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ABSTRACT 
Surface enhanced Raman scattering (SERS) based molecular diagnostic assays for 

the detection of specific DNA sequences have been developed in recent years to 

compete with the more common fluorescence based approaches. Current SERS 

assays require either time consuming separation steps that increase assay cost 

and can also increase the risk of contamination, or are negative assays where the 

signal intensity decreases in the presence of target DNA. A new separation free 

SERS assay with an increase of signal intensity when target DNA is present using 

a specifically designed SERS primer has been developed in this thesis. The 

presence of specific bacterial DNA from Staphylococcus epidermidis was detected 

using Polymerase Chain Reaction (PCR) and SERS and indicates a new 

opportunity for exploration of SERS assays requiring minimal handling steps. 

SERS primers have been used to directly detect specific PCR products utilizing the 

difference in adsorption between single stranded and double stranded DNA onto 

nanoparticle surfaces. Seven parameters important for improved positive SERS 

assays for real applications were investigated using a model system for 

optimization experiments. This was followed by a PCR assay to detect pathogen 

DNA, and the introduction of a novel assay which utilizes the 5’3’exonuclease 

activity of Taq DNA polymerase to partly digest the SERS probe, generating dye 

labelled single stranded DNA increasing the SERS signals for detection of 

pathogen DNA. Applying the model system it was found that uni-molecular SERS 

primers perform better than bi-molecular SERS primers. However within the PCR 

assays it was found that uni- and bi-molecular SERS primers performed very 

similarly, the most reproducible results were obtained using the 

5’3’exonuclease digestion assay. The SERS based assays developed in this 

thesis offer new routes over conventional fluorescence based techniques. 
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SERS primers have been designed for multiplex pathogen detection. A selection 

of dyes for multiplex pathogen detection was made. Assay designs for the SERS 

primer digestion, and the SERS primer extension assay were made successfully, 

followed by cross reaction analysis of the oligonucleotides required for the 

multiplex detection. The results indicate that it is feasible to perform a multiplex 

detection using both types of assays. However it was decided to postpone the 

final multiplex detection part of the project and investigate assay systems that 

require less complex designs. 

Additionally, to simplify the SERS primer assay novel cationic silver nanoparticles 

were synthesised and tested for discrimination between double stranded and 

single stranded DNA. These silver nanoparticles with a positive surface charge 

produced poor discrimination between double and single stranded DNA. 

However these cationic silver nanoparticles provide a simplified SERS substrate 

for DNA detection. 
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1 INTRODUCTION 
This chapter provides a general introduction to molecular diagnostic DNA 

detection. The process from clinical sample to diagnosis is discussed along with 

the detection of multiple targets at once, which are compatible with fully 

automated and integrated systems. The limitations of the common fluorescence 

based techniques will be briefly discussed, and an alternative technique, surface 

enhanced Raman scattering (SERS) for the detection of specific DNA sequences 

related to a disease will be introduced. A theoretical background section on 

surface enhanced Raman scattering will explain the technique and current SERS 

based DNA detection assays. Finally the aims and an outline of this thesis will be 

given. 

1.1 Molecular Diagnostics 

In the field of molecular diagnostics samples from patients are tested for the 

presence of a specific disease. To be able to diagnose if a sample contains a 

specific disease several different procedures are required, depending on the 

patient sample and the disease of interest. The following sections give a brief 

outline of the different procedures carried out in molecular diagnostic analysis, 

i.e. the detection of specific genes in a clinical sample which refer to a genetic 

disease and or viral / bacterial infection. 

1.1.1 Clinical samples 

There are many different types of clinical samples that can be obtained 

depending on the type of disease or infection to be identified. Examples include 

faeces for Clostridium difficile1, blood for Human Immunodeficiency Virus (HIV)2 

and nose swabs for Methicillin Resistant Staphylococcus aureus (MRSA)3 

infections. For the detection of the presence of specific genes, it is necessary to 

isolate DNA and or ribonucleic acid (RNA) from the clinical sample. To achieve 

this, the cells containing the nucleic acid need to be opened, i.e. lysed, and the 
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nucleic acids purified from all other components that may inhibit downstream 

analysis. Amplification of the DNA is often required because the amount of target 

DNA in the clinical sample is too low to be directly detected. The most commonly 

used methods will be discussed in the following sections. 

1.1.2 Cell lysis 

Cell lysis is the process carried out to open cells. Lysis of cells is needed to access 

the DNA and can be carried out using various methods. Several different 

methods are available and their effectiveness depends on the type of cell they 

are applied to. Table 1.1 provides an overview of different lysis methods and 

examples that can be used.  

Table 1.1 Overview of lysis methods 

Method Examples Target example
Chemical pH, Salt Gram negatives
Mechanical stress Heat, Shearing, Pressure Spores
Enzymatic Lysostaphin, Lysozyme Gram positives
 

For chemical lysis of cells different reagents can be used, including high salt 

concentrations and detergents. These methods are relatively cheap however 

they are mainly suitable for mammalian and Gram negative bacterial cells.4 

Enzymatic lysis methods use enzymes to degrade the cell wall thereby releasing 

the inner cell components. An example is the incubation of Gram positives with 

lysostaphin to break down the peptidoglycan double layer cell wall.5, 6 Although 

these methods are more specific they are also more expensive and therefore 

only used for more difficult to lyse cells such as Gram positive bacteria. 

Enzymatic lysis is more difficult in clinical sample matrices (e.g. faeces) because 

of enzymatic reaction inhibiting components may be present in the sample.7 

Physical lysis methods include heat, ultrasonic treatment, and bead milling, all of 

which disrupt the cells by shear stress. These methods are relatively cheap and 

are suitable for all types of samples depending on the frequency, power and time 
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the treatment is applied to the cells. Disadvantages of these methods are the 

cost of the equipment and the efficiency for clinical samples containing lower cell 

concentrations.8 

Each type of target cell will react differently to the lysis method used. By 

considering the properties of the cell and choosing the optimal lysis method, 

specific lysis of the target cells can be obtained. 

1.1.3 Nucleic acid extraction 

During the process of nucleic acid extraction, nucleic acids are purified from 

other biomolecules such as proteins, and nucleic acid degrading enzymes; 

including deoxyribonucleases (DNases) and ribonucleases (RNases), which inhibit 

the subsequent PCR. 

To achieve efficient extraction, different approaches are available. One of the 

most commonly used extraction methods in molecular diagnostics is the “Boom 

extraction” which is named after the inventor Rene Boom.9 In this method the 

nucleic acid is bound to a silica surface in the presence of a high concentration of 

chaotropic salt such as guanidinium hydrochloride (for DNA) and guanidinium 

thiocyanate (for RNA). Hydrophobic interactions between the silica surface and 

the nucleic acid are responsible for the reversible binding. Proteins are washed 

out of the sample by washing the sample with lower salt concentrations and 

solvent (ethanol, isopropanol, and acetone). In the final step the nucleic acid is 

released from the membrane using water at elevated temperatures, typically 

around 70°C.9, 10 

1.1.4 Nucleic acid amplification 

After isolation of the DNA from the clinical sample, detection must then be 

carried out. To detect low concentrations of DNA i.e. low copy numbers of genes 

(1-1000 per mL), specific regions of genes can be amplified using several different 

techniques. Isothermal nucleic acid and signal amplification methods are 

available.11, 12 A review of these methods was carried out by Gill et al. in 2008.11 
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A target amplification method which is not isothermal and requires thermal 

cycling is the Polymerase Chain Reaction (PCR).13 This method is the most widely 

used method for DNA amplification. 

1.1.5 Polymerase Chain Reaction 

The polymerase chain reaction (PCR) was developed by Mullis in 198313 and was 

a major discovery that had a huge impact on DNA detection and on the work of 

molecular biologists, and eventually clinicians and doctors. Using the PCR, Mullis 

was able to synthesise an unlimited number of DNA copies from the original 

template DNA.  

The PCR is achieved using the following major components; primers, DNA 

polymerase, deoxynucleoside triphosphates of the four different bases A,T,G,C, 

(dNTP), and template DNA. 

The process starts with heating of the sample to ~95°C. At this temperature 

hydrogen bonds break and the template DNA which is double stranded becomes 

single stranded DNA. After ~1 minute the template DNA is in its single stranded 

form.  

In the next step the sample is cooled to ~55°C for ~1 minute. At this temperature 

two short synthetic pieces of DNA called primers can hybridise to the 3’ end of 

the template DNA. These primers are designed to be specific to the target piece 

of DNA. 

When the primers are hybridised to the template DNA the sample is heated to 

~72°C for ~1 minute. At this temperature an enzyme, a thermostable DNA 

polymerase isolated from the thermophilic bacterium Thermus aquaticus (Taq) 

can extend the primers using deoxynucleoside triphosphate molecules as 

building blocks. This results in two exact copies of the original template DNA. 

PCR is an exponential process and cycling these steps several times theoretically 

results in two to the power N (where N is the number of cycles) of copies of the 
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Similar to the Taqman probes, molecular beacons can also be used to detect 

multiple targets simultaneously during the PCR.21, 33, 34 Molecular beacons are not 

digested and the signal is reset each cycle. Therefore melting analysis can be 

performed using molecular beacons to find a single nucleotide polymorphisms 

(SNP).33 Molecular Beacons find use in many different applications such as PCR32, 

nucleic acid sequence based amplification (NASBA)35 and in situ mRNA 

labelling.36 

1.1.7.3 Scorpion primers 

Scorpion primers are self probing primers which are essentially a primer and a 

molecular beacon linked together with a hexaethylene glycol (HEG) linker, 

resulting in a uni-molecular probing system. The scorpion primer is used in 

combination with a normal primer. Figure 1.6 shows when target DNA is present 

the scorpion primer binds to the target and the DNA polymerase extends the 3’ 

of the primer. Then during the annealing step of the PCR the molecular beacon 

part of the primer can bind to the extended part of the primer, increasing the 

distance between the fluorophore and quencher resulting in an increased 

fluorescent signal. Then during the extension step of the PCR the reverse primer 

displaces the molecular beacon and the HEG unit, or so called blocker, prevents 

the DNA polymerase from copying the stem and the beacon region.38 39 
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specifically amplified and fluorescently labelled DNA is hybridised to the solid 

surface it can be detected.48, 49 The advantage of this method is that millions of 

short sequences can be tested at once which significantly increases the quality of 

the results. However the development of such arrays might be challenging and 

costly.50 

An alternative which competes with the existing approaches is surface enhanced 

Raman scattering (SERS). Due to the 10 to 100 times narrower Raman bands of 

the labels compared to absorption and emission bands of fluorophores 51, 52 

simultaneous detection of analytes could be increased.53-55  
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1.2 Surface enhanced Raman scattering 

1.2.1 Raman scattering 

Raman scattering was first demonstrated by Sir C.V. Raman in 1928.56 When 

monochromatic light interacts with a molecule, the light can either be scattered 

or absorbed. Three different types of scattering are observed namely Rayleigh, 

Stokes and anti-Stokes Raman. 

In Rayleigh scattering, the photons are scattered elastically at the same 

frequency as the incident photon and therefore the scattered wavelength is the 

same as the incident photons. 

Approximately one in every 106 photons are scattered inelastically, i.e. Raman 

scattered and this is caused by the incident photon interacting with the molecule 

of interest. Energy transferred to or from the molecule changes the frequency of 

the scattered light. This can occur in two ways, the photon can transfer energy to 

the molecule (Stokes) or the molecule can transfer energy to the photon (anti-

Stokes). Figure 1.9 illustrates the three types of scattering. During Rayleigh 

scattering, the molecule is excited to a virtual energy state of equal energy to the 

exciting wavelength, and then relaxes to the same vibrational energy level it was 

in initially. In Stokes Raman scattering the molecules are in their lowest 

vibrational energy level of the ground electronic state (m), when excited to the 

virtual state and relaxes to an excited vibrational state in the ground electronic 

state (n). Anti-Stokes scattering is when the molecules are in an excited 

vibrational energy level (n), and relax back to a lower vibrational state (m). At 

room temperature the majority of the molecules are in the lowest vibrational 

energy state of the electronic ground state and thus most Raman scattering is 

Stokes Scattering. 
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less laser power resulting in less chance of photo bleaching of the sample. The 

analyte has to be in close contact and preferably in a perpendicular orientation 

to the surface to produce the most intense signals.66 

1.2.4 Surface enhanced resonance Raman scattering 

In 1983, Stacy and Van Duyne published the first paper on surface enhanced 

resonance Raman scattering (SERRS).67 This is a combination of the two earlier 

described techniques, resonance Raman and surface enhanced Raman 

scattering, taking advantage of both techniques. The sensitivity can be increased 

by a factor of 1014 over normal Raman.68 It is believed that the principles behind 

the enhancement effect are the same in SERRS as in SERS. However it has been 

revealed that the contribution proposed in the charge transfer theory is 

significantly smaller with the laser in-resonance (SERRS), than out of resonance 

(SERS).69 For SERRS to occur the sample must contain a visible chromophore. In 

order to obtain enhancement, the excitation must be close to an electronic 

transition of the chromophore. This enhancement is maximised when the surface 

plasmon of the metal also matches this frequency. 
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1.3 Nanoparticles as Raman enhancers 
Suspensions of metal nanoparticles are often used as the roughened metal 

surface for SERS.70-72 The dimensions of nanoparticles are smaller than 100 nm. 

Commonly used metals in SERS analysis are gold, silver and copper due to the 

surface plasmon of these metals lying in the visible region of the electromagnetic 

spectrum.62 This corresponds with the common laser excitation wavelengths. 

Silver nanoparticles are often synthesised via a method developed by Lee and 

Meisel which involves the citrate reduction of silver nitrate to form silver 

nanoparticles.70 Ethylenediamine tetraacetic acid (EDTA),73 hydroxylamine74 and 

sodium borohydride75 can also be used as reducing and capping agents to form 

silver nanoparticles with an overall negative charge.76 The surface charge 

prevents the nanoparticles from clustering or aggregating in solution. When salts 

or polyamines are added, nanoparticles aggregate and a roughened metal 

surface is created which is ideal for SERS. The aggregating agent can have two 

roles, allowing the analyte to be adsorbed onto the metal surface as well as 

promoting aggregation of the nanoparticles.77 Aggregation is required to create 

nanoparticle dimers and trimmers which are SERS “hot spots” providing a high 

electromagnetic field and greater Raman peaks.78-80  

Mirkin et al. developed gold nanoparticles functionalised with ssDNA,81 and SERS 

active dye.82 With the later particles, nucleic acid targets were detected. Via a 

hybridisation assay on a solid glass substrate pre-functionalised with capture 

ssDNA, the target induced hybridisation events were detected via SERS and also 

a flatbed scanner.82 Graham et al. created a SERS based ON / OFF switch by DNA 

target induced aggregation of silver nanoparticles pre-functionalised with ssDNA 

and a SERS active dye.83 By coupling nanoparticles via DNA hybridisation, 

controlled interparticle junctions were created, and the interparticle distance 

effect in SERS could be studied experimentally.84 This study proves 

experimentally that the SERS signal was strongest when the interparticle 

distances were shortest, which is in agreement with theoretical calculations.85 
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1.4 DNA detection using SERS 
Direct detection of DNA via the bases can be performed intrinsically,86 however 

for successful detection of multiple diseases, multiple Raman reporters, and an 

assay system are required to link the Raman reporter signal to a specific disease. 

