridisation kinetics of DNA oligomers attached to gold nanorods
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(GNRs). We chose to study the interaction between DNA oligonucleotides because
recent reports show that DNA hybridisation kinetics on GNRs are seemingly affected
by the experimental single-molecule technique. In 2018, Weichun et al.[190] studied
the single-molecule fluorescence enhancement from GNRs, reporting a disappear-
ance of DNA hybridisation events over time. This phenomenon was, however, not
observed for ’docking’ strands (immobilized single stranded DNA) bound to glass.
Previously, Taylor et al.[191] conducted DNA-PAINT experiments on gold nanorods
to reconstruct single GNR geometry. They also reported a similar reduction and
disappearance of DNA hybridisation events for ’docking’ strands attached to GNRs.
Weichun et al.[190] attributed this effect to the cleaving of Au−S bonds and thus
removal of the docking DNA strands bound to the GNRs by hot electrons generated
in the GNRs. Studying the decrease in DNA hybridisation event frequency on our
dual single-molecule fluorescence imaging and optoplasmonic sensing platform
would provide more detailed insight into the mechanisms behind the reported phe-
nomenon. By probing single-molecule kinetics with fluorescence and optoplasmonic
refractive index based methods in parallel, we obtain results which show that the
anomalous disappearance of DNA hybridisation events over time on GNR arises
from the probabilistic permanent binding of complementary strands and that this is
not a result of hot electron cleaving of Au−S bonds.

6.2 Dual sensing and imaging setup
Figure 6.1 shows the schematic of the experimental setup that we have developed for
dual single-molecule imaging microscopy and optoplasmonic sensing (SIMOPS).
Light from a tunable external cavity diode laser (Toptica DL pro 780) is collimated,
expanded, and focused onto the back focal plane of a TIRF objective (CFI Apo TIRF
100X, 1.49 NA, Nikon). The total internal reflection (TIR) off a glass coverslip is
used to evanescently couple to optical WGMs of a fused silica microsphere similar
to evanescent coupling via prisms[17]. The reflected light is then collimated and
collected by a lens L4, and a switchable mirror (SM) onto a photodetector (PD).
Alternatively, the evanescent field originating from TIR off the glass coverslip is
used to excite plasmonic GNRs and dye molecules directly near the surface of
the glass coverslip. (Please refer to Supplementary Figure S1 for details of field
enhancements.) In this case, a fluorescence image is obtained by replacing the
lens L4 with a switchable emission filter and collecting the emitted photons on an
EMCCD camera (Andor iXon 888).
Figure 6.1a shows a schematic of the DNA-PAINT measurements. Firstly, plasmonic
GNRs are immobilised on the surface of a glass coverslip that is placed in the sample
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Figure 6.1: Design of the dual optoplasmonic sensing and imaging platform. Incident
laser beam is focused onto the back focal plane of a TIRF objective, establishing total
internal reflection on the glass coverslip surface. Generated evanescent wave is then coupled
into the WGM. (a) Schematic of DNA-PAINT imaging. The zoomed-in view shows the
transient interaction between freely defusing imager DNA strands and docking DNA strands
immobilised on the GNRs. (b) Typical intensity time trace extracted from colocalised
events in the 5× 5 pixels (with red ROI box in the inset) around the GNR. The scale bar
= 500 nm. (c) Schematic describing the optoplasmonic sensing principle. The zoomed-in
view shows imager strands interact with docking strands, wherein the imager denoted by
a red star is the molecule that contributes to the signal. The inset depicts the chamber and
microsphere positioning. (d) Typical WGM resonance wavelength trace obtained by tracking
the resonance peak position (with Lorentzian lineshape shown in the inset). FC: fiber-coupled
collimator; LF: laser-line filter; L: lens; HWP: half-wave plate; PBS: polarizing beam splitter;
M: Mirror; BS: non-polarizing beam splitter; BFP: back focal plane; EF: emission filter; SM:
switchable mirror; PD: photodetector.

chamber. The GNR attachment can be monitored in real-time via the photolumi-
nescence of the GNRs as shown in Figure 6.1b inset (highlighted by the red box).
Secondly, DNA docking strands are then anchored onto the GNRs via mercaptohexyl
linkers. The sample chamber is then rinsed to remove excess, unbound DNA strands.
Finally, complementary DNA strands with a fluorescent label (DY782) are added
to the sample chamber (See Materials and Methods for more details). The transient
hybridisation of freely-diffusing imager strands and fixed docking strands then pro-
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duces an increased intensity at the GNR location. The intensity integrated within a
region-of-interest (ROI) of 5 × 5 pixels around the GNR position then provides the
intensity time traces as shown in Figure 6.1b. The captured ROIs are stacked and
processed in Fiji (ImageJ) via a single-molecule localisation microscopy package
named ThunderSTORM[192].

Figure 6.1c shows the schematic of the experiments performed using the opto-
plasmonic technique. In this case, light is coupled to WGMs in an 80 µm glass
microsphere[186] placed near the coverslip surface. GNRs are then attached to the
microsphere surface. Subsequently, docking DNA strands are immobilised on the
GNRs with a protocol similar to that for the DNA-PAINT. Once the fluorophore-
labeled imager strands are added to the sample chamber (Detailed protocol can be
found in the Materials and Methods section), hybridisation of the imager strands
with the docked DNA strands is observed in the form of a shift in WGM resonance
frequency (See inset of Figure 6.1d ). These frequency shifts are recorded over time
to obtain the single-molecule time traces as shown in Figure 6.1d (See Materials and
Methods for further context).

6.3 Results
Signal Types and Dissociation Kinetics from Optoplasmonic and
DNA-PAINT Measurements
DNA hybridisation is characterised using both optoplasmonic sensing and DNA-
PAINT. Two sets of DNA docking strands (P1/T22) and the corresponding imager
strands (ImP1*D/ImT22*D) were utilised in both experiments, their sequences are
detailed in Table 6.1. Figure 6.2 displays the typical signal type from a data trace.
It can be seen that most signals along these time traces are spike-like with a short
dwell time regardless of the chosen measurement technique. Prolonged plateau-like
signals were, however, also observed as in the central traces (T2 time interval) of
Figure 6.2a, b. Positive step-like signals with no corresponding falling-edge were
observed in the case of the optoplasmonic sensor (T3, Figure 6.2a). These signals
most likely correspond to the permanent occupation of a docking strand by an imager
strand. On the contrary, no such step signals were observed in the DNA-PAINT
experiments. In this case, longer plateau-like signals (T3, Figure 6.2b) were observed
instead. The spike-like signals and transient plateau signals in both techniques (i.e.
Signals in Figure 6.2a, b’s T1,T2) correspond to reversible / transient interactions
between the imager and docking strands. The step signal is only observed for the
optoplasmonic sensing method, correlating to the permanent (explicitly, within the
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Figure 6.2: Three types of DNA hybridisation signals. Signals obtained from (a) optoplas-
monic sensor and (b) single-molecule imaging platform at different time intervals (T1,T2,T3).
(c) Measured tb from the P1 optoplasmonic data and its single exponential fit. The probabili-
ties P(tb) represent a dissociation event has not taken place within an interval tb .(d) P(tb) for
the same P1 DNA sets measured by DNA-PAINT and their single (green) and bi-exponential
(blue) fits.

timescale of the experiment) hybridisation of the complementary strand[17]. On the
other hand, DNA-PAINT only provides plateau-like signals with a longer duration
(T3, Figure 6.2b). We hypothesise that these long-duration, plateau-like signals also
correspond to permanent hybridisation events. The falling edge is thus likely due
to photobleaching of the dye after a permanent hybridisation event rather than from
dissociation of the DNA strands.

We further analysed the signals to extract the dwell time of events tb in case of
spike-like and plateau-like signals, and the arrival time between consecutive events
ta. Figure 6.2c, d plots the survivor function for the signal dwell time tb measured
with both techniques. It can be seen that the data from the optoplasmonic sensor
(Figure 6.2c) closely matches a single exponential fit, corresponding to a single
Poisson process. The dwell rate estimated from a single exponential fit is kOP

off =

3.7±0.1 s−1. However, in the case of the DNA-PAINT measurement (Figure 6.2c),
the distribution of dwell times largely deviates from a single exponential. A bi-
exponential model provides a better fit, where two rates kPAINT

off,1 = 3.1±0.1 s−1 and
kPAINT

off,2 = 0.10±0.06 s−1 are obtained. The rates kOP
off and kPAINT

off,1 have similar values
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Figure 6.3: T22 DNA association rates change measured over time. Experiments are
carried out with optoplasmonic sensing and DNA-PAINT approaches with 10mM NaCl
buffer. (a) Detrended optoplasmonic sensing trace for 1 µM ImT22*D and association rate
(green circles) calculated every 300 s. (b) DNA-PAINT fluorescence time trace with 20
nM ImT22*D, with association rates (blue circles) measured every 5 minutes within time
intervals of 80 s. The uncertainties of the association rates are extracted from exponential fits

which correspond to the binding dwell time of the DNA strands. The rate kPAINT
off,2 ,

however, likely corresponds to the average photobleaching time of the dye molecule
under experimental conditions.

Measuring Association Rate Change Over Time
The signal patterns and dwell time analysis above indicate that the spike-like signals
arise from transient DNA hybridisation. The step-like signals for the optoplasmonic
sensor and the long plateau-like signals in DNA-PAINT likely arise from hybridisa-
tion / blocking of docking DNA. Furthermore, the analysis of dwell times indicates
that longer plateau-like signals in DNA-PAINT correspond to a permanent blocking
of a DNA docking strand by an imager strand and subsequent photobleaching of the
dye attached to the imager.

To study the anomalous behaviour of DNA hybridisation kinetics on GNRs as was
previously reported[191, 190], we performed long timescale measurements (∼ 45
mins) of DNA hybridisation. To ensure the observation was not sequence dependent,
we utilised the second set of DNA strands: T22 and the corresponding imager (See
Table 6.1). The experimental protocol for DNA functionalisation and imaging is
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the same as in the previous trial. Figure 6.3 (black traces) shows the long time
traces obtained from both techniques. The concentration of the imager strands
for optoplasmonic sensing and DNA-PAINT measurements are 1 µM and 20 nM,
respectively. Different concentrations are used for optoplasmonic and DNA-PAINT
measurements due to the different distributions of detectable docking sites[16]. In
the case of DNA-PAINT (Figure 6.3b), 5 min of idle time in the measurement is
delineated by break lines.

The plots in Figure 6.3 show the anomalous behaviour of a decrease in the number
of events over time for both techniques. To identify the decreasing rate of events
k (association rates corresponding to arrival times ta), we estimated the event rate
k over multiple consecutive short intervals. The interval duration was 300 s for
measurements using the optoplasmonic sensor and 80 s for measurements using
DNA-PAINT.These measurement intervals are a practical compromise between
obtaining good time resolution and good exponential fits for determining the average
association rates in the 300s/80s measurement intervals. The association rates are
obtained in these intervals by fitting single decaying exponentials to the time between
consecutive arrivals ta. The rates k are plotted on the time traces in Figure 6.3a
(green circles with fit errors) and Figure 6.3b (blue circles with fit errors). We can
clearly see that the association rates decrease consistently over time. The observed
reduction in association rate for both platforms clearly suggests that, over time, the
number of docking strands available for observing transient hybridization events
is decreasing. According to previous literature[190, 182], this phenomenon is not
observed when DNA-PAINT experiments are performed on biomolecules bound to
glass / polystyrene substrates[97, 182].

We then study the relationship between change in the association rate with respect to
the occurrence of detected step signals. Optoplasmonic sensing experiments were
performed for both T22 and P1 DNA sets. In particular, 1 µM of ImT22*D and
ImP1*D imager strands are used to observe the transient interaction. Figure 6.4
shows the typical time trace for wavelength change in the context of T22 and P1
DNA sets. In both time periods we observe two step signals, wherein we analysed
the association rates before and after the step signals. The time intervals of detected
step signals are marked in the grey region in Figure 6.4 and a zoomed-in view of
the step signals (red trace) is shown in the inset images. The association rates for
each interval is then plotted (green circles for T22 and blue for P1 sets). Obvious
association rate drops after each step are shown in both T22 and P1 experiments.
Especially for P1 experiments depicted in Figure 6.4b, one can clearly see that after
two step signals, the association rate has decreased from (1.0±0.1)×105(M · s)−1
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Figure 6.4: Example of detrended wavelength shift traces (black). An optoplasmonic sensing
technique is applied to measure 1 µM of (a) ImT22*D and (b) ImP1*D imager strands. The
grey shaded area displays the time period when a step signal is detected, a zoomed-in view
of the step signals is shown in the inset images (red traces). The association rate is calculated
for each section before and after the step signals (green circles for T22 and blue circles for
P1 DNA sets).

to (1.1±0.2)×104(M · s)−1. This observation indicates that the drop in anomalous
DNA hybridisation rate is correlated to the step signals. As discussed above, a
positive step signal refers to a binding event. There is no corresponding falling edge
likely due to the imager strands irreversibly hybridised to the docking strands. This
would then prohibit the docking strand from further interactions and hence result in
a decreased association rate.