Over the past fifteen years multiple SERS based DNA detection assays have been 

developed. 82, 83, 87-96 Unfortunately there are drawbacks with these assays. The 

first example of SERS based DNA detection was carried out by Dou et al. in this 

method DNA was detected using 4',6-diamidino-2-phenylindole (DAPI) staining 

and SERS readout. However this assay resulted in a low DAPI SERS response 

when double stranded DNA (dsDNA) was present, and no genetic information 

was obtained due to the unspecific intercalation of DAPI.87 Cao et al. developed a 

bio barcode assay with a SERS read out where multiplexing was shown, however 

the assay required washing steps which increase the number of labour intensive 

handling steps and the risk of sample contamination.82 Li et al. reported stronger 

adsorption of single stranded DNA (ssDNA) than dsDNA onto a gold nanoparticle 

surface due to electrostatic interactions.88 The difference in adsorption 

capabilities between ssDNA and dsDNA onto a gold or silver nanoparticle surface 

has been used to develop colorimetric, fluorescence and SERS based DNA 

detection approaches.88-91 However, colorimetric detection is limited in terms of 

detecting multiple analytes in solution due to the non-specific nature of the 

output signal. MacAskill et al. developed a SERS based multiplexed detection of 

PCR products using this mechanism.91 However, this assay resulted in a reduced 

signal in the presence of the target molecule, making the judgment of the assay 

performance more difficult due to the lack of signal when target DNA was 

present. Wabuyele et al. developed a molecular beacon modified with a thiol 

group on one end to a nanoparticle surface and on the other end a Raman 

reporter dye (molecular sentinels) resulting in a reduced SERS response and an 

increased fluorescence response in the presence of target DNA,92 and in 2009 a 

multiplex detection utilizing the molecular sentinels was demonstrated.97 Faulds 

et al. improved this assay by attaching a benzotriazole azo dye instead of the 
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thiol group to the molecular beacon where the benzotriazole group functioned 

as a surface attachment group and the azo dye as a SERS reporter and as an 

internal control mechanism,93 again this assay had a reduced signal response in 

the presence of target. A method demonstrated by Graham et al. which showed 

an increase in SERS response, involved streptavidin coated magnetic bead 

separation to detect biotin labelled PCR products which contained a pre-

hybridized SERS active dye labelled DNA sequence.98 Assays involving magnetic 

bead based separation steps increase the risk of sample contamination and are 

more labour intensive and therefore Monaghan et al. performed the bead assay 

in a microfluidic chip.94 An advancement was carried out by Graham et al. who 

developed a DNA detection assay which utilized the coupling of DNA modified 

nanoparticles via target DNA resulting in an increased SERS response of the 

Raman reporter dye attached to the nanoparticle surface.83 Herein a ssDNA 

concentration of 1.25 nM was detected. Later Harpster et al. labelled target DNA 

with two pieces of complementary DNA, one labelled with a Raman reporter dye 

and the other labelled with a thiol group for nanoparticle surface attachment.95 

However detection of only 8.5 µM target DNA was carried out. Zhang et al. have 

demonstrated coupling between magnetic nanoparticles and gold nanoparticles 

containing a Raman reporter via target DNA derived from West Nile virus with 

detection of concentrations down to 10 pM.96 In this assay, sample volumes of 

1.5 mL were magnetically concentrated into a small volume, which significantly 

increased the local concentration of target DNA and Raman reporter labelled 

gold nanoparticles above the native concentrations in the original solution. 

A method with an increase in SERS signal intensity in the presence of the target 

and without separation or washing steps is the preferred method. 

This thesis will investigate alternative routes to make SERS based DNA detection 

assays which will preferably be closed tube, require a minimal amount of 

handling steps, and capable of multiplex detections. 



Introduction 

22 

1.5 Outline of this thesis 
The aim of this project is to investigate the possibility of using surface enhanced 

Raman scattering to detect DNA targets in a separation free assay. Further the 

long term goal is to produce this in a closed tube assay format. A closed tube 

assay is a reaction that does not require opening of the tubes to add or remove 

reagents, thereby lowering the possibility of sample contamination. 

In Chapter 2 the focus lies on the investigation of a molecule which can 

discriminate whether target DNA is present or absent using SERRS, in a concept 

similar to molecular beacons that use fluorescence spectroscopy. This will result 

in a separation free SERS assay. Initially the proof-of-concept will be tested using 

synthetic DNA and later the SERS primer will be incorporated into the PCR 

reaction detecting the presence or absence of specific DNA originating from 

Staphylococcus epidermidis. In Chapter 3 possible variations on the assay 

described in Chapter 2 will be investigated. In Chapter 4 the possibilities to use 

the newly developed assays to detect multiple DNA gene targets simultaneously 

will be investigated. Finally in Chapter 5 the use of positively charged silver 

nanoparticles for discrimination between single and double stranded DNA will be 

investigated to simplify the SERS assays. 

The ultimate goal would be PCR less quantitative SERS based multiplex detection 

assay, which means that low concentrations (i.e. copy numbers) of DNA targets 

need to be detected directly without the need of DNA target or signal 

amplification. 
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2 SERS PRIMERS FOR 

PATHOGEN DETECTION 

BY SERS 
2.1 Introduction 

For the successful detection of pathogenic DNA an assay method is required to 

detect and identify specific DNA sequences. As previously discussed in the 

introduction current SERS assays for the detection of unlabelled target DNA have 

some drawbacks, either they require separation steps using magnetic beads 94 or 

are so called “negative assays” where the signal decreases when the target is 

present.88, 89, 91-93, 99 Separation steps are labour intensive, expensive and 

increase the risk of sample contamination. Negative assays have the 

disadvantage that it can be difficult to judge if a reduction in signal is due to poor 

assay performance or the target being present, and an internal performance 

control target also lowers, or even disappears, during the assay. This could 

potentially be solved by having two internal controls, one to check the reagents 

are functioning, which will give a high signal, and the other to check that the 

assay is functioning correctly, which will give a low signal. However this would 

make the assay overly complex. Therefore it is more advantageous to design an 

assay which increases signal upon the presence of target DNA. 

In this chapter a new proof-of-concept assay for the detection of gene specific 

DNA targets from biological samples will be investigated. The assay generates an 

increased SERS response upon hybridization of target DNA without the need for 

additional separation steps (Figure 2.1) and is fully compatible with PCR. 
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2.2 Experimental 
In this section experimental procedures used in Chapter 2 are described. 

2.2.1 Assay design 

The femA gene of Staphylococcus epidermidis (femA-SE) was targeted, the femA 

gene has been previously used for bacterial identification of Staphylococcus 

epidermidis and Staphylococcus aureus.23 The sequence of the whole genome 

including the femA gene of Staphylococcus epidermidis National Culture Type 

Collection (NCTC) strain NCTC 13360 was obtained from the National Centre of 

Biotechnology Information (NCBI) website.100 The femA-SE assay design was 

carried out using the Primer3Plus online server.101 Parameters within this 

software were set to 50 mM monovalent salt, 1.5 mM divalent salt, and 250 nM 

of DNA. For the table of thermodynamic parameters the setting “Santalucia 

1998” was used.102 For salt correction the formula set by “Owczarzy et al. 2004” 

was used.103 Internal folding of the sequence region selected by Primer3Plus was 

analysed using the DINAMelt server.104 Parameters were set to 58°C, 50 mM 

monovalent salt, 1.5 mM divalent salt, and 250 nM of DNA. Basic Local Alignment 

(BLAST) was carried out using the BLAST tools from the NCBI website.105 

2.2.2 Preparation of Reagents 

All reagents were obtained from Sigma Aldrich (United Kingdom) unless stated 

otherwise. 

2.2.2.1 Phosphate Buffered Saline  

Phosphate Buffered Saline (PBS) was prepared in a 500 mL glass bottle (Schott 
Duran) by dissolving 1 PBS tablet (Oxoid) in 100 mL of distilled water. The 
solution was then autoclaved for 15 min at 121°C. After cooling, the solution was 
transferred into two sterile 50 mL Falcon tubes (BD) in a Laminar Air Flow (LAF) 
cabinet and stored at -20°C in a freezer. Table 2.1 shows the exact 
concentrations of the salts in the PBS buffer and the pH was 7.3 ±0.2. 
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Table 2.1 Overview of the salt concentrations in the PBS 

Name Formula Concentrations (mM) 

Sodium Chloride NaCl2 140 

Potassium Chloride K 5.11 

diSodium Hydrogen Phosphate Na2HPO4 8.1 

Potassium diHydrogen Phosphate KH2PO4 1.47 

 

2.2.2.2 Spermine tetrahydrochloride 

Spermine tetrahydrochloride (Sigma Aldrich) stocks were prepared by weighing 

34.8 mg of spermine into a 1.5 mL Eppendorf tube and storing at -20°C. When 

required one tube containing 34.8 mg spermine tetra hydrochloride was taken 

from the freezer and 1 mL of diethylpyrocarbonate (DEPC) treated water was 

added to make a 0.1 M solution of spermine tetra hydrochloride. This solution 

was then diluted 10 times by pipetting 100 µL of the 0.1 M solution into a 1.5 mL 

Eppendorf tube containing 900 µL of DEPC treated water. 

2.2.3 UV-Vis spectroscopy DNA melts 

Ultraviolet and visible light (UV-Vis) spectroscopy was carried out to monitor the 

thermodynamic and kinetic properties of the SERS primer, and in the presence of 

its complementary target sequence as well as in the presence of a nonsense 

sequence. 

UV-Vis spectroscopy was carried out on a Varian Cary 300 BIO 

spectrophotometer with Peltier thermal control cycling from 10 °C to 90 °C and 

back with 1 °C increments per minute while the UV absorbance was measured at 

260 nm every minute.  

Samples were prepared in six labelled 1.5 mL Eppendorf tubes. Table 2.2 shows 

the exact amounts and concentrations used in the UV hybridisation experiment. 

Briefly, 50 µL of SERS primer (10 µM), 50 µL of diethylpyrocarbonate (DEPC) 

treated water (Bioline, London, United Kingdom), target or non-target DNA (10 

µM), and 400 µL of 1 × PBS obtained from Oxoid (Hampshire, United Kingdom). 
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Table 2.2 Sample setup for DNA hybridisation experiments, SP represents the SERS primer, C represents 

the complementary sequence of the SERS primer, Rv represents the reverse primer sequence. 

Sample Component 1 Component 2 PBS (µL) Expectation 

1 50 µL 10 µM SP 50 µL Water 400 Self Complementary Hybridisation 

2 50 µL 10 µM SP 50 µL 10 µM C 400 Complementary Target Hybridisation 

3 50 µL 10 µM SP 50 µL 10 µM Rv 400 No Hybridisation 

4 50 µL Water 50 µL 10 µM C 400 No Signal Change 

5 50 µL Water 50 µL 10 µM Rv 400 No Signal Change 

6 50 µL Water 50 µL Water 400 No Signal Change 

 

After all the positions in the UV spectrometer were filled with blanks consisting 

of 100 µL of water and 400 µL of PBS, the samples were pipetted into 500 µL 

microcuvettes. After this the samples were placed into the different slots of the 

UV spectrometer. The program was set to cycle from 10°C to 90°C and back to 

10°C with 1°C increments per minute and the UV absorbance at 260 nm 

measured every minute. This cycle was repeated four times, data analysis was 

carried out ignoring the first cycle. The average of the following three cycles was 

used for data analysis after baseline correction at 20°C, the absorbance at 260 

nm was then plotted against the temperature. 

2.2.4 Synthesis of silver EDTA nanoparticles 

Prior to synthesis of the nanoparticles all glassware was cleaned using aqua regia 

(HCl, HNO3 – 3:1 v/v) for two hours in a fume hood. The glassware was then filled 

with distilled water and rinsed at least five times until the pH of the rinsings was 

neutral. Previous washings were collected and neutralised with sodium 

carbonate before being poured down the sink with excess water. 

Two litres of distilled water was heated towards boiling using a hotplate while 

being constantly stirred, EDTA (94.7 mg) was added directly and prior to boiling 

sodium hydroxide (0.35 mg) was added. Upon reaching 100 °C silver nitrate (88 

mg / 10 mL) was added dropwise, and the solution was boiled for a further 30 

min. The colloid was then allowed to cool to room temperature and stored in 

plastic bottles at 4 °C. 
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Alternative batch 2 silver EDTA nanoparticles were synthesized using the 

previously reported method.91 The basic native pH of the colloid (pH 11) was 

adjusted by the addition of TRIZMA® hydrochloride (0.5 mL of 200 mM pH 7.0) 

and Tween20 (0.5 mL of 0.2% v/v) to 9 mL of the as prepared colloid. This 

reduced the pH to 7, to prevent dsDNA denaturation. 

2.2.5 Nanoparticle Characterisation 

The synthesised nanoparticles were characterised using the following 

techniques. 

2.2.5.1 Hydrodynamic radius 

The hydrodynamic radius of the nanoparticles was determined using a Malvern 

HPPS particle sizer. A sample of ~1.5 mL was pipetted into a plastic cuvette and 

before each measurement a standard of 40 nm polystyrene beads was analysed. 

2.2.5.2 ζ (Zeta) Potential 

ζ (Zeta) potential measurements were carried out using a Malvern 2000 

Zetasizer, using the default method protocol. A minimum sample volume of 3 mL 

was injected. Before each measurement a standard solution of -63.8 mV was 

measured. 

2.2.5.3 UV-Vis spectroscopy of silver nanoparticles 

Silver nanoparticle samples were analysed using a Varian Cary 300 Bio UV-Vis 

spectrophotometer. Silver nanoparticle samples were five times diluted in water 

and transferred into 500 µL glass cuvettes. 
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The concentration of the colloid was calculated using the Beer-Lambert law as 

detailed in Equation 2.1. ࡭ =  ࢉ ࢒ ࢿ 

Equation 2.1 Beer Lambert law. 

Where; A = absorbance at λmax 

 ε = extinction coefficient in dm3 mol-1 cm-1 

 l = path length in cm  

 c = concentration of sample in mol dm-3 

The silver nanoparticle concentrations were calculated using an extinction 

coefficient (ε) of Ag 40 nm = 2.87 x 1010 M-1 cm-1, and for 80nm = 1.04 x 1011 M-1 

cm-1 from Yguerabide’s papers 106, 107 and a path length of 1 cm. 

2.2.6 pH measurements 

pH measurements of the buffers were carried out using a Jenway 3510 pH meter, 

before the measurements the pH meter was calibrated using pH 4 phthalate, pH 

7 phosphate, and pH 10 borate buffers. pH measurements of nanoparticle 

solutions using pH paper with a resolution of 0.2. 

2.2.7 SERS primer limit of detection experiments 

After UV-Vis analysis three replicates of each sample were used for the SERS limit 

of detection experiment. A volume of 2.5 µL of DNA sample (100 nM – 5 nM) was 

mixed with 125 µL of 1 ×PBS, 10 µL of 0.01 M spermine tetrahydrochloride and 

137.5 µL of freshly buffered silver EDTA colloid (135 pM) in a microtiter plate. 

Each sample was analyzed one minute after preparation using a Raman 

Microscope (Renishaw inVia equipped with a 514.5 nm laser excitation with ~ 10 

mW unfocussed laser power, coupled to a 20× / N.A. 0.40 long working distance 

objective). SERS spectra were analysed using Matlab 2008b, spectra were 

imported using the free GSTools toolbox from Gussem et al.108 Fluorescence 
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background subtraction was carried out according to Lieber et al.109 The peak 

intensity of the 1632 cm-1 peak was used for subsequent analysis and the 

intensities were plotted against the concentration of DNA.  

2.2.8 SERS primer and varied target concentration experiments 

For experiments where the target concentration was varied, SERS analysis was 

carried out using 2.5 µL of 100 nM SERS primer and 2.5 µL of its complementary 

sequence as target in 110 µL of PBS buffered at pH 7.3 ±0.2 as a positive control 

and a 20 base pair long nonsense DNA sequence as a negative control. The 

samples were pre-hybridized for 10 min at 95°C and 10 min at 20°C using a 

Stratagene MX4000 thermocycler. The target concentrations were varied over a 

range of concentrations from 0.1 to 5 nM final concentration after the addition 

of 10 µL of 0.01 M spermine tetrahydrochloride and 125 µL of silver EDTA 

nanoparticles. Samples were mixed in microcuvettes and analysed within one 

minute using a Raman Probe (Renishaw system coupled to a 514.5 nm Melles 

Griot laser with ~ 6 mW laser power using a 20× / N.A. 0.35 long working 

distance objective). Typical integration times were between 1 and 10 s and 3 

accumulations. The fluorescent dye attached to the 5’-terminus of the SERS 

primer was 5-(and 6)-carboxyfluorescein (5,6-FAM) which has a λmax of 490 nm. 

Data analysis was carried out using the strong peak in the spectrum at 1632 cm-1 

which represents the xanthene ring C-C stretch.110, 111 Matlab 2008b and a 

fluorescence background subtraction method published by Lieber et al. were 

used for data analysis.109 

The repeats of this experiment used exactly the same volumes and 

concentrations except for the silver nanoparticle suspension which was 22 pM 

and 80 nm in size. 

2.2.9 Culturing, lysis and genomic DNA extraction of Staphylococcus 

epidermidis 

Bacterial strains of Staphylococcus epidermidis (NCTC 13360) and Staphylococcus 

aureus (NCTC 8325) were obtained from the national health protection agency 
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culture collections (HPACC Salisbury, UK) and cultured in sterile Tryptone Soy 

Broth (Oxoid). Tryptone Soy Broth (TSB) medium was prepared by weighing 15 g 

of TSB (Oxoid) into a 500 mL glass bottle and dissolved in 500 mL of distilled 

water and autoclaved for 30 min at 121°C. 20 g of Tryptone Soy Agar (TSA) 

(obtained from Oxoid) was weighed into a 500 mL glass bottle and filled up with 

500 mL of distilled water and autoclaved for 30 min at 121°C.  

The glass tube containing lyophilized cells was opened in a LAF cabinet and 500 

µL of TSB was added. The cells were then incubated overnight at 37°C. Using an 

inoculation loop, cells were streaked onto a TSA plate and after overnight 

incubation at 37°C a single colony was picked from the plate and transferred into 

a 50 mL Greiner tube (BD) containing 5 mL of TSB and incubated again overnight 

at 37°C. 

The cells were centrifuged at 16,110 × g for 10 min at 4°C, the supernatant was 

then removed and 1 mL of Lysostaphin was added. The suspension was 

incubated for 30 min at 37°C to lyse the cells. DNA was extracted according to 

the manufacturer’s protocol from the lysate using a QIAamp DNA minikit 

(Qiagen, Crawley, UK).  

The quality of the genomic DNA was measured using a UV spectrometer 

(Eppendorf Biophotometer), the absorbance (ABS) at 230 nm, 260 nm and 280 

nm was noted and the ratios 260/230nm and 260/280 were calculated. 

2.2.10 Polymerase Chain Reactions containing SYBR® Green 

All reagents were aliquoted into single use sample volumes and either stored in 

the fridge at 4°C or the freezer at -20°C. PCR reactions were setup in an analytical 

batch format, preparing a master mix containing all the reagents needed except 

for primers, probes, and dyes. For each reaction a total volume of 25 µL was 

used, containing 0.5 µL of DNA polymerase Phusion® Hot Start II 2U/µL 

(Finnzymes), 5 µL of 5x Phusion® HF buffer (Finnzymes), 0.5 µL of 

deoxynucleoside triphosphates (dNTP) 10 mM each (New England Biolabs) and 
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for the reactions containing SybrGreen® I (Invitrogen) 1 µL of a 12.5x work 

solution was added, otherwise SybrGreen® I was replaced by an extra 1 µL of 

water. 1 µL of 2.5 µM forward and 1 µL of 2.5 µM reverse primer were also 

added. Volumes were made up to a total volume of 15 µL using water and finally 

10 µL of template DNA at different concentrations was added. 

Table 2.3 PCR reaction sample setup. 

Reagents NEB Stock concentration Volume (µL) Final concentration 

Buffer HF 5x + 7.5 mM MgCl2 5 1x + 1.5 mM MgCl2 

Polymerase Phusion NEB 2U/µL 0.5 1 U (0.04U/µL) 

dNTP’s NEB 10 mM each 0.5 200 µM each 

SYBR® Green I 12.5x 0/1 0.5x 

Fw Primer 2.5 µM 1 100 nM 

Rv Primer 2.5 µM 1 100 nM 

Water X 7/6 X 

Template 9, 0.9,0.09,0.009,0 ng/µL 10 90, 9, 0.9, 0.09, 0 ng 

Total X 25 X 

 

Thermal cycling and fluorescence detection was carried out using a Stratagene 

MX4000 Real Time PCR machine and fluorescence detection was carried out 

using a 492 nm excitation filter and a 515 nm emission filter during the annealing 

phase. The cycling protocol was: 10 s at 98°C, thereafter 30 repeats of 10 s at 

98°C, 30 s at 58°C, and 30 s at 72°C. Data analysis was carried out using the 

MX4000 standalone analysis software. 

2.2.11 Capillary gel electrophoresis 

Capillary gel electrophoresis was carried out using an Agilent Bioanalyzer and 

DNA1000 kit including microfluidic chips and reagents (Agilent Technologies, UK). 

All procedures were carried out following the manufacturer’s protocol. Briefly, a 

DNA1000 chip was loaded with gel. Running buffer including the upper and lower 

markers was added to the sample wells and the sample was added, well mixed 

and transferred to the Bioanalyzer, and the run was started. 
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2.2.12 Polymerase Chain Reactions for SERS analysis 

PCR reactions were setup in a total volume of 25 µL for each reaction. Each 

reaction contained 0.5 µL of 2 U µL-1 DNA polymerase Phusion® Hot Start II (New 

England Biolabs, UK), 5 µL of 5x Phusion® HF buffer (New England Biolabs, UK), 

0.5 µL of deoxynucleoside triphosphates (dNTP’s) 10 mM each (New England 

Biolabs, UK). 2 µL of 2.5 µM forward and 2 µL of 2.5 µM reverse primer. Volumes 

were made up to a total volume of 15 µL using DEPC treated water and finally 10 

µL of 0.09 ng µL-1 genomic template DNA was added. Thermal cycling was carried 

out using a Stratagene MX4000 Real Time PCR machine. The cycling protocol 

was: 30 s at 98°C, thereafter 30 repeats of 10 s at 98°C, 60 s at 62°C, and 60 s at 

72°C and a final extension at 72°C for 1 minute. After cycling the sample was 

cooled to 20°C. 

2.2.13 SERS analysis of PCR samples 

PCR samples were analysed in the SERS assay as follows, 1 µL of the PCR sample 

was added to 499 µL of PBS buffer. 115 µL of the sample was mixed with 10 µL of 

0.01 M spermine tetrahydrochloride and 125 µL of five times concentrated silver 

EDTA nanoparticles buffered in 10 mM TRIZMA hydrochloride and 0.01% v/v 

Tween20. SERS analysis was carried out as discussed above. 
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from the Rensselaer Polytechnic Institute.102, 104, 114, 115 Finally the specificity of 

the primers was checked against other bacteria using NCBI BLAST.105  

The designed primer sequences are shown in Table 2.4. These sequences are 

specific to the gene femA-SE of Staphylococcus epidermidis and are designed to 

generate a minimal amount of internal foldings. The Tm values are an indication 

of the temperature at which half the oligonucleotide strands in a sample are 

bound to their complements. 

Table 2.4 Overview of selected oligonucleotide sequences. 

Name Sequence 5’ → 3’ Tm (°C)113 

Forward Primer TACTACGCTGGTGGAACTTCAAATCGTTATCG 61 

Reverse Primer GAACCGCATAGCTCCCTGC 59.2 

 

The region of genomic DNA selected by the Primer3 software was checked for 

internal sequence folding at 58°C containing 50 mM monovalent salt and 1 mM 

divalent salt and sequence type linear using the DINAmelt Two state folding 

online software.104 

The positions of the primers within the femA-SE gene are indicated in yellow, 

whilst the regions most likely to fold are shown in red in Figure 2.3. Therefore the 

red areas were to be avoided as primer binding regions. 

TGAGAAACGTCCAGAGAATAAAAAAGCACATAACAAAAAGGAAAATTTAGAACAACAACTCGATGCAAATCAGCAAAAAATT

AATGAAGCTAAAAACTTAAAACAAGAACATGGCAATGAATTACCCATCTCTGCTGGCTTCTTTATAATTAATCCGTTTGAAG

TAGTTTACTACGCTGGTGGAACTTCAAATCGTTATCGCCATTTTGCAGGGAGCTATGCGGTTCAATGGAAGATGATTAACTA

TGCAATTGAACATGGTATTAATCGGTATAATTTC 

Figure 2.3 The base numbers 1191 to 1470 of the femA-SE gene. The region with an increased risk of 

internal folding of the template DNA is shown in red. In yellow are the positions of the selected primers. 

Although the results are obtained from computational models, these models can 

provide good insights into the performance of an assay. The software used to 

create these models was developed using experimental data in order to predict 

accurately the performance of the assay being investigated.102, 104, 105, 113-119 
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4. SERS primer priming sequence (region ABCDEF) should be > 15 bases to 

create priming specificity. 

The designed oligonucleotides are shown in Table 2.5. The forward (Fw) primer 

selected in the previous section was modified with a self complementary probe 

sequence with a melting temperature (Tm) that was approximately 15°C lower 

than that of the primer sequence by using four mismatches in the self 

complementary sequence. 

Table 2.5 Oligonucleotide sequences designed for this study. Red bases represent mismatches in the self 

complementary part of the SERS primer to reduce the Tm of the hairpin structure. 

Name Sequence 5’3’ Tm (°C) Hairpin Tm (°C)

SERS primer 
FAM-GAAGTTACATCAGAA-HEG-

TACTACGCTGGTGGAACTTCAAATCGTTATCG 
61.0 46.6 

SERS primer complement CGATAACGATTTGAAGTTCCACCAGCGTAGTA 61.0 N/A 

Reverse primer GAACCGCATAGCTCCCTGC 58.6 N/A 

 

The proof-of-concept was carried out using synthetic oligonucleotides and SERS. 

2.3.3 SERS primer hybridisation 

UV-Vis spectroscopy was used to monitor the hybridization profile of the SERS 

primer in the presence of complementary target DNA and non-target DNA (e.g. 

Reverse primer). Single stranded DNA absorbs more light at 260 nm then dsDNA, 

and double stranded DNA becomes single stranded upon heating. The 

temperature where half of the DNA is in single stranded form is called the Tm. 

The absorbance at 260 nm was thus monitored against temperature and this 

shows the formation of single stranded DNA (Figure 2.5). 
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Figure 2.5 UV-Vis DNA melt analysis. Blue triangles represent the SERS primer, the Tm value of the self 

complementary region was found to be 40°C. Green squares represent the SERS primer and target DNA, 

the Tm of the complementary target DNA is 62°C. Red diamonds are the SERS primer and non-target DNA, 

the Tm of the self complementary region is 40°C. Cyan circles are the water control. 

The SERS primer (blue triangles) denatures and becomes ssDNA when heated 

above 50°C, and when cooled in the presence of target DNA (green squares) 

forms a duplex before the partly self-complementary region of the SERS primer 

can hybridize back to itself. This results in a duplex between the target and the 

SERS primer with a region of single stranded dye labelled DNA attached. In the 

case of non-target DNA (red diamonds) the SERS primer did not form a duplex 

with the added ssDNA and forms a duplex with its partly self complementary 

sequence. The water control (cyan circles) showed little increase in absorbance 

upon heating. 

The UV-Vis data showed that the target DNA hybridized to the SERS primer with 

a Tm of 62°C before the self complementary region of the SERS primer 

hybridized back to itself with a Tm of 40°C. In the presence of non-target DNA 
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the SERS primer closed itself at the same temperature (Tm 40°C) as without 

target DNA proving that the SERS primer is specific to its complementary target.  

The calculated and experimental Tm’s of the hybridisation between the SERS 

primer and the target DNA closely match with only 1°C difference. The calculated 

Tm for the closure / hairpin formation of the SERS primer was 6°C higher than 

the experimentally observed Tm of 40°C. This is not problematic because the 

clear differences in Tm’s (22°C) between target and no target DNA present in the 

sample ensure that the target can bind to the SERS primer before the hairpin 

structure of the SERS primer was closed. 

2.3.4 Nanoparticle characterisation 

Two batches of silver EDTA nanoparticles were synthesised and characterised, 

using the methods described in section 2.2.4. The second batch was prepared 

when the first batch was running low. Differences observed between the batches 

are discussed in the following sections. 

2.3.4.1 Basicity of the nanoparticle solutions 

The pH of the nanoparticle solutions was measured and it was found that batch 

one had a pH of 6 and batch two had a pH >11. Since DNA can become single 

stranded at higher pH values, the second batch had to be buffered using a final 

concentration of 10 mM TRIS resulting in a pH value of 7. A surfactant, Tween20 

at 0.01% v/v was added to reduce the speed and size of aggregates formed upon 

spermine addition, before SERS analysis. These conditions were used in the study 

by Macaskill et al.91 A possible reason for the difference in pH between the first 

and the second batch of silver EDTA nanoparticles is aging of the nanoparticle 

solution. 

2.3.4.2 Hydrodynamic radius 

DLS measurements were carried out and the results show that the average 

hydrodynamic diameter of the nanoparticles in the first batch of silver 

nanoparticles was 56 ± 4.1 nm. The commercial standard of 40 nm ± 1.8 nm 
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polystyrene beads was slightly underestimated at 39.2 ± 2.1 nm but the average 

was within the range to be an acceptable measurement. The second batch of 

nanoparticles was measured both before and after addition of water, buffer and 

surfactant. These measurements were carried out to check that the buffer did 

not aggregate the colloid. Pure nanoparticles had an average size of 85 ± 1.6 nm, 

after adding 10% v/v distilled water the average size was 87 ± 2.1 nm, replacing 

the water with 10% v/v TRIS 10 mM final concentration resulted in a size of 87 ± 

1.8 nm, and finally when adding 10% v/v TRIS and Tween20 0.01% v/v the 

average size of the nanoparticles was 90 ± 1.0 nm. An increase in hydrodynamic 

radius was found but no significant aggregation of the nanoparticles was 

observed. A possible reason for the difference in size between the two batches 

could be a slight variation in the amount of silver nitrate, EDTA, or sodium 

hydroxide added during the nanoparticle synthesis. The slight increase in 

hydrodynamic radius after addition of TRIS might be due to adsorption of TRIS 

onto the nanoparticle surface via the primary amine, the larger increase in 

hydrodynamic radius after addition of tween20 might be because tween20 is a 

long molecule increasing the water shell around the particles therefore 

increasing the overall hydrodynamic radius. 

2.3.4.3 ζ (Zeta) Potential 

The ζ potential of silver EDTA nanoparticles was measured in batch one and it 

was found that the overall negative surface charge was -52.5 ± 7.8 mV. For the 

pH 7 TRIS buffered nanoparticle batch 2, an overall negative surface charge of  

-51.4 ± 0.7 mV was measured. These batches can be considered stable, since the 

ζ potential is lower than -30 mV. 

2.3.4.4 UV-Visible spectroscopy 

UV-Visible spectroscopy was carried out to measure the absorption maxima of 

the silver EDTA nanoparticle solution, and thereby the quality of the nanoparticle 

suspension. Absorbance maxima and the width of the peak relate to the size and 

monodispersity of the colloidal solution. The data in Figure 2.6 shows the UV-
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2.3.5 SERS primer dilution series 

A dilution series of the SERS primer and target with a ratio of 1:1 was conducted 

in order to find the limit of detection. A positive signal was observed from just 

90.9 pM of SERS primer and target. It is clear that below this level, discrimination 

between target and non-target by eye is not obvious (Figure 2.8). 

 

Figure 2.8 A dilution series of the SERS primer was obtained using the peak intensity at 1632 cm-1. SERS 

primer (blue triangles), SERS primer and perfect match (green squares), SERS primer and non-target DNA 

(red diamonds), blank (cyan circles). A 514.5 nm laser excitation and 10s integration time and 3 

accumulations were used during SERS analysis. Error bars represent the standard deviation of three 

individual samples. 

Figure 2.9 shows the SERS response for this positive assay. When no target or 

nonsense DNA is present a low SERS signal intensity was observed (blue triangles, 

red diamonds), and when the SERS primer hybridized to its target sequence an 

increase in SERS signal intensity was observed (green squares). The blank control 

(cyan circles) showed no SERS signal as expected. Spermine tetrahydrochloride 

was used to aggregate the silver EDTA nanoparticles and enhance the SERS 

response of the FAM labelled DNA. Without using spermine tetrahydrochloride 

no SERS response was observed from the FAM labelled DNA. 
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five ng/µL gDNA provides an absorption value of 0.5.121 The gDNA concentration 

was calculated to be 90.2 ng/µL. The absorption ratio 260/280 (proteins absorb 

light at 280 nm) provides information on the amount of proteins carried over 

into the sample, with a good quality value for gDNA being is 1.7-1.9.122 The 

260/230 ratio informs on the amount of guanidine hydrochloride left in the 

sample and a good value for this is ~1.7-2.2.121, 122 Our analysis observed a value 

of 1.28 for the 260/280 ratio which indicates there was slight protein 

contamination. A value of 1.11 for the 260/230 ratio also indicated a guanidine 

hydrochloride carry over.122 The quality of this DNA was a little poor since the 

values obtained were below the values set for high quality. However the gDNA 

can still be used in the PCR reaction because the protein, salt and ethanol 

contaminants will be diluted in water before the PCR. 

Table 2.6 Yield and quality of the isolated genomic DNA. Negative sample is a DNA extraction without 

using bacterial cells. The yield and purity are detailed for samples containing S. epidermidis and S. aureus 

cells. 

 Concentration (ng/µL) 260/280 (Proteins) 260/230 (GuHCl) 

Negative control 7.6 1.26 0.96 

S. epidermidis 90.2 1.28 1.11 

S. aureus 33.0 1.87 1.83 

 

2.3.7 Polymerase Chain Reaction with the SERS primer 

It is likely that the SERS primer cannot be used on PCR product because the self 

complementary part of the SERS primer can bind to the DNA strand synthesised 

by the forward primer. This would result in the SERS primer self complementary 

region being double stranded resulting in the failure of the assay (Figure 2.11). 

Therefore it was decided to directly introduce the SERS primer into a PCR 

reaction. 
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Table 2.9 Quantitative data obtained from the Bioanalyzer of the PCR Staphylococcus aureus negative 

sample. 

Peak Size (bp) Concentration (ng µL-1) Molarity (nM) Observations

1 15 4.20 424.2 Lower marker

2 42 0.32 11.7  

3 61 0.24 5.9  

4 1500 2.10 2.1 Upper Marker
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2.4 Conclusion 
Proof-of-concept of a new positive SERS assay that can discriminate between 

target and no target DNA in a homogenous sample without additional separation 

steps has been developed. Starting from a bacterial culture, DNA was isolated, a 

specially designed primer was incorporated into the PCR products and the 

presence or lack of target was identified within two hours. The high multiplexing 

capabilities of SERS make this a very promising approach for future DNA analysis. 