Imager Concentration Dependence for Prolonged Measurements
We next studied the concentration dependence of the arrival and dwell times by
increasing the concentration of the imager strand, in 6 steps, for both techniques. The
measurements at each concentration step were performed over 30 min. The dissocia-
tion rate koff and the association rate k for the DNA strand P1 and its complementary
imager are plotted in Figure 6.5a and Figure 6.5b for the optoplasmonic sensor and
DNA-PAINT, respectively. The dissociation rates kOP

off for the optopalsmonic sensor
and kPAINT

off for DNA-PAINT are estimated from a single- and bi-exponential fit to
the survivor distribution of dwell times tOP

b and tPAINT
b , respectively. The association

rates k for both techniques are obtained from a single exponential fit to the survivor
distribution of time between events ta.
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The plots show that the off-rates koff provided by both techniques are relatively con-
stant for all imager concentrations. The average off-rate estimated from the optoplas-
monic measurements is kOP

off = 3.9±0.3 s−1. For the DNA-PAINT measurements,
the average off-rates estimates are kPAINT

off,1 = 3.3±0.7 s−1 and kPAINT
off,2 = 0.2±0.1 s−1.

Here, the values of kOP
off and kPAINT

off,1 are within error and in line with previous work
[16]. These rates thus correspond to the actual hybridisation dwell times of the P1
and imager strands. The rate kPAINT

off,2 likely corresponds to the average photobleaching
time of the dye (DY782) of 5±0.5s under the experimental conditions.

On the other hand, the association rates k increase with higher imager concentrations.
The increase in k for both techniques is not linear with imager concentration as would
be expected for single-molecule interactions. The estimated k gradually saturates
with increasing imager concentrations and even drops significantly, as is seen at
1000 nM for the optoplasmonic sensor and 60 nM for DNA-PAINT. This deviation
from linearity may arise from an increased probability of docking strands being
permanently occupied for higher imager concentrations. The drop of events rate k is
occurring at different concentration, which is due to the different effective sensitivity
among DNA-PAINT and optoplasmonic sensing. In the case of optoplasmonic
sensing, the docking strands that provide signals are the ones located on the hotspots.
The hotspots are distributed on the tip area of Au nanorods and are around 22% of
the total surface area of an Au nanorod. Therefore, only up to 22% of the docking
strands contribute signals in the optoplasmonic sensing setup. On the contrary, all
the docking strands on the surface of Au nanorod contribute to DNA-PAINT signals.
In addition to that, two different approaches show different signal-to-noise ratio,
both of which provide the plausible picture for the discrepancies observed. More
details of the observed discrepancy can be found in [16].

Control Measurements and Investigation of Potential Causes
The signals observed in both DNA-PAINT and optoplasmonic sensing imply an
increasing number of unavailable docking strands over time. Based on the step
signals, a natural hypothesis would be that permanent hybridisation block the docking
strands within the time scale of the experiment. Alternatively, the docking strands
could be cleaved due to hot electrons generated from the plasmonic nanorods. Control
experiments are performed to discern the causes of the reduction in association rates
over time.

In 2018, Sabrina et al.[193] demonstrated that a high-power pulsed laser could
cleave Au−S bonds on the surface of the GNRs, wherein the cleaved surface can
be refunctionalised with different docking strands. There is, however, no evidence
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Figure 6.5: Kinetics characterised for a P1 DNA set. The experimental data is acquired
with (a) the optoplasmonic sensor and (b) DNA-PAINT. Association rates are plotted for
optoplasmonic data (green circles) and DNA-PAINT data (blue circles). Dissociation rates
are extracted from fitting of single exponentials for optoplasmonic sensing (red dots in a) and
biexponentials for DNA-PAINT (red dots and triangles in b). Both approaches are measured
for 6 different imager strand concentrations and each concentration is measured over 30 min.

for the low intensities (32 W/cm2) in our experiment causing the cleaving of Au−S

bonds. Nonetheless, to prove that the Au− S bonds were intact, we performed
control measurement using samples where the association rate already dropped to
near zero. We washed the samples (i.e. coverslips immobilised with gold nanorods,
functionalised with docking DNA and left to interact with imager strands for > 6
hours) thrice with Milli-Q water to remove excess DNA. We then performed the
protocols for immobilizing new thiolated docking DNA (See Materials and Methods)
for 1 hour to fully saturate any available binding sites on the GNR (assuming laser
cleaving of previously attached docking DNA). In the optoplasmonic sensing method,
we do not observe any docking DNA binding steps in this process, indicating no
available sites on the GNR surface (See Supplementary Figure S2a). Finally, we
added 2 µM of imager DNA in the case of optoplasmonic sensing and 40 nM of
imager strands in the case of DNA-PAINT measurements. As seen from the time
traces obtained (See Supplementary Figure S2b, c), we observe no restoration of
association rate from both platforms, indicating that new docking strands could not
be immobilised. We hence conclude that there is no laser-induced cleaving of the
initially functionalised docking DNA in our experiments. The Au-S bonds formation
and dissociation is known to be an equilibrium process, however, we did not observe
single-molecule signals associated with ligand exchange, indicating that any ligand
exchange takes much longer than our measurement time of 45 min.

This additional control suggests that the observed anomalous hybridisation behaviour
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Figure 6.6: DNA-PAINT measurements with 40 nM ImP1*D. The experiment is conducted
with (a) 10 mM NaCl HEPES buffer and (b) 500 mM NaCl HEPES buffer. The association
rates are plotted accordingly, with green circles for 10 mM NaCl HEPES buffer and blue
circles for 500 mM NaCl HEPES buffer.

cannot be explained by hot electron cleaving. Given the steps signals demonstrated
in the optoplasmonic sensing experiments, we can conclude that the anomalous
DNA hybridisation originated from the permanent hybridisation of imager strands.
To further investigate the mechanism of this anomalous hybridisation, two sets of
experiments are then carried out. The first set of experiments aims to explore the
influence of different electrolyte concentrations, and the second utilises external
heating to inspect whether the anomalously hybridised DNA melts at a higher
temperature.

It is well known that adding electrolytes in a solution can affect the DNA melting
temperature[194]. As we concluded the observed anomalous behaviour resulted
from permanent hybridisation, it is expected that this will also depend on electrolyte
concentration. To this end, we monitored the association rate change for different
ionic strengths in the buffer solution. In particular, a solution with 40 nM ImP1*D
imagers is used to conduct DNA-PAINT measurements under 10 mM and 500
mM NaCl concentrations in the buffer. Both experiments are carried out for over
45 min and the intensity time trace is plotted in Figure 6.6 (black trace). The
association rate is calculated and plotted as green circles for 10 mM NaCl HEPES



6.3. Results 78

buffer and blue circles for 500 mM NaCl HEPES buffer. To properly compare the
rates decreasing under different NaCl concentrations, we selected GNRs that have
similar starting association rates corresponding to the 10 mM and 500 mM NaCl
concentrations. As shown in Figure 6.6, the association rate for the first 80 s is
calculated to be (9.4±0.3)×106(M · s)−1 for the 10 mM NaCl HEPES buffer and
(9.0±0.2)×106(M · s)−1 for the 500 mM NaCl HEPES buffer, respectively. In both
time traces we observe a similar decrease in association rates. In the case of the
500 mM NaCl HEPES buffer, however, the association rate decreases much faster.
After 45 min the remaining association rate for the 10 mM NaCl HEPES buffer is
(4.4±0.2)×106(M · s)−1, while for the 500 mM NaCl condition a much lower rate
of (1.8±0.2)×106(M · s)−1 is found. The observed phenomenon further matches
the permanent hybridisation hypothesis. Higher ionic strength can be induced in the
solution with increased NaCl concentration, which lowers the charge barrier and
provides better accessibility for the docking strands. The permanent hybridisation
process is thus accelerated due to increased hybridisation efficiency.