This method has the potential for single molecule detection of nucleic acid 

targets in a positive manner when SERS is combined with PCR and this is the first 

step towards a highly competitive SERS based molecular diagnostic assay. 



The mode of action of SERS primers and SERS probes 

57 

3 THE MODE OF ACTION 

OF SERS PRIMERS AND 

SERS PROBES 
3.1 Introduction 

In Chapter 2, SERS primers were incorporated into polymerase chain reaction 

(PCR) products to detect pathogen deoxyribonucleic acid (DNA) directly using a 

surface enhanced Raman scattering (SERS) based detection approach.123 SERS 

primers consist of double stranded DNA labelled with a SERS active molecule. 

When SERS primers interact with target DNA, a dye labelled part of the SERS 

primer becomes single stranded DNA (ssDNA) and interacts with a nanoparticle 

surface, resulting in an increase in the SERS response. 

In Chapter 3 the proof-of-concept assay presented in Chapter 2 will be further 

optimised, and the performance of SERS primers in a uni- and bi-molecular 

manner using a synthetic model system, and in combination with PCR assays for 

separation free detection of pathogen DNA by SERS will be investigated. 

Additionally a new SERS primer assay will be presented, in the new assay the 

SERS primer will be used as an internal probe in the PCR reaction and the 5’  3’ 

exonuclease activity of the Taq DNA polymerase can partly digest the SERS 

primer and generate a dye labelled single stranded DNA, resulting in an increase 

in SERS response. 

A quick reminder of the first SERS primer assay approach (Figure 3.1), SERS 

primers are incorporated into PCR products, exposing the fluorophore labelled 
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• Nanoparticle and analyte concentration effects: To ensure a fully 

quantitative assay, the dose response with respect to the nanoparticle 

and analyte concentrations on the SERS response was assessed.  

• SERS primer design: The correct folding of a SERS primer will be affected 

majorly by the sequence composition. The hairpin folding of SERS primers 

was modelled using computational software and the effect of this folding 

on the assay was investigated with a synthetic model. 

• SERS primer to target molecule ratio: The effect of the SERS primer to 

target ratio was investigated to determine if more targets could increase 

the SERS signal intensity by opening more SERS primer which could then 

significantly improve the performance of the assay.  

• Uni-molecular and bi-molecular SERS primers: The use of a bi-molecular 

over a uni-molecular system reduces the cost of the SERS primer, which 

makes the commercialization and implementation of these probes more 

attractive. Uni-molecular and bi-molecular Scorpion primers in 

combination with fluorescence detection have been reported38 and 

intensively studied by Thellwell et al. who concluded that uni-molecular 

probes result in a more sensitive method.39 However for SERS detection 

there still appears the question of whether ssDNA attached to dsDNA 

hinders the adsorption and thereby the achievable SERS intensity. This 

also leads to an investigation of the closure of the SERS primer to 

minimize background signal, and maximum displacement of the 

fluorophore labelled self-complementary sequence by the target to 

ensure maximum signal generation in a synthetic SERS model. 

• Terminal overhangs on the SERS primer: The first SERS primer 

developed123 had terminal overhangs which were in contradiction with 

the theory of DNA adsorption, therefore SERS primers without these 

overhangs were investigated. 

• Orientation of the SERS primer: In order to use SERS primers in 5’  3’ 

exonuclease digestion assays a mirrored SERS primer was developed 
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which had the 5’ terminus free for digestion by Taq DNA polymerase. This 

was then used as an intermolecular probe, and introduced in a new assay 

which utilizes the 5’3’ exonuclease activity of Taq DNA polymerase to 

partly digest the SERS probe and release the dye labelled ssDNA which 

was then detected by SERS. This method might have several advantages; 

one of them is the generation of more target than SERS probe by using a 

higher concentration of primers to SERS probes. When using the SERS 

probes an extra level of specificity was created, therefore universal 

primers can be used to minimize the number of oligonucleotide 

sequences needed to detect multiple targets. The latter method was not 

investigated in this study but will be considered for further work. 
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3.2 Experimental 

3.2.1 Materials 

All materials were obtained from Sigma Aldrich unless stated otherwise.  

3.2.2 DNA oligonucleotide design 

The femA gene was previously used for bacterial identification of Staphylococcus 

epidermidis and Staphylococcus aureus.23 The whole genome sequence of 

Staphylococcus epidermidis National Culture Type Collection (NCTC) strain NCTC 

13360 and Staphylococcus aureus (NCTC 8325) were obtained from the National 

Centre of Biotechnology Information (NCBI) website.124 The oligonucleotide 

sequence design was carried out using the Primer3Plus online server.101 

Parameters within this software were set to 50 mM monovalent salt, 1.5 mM 

divalent salt, and 250 nM of DNA. For the table of thermodynamic parameters 

the setting “Santalucia 1998” was used.102 For salt correction the formula set by 

“Owczarzy et al. 2004” was used.103 Internal folding of the sequence region 

selected by Primer3Plus was analyzed using the DINAMelt webserver104 and the 

oligoanalyzer webserver from Integrated DNA Technologies (IDT)125. Parameters 

were set to 58°C, 50 mM monovalent salt, 1.5 mM divalent salt, and 250 nM of 

DNA. Basic Local Alignment (BLAST) was carried out using the BLAST tools from 

the NCBI website.126 The performance of the SERS primers strongly depends on 

the DNA sequence design. Therefore to ensure correct folding of the SERS 

primer, computational design and folding software (such as Primer 3 plus, IDT 

oligoanalyzer, mFold and DINAmelt) were the preferred tools to investigate the 

folding of the hairpin loop and binding to the target. Alternative hairpin 

structures in the SERS primers were reduced to zero for the most successful SERS 

primers. Oligonucleotide sequences shown in Table 3.1 were HPLC purified and 

obtained from ATD Bio (Southampton). 
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Table 3.1 Overview of the oligonucleotide sequences, uni- and bi-molecular SERS primers with target and 

non-target sequences. FAM - 5-carboxyfluorescein, PHO - phosphate PCR extension blocker, HEG - internal 

hexaethylene glycol spacer unit, the red colored bases represent mismatches, and the purple bases 

represent base overhangs. 

Name Sequence 5’ 3’

Uni-molecular SERS primer I FAM-GAAGTTACATCAGAA-HEG-TACTACGCTGGTGGAACTTCAAATCGTTATCG 

Bi-molecular SERS primer I FAM-GAAGTTCCACCAGCG-PHO TACTACGCTGGTGGAACTTCAAATCGTTATCG 

Target I CGATAACGATTTGAAGTTCCACCAGCGTAGTA 

Non-target & reverse primer I GAACCGCATAGCTCCCTGC 

Uni-molecular SERS primer II GCATGCCATACAGTCATTTCACGCA-HEG-TACTTGAAATGTCTGTAT-FAM 

Bi-molecular SERS primer II FAM-TGCTTGAAATGTCTGTATGGGATGC-PHO 

GCATGCCATACAGTCATTTCACGCA-PHO 

Target II TGCGTGAAATGACTGTATGGCATGC 

Non-target 1 & reverse primer II AGTAAGTAAGCAAGCTGCAATGACC 

Non-target 2 & forward primer II AACAGCTAAAGAGTTTGGTGCCTTT 

 

3.2.3 UV-Vis spectroscopy 

UV-Vis spectroscopy was carried out on a Varian Cary 300 BIO 

spectrophotometer with Peltier thermal control cycling from 10°C to 90°C and 

back with 1°C increments per minute and the UV absorbance measured at 260 

nm every minute. Samples were prepared using 50 µL of SERS primer (10 µM), 50 

µL of diethylpyrocarbonate (DEPC) treated water (Bioline, London, United 

Kingdom), or target or non-target DNA (10 µM), and 250 µL of 1 × phosphate 

buffered saline (PBS) obtained from Oxoid (Hampshire, United Kingdom), and 

finally the volume was made up to 500 µL with DEPC water. 

3.2.4 Bacterial culturing 

Bacterial strains of Staphylococcus epidermidis (NCTC 13360) and Staphylococcus 

aureus (NCTC 8325) were obtained from the national health protection agency 



The mode of action of SERS primers and SERS probes 

64 

culture collections (HPACC Salisbury, UK) and cultured for 24 h in 10 mL sterile 

Tryptone Soy Broth (Oxoid). The cells were centrifuged at 16,110 × g for 10 min 

at 4°C, the supernatant was then removed and 1 mL of Lysostaphin was added to 

the remaining pellet. The suspension was incubated for 30 min at 37°C to lyse 

the cells. DNA was extracted according to the manufacturer’s protocol from the 

lysate using a QIAamp DNA minikit (Qiagen, Crawley, UK).  

3.2.5 Polymerase chain reactions 

PCR reactions were set up in a total volume of 25 µL for each reaction. Each 

reaction contained 0.5 µL of 2 U µL-1 5’3’ exonuclease deficient DNA 

polymerase Phusion® Hot Start II (New England Biolabs, UK), and for the 

5’3’exonuclease digestion assay 0.5 µL of 2 U µL-1 DyNAZymeTM II Hot Start 

DNA polymerase (New England Biolabs, UK), 5 µL of 5x Phusion® HF buffer (New 

England Biolabs, UK), 0.5 µL of deoxynucleoside triphosphates (dNTP’s) 10 mM 

each (New England Biolabs, UK). 2 µL of 2.5 µM forward and 2 µL of 2.5 µM 

reverse primer, and for the exonuclease assay 1 µL of 2.5 µM premixed probes. 

Volumes were made up to a total volume of 15 µL using DEPC treated water and 

finally 10 µL of 0.01 ng µL-1 genomic template DNA was added. Thermal cycling 

was carried out using a Stratagene MX3005P thermo cycler. The cycling protocol 

was: 30 s at 98°C, thereafter 30 repeats of 10 s at 98°C, 60 s at 62°C, and 60 s at 

72°C and a final extension at 72°C for 1 minute. After cycling, the sample was 

cooled to 20°C. 

3.2.6 Gel electrophoresis 

Capillary electrophoresis of the PCR products was carried out using an Agilent 

Bioanalyzer and the DNA1000 reagent kit and handling procedures were carried 

out according to the manufacturers protocol. 

3.2.7 Nanoparticles 

Silver ethylenediaminetetraacetic acid (EDTA) nanoparticles were synthesized 

using a method previously reported by Fabrikanos et al.73 Citrate reduced silver 

nanoparticles were prepared via a method reported by Lee & Meisel.70 Sodium 
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borohydride reduced silver nanoparticles were prepared via the method 

reported by Creighton et al.75 The sodium borohydride reduced silver 

nanoparticles were used on the same day as it is well known that these particles 

are unstable over time. The pH of the nanoparticle suspensions was adjusted to 

pH 7 by the addition of TRIZMA® hydrochloride (0.5 mL of 200 mM pH 7.0) and 

Tween20 (0.5 mL of 0.2%) to 9 mL of the nanoparticle suspension the 

nanoparticle suspensions were used within 4 h after addition of the buffers. The 

λ max of the nanoparticles was determined using UV-Vis spectroscopy. The size of 

the metal core was determined by scanning electron microscopy (SEM) on a 

Sirion 200 Schottky field emission electron microscope (FEI) operating at an 

accelerating voltage of 5 kV. Samples did not require additional metallic coating 

before imaging. Image analysis was carried out using Image J version V1.43y, 250 

nanoparticles were measured for each nanoparticles suspension and the average 

value ± the standard deviation reported. The nanoparticle concentration was 

determined using UV-Vis spectroscopy and the following extinction coefficient 

values for silver nanoparticles: Ɛ40 nm = 2.87 × 1010 M-1 cm-1, Ɛ30 nm = 1.85 × 1010 M-

1 cm-1, and Ɛ20 nm = 4.16 × 109 M-1 cm-1.106 For the comparison experiments 

different types of nanoparticles were adjusted to similar concentrations by 

adjusting the optical density taking into consideration the size difference of the 

nanoparticles.  

The hydrodynamic radius and the ζ (Zeta) potential of the nanoparticles were 

determined with dynamic light scattering using a Malvern Zetasizer Nanoseries 

Nano-ZS. 

3.2.8 Surface enhanced Raman scattering 

For the model system experiments where the target concentration was varied, 

SERS analysis was carried out using 2.5 µL of 100 nM SERS primer and 2.5 µL of 

its complementary sequence (10 – 1000 nM) in 110 µL of PBS buffered at pH 7.3 

± 0.2 as a positive sample and a 20-25 base pairs long non-target DNA sequences 

as negative sample, pre-hybridized for 10 min at 95°C and 10 min at 20°C using a 
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thermocycler (Agilent MX3005P). The target concentrations were varied from 0.1 

to 10 nM final concentration after the addition of 10 µL of 0.01 M spermine 

tetrahydrochloride and 125 µL of concentrated silver EDTA nanoparticles 

(approximately 250 pM). 

PCR samples were analysed in the SERS assay as follows, 1 µL of the PCR sample 

was added to 499 µL of PBS buffer. 115 µL of this sample was then mixed with 10 

µL of 0.01 M spermine hydrochloride and 125 µL of concentrated silver EDTA 

nanoparticles (approximately 500 pM) buffered to pH 7 in 10 mM TRIZMA® 

hydrochloride and 0.01% Tween20.  

All samples were prepared in at least triplicate in PMMA micro-cuvettes and 

analysed within 1 min using an Avalon probe system Ramanstation R3 equipped 

with an optical fibre probe with a 532 nm diode laser excitation a laser power of 

approximately 24 mW at the sample. Typical exposure time was 3 s (1 s 

integration and 3 accumulations). Data analysis was carried out using the 

xanthene ring C-C stretching peak110, 111 of the fluorescent dye 

carboxyfluorescein (FAM) at 1632 cm-1 minus the 1660 cm-1 position in the 

spectrum. The threshold line was plotted and used to find the detection limits, 

which was calculated using the mean plus three times the standard deviation of 

the control samples. 
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Data in Figure 3.4 and Table 3.3 shows that EDTA and citrate reduced silver 

nanoparticles performed in a similar fashion with respect to detecting ss and 

dsDNA. A similar ratio of ssDNA / dsDNA of 2.1 and 2.4 was observed although 

slightly more intense signals (approximately 5313 versus 5328 counts) were 

observed when citrate reduced silver nanoparticles were used. These slight 

differences were possibly due to the ease of citrate displacement and slightly 

larger particle diameter (approximately 33 versus 40 nm). Sodium borohydride 

reduced silver nanoparticles performed less well in terms of discrimination 

between double and single stranded DNA with a ssDNA / dsDNA ratio of ~1.4, 

and the SERS peak intensity was less intense (~500 counts) when compared to 

the EDTA and citrate nanoparticles, this is possibly due to the different surface 

chemistry and / or the smaller size (13 nm) of the nanoparticles.85, 127 From these 

experiments it can be concluded that from the types of nanoparticles used silver 

citrate nanoparticles and silver EDTA nanoparticles were most successful for this 

assay with a slight preference for EDTA silver nanoparticles due to the ease of 

nanoparticle preparation and strong SERS peak intensity. 
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3.5). However the quantitative response range that was obtained was limited to 

less than 1 to 5 nM using nanoparticle concentrations below 25 pM (Figure 3.5). 

When the nanoparticle concentration was increased to 125 pM less intense 

signals were obtained and for 5 nM DNA a signal reduction of approximately 75% 

was observed when compared to 25 pM nanoparticles, due to the limited 

interrogation depth of the laser into the sample caused by the nanoparticle 

density. Nevertheless the analyte concentration range with a somewhat linear 

and quantitative response was extended from 1 – 5 nM to 1 - 50 nM with a linear 

fit R2 value of 0.96. When the nanoparticle concentration was further increased 

to 250 pM a signal reduction of approximately 88% was obtained when 

compared to 25 pM nanoparticles. The analyte concentration range with a more 

linear and quantitative response of the system was 1 to 50 nM of FAM labelled 

ssDNA and the R2 value within the linear regression fit improved to 0.98 (Figure 

3.5 B). For these concentration graphs more data points (5 or more) are 

preferred. However the increased linearity in the dose response enables 

improved quantitative measurements of dye labelled ssDNA in the concentration 

range of 1 to 50 nM which was suitable to the model system concentration 

studies reported here which had a maximum concentration of 11 nM DNA. In the 

further model assay studies a final nanoparticle concentration of 125 pM was 

used to take advantage of the extended analyte concentration range with a 

linear response with this concentration of nanoparticles. 