All experiments described above are conducted at ∼ 295 K room temperature. Given
that plasmonic nanorods confine light to a nanoscale region, one would expect a
higher temperature on the GNR surface than the surrounding host medium. The
higher temperature on the GNR surface could potentially cause an equilibrium
perturbation in DNA hybridisation. To estimate the temperature change caused by
plasmonic heating, we calculated the temperature increase with a laser intensity of
80 W/cm2 - the maximum intensity delivered to the glass coverslip. According to
simulations (Detailed in Supplementary Figure S3), the maximum GNR surface
temperature is only increased by 0.1 K at the GNR absorption peak wavelength of
755 nm. Considering that a GNR is placed onto the surface of the glass coverslip
under 785-nm TIRF excitation which exhibits a near-field enhancement factor of
5 (Supplementary Figure S1), the estimated temperature gradient near the GNR
surface is not higher than 0.5 K with a laser intensity of 32 W/cm2. This temperature
increase is too small to cause a significant change in the hybridisation equilibrium.
In experiment, no restored rate is observed when increasing the laser illumination
power from 32 W/cm2 to 80 W/cm2.

To examine the effect of temperature increase on the melting of anomalous DNA
hybridization, we increased the temperature of the buffer solution externally (See
Supplementary Figure S4). In this scenario, DNA-PAINT experiments are conducted
under different temperature conditions. We again choose P1 DNA samples where the
association rate already decreased to near zero, wherein the sample is acquired using
the same protocol described above. The procedure is as below. First, the chamber is
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filled with HEPES buffer heated to a temperature of ∼ 333 K for 30 min, to enable
potential melting of double-stranded DNA. Then, the heated solution is removed and
sample chamber is rinsed thrice to remove possibly unzipped imager strands. Finally,
a HEPES buffer with 10mM NaCl and containing 40 nM of imager is added to the
sample chamber to perform DNA-PAINT experiments.
Supplementary Figure S4a shows the DNA-PAINT signals obtained when mea-
surements are performed in a buffer with 40 nM imager concentration heated to ∼
333 K. At this higher temperature, the association rates of single-strand DNA are
higher[173, 195]. Nonetheless, we do not observe many events showing that the
association rates are not restored at this temperature. To exclude the possibility that
the higher dissociation rate at 333 K is faster than our time-resolution for DNA-
PAINT, we performed measurements in a room temperature buffer containing 40nM
imager. As shown by the time traces in Supplementary Figure S4b, we observe no
restoration of association rates. Similar experiments at a higher temperature of ∼
353 K also show no restoration of association rates (Supplementary Figure S4c, d).
These findings suggest that the anomalous hybridization of DNA attached to gold
nanoparticles are irreversible and highly stable (up to ∼ 353 K).

6.4 Discussion
Here, we have established a hybrid platform (SIMOPS) capable of performing both
fluorescence based single-molecule localization imaging (DNA-PAINT) and refrac-
tive index based optoplasmonic sensing. We have utilized this platform to study the
anomalous hybridisation kinetics of short single-stranded DNA (ssDNA) oligomers
attached to the surface of gold nanoparticles. The SIMOPS platform provides us with
time traces of different signal types corresponding to the hybridization kinetics of
ssDNA. Both DNA-PAINT and optoplasmonic sensing methods provide spike-like
(duration of a few hundred milliseconds) and short plateau signals (duration of a few
seconds) that are corresponding to the transient hybridisation of the ssDNA. The
optoplasmonic sensor also provides positive step-like signals with no corresponding
falling edge indicating permanent hybridization of the ssDNA. A single kinetic
off-rate of kOP

off = 3.7±0.1 s−1 is reported from the optoplasmonic sensing approach.
DNA-PAINT on the other hand provides long plateau-like signals with both positive
and negative steps separated by tens of seconds. We have shown that these signals
likely correspond to the permanent hybridisation of the ssDNA and subsequent
bleaching of the imagers. DNA-PAINT hence provides two kinetic off-rates with
values (kPAINT

off,1 = 3.3±0.7 s) and (kPAINT
off,2 = 0.2±0.1 s). The magnitudes of kOP

off and
kPAINT

off,1 are consistent with predictions for DNA melting temperature specific to the



6.4. Discussion 80

oligonucleotides and buffer conditions[173] and with measurements performed using
similar DNA sequences at room temperature without local plasmonic heating[88].
The magnitude of kPAINT

off,2 associated with photobleaching of the DY782 at the laser
intensity of ∼ 32W/cm2 is comparable to that reported in the literature [196, 197].
Measurements of DNA hybridisation kinetics over a long time (∼ 45 mins) show
that the association rate gradually decreases with time as measured by both DNA-
PAINT and the optoplasmonic techniques. We show that the decrease in association
rate is correlated to the step-like signals observed via the optoplasmonic sensing,
indicating a permanent occupation of ’docking’ DNA strands attached to the GNR
surface. We found that the association rate increased non-linearly with increasing
imager concentration over prolonged time, which even decreased at very high imager
concentrations. Our data demonstrates the decrease in association rate behaviour can
be accelerated by increasing the ionic strength. These observation further bolstering
the hypothesis of permanent hybridization of the ’docking’ and ’imager’ strands on
the surface of the GNRs.
In control measurements we attach more ’docking’ DNA to GNRs where the asso-
ciation rates dropped to near-zero, show that no new ’docking’ could be attached
to the GNRs. This observation is inconsistent with previous reports of hot electron-
mediated cleavage of Au−S bonds of the docking strands [193]. Additionally, we
observe no falling (negative) step-like signals in the optoplasmonic sensor data also
indicating that there is no hot-electron cleaving of the Au−S bonds. Instead, our
data and control measurements suggest a permanent hybridization of the ’docking’
and ’imager’ strands.
Further, control measurements with increasing the temperature of the buffer show
that the anomalous DNA hybridization is stable up to at least ∼ 353 K. One possible
explanation for anomalous permanent hybridisation of DNA strands to comple-
mentary strands on plasmonic gold nanoparticles is DNA inter-strand cross-linking.
[198] The DNA inter-strand cross-links could be caused by the oxidative chemical
environment found at/near the plasmonic hotspots of the gold nanoparticles, i.e. the
sites of DNA hybridisation at which single-molecule signals are generated. More
specifically, singlet oxygen and radical oxygen species could be locally generated
by the light-metal interaction [199]. Various other photochemical processes could
result in DNA mutations leading to anomalous permanent hybridisation events. Fur-
ther researches with different DNA sequences are needed to fully understand the
mechanism.
No such anomalous hybridisation signals, with prolonged dwell times that lie well
outside of the expected dwell time distributions for these oligonucleotides, have
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been reported before[200]. Our observations contradict the prediction of well-
established theoretical models that consider the thermodynamics of base-pairing
interactions of DNA nucleotides[201, 202, 203]. The anomalous hybridisation events
reported here have not been detected before because established single-molecule
techniques, such as those that use fluorescently-labelled oligomers, have been unable
to track permanent hybridisation events over prolonged times due to photobleaching.
The surface plasmon resonance (SPR) based sensors do not show single-molecule
sensitivity. They are only capable of observing wavelength shift by bulk loading,
while not able to detect transient DNA hybridization events. It would be difficult to
observe the anomalous hybridization events without a single-molecule technique.
The proposed SIMOPS single-molecule platform is capable of discerning transient
from permanent interactions of short oligonucleotides (i.e. localised on the plasmonic
nanoparticles) over measurement times of up to several hours. Our dual DNA-PAINT
and optoplasmonic sensing platform will enable further detailed investigations of
DNA mutations in real-time and at the single-molecule level. This technique paves
the way to real-time observation of same single-molecule events with two techniques
to obtain more information on single-molecule processes such as anomalous DNA
hybridization. The SIMOPS could be further used for single-molecule experiments
that reveal the occurrence of specific mutations. Such studies can differentiate the
types of mutation and their respective kinetics with the use of proteins that selectively
bind to specific mutations on a DNA strand.

Our observations have implications for the use of localised plasmon resonance-based
DNA sensors which affect the DNA interaction kinetics. Consequently, permanent
DNA hybridisation results from prolonged light exposure at moderate light intensi-
ties. In single-molecule studies, as was shown here, such permanent hybridisation
effects have to be carefully taken into account when interpreting single-molecule
measurements. The study of the origin of anomalous DNA hybridisation signals can
provide novel insights into the chemistry and photochemistry of DNA on plasmonic
nanoparticle surfaces. Such studies can uncover yet-undetected pathways for intro-
ducing DNA mutations by interaction with light. Our studies also have implications
for light-based in vivo therapies that use plasmonic nanoparticles, e.g. damage to
tumour cells in the context of cancer treatments. In addition, recent studies have
shown that DNA can work as a conductive material and transfer hot carriers gen-
erated along the plasmonic nanoparticles, our platform is, therefore, ideal to study
DNA hot electron charge transfer reaction and potential cause of DNA interstrand
crosslinking at a single-molecule level[204, 198, 205, 206].
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6.5 Materials and methods
Materials
GNRs with an average diameter of 10 nm and length of 35 nm (i.e. longitudinal plas-
mon resonance at λ ≈ 750 nm) were purchased from Nanopartz Inc.(A12-10-CTAB-
750). All DNA oligos were purchased from Eurofins Genomics and their sequences
are listed in Table 1. Glass coverslips with a refractive index of n ≈ 1.52, with an
aspect ratio of 22 mm × 22 mm and a thickness of 170 ± 5 µm, were purchased
from Thorlabs (Precision Glass Cover Slips, CG15CH). High-Q glass microspheres
(n≈ 1.45) were fabricated with a 30 W CO2 continuous wave laser (λ ≈ 10.6 µm)
purchased from Synrad 48-2, Novanta Inc., WA, USA. PLL-g-PEG was purchased
from SuSOS Surface Technology, Switzerland. Tris(carboxyethyl)phosphine hy-
drochloride (TCEP) was purchased from Sigma-Aldrich (Catalog Number 646547).
4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES) was purchased from
Sigma Aldrich, and a 20 mM HEPES buffer with pH≈7 was prepared for use as the
interaction buffer. All chemicals for the buffers were purchased from Sigma Aldrich.

Table 6.1: Sequences of ssDNA used for the experiments.

ssDNA Sequence (5’-3’)

Set I

P1 [ThiolC6] TTT TAT ACA TCT A

ImP1*D [DY782] CTA GAT GTA T

Set II

T22 [ThiolC6] TTT TGA GAT AAA CGA GAA GGA TTG AT

ImT22*D [DY782] ATC AGT CCT TTT CCT TTA TCT C (3 mismatched)

SIMOPS Setup Optics
Figure 1 provides the schematic of the SIMOPS setup. In order to couple light
into WGMs with an objective lens, a fiber-coupled tunable laser diode with nominal
wavelength of 780 nm (DL pro, Toptica) was collimated with a fiber collimator and
then expanded by a beam expander (L1 and L2), resulting in a collimated beam
diameter of 17.3 mm. A half-wave plate (HWP1) and a polarizing beam splitter (PBS;
Tp:Ts > 3000:1) were used to control the intensity of the p-polarised transmitted
beam. An additional half-wave plate (HWP2) was placed behind the PBS to alter
the polarisation state of the transmitted beam while maintaining the intensity. The
polarised beam was then focused by a lens (L3) with a focal length of 200 mm onto
the back focal plane (BFP) of an oil-immersion TIRF objective (CFI Apo TIRF
100X, 1.49 NA, Nikon) through a non-polarising beam splitter (BS). The accurate
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positioning of the focused spot onto the BFP in the radial direction (x) was achieved
with a z-axis motorised translation stage, leading to a collimated beam emerging
from the objective at an incident angle (θi) proportional to the radial displacement
of the focused spot from the optical axis of the objective. The incident collimated
beam in the glass coverslip is totally reflected while producing an evanescent field at
the glass-water interface (See Supplementary Figure S1). A custom-built coverslip
chamber (See inset of Figure 6.1) was designed to hold two 22-mm coverslips with a
5-mm gap between them. Such water spacing is wide enough for injecting medium
and placing the glass microsphere near the surface of the coverslip. The reflected spot
at the BFP was projected onto a plane conjugate to BFP of the TIRF objective through
a Bertrand lens (L4) and a tube lens (L5) with focal lengths of 150 mm and 200 mm,
respectively. A pinhole was placed at the conjugate plane to remove unwanted stray
light and increase the signal-to-noise ratio. The spatially filtered beam that contains
optoplasmonic signals was subsequently collimated and focused onto an amplified
photodiode (PD) by relay lenses (L6 and L7). For fluorescence detection, both
switchable mirror (SM) and L4 were replaced by an emission filter to allow quick
alteration between optoplasmonic sensing and TIRF imaging. Fluorescence images
were recorded by a back-illuminated EMCCD camera (iXon Ultra 888, Andor). The
laser intensity hitting the coverslip was ≈32 W/cm2.