3.3.3 SERS primer design 

Clearly for the most successful SERS primers the affinity for the target has to be 

higher than for the hairpin formation. This was optimized for target binding by 

incorporation of mismatches and a reduced number of bases in the hairpin 

folding region of the SERS primer. Mismatches and base reductions were chosen 

such that it minimized the number of alternative hairpin structures. UV-Vis 

spectroscopy was used to investigate the hybridization profiles of the hairpins in 

combination with target and non-target DNA and provided good insights into the 

performance of the SERS primers, in a uni- and bi-molecular fashion. Data shown 
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experimental model approach (Figure 3.2). In this model the SERS primers were 

exposed to increasing concentrations (0.1 to 10 nM) of either target or non-

target DNA. After hybridization, the addition of spermine and nanoparticles was 

followed by SERS analysis of the 1632 cm-1 peak intensity of the FAM dye. 

Following this model system it was possible to carefully study the behaviour of 

the SERS primer in the SERS assay when more target and non-target DNA was 

added. Addition of more target DNA resulted in an increase in SERS peak 

intensity whereas the addition of more non-target DNA did not result in an 

increase in the SERS peak intensity. Although it was possible to detect target 

concentrations 0.5 times lower than the SERS primer concentration, the best 

contrast between positive and negative samples was obtained when the target 

to SERS primer ratio was greater than one, and preferably five to ten times 

higher than the SERS primer concentration. (Figure 3.7A) These results are in 

agreement with the theoretical hypothesis that a higher target concentration 

was needed to open more SERS primers due to the competitive and bi-molecular 

nature of the events. 
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of false positives and false negatives resulting in lower detection limits (Figure 

3.7 A vs B & C vs D). The reduced performance with bi-molecular SERS primers 

might be due to cross reaction between the oligonucleotide sequences at 20°C. 

As a result uni-molecular SERS primers were chosen as the preferred SERS 

primers over bi-molecular SERS primers due to their lower detection limits and 

higher reproducibility in the synthetic model assay. Bi-molecular SERS primers 

might still be useful in PCR-based detection assays because other assay 

parameters such as the free availability of the dye labelled ssDNA sequence 

might also play an important role but at this stage the performance of the uni-

molecular SERS primer is the leading factor. 

3.3.6 Terminal overhangs of the SERS primer 

The influence of the overhangs in the SERS primer was investigated in a bi-

molecular manner (Figure 3.7 B vs C). There was no significant effect observed 

from the 17 (5+12) base overhang on the SERS assay performance with respect 

to sensitivity only a slightly lower background signal was observed. However 

when the SERS primer without a 3’ overhang was designed (FAM-

AAAGGAACAAAACACTATAACTGTT-HEG-AACAGCTAAAGAGTTTGGTGCCTTT) good 

DNA hybridisation results were obtained (Figure 3.8A) but the SERS response of 

the assay turned into a negative assay format with a reduction in SERS signal 

intensity when the target DNA concentration was increased (Figure 3.8B). More 

intense SERS signals were obtained for the positive samples compared to the 

corresponding negative samples, this is possibly due to competition between the 

SERS primer and the single stranded non target DNA for the nanoparticle surface. 



The mode o

Figure 3.8 DNA

Visible spectro

the SERS prim

the red triang

performance o

samples, blue 

including non-

When the f

possibility t

single stran

Figure 3.9 Two

where the dye

to the ssDNA r

This event 

primer in t

primer con

of action of

A hybridisation

oscopy (A)  The

er control sam

gles represent 

of the SERS prim

triangles repre

target DNA sam

folding of th

to form an 

nded region

o different stru

e is attached to

region. 

might be a

the assay. 

nsists of a s

f SERS prime

n of the SERS p

e cyan circles r

mples, green sq

non-target DN

mer without 3’

esent the SERS 

mples, green sq

he SERS prim

alternative 

n. 

uctures of the 

o the dsDNA re

a possible r

Because w

ingle strand

ers and SER

primer where t

represent the w

uares represen

NA control sa

’ overhang (B).

primer control

quares represe

mer was mo

structure (

SERS primer w

egion. (B) Foldi

reason for t

when there 

ded piece o

RS probes 

the 3’ overhan

water control s

nt the SERS pri

mples. On the

. The cyan diam

l samples, red s

nt the SERS pri

odelled it tu

Figure 3.9) 

without overha

ng of the SERS

the inverse

is no targe

of DNA with

g was removed

samples, blue d

mer and targe

e right hand s

mond represen

squares repres

imer with targe

urned out t

resulting in

ng. (A) Folding

S primer where

 performan

et DNA pre

h two smal

 

d monitored b

diamonds repr

t-DNA samples

side the SERS 

ts the water co

sent the SERS p

et-DNA sample

hat there w

n a 20 base 

g of the SERS p

e the dye is atta

nce of the S

esent the S

l internal lo

76 

by UV-

resent 

s, and 

assay 

ontrol 

primer 

es. 

was a 

long 

 

primer 

ached 

SERS 

SERS 

oops 



The mode o

(Figure 3.9

attached to

3.3.7 Ori

In order to 

5’3’ exo

fluorescent

the probing

Figure 3.10 Sch

to be partly d

stranded SERS

the primers an

of the primers

stranded DNA

product can be

single stranded

the single stra

resulting in low

Firstly a SE

fluorophore

SERS probe

of action of

9B) and wh

o a double s

entation o

use the SE

onuclease 

t molecule a

g sequence 

hematic repres

digested by th

S primer and ta

nd the SERS pr

s and digests th

A which results

e generated (D

d dye labelled 

anded piece of 

w SERS of the d

RS probe se

e and an in

e with mirr

f SERS prime

hen the tar

stranded pie

of the SERS

RS primer a

activity of 

and the HEG

free for dig

sentation of a P

he polymerase

arget DNA. (B)

obe occurs. (C

he target bind

s in an increas

). (E) After the 

sequences, (F) 

DNA. In case o

dye. 

equence wa

nternal HEG

rored orient

ers and SER

rget is intr

ece of DNA

S primer 

as an intern

f the DNA

G linker wa

gestion (Figu

PCR reaction in

. (A) Denatura

 Hybridization 

) Extension ph

ing sequence o

sed SERS signa

reaction a dou

and after addi

of a negative s

as designed

G linker mo

tation was 

RS probes 

roduced the

. 

nal probe th

A polymera

s changed t

ure 3.10). 

corporating th

ation of the D

by cooling the

ase, DNA poly

of the SERS pro

al. Repeating s

uble stranded P

ition of nanopa

sample the SER

d which con

lecule. The

investigate

e single st

hat can be d

ase the po

to leave the

e SERS primer 

DNA using hea

e sample, spec

merase extend

obe generating

teps (A) to (C)

PCR product is g

articles SERS ca

RS probe rema

ntained a 3’

n the perfo

ed in the sy

randed DN

digested by

osition of 

e 5’ terminu

as an internal p

t, generating 

cific hybridizati

ds the 3’ prime

g dye labelled 

) multiple cop

generated and 

an be obtained

ins double stra

’ terminus F

ormance of 

ynthetic mo

77 

NA is 

y the 

the 

us of 

 

probe 

single 

ion of 

e ends 

single 

ies of 

short 

d from 

anded 

FAM 

f this 

odel, 



The mode of action of SERS primers and SERS probes 

78 

and the results in Figure 3.7D showed that this SERS probe performs with similar 

sensitivity as the uni-molecular SERS primer shown in Figure 3.7A. 

These results confirm that the fluorophore can be either positioned at the 3’ 

terminal end of the SERS primer as well as at the 5’ terminal end of the SERS 

probe with no significant changes in the performance of the SERS primers or 

probes. 

3.3.8 SERS primer digestion assay design 

The femA-SA gene of Staphylococcus aureus was chosen as a model system for 

this work. The sequence of the femA-SA gene (gene bank accession number 

X17688)23, 129 was obtained from the National Center for Biotechnology 

Information (NCBI).100 Primer3 online software was used to generate specific 

primers.102, 103, 113 The primers and amplicon region were selected by the Primer3 

software allowing analysis for internal folding, and for hetro and homo dimer 

formation at 58°C using online software mFold, UNAFold and DINAmelt available 

from the Rensselaer Polytechnic Institute.102, 104, 114, 115 Finally the specificity of 

the primers was checked against other bacteria using NCBI BLAST.105  

The designed primer sequences are shown in Table 3.4. These sequences are not 

specific to the gene femA-SA of Staphylococcus aureus and are designed to 

generate a minimal amount of internal folding events. The Tm values are an 

indication of the temperature at which half the oligonucleotide strands in a 

sample are bound to their complements. 

Table 3.4 Overview of oligonucleotide sequences selected. 

Name Sequence 5’ → 3’ Tm (°C)113 

Forward primer AACAGCTAAAGAGTTTGGTGCCTTT 64.3 

Reverse primer AGTAAGTAAGCAAGCTGCAATGACC 64.1 

Internal probe GCATGCCATACAGTCATTTCACGCA 66.5 

 

The region of genomic DNA selected by the Primer3 software was checked for 

internal sequence folding at 58 °C containing 50 mM monovalent salt and 1 mM 
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divalent salt and sequence type linear using the DINAmelt Two state folding 

online software.104 

The positions of the primers within the femA-SA gene are indicated in yellow, 

whilst the regions most likely to fold are shown in red in Figure 3.11. The red 

areas were to be avoided as primer binding regions. 

ATAAAAGTATACGCAATTAAAGCGTTTATGTTTTAGTTTTAACATTAACTATTGTATACTTATTTAGATTAGATTTATTATT

TTTGACATTTGCAGAGGGGAAATAGAAAAACTGCAAATACGGAAATGAAATTAATTAACGAGAGACAAATAGGAGTAATGAT

AATGAAGTTTACAAATTTAACAGCTAAAGAGTTTGGTGCCTTTACAGATAGCATGCCATACAGTCATTTCACGCAAACTGTT

GGCCACTATGAGTTAAAGCTTGCTGAAGGTTATGAAACACATTTAGTGGGAATAAAAAACAATAATAACGAGGTCATTGCAG

CTTGCTTACTTACTGCTGTACCTGTTATGAAAGTGTTCAAGTATTTTTATTCAAATCGCGGTCCAGTGATTGATTATGAAAA

TCAAGAACTCGTACACTTTTTCTTTAATGAATTATCAAAATATGTTAAAAAACATCGTTGTCTATACCTACATATCGATC 

Figure 3.11 The base numbers 450 to 940 of the femA-SA gene. In red is shown the region with an 

increased risk of internal folding of the template DNA. In yellow the positions of the selected primers. 

Although the results are obtained from computational models, these models can 

provide good insights into the performance of an assay. The software used to 

create these models was developed using experimental data in order to predict 

accurately the performance of the assay being investigated.102, 104, 105, 113-119 

3.3.9 SERS primers and probes in the PCR-based SERS assay 

The previous parameters have all been investigated with synthetic models, in this 

section the results were transferred to the identification of bacterial cultures by 

coupling PCR-based DNA amplification with SERS detection. Firstly the 

performance of the uni- and bi-molecular SERS primers coupled with PCR was 

investigated. After PCR with the SERS primers and probes the DNA amplification, 

the length, and the concentration of the PCR products in the PCR reactions was 

determined by capillary electrophoresis (Agilent BioAnalyzer). 

In the SERS primer assay the expected PCR product length was 58 bp. As 

discussed previous chapter, in the case of the uni-molecular SERS primers there 

was a difference of approximately 35 bp in PCR product length (93 bp) and the 

expected 58 bp (Figure 3.12 A). In the bi-molecular SERS primer assay the 

expected 58 bp product was obtained (Figure 3.12 B). This indicates that the size 
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assay was in the yield of the PCR reaction which is typically 50% corresponding to 

a SERS primer to target ratio of 1 to 0.5. 

In an attempt to overcome the PCR yield issue uni- and bi-molecular SERS probes 

have been incorporated in a PCR reaction where the SERS probes were digested 

by the 5’  3’ exonuclease activity of the Taq DNA polymerase. This approach 

offers the possibility to partly digest the SERS probe generating ssDNA that is not 

attached to the dsDNA PCR product (Figure 3.10). An advantage of such a system 

is the use of an increased PCR primer to SERS probe ratio thereby improving the 

overall assay performance. The results in Figure 3.14C & D showed clear 

discrimination between negative and positive samples for both uni- and bi-

molecular SERS probes with no false negative results (0/9) which is a significant 

improvement over the herein reported uni- and bi-molecular SERS primer 

methods. Reproducibility and discrimination between positive and negative 

samples are improved which are important parameters for the SERS assay to find 

practical use. 

Additionally, the use of uni-molecular SERS primers and probes only had a 

performance advantage in direct detection assays such as our synthetic model 

system. When uni- and bi-molecular SERS primers and probes were coupled with 

the PCR no clear differences between uni- and bi-molecular approaches were 

obtained, which significantly reduced the cost of the SERS primers and probes 

and the overall SERS assay system without compromising the sensitivity or 

specificity. 
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3.4 Conclusions 
Important factors for the performance of the positive SERS primer assays were 

investigated utilizing a synthetic model. The demonstration and evaluation of 

four separation free SERS assays for the specific detection of pathogen DNA has 

been carried out. These assays prove that SERS is a reliable and competitive 

technique to fluorescence for direct target DNA detection with or without the 

use of PCR. Within the synthetic model assays silver citrate and silver EDTA 

nanoparticles provided the best discrimination between single and double 

stranded DNA. The use of partly self-complementary uni-molecular 

oligonucleotide sequences for the SERS primer significantly increased the 

contrast between positive and negative samples. The results have shown that a 

SERS primer or probe to target ratio of 0.5 could be detected and when 

increasing the target to probe ratio significantly higher SERS signals were 

obtained for all SERS probe models. By increasing the concentration of 

nanoparticles the assay was fully quantitative up to a DNA concentration of 50 

nM. Finally SERS primer overhangs had no significant effect on the performance 

of the synthetic SERS primer assay. For the detection of PCR products it was best 

to use the new internal SERS probe digestion assay because with this assay no 

false negative results were obtained. A significant cost reduction was achieved 

when using bi-molecular SERS primers and probes coupled to the PCR without 

any compromises towards sensitivity or selectivity. 

Uni-molecular and bi-molecular SERS primers have been used in SERS primer 

extension and digestion assays. In the following chapter the possibilities of SERS 

primers in a multiplex reaction will be investigated. 
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4 SERS PRIMERS AND 

MULTIPLEX PATHOGEN 

DETECTION 
4.1 Introduction 

When SERS primers were used in combination with PCR there was a slight 

preference for the SERS primer digestion assay and no significant differences 

between uni-molecular and bi-molecular SERS primers. However multiplex 

reactions bring a whole new dimension to the assays. Parameters to be 

considered include specificity of the primers, cross reactions between the SERS 

primers, and available nanoparticle surface area since more DNA is present in the 

reactions. 

Uni-molecular SERS primers will be designed for both type of assay formats. The 

decision to use uni-molecular SERS primers was based on the fact that these 

SERS primers performed with lower detection limits in the synthetic model 

systems, and a lower number (-1) of individual oligonucleotide sequences was 

required when compared to a bi-molecular system. 

The SERS primer assays are carried out over a temperature range between 95 °C 

and 20 °C. Therefore the interactions between the oligonucleotides had to be 

calculated over this temperature range and carefully addressed. 

DNA thermodynamics and kinetics are important parameters to be considered 

for PCR and other DNA hybridisation based assay designs such as the SERS primer 

assays. Extensive studies on kinetic and thermodynamic properties102, 117, 130, 131 
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have generated strong predictive models for oligonucleotide reactions.104, 116, 125, 

132  

Using fluorescence detection, the multiplexing capabilities in solution are limited 

by the broad absorption and emission bands of the fluorophores used for the 

fluorescence detection, and multiple filter sets and / or multiple excitation 

wavelengths are needed to differentiate fluorescent labels from each other.133 

An alternative technique is surface enhanced Raman scattering (SERS) which 

produces molecule specific vibrational spectra, and when a Raman reporter is in 

close proximity to a rough metal surface the technique becomes ultra-sensitive. 

The advantage of SERS is that it can identify multiple different analytes present in 

a sample without the need for multiple filter sets or multiple excitation 

wavelengths. Several groups have reported the multiplexed SERS detection of 

labelled synthetic oligonucleotides but less work has been reported on SERS 

based assays.53-55 Examples of solution based multiplex SERS assays are the 

molecular sentinels by Vo-Dinh et al.97 and by MacAskill et al. the ssDNA / dsDNA 

assay.91 

In order to perform multiplexed DNA detection using SERS primers a dye 

selection was made, followed by oligonucleotide design, and oligonucleotide 

cross reaction evaluation to investigate the possibilities of the use of SERS 

primers in multiplex reactions. 
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4.2 Experimental 
Experimental details for Chapter 4 are provided in the sections below. DNA 

oligonucleotide design, dye selection, and finally oligonucleotide cross reaction 

analysis. 