Experimental protocols
In this work, we used two sets of DNA oligos (See Table 1 for sequences): (i) a
10-mer docking strand termed P1 and corresponding imager termed ImP1*D, and
(ii) a 22-mer docking strand termed T22 and corresponding imager strand ImT22*D.
The experimental procedure for both DNA-PAINT and optoplasmonic sensing are
similar and consist of 3 main steps. First, gold nanorods were deposited onto a glass
surface (either a coverslip in the case of DNA-PAINT, or microsphere resonator
surface in the case of the optoplasmonic sensor) in an acidic aqueous suspension
(pH ≈ 1.6, 1 pM GNRs) for 15 min. The sample chamber was then washed thrice to
remove unbound GNRs. For DNA-PAINT, a clean coverslip was prefunctionalised
with PLL-g-PEG (Su-Sos) to prevent nonspecific binding between the fluorophore
and the coverslip. During the deposition of GNRs, clear binding step signals were
observed via the optoplasmonic sensing approach (See Supplementary Information
Figure S5b). As for the DNA-PAINT approach, the location of GNRs could be
visualised by the EMCCD camera owing to their photoluminescence. Second, the
docking strands were immobilized onto the GNRs through a mercaptohexyl linker
at their 5’ end. The P1 docking strands were immobilised in a citrate buffer at pH
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≈ 3 with 1 mM NaCl. The T22 docking strands were immobilised in 0.02% wt/wt
sodiumdodecylsulfate (SDS) solution at pH ≈ 3. Before adding the docking strands
into the sample chamber, they were pre-mixed with a solution containing a reducing
agent (10 µL of 10mM TCEP) to cleave the disulfide bonds and therefore enable
efficient binding of the thiols to the GNRs. The docking strands were then injected
into the sample chamber to reach a final concentration of 1 µM and left to incubate
for 30 min. Since the docking strands do not contain any fluorescent labels, the
binding of the docking strands to the GNRs were not monitored via DNA-PAINT. In
contrast, in the optoplasmonic sensor, step-like signals were observed upon binding
of the docking strands to GNRs (See Supplementary Information Figure S6a). It
is important to note here that only a subset of all docking strands attached to the
GNRs provided step signals due to the variability in plasmonic enhancements at each
binding site.[16] Finally, the transient interactions between the docking and imager
strands were monitored using both techniques. The chamber was washed three times
to remove excess docking strands, and corresponding labelled imager strands were
added to the sample chamber in an aqueous solution of 20 mM HEPES buffer at pH
≈ 7, with two different NaCl concentrations of 10 mM and 500 mM, respectively.
All experiments were conducted at room temperature of around 295.7 K.

Single-Molecule Localisation Imaging via DNA-PAINT
Fluorescence imaging was carried out on the dual sensing and imaging platform,
with an effective pixel size of 130 nm. For DNA-PAINT measurements, 2000 frames
per image were recorded at a frame rate of 25 Hz. The EMCCD readout rate was set
to 30 MHz at 16-bit resolution and a pre-amplifier gain of 2. The electron multiplier
gain was set to 750. Utilising the single-molecule localisation microscopy add-in
(ThunderSTORM[192]) in Fiji (ImageJ), one can obtain the intensity time traces
for single-molecule localisation on the GNRs. The image filtering was performed
via Wavelet filter (B-Spline), where B-Spline order was set to 3 and scale to 2.
The approximate localisation of molecules has been carried out via local maximum
method, with 8-connected neighbourhoods and a peak intensity threshold set to the
standard deviation of the 1st wavelet level. The sub-pixel localisation was achieved
from point spread function estimation via integrated Gaussian fitting. The fitting
radius was set to 3 pixels and the initial sigma set to 1.6 pixels.

Optoplasmonic Sensing of DNA Hybridisation
The mechanism of WGM based optoplasmonic sensing is as follows. Optical
WGMs are excited in a glass microsphere resonator by coupling the evanescent wave
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emerging from the surface of the glass coverslip. The external cavity laser is then
scanned over a small bandwidth around the WGM resonance to record the resonance
spectra as shown in the inset of Figure 6.1d. Plasmonic nanorods are then attached
to the surface of the WGM resonator using the protocols described above and their
plasmon resonance is excited by the WGM. When molecules approach the near field
of the GNRs, shifts in the resonance of the WGM are produced due to a local change
in refractive index (the molecule is essentially polarised by the electric field which
in turn causes a shift in wavelength ∆λ ) as shown by the red trace in the inset of
Figure 6.1d. By tracking the shift in resonance wavelength (∆λ ) and the linewidth
(∆ FWHM, ∆κ), we can monitor real-time single-molecule interactions at/near the
hotspots of GNRs. To extract ∆λ and ∆κ from the resonance spectra, a centroid
fitting algorithm is applied. Custom MATLAB code was employed to detect peaks,
remove background trends (i.e. detrending), and estimate event rates. A threshold of
3σ is applied for signal detection. [17]
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Chapter 7

Conclusions and outlook

Single-molecule techniques are remarkable approaches to studying the nanoworld

and fundamental bio-processes. While only using one specific technique to observe

molecular biology activity is limited, multiple techniques should be employed to

fully understand the single molecule behaviour.

We first show the comparison between the DNA-PAINT fluorescence super-

resolution technique and optoplamsonic sensing, and we report a comparable result

in terms of off rate, which builds up the equivalence between the two approaches.

We further developed a setup (SIMOPS) that combines both functions, our SIMOPS

results reveal the cause of anomalous DNA hybridization. Unexpectedly, and contrary

to previous hypotheses, we find that permanent DNA hybridization events are the

cause for the decrease in DNA interaction kinetics. We find that stochastic permanent

hybridization events accumulate over time. We believe that our SIMOPS results

are of great importance because they reveal, and point to, novel physicochemical

mechanisms that result in the stabilisation of DNA hybridisation on optically excited

plasmonic nanoparticles.

In this thesis, the recent advances in single-molecule detection are listed. The

technology in single-molecule biophysics has exceeded the limits of groundbreaking

technologies in structural biology and physiology. The trajectory towards a method

that can present precise information about a single molecule but still retain the

function of the biological process being studied is clear. Future challenges come from

both engineering and human creativity. For example, these emerging technologies
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can do a lot of things, but the key may be to focus on really transforming these into

meaningful research.



Appendix A

Supplementary information for

chapter 6

A.1 Principle of TIRF-Based Excitation of the

WGMs
We proposed a new approach to excite whispering-gallery modes (WGMs) using

a commercially available total internal reflection fluorescence (TIRF) objective, as

shown in Figure A.1a. It is important to understand the near-field distribution and

field enhancement at the interface between the superstrate medium (water) and glass

substrate when a beam of light is launched from glass to water. Figure A.1b shows

the simulated and analytical reflectance spectra for p- and s-polarised illuminations

(λ = 785 nm) as a function of the angle of incidence (θi). Total internal reflection

(TIR) occurs when θi is equal to or greater than the critical angle (θc), which is

61.4° for both p-polarised and s-polarised beams. The corresponding enhancement

distributions of the near-field intensity in the surface normal (z) direction, in response

to p- and s-polarised incidences, are shown as a function of θi in Figure A.1c and d,

respectively. As θi approaches θc, the evanescent field is generated at the water-glass

interface with a penetration depth rapidly decreasing with increasing θi, wherein the

maximum field enhancement is about 5.14 times for p-polarised illumination. For

the p-polarised incidence, the continuity of the displacement field across boundaries

requires that the normal electric field (Ez) be higher in the lower index material,
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such that the field enhancement in the water medium immediately adjacent to the

interface is greater than that produced in the s-polarised case. Since the refractive

index of a glass microsphere is higher than that of water, causing the local effective

refractive index to be slightly higher than the background refractive index (n=1.33),

the coupling angle at which WGMs are evanescently excited is usually slightly larger

than the calculated θc.