4.2.1 DNA oligonucleotide design 

The mecA gene was previously used for identification of methicillin resistance.23 

The whole genome sequence of epidemic methicillin resistant Staphylococcus 

aureus (EMRSA) (NCTC 13142) was obtained from the National Centre of 

Biotechnology Information (NCBI) website.124 The oligonucleotide sequence 

design was carried out using the Primer3Plus online server.101 Parameters within 

this software were set to 50 mM monovalent salt, 1.5 mM divalent salt, and 250 

nM of DNA. For the table of thermodynamic parameters the setting “Santalucia 

1998” was used.102 For salt correction the formula set by “Owczarzy et al. 2004” 

was used.103 Internal folding of the sequence region selected by Primer3Plus was 

analyzed using the DINAMelt webserver104 and the oligoanalyzer webserver from 

Integrated DNA Technologies (IDT).125 Parameters were set to 58°C, 50 mM 

monovalent salt, 1.5 mM divalent salt, and 250 nM of DNA. Basic Local Alignment 

(BLAST) was carried out using the BLAST tools from the NCBI website.126  

4.2.2 Dye selection 

SERS spectra of fluorescent dyes were obtained from Renishaw Diagnostics Ltd. 

SERS spectra were plotted in one graph and a dye selection of three that could 

be resolved by eye was made. 

4.2.3 Cross reaction analysis 

Cross reaction analysis between the designed oligonucleotide sequences was 

carried out using the DINAMelt webserver104, and the oligoanalyzer webserver 

from Integrated DNA Technologies (IDT).125 

Hybridisation between two different strands was modelled using the function 

“hybridisation between two different strands” on the DINAMelt webserver, 
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setting applied were 250 nM DNA 50 mM monovalent salts, and 1 mM divalent 

salt. 104 Utilizing this server the hybridisation between two DNA strands A & B, 

folding of A and B, and homodimer formation between A & A as well as B & B are 

considered. 

Hairpin folding of an oligonucleotide strands was modelled using the 

oligoanalyzer from IDT and the hairpin function using the same conditions 

settings as mentioned above. This function models the formation of a hairpin 

loop within one strand of DNA for example hairpin folding of strand A. 125 

Hybridisation between two strands A & B was modelled using the function “Two 

state melt (hybridisation)” on the DINAMelt webserver using the same setting as 

mentioned above and energy rules for 25°C. Using this setting hybridisation 

between strand A & B is considered including possible mismatches. 
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These dyes emit fluorescence varied over the collection range i.e. FAM emission 

maximum at 520 nm, Cy3 emission maximum at 564 nm, TEX emission maximum 

at 613 nm to prevent saturation of the detector at a single position. These dyes 

can be resolved by eye using the 644 cm-1 Raman shift for the FAM dye, the 1389 

or the 1466 cm-1 peak for Cy3, and the 1506 cm-1 peak for the TEX dye. 

4.3.2 Assay design 

Assay designs were carried out as described in previous experimental sections 

2.2.1, 3.2.2, and 4.2.1 and the femA-SE and femA-SA and the mecA genes of 

Staphylococcus epidermidis and Staphylococcus aureus were used as model 

systems for specific DNA gene detection.23  

The MecA gene of Staphylococcus aureus was chosen as a third model system for 

the multiplex work. The sequence of the MecA gene gene (gene bank accession 

number X52593)23, 134 was obtained from the National Center for Biotechnology 

Information (NCBI).100 Primer3 online software was used to generate primers.102, 

103, 113 The primers and amplicon region were selected by the Primer 3 software 

allowing analysis for internal folding, and for hetro- and homo-dimer formation 

at 58°C using online software mFold, UNAFold and DINAmelt available from the 

Rensselaer Polytechnic Institute.102, 104, 114, 115 Finally the specificity of the primers 

was checked against other bacteria using NCBI BLAST.105  

The designed primer sequences are shown in Table 4.1. These sequences are 

specific to the MecA gene and are designed to generate a minimal amount of 

internal foldings. The Tm values are an indication of the temperature of which 

half the oligonucleotide strands in a sample are bound to their complements. 

Table 4.1 Overview of oligonucleotide sequences selected. 

Name Sequence 5’ → 3’ 

MecA Forward primer CATTGATCGCAACGTTCAATTT 

MecA Reverse primer TGGTCTTTCTGCATTCCTGGA 

MecA Internal probe TGGAAGTTAGATTGGGATCATAGCGTCAT 
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The region of genomic DNA selected by the Primer3 software was checked for 

internal sequence folding at 58 °C containing 50 mM monovalent salt and 1 mM 

divalent salt and sequence type linear using the DINAMelt Two state folding 

online software.104 

The positions of the primers within the mecA gene are indicated in yellow, whilst 

the regions most likely to fold are shown in red in Figure 4.2. The red areas were 

to be avoided as primer binding regions. 

ATGAAAAAGATAAAAATTGTTCCACTTATTTTAATAGTTGTAGTTGTCGGGTTTGGTATATATTTTTATGCTTCAAAAGATA

AAGAAATTAATAATACTATTGATGCAATTGAAGATAAAAATTTCAAACAAGTTTATAAAGATAGCAGTTATATTTCTAAAAG

CGATAATGGTGAAGTAGAAATGACTGAACGTCCGATAAAAATATATAATAGTTTAGGCGTTAAAGATATAAACATTCAGGAT

CGTAAAATAAAAAAAGTATCTAAAAATAAAAAACGAGTAGATGCTCAATATAAAATTAAAACAAACTACGGTAACATTGATC

GCAACGTTCAATTTAATTTTGTTAAAGAAGATGGTATGTGGAAGTTAGATTGGGATCATAGCGTCATTATTCCAGGAATGCA

GAAAGACCAAAGCATACATATTGAAAATTTAAAATCAGAACGTGGTAAAATTTTAGACCGAAACAATGTGGAATTGGCCAAT

ACAGGAACACATATGAGATTAGGCATCGTTCCAAAGAATGTATCTAAAAAAGATTATAAAGCAATCGCTAAAGAACTAAGTA

TTTCTGAAGACTATATCAACAACAAATGGATCAAAATTGGGTACAAGATGATACCTTCGTTCCACTTTAAAACCGTTAAAAA

AATGGATGAATATTTAAGTGATTTCGCAAAAAAATTTCATCTTACAACTAATGAAACAGAAAGTCGTAACTATCCTCTAGAA

AAAGCGACTTCACATCTATTAGGTTATGTTGGTCCCATTAACTCTGAAGAATTAAAACAAAAAGAATATAAAGGCTATAAAG

ATGATGCAGTTATTGGTAAAAAGGGACTCGAAAAACTTTACGATAAAAAGCTCCAACATGAAGATGGCTATCGTGTCACAAT

CGTTGACGATAATAGCAATACAATCGCACATACATTAATAGAGAAAAAGAAAAAAGATGGCAAAGATATTCAACTAACTATT

GATGCTAAAGTTCAAAAGAGTATTTATAACAACATGAAAAATGATTATGGCTCAGGTACTGCTATCCACCCTCAAACAGGTG

AATTATTAGCACTTGTAAGCACACCTTCATATGACGTCTATCCATTTATGTATGGCATGAGTAACGAAGAATATAATAAATT

AACCGAAGATAAAAAAGAACCTCTGCTCAACAAGTTCCAGATTACAACTTCACCAGGTTCAACTCAAAAAATATTAACAGCA

ATGATTGGGTTAAATAACAAAACATTAGACGATAAAACAAGTTATAAAATCGATGGTAAAGGTTGGCAAAAAGATAAATCTT

GGGGTGGTTACAACGTTACAAGATATGAAGTGGTAAATGGTAATATCGACTTAAAACAAGCAATAGAATCATCAGATAACAT

TTTCTTTGCTAGAGTAGCACTCGAATTAGGCAGTAAGAAATTTGAAAAAGGCATGAAAAAACTAGGTGTTGGTGAAGATATA

CCAAGTGATTATCCATTTTATAATGCTCAAATTTCAAACAAAAATTTAGATAATGAAATATTATTAGCTGATTCAGGTTACG

GACAAGGTGAAATACTGATTAACCCAGTACAGATCCTTTCAATCTATAGCGCATTAGAAAATAATGGCAATATTAACGCACC

TCACTTATTAAAAGACACGAAAAACAAAGTTTGGAAGAAAAATATTATTTCCAAAGAAAATATCAATCTATTAAATGATGGT

ATGCAACAAGTCGTAAATAAAACACATAAAGAAGATATTTATAGATCTTATGCAAACTTAATTGGCAAATCCGGTACTGCAG

AACTCAAAATGAAACAAGGAGAAAGTGGCAGACAAATTGGGTGGTTTATATCATATGATAAAGATAATCCAAACATGATGAT

GGCTATTAATGTTAAAGATGTACAAGATAAAGGAATGGCTAGCTACAATGCCAAAATCTCAGGTAAAGTGTATGATGAGCTA

TATGAGAACGGTAATAAAAAATACGATATAGATGAATAA 

Figure 4.2 The base numbers 390 till 664 of the mecA gene. In red is shown the region with an increased 

risk of internal folding of the template DNA. In yellow the positions of the selected primers. 

Oligonucleotide designs were carried out for both the SERS primer extension 

assay and the SERS primer digestion assay. Because there was only a slight 

difference in performance between the two assays and the SERS primer 

extension assay requires less oligonucleotide sequences (3 vs 4 per target). 
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The results of the SERS primer digestion assay design which requires a forward 

and reverse amplification primer and internal SERS primer are shown in Table 

4.2. 

Table 4.2 Overview of the selected oligonucleotide sequences for the femA-SE, MecA, and the femA-SA 

gene. Red bases represent mismatched bases. HEG represents an internal hexaethylene spacer molecule. 

Dye molecules are shown in either; green FAM, yellow Cy3, and dark red for TEX. 

Name Sequence 5’ → 3’ Tm (IDT 50mM 

mono 1mM 

divalent salt) 

Hairpin structure Tm(°C) and 

number of different 

structures 

femA-SE    

Forward CAACTCGATGCAAATCAGCAA 60.5  

Reverse GAACCGCATAGCTCCCTGC 63.5  

Probe TACTACGCTGGTGGAACTTCAAATCGTTATCG 68.0  

SERS primer TACTACGCTGGTGGAACTTCAAATCGTTATCG-HEG-

ATAAGGATTCGAAGTTCGACCAFAM 

68.0 58 -46.5, three structures 

MecA   

Forward CATTGATCGCAACGTTCAATTT 59.6  

Reverse TGGTCTTTCTGCATTCCTGGA 62.4  

Probe TGGAAGTTAGATTGGGATCATAGCGTCAT 66.2  

SERS primer TGGAAGTTAGATTGGGATCATAGCGTCAT-HEG-

ATGACACTAGGATCACAATGTAACCy3 

66.2 56.7 one structure 

femA-SA   

Forward AACAGCTAAAGAGTTTGGTGCCTTT 64.3  

Reverse AGTAAGTAAGCAAGCTGCAATGACC 64.1  

Probe GCATGCCATACAGTCATTTCACGCA 66.5  

SERS primer GCATGCCATACAGTCATTTCACGCA-HEG-TACTTGAAATGTCTGTATGTEX 66.5 58-46-45.4, multiple 

structures 

 

Parallel to the SERS primer digestion assay design designs for the SERS primer 

extension assay were carried out. To make SERS primer design easier cytosine 

bases in the complementary sequence were replaced by thymine bases creating 

a ‘wobble’ pair between thymine and guanidine in the hairpin structure.135, 136 
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These type of base pairs are less favourable than the standard Watson-Crick base 

pairs,137 and using these the hairpin structure could be destabilised without 

creating bulge loops. The results of the SERS primer digestion assay which 

requires a forward and reverse amplification primer and internal SERS primer are 

shown in Table 4.3. 

Table 4.3 Overview of the oligonucleotide sequences designed for the different assays. Red bases 

represent mismatched bases to reduce hairpin stability. Green bases represent overhang bases. 

Name Sequence 5’ → 3’ Tm (IDT 50mM mono 1mM 

divalent salt) 

Hairpin structure Tm (°C) 

and number of different 

structures 

femA-SE   

Forward CAACTCGATGCAAATCAGCAA 60.5  

Reverse GAACCGCATAGCTCCCTGC 63.5  

SERS Fw primer GATTTGTATTGATT-HEG-CAACTCGATGCAAATCAGCAA N/A 49.1 one structure 

SERS Rv primer GAGTTATGTGGT-HEG-GAACCGCATAGCTCCCTG N/A 55.8 one structure 

MecA    

Forward CATTGATCGCAACGTTCAATTT 59.6  

Reverse TGGTCTTTCTGCATTCCTGGA 62.4  

SERS Fw primer GAATGTTGTGATTAA-HEG-CATTGATCGCAACGTTCAATTT N/A 54.2 one structure 

SERS Rv primer GAATGTAGGGAGATTA-HEG-TGGTCTTTCTGCATTCCTGGA N/A 47 one structure 

femA-SA    

Forward AACAGCTAAAGAGTTTGGTGCCTTT 64.3  

Reverse AGTAAGTAAGCAAGCTGCAATGACC 64.1  

SERS Fw primer CCAAATTTTTTAGTTGTT-HEG-AACAGCTAAAGAGTTTGGTGCCTTT N/A 48.8 one structure 

SERS Rv primer CATTGTAGTATGTTT-HEG-AGTAAGTAAGCAAGCTGCAATGACC N/A 46.7 one structure 

 

All designs of the SERS primers form only the preferred hairpin loop which is an 

improvement over previous designs carried out for the SERS primer digestion 

assay. The preferred SERS primers have a hairpin Tm of 10-15 °C below the Tm of 
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the SERS primer priming region. The Tm of the hairpin of the preferred SERS 

primers is shown in black in Table 4.3. 

4.3.3 Cross reaction analysis 

After SERS primer designs the next step was cross reaction analysis between the 

SERS primers and other oligonucleotide sequences present in the reaction. The 

hybridisation between target and SERS primer needs to be the most preferred 

event for successful SERS primers, and the SERS primer is not allowed to bind any 

other oligonucleotides present in the assay, otherwise this might result in either 

a false positive or a false negative result. A schematic overview of the cross 

reactions for the SERS primer assays is shown in Figure 4.3.  

(A) SERS primer in uni-molecular double stranded form, (B) SERS primer in bi-

molecular double stranded form, (C) SERS primer bound to its preferred target 

DNA, (D) Interaction of two SERS primers via the dye labelled region, this event 

might cause poor performance of the SERS primer assay, (E) the dye labelled 

region of the SERS primer interacting with the reverse primer present in the 

assay. In a single SERS primer reaction this event is not problematic because the 

reverse primer is mainly build into the PCR product in case of a positive sample 

when the dye labelled region of the SERS primer is single stranded and free in 

solution in case of a negative sample, and the SERS primer will be in its closed 

format not generating strong SERS signals. However this event might cause poor 

performance of the SERS primer multiplex assay because an opened SERS primer 

could interact with free reverse primers of a second set present in the multiplex 

reaction, (F) the priming region of the SERS primer interacts with another primer 

which might cause problems as explained for event (E). Finally event (G) 

represents an interaction between the priming regions of two SERS primers and 

results in a false positive result. 
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Table 4.4 Hybridisation Tm absorbance (°C) of two strand hybridisation for the SERS primer digestion 

assay, modelled via the DINAMelt server function “hybridisation of two different strands”. Colour codes; 

red a Tm above the Tm of the SERS primer hairpin structure i.e. 45 °C, orange when the Tm was 10 °C below 

the Tm of the SERS primer hairpin structure i.e. between 45 and 35 °C, yellow when the Tm was 20 °C 

below the Tm of the SERS primer hairpin structure i.e. between 35 and 25 °C, and green when the Tm was 

below 25 °C. 

Hybridisation Tm (°C) of two strands No. 1 2 3 4 5 6 7 8 9 10 11 12

femA-SE Primer Forward 1 51

femA-SE Primer Reverse 2 46.7 42.1 

femA-SE SERS Primer Priming Region 3 49.8 46.1 49

femA-SE SERS Primer Self Complement 4 47.6 42.9 27 43.8 

MecA Primer Forward 5 50.1 48.4 50 48.8 49.9 

MecA Primer Reverse 6 42.8 38.3 43 58.5 47.3 34.7

MecA SERS Primer Priming Region 7 28.4 27 31 27.4 39.4 25.7 22.7 

MecA SERS Primer Self Complement 8 46.3 42 46 42.8 48.3 38.5 33.3 42

femA-SA Primer Forward 9 44.5 40.8 44 41.3 47.5 37.6 28 40.8 40 

femA-SA Primer Reverse 10 51.7 47.4 50 48.3 50.4 43.5 28 47 45 52.4 

femA-SA SERS Primer Priming region 11 43.2 39 43 32.5 47.2 35.3 25.8 39.1 38 43.5 36 

femA-SA SERS Primer Self Complement 12 34.7 32.3 37 32.5 43.8 30.1 24.5 33 33 34.8 34 27.4 

 

Table 4.5 Hybridisation Tm absorbance (°C) of two strand hybridisation for the SERS primer extension 

assay, modelled via the DINAMelt server function “hybridisation of two different strands”. Colour codes; 

red a Tm above the Tm of the SERS primer hairpin structure i.e. 45 °C, orange when the Tm was 10 °C below 

the Tm of the SERS primer hairpin structure i.e. between 45 and 35 °C, yellow when the Tm was 20 °C 

below the Tm of the SERS primer hairpin structure i.e. between 35 and 25 °C, and green when the Tm was 

below 25 °C. 

Hybridisation Tm (°C) of two strands No. 1 2 3 4 5 6 7 8 9 

femA-SE Primer Reverse 1 42.1 

femA-SE SERS Primer Forward Self Complement 2 35.3 16.6 

femA-SE SERS Primer Forward Priming Region 3 46.7 12.8 35.4 

MecA Primer Forward 4 48.4 47.9 50.1 49.9

MecA SERS Primer Reverse Self Complement 5 25.4 18.2 32.3 45 18.8

MecA SERS Primer Reverse Priming Region 6 38.3 29.9 35 47.3 22.9 34.7

femA-SA Primer Forward 7 40.8 35 44.5 47.5 30.1 37.6 39.8 

femA-SA SERS Primer Reverse Self Complement 8 27.7 19 30.3 44.2 19.3 25.5 29.1 19.6 

femA-SA SERS Primer Reverse Priming Region 9 47.4 43.9 45.2 50.4 32 43.5 45.1 26.2 52.4 

 

According to these results there is a significant amount of interactions between 

the oligonucleotides in the mixture. The majority of the calculations was found to 

be classified as either orange or even red which means an high chance of either 

false positive or false negative results. From Table 4.4 it can clearly be seen that 
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when oligonucleotide sequences with numbers 1, 5, and 10 are present in the 

reaction mixture, high Tm values were obtained. The same results were obtained 

in the SERS primer extension assay for oligonucleotide sequences with numbers 

4 and 9 in Table 4.5.  

Importantly these calculations model not only interactions between two 

oligonucleotide sequences but also folding and dimer formation thereof. 

Therefore hairpin folding analysis of the oligonucleotide sequences was carried 

out. Results in Table 4.6 show that oligonucleotide sequences with numbers 1, 5, 

and 10 possess a Tm for hairpin loop formation as indicated in red, again the 

same results were obtained for the oligonucleotide sequences numbers 3, 4, and 

9 designed for the SERS primer extension assay (Table 4.7). 

Table 4.6 Hairpin folding Tm values for the oligonucleotide sequences designed for the SERS primer 

digestion assay. Colour codes; red a Tm above the Tm of the SERS primer hairpin structure i.e. 45 °C, orange 

when the Tm was 10 °C below the Tm of the SERS primer hairpin structure i.e. between 45 and 35 °C, 

yellow when the Tm was 20 °C below the Tm of the SERS primer hairpin structure i.e. between 35 and 25 

°C, and green when the Tm was below 25 °C. 

Hairpin folding Tm (°C) No. 1 2 3 

femA-SE Primer Forward 1 52.9 45.9 

femA-SE Primer Reverse 2 38.7 30.9 24 

femA-SE SERS Primer Priming Region 3 34.7 31.8 32

femA-SE SERS Primer Self Complement 4 39.2 38

MecA Primer Forward 5 45.6 

MecA Primer Reverse 6 24 22.2 8.6

MecA SERS Primer Priming Region 7 37.4 

MecA SERS Primer Self Complement 8 27.4 21.5

femA-SA Primer Forward 9 33.2 26.6 23

femA-SA Primer Reverse 10 48.6 48.3 

femA-SA SERS Primer Priming region 11 26.8 22 12

femA-SA SERS Primer Self Complement 12 22.7 22.4 17 
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Table 4.7 Hairpin folding Tm values for the oligonucleotide sequences designed for the SERS primer 

extension assay. Colour codes; red a Tm above the Tm of the SERS primer hairpin structure i.e. 45 °C, 

orange when the Tm was 10 °C below the Tm of the SERS primer hairpin structure i.e. between 45 and 35 

°C, yellow when the Tm was 20 °C below the Tm of the SERS primer hairpin structure i.e. between 35 and 

25 °C, and green when the Tm was below 25 °C. 

Hairpin folding Tm (°C) No. 1 2 3 

femA-SE Primer Reverse 1 38.7 30.9 24.1

femA-SE SERS Primer Forward Self Complement 
2 -42.2 -42.7 -42.7

femA-SE SERS Primer Forward Priming Region 3 52.9 45.9

MecA Primer Forward 4 45.6 

MecA SERS Primer Reverse Self Complement 5 9 -565 

MecA SERS Primer Reverse Priming Region 6 24 22.2 8.6 

femA-SA Primer Forward 7 33.2 26.6 23.2

femA-SA SERS Primer Reverse Self Complement 
8 16.9 -37.2 

femA-SA SERS Primer Reverse Priming Region 9 48.6 48.3

 

These results indicate that the results obtained with the “hybridisation of two 

strands” analysis are strongly influenced by the formation of hairpin loops within 

the oligonucleotide structure. This does not directly mean that the SERS primer 

assays would fail, since hairpin folding of primers is not considered for direct 

failure of the SERS primer assays.  

When a two-state model was applied only considering the hybridisation event of 

oligonucleotide A & B the results shown in Table 4.8 and Table 4.9 were 

obtained. From these tables it can clearly be seen that there are no significant 

interactions between the different oligonucleotide species present in the mixture 

(light and dark green). Formation of homo-dimers was limited and only for the 

femA-SE SERS primer self complementary region a higher Tm value of 28.5 °C was 

found, which should not be problematic because the formation of the hairpin 

loop was previously found to be stronger (Tm 56-48°C). In the worst case this 

result would lead to a false positive result. Other yellow blocks were interactions 

found between the SERS primer self-complementary region and its priming 

region which was as expected. 
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Table 4.8 Two state melt (hybridisation) analysis of the SERS primer digestion assay. Light green was used 

for negative Tm values, dark green for Tm values below 25°C and yellow for Tm values between 25 and 

35°C. 

Two State Melt (Hybridisation) Tm (°C) No. 1 2 3 4 5 6 7 8 9 10 11 12 

femA-SE Primer Forward 1 -20.1 

femA-SE Primer Reverse 2 -11.6 -24 

femA-SE SERS Primer Priming Region 3 -1 -15.9 -33

femA-SE SERS Primer Self Complement 4 -41.5 -43.9 34 28.5

MecA Primer Forward 5 9.5 -18 0.2 -14 18.3 

MecA Primer Reverse 6 -14.5 -27.7 -18 -2 -27.7 -6

MecA SERS Primer Priming Region 7 -5.5 -6.8 20 -32 14.1 -13 -4.2 

MecA SERS Primer Self Complement 8 -41.2 -26.5 -3.8 -34 -1.6 -18 34.5 -4.2 

femA-SA Primer Forward 9 -2.1 -32.4 0.6 -15 -24.4 0.3 -27.4 -34.2 -2 

femA-SA Primer Reverse 10 -4.1 -28.7 -31 -55 -2.5 3.1 -14.2 -29.4 0.8 11.8 

femA-SA SERS Primer Priming region 11 -17 -23.2 0.8 -26 -49.5 -27 -4.9 -10.7 -7.9 11.7 12.7

femA-SA SERS Primer Self Complement 12 -34.3 -47.3 -21 -32 -27.1 -29 -32.1 -16.1 -29 -9.7 32.7 -46.2 

 

Table 4.9 Two state melt (hybridisation) analysis of the SERS primer extension assay. Light green was used 

for negative Tm values, dark green for Tm values below 25°C and yellow for Tm values between 25 and 

35°C. 

Two State Melt (Hybridisation) Tm (°C) No. 1 2 3 4 5 6 7 8 9 

femA-SE  Primer Reverse 1 -12 

femA-SE  SERS Primer Forward Self Complement 2 -71.2 -111

femA-SE  SERS Primer Forward Priming Region 3 -11.6 13.9 -20.1 

MecA  Primer Forward 4 -18 -22.8 9.5 18.3

MecA  SERS Primer Reverse Self Complement 5 18.7 -53.4 -24.9 -18.6 -76.1 

MecA  SERS Primer Reverse Priming Region 6 -27.7 -71.2 -14.5 -27.7 3.5 -6

femA-SA  Primer Forward 7 -24.2 -69.2 -2.1 -24.4 -33.8 0.3 -2 

femA-SA   SERS Primer Reverse Self Complement 8 -30.7 -85.3 -59.7 -38 -33.9 -38.9 -43.7 -53 

femA-SA   SERS Primer Reverse Priming Region 9 -1.5 -13.2 -4.1 -2.5 -32.2 3.1 0.8 7.9 11.8 

 

According to the latest cross reaction analysis results it seems feasible to perform 

multiplex detection assays using the SERS primers in both types of assays the 

SERS primer digestion and the SERS primer extension. 
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4.4 Conclusions 
A selection of dyes for multiplex pathogen detection has been made. Assay 

designs for the SERS primer digestion, and the SERS primer extension assay were 

made successfully, followed by cross reaction analysis of the oligonucleotides 

required for the multiplex detection.  

With the first model it seemed that there was a very high level off cross reactivity 

when the SERS primers were analysed in computational models which combined 

with the positive to negative sample discrimination in the PCR reaction of 2:1 are 

likely to result in poor performance or in worst case failure of the assay. However 

after re-analysis using separate models the cross reactivity could be addressed 

and assigned as not problematic. 

After more detailed analysis the results indicate that it is feasible to perform a 

multiplex detection using both types of assays. However it was decided to 

postpone the final multiplex detection part of the project and investigate assay 

systems that requires less complex designs.  
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5 POSITIVELY CHARGED 

NANOPARTICLES FOR 

DNA DETECTION BY 

SERS 
5.1 Introduction 
For the analysis of DNA by SERS, negatively charged silver nanoparticles have 

mainly been used in aqueous solution.86, 138 In the method developed by Bell et 

al. DNA strands were adsorbed onto metal surfaces with direct interaction of 

nucleotide chains with the metal surface and the addition of magnesium 

sulphate facilitated aggregation of the nanoparticle to improve the SERS 

detection.86 To improve sensing performance Graham et al. added small 

molecules with positively charged functional groups as aggregating agents and to 

overcome the electrostatic repulsion between the negatively charged DNA 

phosphate groups and the metal surface and further enhancing the SERS 

detection.139, 140 

Amongst reported aggregating agents, the polyamine spermine offered high 

SERS sensitivity when used in combination with negatively charged particles 

acting as a sandwich molecule bringing dye-labelled DNA molecules close to the 

particle surface and further aggregating the nanoparticles.141 However, spermine 

itself can interact with free DNA in solution inducing its agglomeration.142 On one 

hand this detection approach offered high sensitivity, however the bi-functional 



Cationic nanoparticles for DNA detection by SERS 

102 

nature of spermine in this system might lead to over aggregation compromising 

the stability of the system rendering stable SERS more difficult over time. As 

such, controlling the aggregation of the nanoparticles143 and the interparticle 

distance have become important considerations for SERS analysis.144  

A more simplified alternative approach for detection of DNA is to use positively 

charged nanoparticles ensuring electrostatic attraction between the analyte and 

the enhancing substrate. Several different types of nanoparticles with a positive 

surface charge have been reported. Gill et al. recently employed 

hexadecyltrimethylammonium bromide (CTAB) capped silver nanoparticles in 

SERS-based detection of dye-labelled DNA.145 Although this method brings 

effective adsorption of the negatively charged analytes, the CTAB double layer 

surrounding the nanoparticles hampers, on the one hand, the SERS sensitivity 

due to its intrinsic shell thickness and, on the other hand, limits the nanoparticle 

stability to the presence of a significant concentration of unbound surfactant in 

solution. As an alternative, positively charged polymers such as poly-L-Lysine 

(PLL) and polyethyleneimine (PEI) have been employed in the preparation of gold 

and silver nanoparticles.146-148 Although polymer coated particles may improve 

overall stability of the particle ligand shell, large interparticle gaps are formed 

during the formation of particle clusters substantially limiting the SERS sensing 

performance. Polymer coated particles can also present high background signals 

which compromises both the multiplexing potential of SERS and decreases the 

distinction of the analyte signals from the particle background. 

In chapters two and three it has been shown that negatively charged silver 

nanoparticles (EDTA and citrate) in combination with SERS detection could be 

used for discrimination between ds and ssDNA with an increased SERS response. 

In order to generate a signal upon the presence of a DNA target molecule a 

double stranded SERS probe was used. In this system the target DNA sequence 

was in competition with the labelled part of the SERS probe. A more intense SERS 
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5.2 Experimental 

5.2.1 Materials 

All materials were obtained from Sigma Aldrich unless stated otherwise. 

5.2.2 Buffers 

Phosphate buffered saline (PBS) was obtained from Oxoid Limited (Basingstoke, 

Hampshire, England). One tablet was dissolved in 100 mL Milli Q water, and the 

solution was sterilised in an autoclave for 15 min at 121°C. 

5.2.3 Oligonucleotide sequences 

Oligonucleotide sequences were HPLC purified and obtained from ATD Bio 

(Southampton) and dissolved in DEPC treated water (Bioline). An overview is 

provided in Table 5.1. 

Table 5.1 An overview of oligonucleotide sequences used. (T* is 5-propargylamine-2'-deoxyuridine). 

No. 5’3’ 5’ label 

1 TGCTTGAAATGTCTGTATGGGATGC FAM 

2 GCATCCCATACAGACATTTCAAGCA  

3 T*CT*CT*CT*CT*CT*CGCGTCATCGTATACACAGGAGCAG Cy5 

5.2.4 Glassware preparation for positively charged nanoparticles 

preparation and storage 

To prevent attachment of positively charged nanoparticles to glass surfaces, vials 

used for particle preparation and storage were coated with polyethyleneimine 

(PEI).149 Briefly, prior to use all glassware was cleaned with chromic acid 

overnight and extensively rinsed with milli-Q water and dried in N2 flow. The 

glassware was then filled with 0.2% w/w PEI aqueous solution and incubated for 

2h. Vials were then rinsed once with milli-Q water and dried with N2 flow. 

5.2.5 Preparation of positively charged Silver nanoparticles 

To 10 mL aqueous AgNO3 (1 mM) 0.1 M spermine hydrochloride was added (5 

µL) and the mixture was degassed for 30 min under N2 flow, protected from light. 

Subsequently, under vigorous stirring, 25 µL of aqueous NaBH4 (0.1 M) was 
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quickly added to the solution and stirred for 20 min. Particle formation was 

immediately observed as the colour of the dispersion turned bright yellow. 

Formation of the particles was verified by UV-visible spectroscopy observing a 

typical plasmon resonance peak in the 390-400 nm wavelength range. 

Following this preparation method, silver nanoparticles (AgNPs) stabilised with 

branched PEI (bPEI), spermidine, and ethylenedioxydiethylamine were prepared. 

5.2.6 Poly-L-Lysine Stabilised AgNPs 

Au-Ag core/shell nanoparticles of 45 nm diameter were prepared following the 

two-step particle seeded growth method.150 Briefly, 40 µmoles of AgNO3 were 

added to 125 mL of milli-Q water and heated to boiling, protected from light. 

Subsequently, 5 mL of gold nanoparticles (14 nm gold seeds) were added, 

followed by addition of 1% w/w aqueous trisodium citrate (22 µmol). The 

mixture was refluxed for 30 min under vigorous stirring. Subsequently, to further 

stabilize the particles, 5 mL of 1% w/w aqueous trisodium citrate was added and 

further refluxed for 1h. The particles were filtered through a 0.45 µm Millipore® 

filter and further centrifuged (500·g, 10 min) to remove any large aggregates 

before further functionalization with thioctic acid.  

Citrate stabilised Au-Ag nanoparticles were further functionalized with thioctic 

acid in a ligand exchange reaction. Typically, to 10 mL nanoparticle dispersion, 

methanolic solution of thioctic acid (2.5 µL, 40 mM) was added and left stirring 

for 3 h protected from light. The excess ligand was removed by centrifugation 

(1073·g, 15 min) and re dispersion in milli-Q water.  

The attachment of poly-L-lysine (PLL) was achieved by EDC/sulfo-NHS coupling 

reaction. Briefly, 600 µL of the nanoparticle dispersion was diluted in 10 mL of 

milli-Q water and 1.5 µL of an aqueous (N-(3-dimethylaminopropyl)-N’-

ethylcarbodiimide hydrochloride) (EDC) 200 mM solution was added along with 

50 mM aqueous N-hydroxysulfosuccinimide (sulfo-NHS) in 1:1 molar ratio and 

left for 30 min protected from light in order to activate the COOH functionality. 
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Subsequently the sample was divided into smaller aliquots and to each aliquot 

containing 0.8 mL of activated COOH 0.05% w/w aqeous solution of PLL was 

added (200 µL) and left overnight. Particles were then purified by centrifugation 

(2415·g, 20 min) and redispersed in milli-Q water. 