Figure A.1: Principle of TIRF-based excitation of the WGMs. (a) Schematic of the objective-
based excitation of whispering-gallery modes (WGMs). (b) Simulated and analytical re-
flectance spectra for a p- and s-polarised plane wave incident on the water-glass interface
from the glass side. (c) and (d) are the corresponding enhancement distributions of the
near-field intensity in the surface normal direction for p- and s-polarised illuminations. The
color bar on the right side is scaled by the normalisation of the local electric field intensity
(|E|2) to the incident electric field intensity (|Einc|2).

.
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A.2 Control Measurements by Refunctionalising the

Docking Strands
To verify whether the observed anomalous behavior was a result of hot electron

cleaving of Au-S bonds, we conducted control experiments through the following

procedure:

1) We fabricated the samples (microsphere/coverslip) and immobilised GNRs on the

glass surface. GNRs were functionalised with docking DNA and left to interact with

imager strands for more than 6 hours.

2) We removed the solution in the chamber cell and rinsed with milliQ water three

times, then added the docking DNA with pH≈3 citrate buffer to the chamber. Dock-

ing strands were left in the chamber for over 2 hours to fully saturate the surface.

3) We rinsed the chamber three times and added pH≈7 HEPES buffer with 10 mM

NaCl to conduct DNA-PAINT measurements. This experiment was carried out using

both optoplasmonic sensing and DNA-PAINT techniques.

Figure A.2: Control measurements for refunctionalisation of T22 docking strands. (a)
Refunctionalisation trace for a T22 docking strand monitored via the optoplasmonic sensor.
(b) DNA hybridisation trace after T22 refunctionalisation, with the presence of 2 µM ImT22*
monitored via the optoplasmonic sensor. (c) DNA-PAINT intensity trace on top of the GNR,
lacking rate restoration.

.
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As reported previously [17], step signals appear on ∆λ traces in the process of

docking DNA binding on bare GNRs. We do not, however, observe any step signal

within this refunctionalisation process. Figure A.2a shows an example trace where

the ∆λ (t) response is flat, indicating that the surface is not vacant and instead fully

saturated by docking strands. No refunctionalising takes place here on the GNR

surfaces. This finding is contrary to Sabrina et al. hot electron cleaving experimental

results[193]. During imager strand interactions, we were only able to observe a

binding step signal and 1 spike signal afterwards, with no signals for the remaining

30 min. This suggests that the event rate was not restored. The same protocol is

applied to the DNA-PAINT experiments and as expected, no restored rate was found.

A.3 Simulation of Plasmonic Heating

COMSOL Multiphysics is used to calculate the absorption and scattering cross

sections of a GNR in water and the results coincide with the vendor’s datasheet.

Absorption and scattering cross sections are defined as Cabs =
Wabs
(IincA) and Csca =

Wsca
(IincA) ,

where Iinc is the intensity of the incident field (79.58 W⁄cm2 ), A is the cross-sectional

area of the nanorod, and Wabs and Wsca are respectively the net energy dissipated

by the absorbing GNR and scattered across an imaginary spherical surface centered

on the GNR. Owing to its symmetry, only one quarter of the GNR is modeled.

Photothermal heating (T) is solved via the heat transfer model ∇ · (-K∇T)=Q, where

K is the thermal conductivity, ∇T is the spatial temperature gradient, and Q is the

heat source that accounts for power dissipation density due to the light absorption

by the GNR. The simulation results show that the maximum temperature change of

0.1K occurs at the absorption peak wavelength of 755 nm under the condition of

plane wave incidence in a water host medium. Considering that in reality the GNR is

placed onto the surface of the coverslip where TIRF excitation offers the maximum

near-field enhancement of a factor of 5 at λ = 785 nm (as shown in Figure A.1), the

estimated temperature gradient near the surface of the GNR won’t be higher than

0.5K.
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Figure A.3: Cross sections and photothermal effects of a gold nanorod in water. Absorption
and scattering cross sections of a gold nanorod with a diameter of 10 nm and a length of
35 nm for an incident plane wave propagating along the positive z-direction. The electric
field is aligned with (a) the minor and (b) major axes of the nanorod. Insets show the
corresponding enhancement distributions of the near-field intensity at the laser excitation
wavelength (λ=785 nm). Owing to its symmetry, only one quarter of the nanorod is modeled.
The color bar is scaled by normalisation of the local electric field intensity (|E|2) to the
incident electric field intensity (|Einc|2). (c) Wavelength-dependent temperature distribution
maps associated with the dissipative losses of absorption in the nanorod (b). The maximum
temperature difference of 0.1 K occurs at the absorption peak wavelength of 755 nm.

.

A.4 Control Measurements by External Heating

The heating experiments are carried out as follows: A hotplate is used to heat a

beaker that is filled with milliQ water. 20mM HEPES buffer with NaCl solution

is mixed with and without 40nM imager strands IMP1* in different Eppendorfs

separately, all of them are immersed in the beaker. A thermometer is inserted into the

beaker to characterise the temperature. We use the coverslip sample acquired using

the protocol described in Supplementary 2. Before doing the experiments, HEPES

buffer with 10mM NaCl is used to rinse the chamber 10 times, each time last for

3minutes. This process is to make sure the temperature of the chamber is constant

and to avoid heat loss. Thereby the DNAs on the surface of GNRs are heated to the

target temperature (60°C and 80°C). We then conducted two sets of DNA-PAINT
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experiments, one is carried out under high temperature (60°C and 80°C), the other is

using plain buffer to heat to target temperature (60°C and 80°C), and then cooled

down to room temperature to conduct DNA-PAINT measurements:

1) DNA-PAINT at high temperatures are conducted by adding the 40nM imagers

into the chamber, and measured for 60 and 80°C respectively, the results are shown

in Figure A.4a, c.

2) Cooled to room temperature DNA-PAINT experiments are carried out using the

sample described in 2), instead of doing experiments at a high temperature. We

heated the chamber using plain buffer, cooled until room temperature and then

conduct DNA-PAINT experiments, results shown in Figure A.4b, d.

Figure A.4: Control measurement with external heating. The intensity time trace shows the
DNA-PAINT experiment with 40 nM ImP1*D in (a) 60 °C HEPES buffer, then (c) 80°C
HEPES buffer. (b) Heated to 60 °C then cooled to 22.5 °C, and (d), Heated to 80 °C then
cooled to 22.5°C.

.

A.5 Background Measurements of DNA-PAINT and

Optoplasmonic Sensing Systems
The background noise for the optoplasmonic sensing platform is measured after

the assembly of the microsphere and GNRs. The average noise is around 2 fm

(See Figure A.5a). Since the optoplasmonic sensing platform is sensitive to pres-

sure and temperature changes, there would normally be a background trend. We

remove this contribution via in-house MATLAB software[186]. The assembly of
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the optoplasmonic sensor requires coupling between resonant GNRs and the WGM

microsphere. GNRs could trigger an irreversible absorption reaction in the pH ≈ 1.6

acidic solution, and this process can be real-time monitored by tracking ∆ λ and

∆ FWHM traces. Figure A.5b shows typical step signals acquired from the GNR

binding process. We observe step signals in both ∆ λ and ∆ FWHM traces. Fig-

ure A.5c shows the background noise level of the DNA-PAINT technique. When

the GNRs are bound to the coverslip surface (with the binding protocol as described

above), photoluminescence signals can be seen from the camera. The intensity of a

5×5 ROI corresponding to the GNR location can then be tracked, with Figure A.5d

showing a typical intensity time trace for that GNR.

Figure A.5: (a) Detrended background noise for optoplasmonic sensing. (b) Real-time
binding of GNRs. (c) Background noise for DNA-PAINT in a 5×5 ROI. (d) Intensity trace
for a GNR positioned within the 5×5 ROI.

.

A.6 Visualising Real-Time DNA Interactions via

Optoplasmonic Sensing
In the binding of docking DNA procedure, steps signals can be detected in the ∆λ

trace. The positive shift is a result of the change in polarisability/refractive index
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when immobilising docking stands to the GNR surface. There is, however, no corre-

sponding change in the case of the ∆FWHM trace. Different from the observation

of the GNR binding signals, where a large change in both ∆λ and ∆FWHM traces

exists, single-molecule experiments only exhibit signals pre-dominantly in the ∆λ

trace (i.e. ∆FWHM remains unchanged).

Figure A.6: Typical optoplasmonic sensing trace for (a) docking DNA binding to a GNR
and (b) transient DNA interactions between docking and imager strands.

.

Figure A.6b shows an example of a transient DNA interactions trace, where no

∆FWHM is observed while only spike-like signals emerge.

A.7 Example of Single-Molecule Localisation
Figure A.7a shows a single frame of a DNA-PAINT image at the GNR position,

where a single-molecule localisation microscopy algorithm named ThunderSTORM

[192] is applied to estimate the sub-pixel location of the single molecule. Figure A.7b

is an intensity time trace acquired from a 5×5 ROI (yellow box in Figure A.7a), and

the signal marked by the red star corresponds to the crosshair mark in Figure A.7a.

By stacking these locations one can eventually reconstruct super-resolution images

of the GNR geometry.

A.8 Spike events extraction and analysis
The spike events are extracted from both intensity (DNA-PAINT) and wavelength

shift (optoplasmonic sensing) traces with similar protocol. In the case of optoplam-
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Figure A.7: Individual frame of a DNA-PAINT image on top of a single GNR, where (a)
shows the localisation of the transient interaction corresponding to (b) the red starred time
point in the trace.

.

onic sensing, there is normally a non-constant background signal, originating from

a long-term drift caused by comparably slow changes of environmental attributes

like pressure and temperature. While for DNA-PAINT the background signals are

generally flat. Figure A.8a shows an example of optoplasmonic sensing data trace

with a background. The first step is to remove the background trending using custom

MATLAB code[186]. Figure A.8b shows the detrended trace. The standard deviation

σ is ¬taken over the background intervals of this trace, where we then use a threshold

of 4σ to extract the spike events. Figure A.8c shows the spike events detected after

applying a threshold filter.
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Figure A.8: Illustration of the spike extraction process. (a) Original background data trace.
(b) Background-free data trace acquired with custom detrending algorithms. (c) The spike
events detected after applying a threshold filter.

.

A.9 Detailed process for DNA-PAINT and

optoplasmonic sensing

A.10 More data showing the different NaCl

concentration effect.
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Figure A.9: Detailed schematic process for (a) DNA-PAINT and (c) optoplasmonic sensing
(b) shows that in both experiments the reaction along the surface is the same, where docking
strands are immobilised on the gold surface, and the imagers are transiently interacting with
the docking strands. The imagers denoted by the red star provide signals.

.

Figure A.10: The DNA-PAINT measurements with 20nM ImT22*D. The experiments are
conducted with (a) 10mM NaCl HEPES buffer and (b) 500mM NaCl HEPES buffer. The
event rates are plotted accordingly.

.
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[8] Alexander Riss, Alejandro Pérez Paz, Sebastian Wickenburg, Hsin-Zon Tsai,

Dimas G De Oteyza, Aaron J Bradley, Miguel M Ugeda, Patrick Gorman,

Han Sae Jung, Michael F Crommie, et al. Imaging single-molecule reaction

intermediates stabilized by surface dissipation and entropy. Nature chemistry,

8(7):678–683, 2016.

[9] Brian J Beliveau, Alistair N Boettiger, Maier S Avendaño, Ralf Jungmann,

Ruth B McCole, Eric F Joyce, Caroline Kim-Kiselak, Frédéric Bantignies,

Chamith Y Fonseka, Jelena Erceg, et al. Single-molecule super-resolution

imaging of chromosomes and in situ haplotype visualization using oligopaint

fish probes. Nature communications, 6(1):1–13, 2015.

[10] Edward M Purcell. Life at low reynolds number. American journal of physics,

45(1):3–11, 1977.

[11] Harald Volkmann. Ernst abbe and his work. Applied optics, 5(11):1720–1731,

1966.

[12] Ernst HK Stelzer. Beyond the diffraction limit? Nature, 417(6891):806–807,

2002.

[13] Evgenii E Narimanov and Vladimir M Shalaev. Beyond diffraction. Nature,

447(7142):266–267, 2007.

[14] W Patrick Ambrose, Peter M Goodwin, Richard A Keller, and John C Martin.

Alterations of single molecule fluorescence lifetimes in near-field optical

microscopy. Science, 265(5170):364–367, 1994.

[15] Julia R Widom, Soma Dhakal, Laurie A Heinicke, and Nils G Walter. Single-

molecule tools for enzymology, structural biology, systems biology and nan-

otechnology: an update. Archives of toxicology, 88(11):1965–1985, 2014.

[16] Narima Eerqing, Sivaraman Subramanian, Jesús Rubio, Tobias Lutz, Hsin-Yu
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[118] Jan Becker, Andreas Trügler, Arpad Jakab, Ulrich Hohenester, and Carsten

Sonnichsen. The optimal aspect ratio of gold nanorods for plasmonic bio-

sensing. Plasmonics, 5(2):161–167, 2010.

[119] Greg J Nusz, Stella M Marinakos, Adam C Curry, Andreas Dahlin, Fredrik
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