5.2.7 Cetyltrimethylammonium bromide stabilised AgNPs 

Cetyltrimethylammonium bromide (CTAB) stabilised silver nanoparticles (Ag-

CTAB) were prepared according to literature reference.151 Briefly, two solutions 

were prepared: A) 20 mL of an aqueous solution containing 2 mM AgNO3, 0.4 M 

NH4OH, 0.5 mM CTAB and B) 20 mL of an aqueous solution containing 8 mM 

NaBH4 and 0.5 mM CTAB. The solutions A and B were then cooled for 10 min in 

an ice bath. Subsequently under vigorous stirring solution B was added dropwise 

to solution A in an ice bath. After 2 min the solution turned yellow indicating the 

formation of the Ag-CTAB nanoparticles and left stirring for further 3h protected 

from light. Subsequently the particle dispersion was brought to boil rapidly, 

refluxed for 10 min and then cooled to room temperature. 

5.2.8 Silver citrate nanoparticles 

All glassware was cleaned with aqua regia and thoroughly rinsed with distilled 

water. Ag-citrate nanoparticles were prepared according to the Lee & Meisel 

procedure.70 A clean three necked round bottom flask was filled with 500 mL of 

Milli Q water. The solution was heated to 45 °C with a Bunsen burner under 

continuous stirring with a glass stirrer. Then silver nitrate (90 mg dissolved in 10 

mL of Milli Q water) was added. The solution was heater further to 98 °C. Tri-

sodium citrate (100 mg in 10 mL Milli Q waer) was added and the solution was 

kept at 98 °C for 90 min and afterwards allowed to cool to room temperature. 

5.2.9 Characterisation of Ag-nanoparticles 

5.2.9.1 Dynamic light scattering 

The hydrodynamic radius of the nanoparticles were measured by DLS on a 

Malvern HPPS particle sizer. Fifteen replicate measurements were taken from 
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each sample and the average value reported. A standard sample consisting of 

commercially available Nanosphere™ Size Standards (Thermo Scientific Fremont 

CA.) 40 nm polymer microspheres in water were used as a standard before each 

set of measurements. 

5.2.9.2 Scanning electron microscopy 

For the particle sample depositions silicon wafers (Agar Scientific) were cleaned 

with methanol and oxygen plasma (Diener electronic femto oxygen plasma 

cleaner, 72 cm3/min gas flow) to produce a negatively charged surface for better 

adhesion of the cationic particles. Imaging was carried out on a Sirion 200 

Schottky field-emission electron microscope (FEI) operating at an accelerating 

voltage of 5 kV. Image analysis was carried out using Image J, v1.43u. 

5.2.9.3 UV-Visible spectroscopy 

UV-Vis spectroscopy was carried out on a Varian Cary 300 BIO 

spectrophotometer using 1 cm path quartz cells. Nanoparticle concentrations 

were calculated by Beers law using the extinction coefficient for silver 

nanoparticles (diameter of 30 nm) of 1.85·1010 M-1 cm-1, derived from 

literature.106 

5.2.9.4 ζ-potential 

The ζ (Zeta) potential measurements were carried out using a Malvern 2000 

Zetasizer, using the default method protocol and a minimum sample volume of 3 

mL. Before each measurement a standard solution of -63.0 ± 6.8 mV was 

measured.  

5.2.10 Surface enhanced Raman scattering 

Samples were prepared with 90 µL of the nanoparticles and 10 µL of the DNA 

solution in water, these samples were prepared in triplicate in PMMA micro-

cuvettes and analysed using an Avalon probe system Ramanstation R3 optical 

fibre with a 532 nm diode laser excitation with approximately 24 mW laser 

power at the sample. Typical integration times were 1 second and 3 
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accumulations. Data analysis was carried out using the xanthene ring C-C 

stretch110, 111 of the fluorescent dye 5-carboxyfluorescein (5-FAM) at 1632 cm-1 in 

the spectrum. 

5.2.11 Preparation of double stranded DNA 

Double stranded DNA was made by adding 5 µL of FAM labelled DNA (400 nM) to 

5 µL of its complementary DNA (400 nM) in 10 µL PBS (140 mM sodium chloride, 

5.11 mM potassium, 8.1 mM Na2HPO4,and 1.47 mM KH2PO4 pH 7.4) and in case 

of single stranded DNA 5 µL water was used. These samples were hybridised in a 

thermo-cycler (Agilent Stratagene MX3005P) by 95°C for 5 min and cooling to 

room temperature by 2 degrees per second. Afterwards these samples were 

transferred to PMMA microcuvettes and 180 µL of Ag-spermine nanoparticles 

was added followed by SERS analysis. 

5.2.12 Laser intensity measurements 

The laser intensity measurements were carried out using a Thorlabs PM100D 

laser intensity meter equipped with a Thorlabs S130C sensor. The laser intensity 

at the sample was ~ 24 mW. 
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5.3 Results and discussion 
Firstly, silver nanoparticles reported in literature as well as novel positively 

charged silver nanoparticles were prepared. This was followed by 

characterisation of the nanoparticles. Then detection of DNA was carried out to 

investigate the SERS performance of the different types of nanoparticles, and 

finally detection of ds and ssDNA detection to determine the discrimination 

between double and single stranded DNA with the optimised Ag-positive 

particles. 

5.3.1 Nanoparticles synthesis 

Preparation of stable positively charged silver nanoparticles using cationic ligands 

as the stabilising molecules, which prevents interparticle aggregation via 

electrostatic repulsion producing a stable colloid in aqueous solution was carried 

out. This allows the creation of a ligand shell with an overall positive surface 

charge. The following nanoparticles were prepared according to the different 

procedures reported in the experimental section; Ag-CTAB, Ag-bPEI, Ag-PLL, Ag-

spermine, Ag-spermidine, and Ag-ethylenedioxydiethylamine. 

These particles bring several advantages. Firstly, by anchoring cationic ligands 

onto the particle surface, the negatively charged analyte adsorbs onto the 

nanoparticle surface via controlled electrostatic interaction through charged 

secondary amine moieties readily available on the particle surface with either the 

phosphate backbone and/or DNA bases.152, 153 Secondly, the addition of 

aggregation agents is no longer needed in order to obtain SERS signals. The DNA 

induces nanoparticle aggregation allowing straightforward DNA detection by 

SERS. In this way reducing the number of variables and aggregation dynamics are 

more controlled, rendering these particles very attractive for quantitative DNA 

analysis by SERS. Thirdly, as DNA sequences are positioned in the interparticle 

hot spots and close to the nanoparticle surface, high SERS sensing performance, 

in terms of sensitivity, is efficiently provided. 
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5.3.2 Silver nanoparticle characterisation 

Characterisation of the different types of silver nanoparticles was carried out by 

dynamic light scattering (DLS) for determination of the hydrodynamic radius of 

the nanoparticles, scanning electron microscopy (SEM) to determine the average 

nanoparticle core size, UV-Vis spectroscopy to determine the concentration of 

the nanoparticles, and ζ potential measurements to determine the nanoparticle 

surface charge. Finally the SERS background of the nanoparticles was 

investigated. 

5.3.2.1 Determination of the hydrodynamic radius of the nanoparticles 

The hydrodynamic radius of the nanoparticles was obtained with dynamic light 

scattering (DLS) measurements. In Table 5.2 positively charged silver 

nanoparticles found in the literature, as well as novel silver nanoparticles 

stabilised with similar length ligands; spermine, spermidine, 

ethylenedioxydiethylamine. All hydrodynamic diameters were between 45 and 

77 nm. 

Table 5.2 Hydrodynamic radius of the silver nanoparticles used. 

 Mean Count Rate kcps-1 Peak d.nm-1

Ag-citrate 231.1 63 

Ag-bPEI 440.7 75.7 

Ag-CTAB 153 76.3 

Ag-PLL 368 54.5 

Ag-ethylenedioxydiethylamine 338.5 45.1 

Ag-spermidine 386.3 47.4 

Ag-spermine 209.7 55.4 

5.3.2.2 Scanning electron microscopy 

Figure 5.2 shows SEM images of positively charged silver nanoparticles (Ag-

spermine and Ag-bPEI). According to the SEM images these nanoparticles 

possess the same spherical morphology. 
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5.3.2.4 ζ-potential 

The surface charge of the nanoparticles was determined with ζ potential 

measurements, the obtained results are shown in . 

Table 5.3. 

Table 5.3 ζ potential measurements 

Nanoparticles Zeta (mV) Error ± 

Ag-Citrate -37.7 ± 2.0 

Ag-bPEI +42.0 ± 7.04 

Ag-CTAB +18.0 ± 1.9 

Ag-PLL +37.0 ± 0.8 

Ag-ethylenedioxydiethylamine +42.4 ± 11.4 

Ag-spermidine +44.2 ± 13.3 

Ag-spermine +46.7 ± 7.97 

 

All particles prepared had a surface charge of at least + 35 mV which means the 

colloidal solution is stable, an exception were the Ag-CTAB nanoparticles that 

had a surface charge of + 18 mV which means these particles were less stable. 

The negatively charged Ag-Citrate nanoparticles had a surface charge of – 35 mV 

which also means these particles were a stable colloid. 

5.3.2.5 Polymer coating leakage test by SERS 

Importantly, nanoparticle synthesis was performed in glass vials that were pre-

coated with a positively charged polymer (bPEI) to prevent binding of the 

positive nanoparticles to the normally negatively charged glass walls. 

A leakage test was carried out to determine the carryover of PEI coating polymer 

to the nanoparticles synthesised in the glass by SERS. Glass vials coated with bPEI 

were tested for leakage by analysing the washing and comparing it to a reference 

sample containing bPEI. Significant SERS signals were obtained from the 
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5.4 Conclusions 
In conclusion, spermine stabilised silver particles with a positive surface charge 

are particularly suitable as platforms for detection of dye labelled DNA with 

surface enhanced Raman scattering. Ag-spermine particles for the direct 

detection of negatively charged 5-carboxyfluorescein labelled DNA, and 

compared them to other positively charged nanoparticles found in the literature. 

Introduction of the analyte to the Ag-spermine nanoparticles resulted in their 

aggregation giving rise to intense and stable SERS spectra for up to at least 120 

min. Addition of aggregating agents or diluents were not required significantly 

simplifying quantitative SERS analysis. In addition the Ag-spermine nanoparticles 

showed a limited background signal, which is of particular importance for 

sensitive analysis of multiple analytes in solution. The affinity of the spermine 

functionalised particles for ssDNA was found to be greater than ligands of similar 

length with lower charge.  

When comparing the SERS intensities of dye labelled ds and ssDNA slightly higher 

intensities were found for dsDNA, however the discrimination between ds and 

ssDNA with the Ag-spermine nanoparticles was found to be less when compared 

to the negatively charged nanoparticles presented in Chapter two and three. 

Therefore negatively charged nanoparticles are thus far the preferred 

nanoparticles for DNA detection assays exploiting the discrimination between ds 

and ssDNA. 
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6 CONCLUSIONS 
From Chapter 2 SERS primers we can conclude that SERS primers can used to 

specifically detect DNA sequences with or without the use of the PCR. 

A new positive SERS assay that can discriminate between target and no target 

DNA in a homogenous sample without additional separation steps was 

developed. Starting from a bacterial culture, DNA was isolated, a specially 

designed primer was incorporated into the PCR products and the presence or 

lack of target was identified within two hours. The high multiplexing capabilities 

of SERS make this a very promising approach for future DNA analysis. This 

method has the potential for single molecule detection of nucleic acid targets in 

a positive manner when SERS is combined with PCR and this is the first step 

towards a highly competitive SERS based molecular diagnostic assay. 

In Chapter 3 The mode of action of SERS primers and probes we concluded that 

the use of the SERS primers as internal probes being digested by the 5’  3’ 

exonuclease activity of the DNA polymerase leads to higher reproducibility. 

Important factors for the performance of the positive SERS primer and probe 

assays were investigated utilizing a synthetic model. The demonstration and 

evaluation of four novel separation free SERS assays for the specific detection of 

pathogen DNA has been carried out. These assays prove that SERS is a reliable 

and competitive technique to fluorescence for direct target DNA detection with 

or without the use of PCR. The use of partly self-complementary uni-molecular 

oligonucleotide sequences for the SERS primer significantly increased the 

contrast between positive and negative samples within the synthetic assay. The 

results have shown that a SERS primer or probe to target ratio of 0.5 could be 

detected and when increasing the target to probe ratio significantly higher SERS 

signals were obtained for all SERS probe models. For the detection of PCR 

products it was best to use the internal SERS probe digestion assay because with 
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this assay no false negative results were obtained. A significant cost reduction 

was achieved when using bi-molecular SERS primers and probes coupled to the 

PCR without any compromises towards sensitivity or selectivity. 

In Chapter 4 it was shown that multiplexed pathogen detection using SERS 

primers seems to be feasible according to the cross reaction analysis. A selection 

of dyes for multiplex pathogen detection was made. Assay designs for the SERS 

primer digestion, and the SERS primer extension assay were made successfully, 

followed by cross reaction analysis of the oligonucleotides required for the 

multiplex detection. The results indicate that it is feasible to perform a multiplex 

detection using both types of assays. However it was decided to postpone the 

final multiplex detection part of the project and investigate assay systems that 

require less complex designs. 

In Chapter 5 spermine stabilised silver particles with a positive surface charge are 

particularly suitable as platforms for detection of dye labelled DNA with surface 

enhanced Raman scattering. Herein we have used these particles for the direct 

detection of negatively charged 5-carboxyfluorescein labelled DNA, and 

compared them to other positively charged nanoparticles found in the literature. 

Introduction of the analyte to the Ag-spermine nanoparticles resulted in their 

aggregation giving rise to intense and stable SERS spectra for up to 120 min. 

Addition of aggregating agents or diluents were not required significantly 

simplifying quantitative SERS analysis. In addition the Ag-spermine nanoparticles 

showed a limited background signal, which is of particular importance for 

sensitive analysis of multiple analytes in solution. The affinity of the spermine 

functionalised particles for ssDNA was found to be greater than ligands of similar 

length with lower charge. These particles may even be useful for detection of 

unlabelled DNA obtaining the Raman specific bands of the DNA bases.  

Due to their ease of preparation and herein described advantages, these 

particles might find widespread use in the detection of other negatively charged 

analytes, improving sensitivity and allowing direct SERS analysis, circumventing 
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the need for additional aggregating agents, and this providing extended sample 

stability over the conventional SERS methods. 

Overall conclusions, to make best use of the SERS multiplex capabilities for DNA 

detection, it is important to develop an assay method that is sensitive towards 

the analytes, has low risk of sample contamination, and multiplex capabilities are 

not limited by other factors in the assay method. A closed tube real time PCR 

SERS project could be a method that is closed tube, with PCR-based sensitivity 

and offers fully quantitative SERS multiplex capabilities. The ultimate goal of 

closed tube PCR less detection of biomolecules requires further work, on the 

sensitivity of the assays. 
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7 FURTHER WORK 
The SERS primers incorporated into PCR product and when used as an internal 

digestion probe in the PCR, perform as expected. However discrimination 

between positive and negative samples obtained was 4:1 in the best cases, 

therefore optimisations and new investigations into the discrimination might 

improve overall assay performances. When using the SERS primers as internal 

probes an extra level of specificity was created, therefore universal primers can 

be used to minimize the number of oligonucleotide sequences needed to detect 

multiple targets. The latter method was not investigated in this study but is 

considered for further work. Additionally, the multiplexed pathogen detection 

using the SERS primer assays should be performed. 

Cationic nanoparticles have been successful for the detection of ssDNA and 

dsDNA by SERS. However little SERS signal intensity difference was observed 

between ds and ssDNA when compared to the assay system using negatively 

charged silver nanoparticles. Therefore a further investigation of the spermine 

and DNA interaction needs to be performed to investigate sequence 

dependencies. Finally an investigation of the possibilities of label free detection 

using these particles might be a very interesting opportunity. 

In future, a closed tube real time PCR SERS project could be a method that is 

closed tube, with PCR-based sensitivity and offers fully quantitative SERS 

multiplex capabilities.  

A schematic representation of a proposed assay to make a real time PCR SERS 

assay is demonstrated together with the detection system in Figure 7.1. This 

assay consists of the Plexor PCR assay introduced in the introduction modified 

onto nanoparticles to create a SERS active complex upon DNA amplification. 

Primer sequences were bound to silver nanoparticles and upon extension of the 
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Initial experiments on the PlexSERS assay were not successful possibly due to 

multiple reasons including non-optimised functionalised nanoparticles, and SERS 

conditions. In further work, focus on the nanofabrication while continuously 

monitoring the effects on SERS is advised. 

Alternatively detection of pathogens without target amplification remains 

interesting, this approach would reduce the risk of contamination and the time 

to result. The ultimate goal of closed tube PCR less detection of biomolecules 

requires further work, on the sensitivity of the assays. 
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