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Abstract

Due to their sensitivity and flexibility, metamaterial structures such as nanoantennas
have widely been employed as label-free optical sensors for organic compounds. Detec-
tion has so far mostly exploited sensors with a single plasmonic resonance. By optimis-
ing the geometry of asymmetric split-H (ASH) resonators fabricated on zinc selenide, we
have produced a total of four distinct plasmonic resonances that could be matched with
six molecular vibration wavelengths (for O—H, C—H, C=0, C=C, C=C—H and C—-C
bonds) which are relevant to the detection of four estrogenic hormones: estrone (E1),
178-estradiol (E2), estriol (E3) and synthetic estrogen; 17a-ethinyl estradiol (EE2).
Specifically, sensitivities of 363 nm/RIU and 636 nm/RIU were achieved from the de-

position of E2 on ASH; (2 pym and 4 pm) and ASH» (5 um and 8 um) respectively. The
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amplitudes of the molecular vibrational resonances were also around 500 times greater
when matched with the plasmonic resonances of the ASHs as compared with deposi-
tion on bulk ZnSe substrates. Finally, when mixtures of two hormones were deposited
on the nanoantennas, the molar ratio for each of the hormones could also be calcu-
lated by using the peak intensities for the different molecular vibration wavelengths.
By engineering the spectral response of ASH resonators to match specific estrogenic
fingerprints, the work paves the way for the development of metamaterial sensors with

better specificity and enhanced functionalities.
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Introduction

Estrogenic hormones are a class of endocrine-disrupting compounds (EDC) have been found
in various environmental water. Estrogens in the environment mainly originate from hu-
man and animal excretions and from industrial and agricultural waste.' They have been
found at low concentrations in surface and groundwater, due to their poor solubility.* EDC
contamination can also be found in food, in water supplies and in consumer products - and
can lead to adverse health effects, particularly with regard to reproduction and develop-

mental growth.® The EU has recommended monitoring these compounds in environmental



waters because of the potential harm to aquatic species, such as alterations of sexual de-
velopment. 297 Traditional analytical methods are mostly employed to measure estrogens -
such as gas chromatography (GC), high-performance liquid chromatography (HPLC) cou-
pled with mass spectrometry (MS) and immunoassays.»? 2 HPLC and GC methods are
typically highly automated, very sensitive and highly specific for the detection and quan-
tification of multiple species at trace level. Although these methods provide accurate and
sensitive detection, they are expensive, require highly skilled operators, present a very long

turnover between sampling and results and cannot be deployed in the field.!?

Estrone (E1), 175-estradiol (E2) and estriol (E3) are natural estrogenic hormones; while
17a-ethinyl estradiol (EE2) is the most common synthetic estrogen.™'*!5 E2 is the most
potent and abundant hormone found in females.® E1 can be found in the human body after
the menopause and is less biologically active than E2.' EE2 remains longer time in the body
than natural estrogens and it is used in contraceptive pills and as a post-menopausal hor-
mone replacement. % E3 it is produced by the placenta during pregnancy and is practically
insoluble in water. It is also the least potent hormone of the four, however it is most abun-
dant during pregnancy. Estrogenic hormones can also have negative effects on physiological
processes; for example, breast and endometrial cancer can occur if there is insufficient or too

much estrogen in the body.!”

The four estrogenic hormones share the same tetracyclic molecular structures comprising
a phenolic ring (A), two cyclohexanes (B and C) and one cyclopentane (D) ring, as shown
in Table 3.6 All the estrogens have the same phenolic group on the A-ring. The differences
between the four estrogenic hormones are the substituents on the D-ring at the position Cyg
and Cy;. E1 has a carbonyl group at Cy7, E2 has a hydroxyl group at C;7, E3 and EE2 have

the two-hydroxyl group at C,4 and Cy5.



Much research has been performed to develop sensitive methods for the detection of
different environmental contaminants in water. Recently, studies on the use of infrared
vibrational spectroscopy shown promising performance for environmental monitoring. Of
particular interest are optical sensors based on plasmonic nanostructures that have been in-
troduced to combine high sensitivity with compact size.'® By applying an organic analyte at
the metal-air interface of metamaterial structures, the characteristic molecular vibrations of
the analyte can be detected and enhanced when their spectrum coincides with the plasmonic
resonant wavelengths. The resultant red-shift in the plasmonic resonance can be measured
for use as an optical biosensor. %! This plasmonic resonant coupling is known as surface en-
hanced infrared absorption (SEIRA) spectroscopy. An early work by Neubrech et al. in 2008
has demonstrated resonant coupling between nanorods with the deposition of a nanometre
thick layer of self-assembled monolayer octadecanethiol (ODT). The molecular signals of the
ODT were strongly enhanced when coupled with the plasmonic resonant behaviour.?? Later,
detection of the same ODT molecules with split-ring resonators has been demonstrated by
Cubukcu et al. and Wu et al.?>?* This technique has also proved effective on several types of
molecular vibrations in both proteins and non-biological, organic thin-films - and for doping

of metal oxides.?>2?

Here, we present the fabrication and characterization of plasmonic metamaterial nanos-
tructure arrays based on asymmetric split H-shape (ASH) structures on a zinc selenide
(ZnSe) substrate that have been designed and optimized to produce plasmonic resonances
that match the molecular vibrations of E1, E2, E3 and EE2. A ZnSe substrate was chosen
because of its high refractive index and large transparency window that enables detection
over a broad wavelength range - from 600 nm to 21 pym. Finite-difference time-domain sim-
ulations with Lumerical were carried out to design a multiband molecular sensor for the
detection of the estrogenic hormones in the mid-infrared wavelength range between 2 um

and 8 um. Two geometries of ASH resonators, labelled as ASH; and ASH,, were selected,



fabricated and tested. The resonances measured at normal incidence using a microscope-
coupled Fourier Transform Infrared (FTIR) spectrometer showed that the distinct plasmonic
resonances match closely with the six molecular bond vibration resonances (for O—H, C—H,
C=0, C=C, C=C—H and C—C bonds - see Table 1) typical of estrogens. Additionally, we
show that in a mixture of two estrogens the contribution of each estrogen could be separated

and quantified.

Results and discussion

Chemical characterisation of the estrogenic hormones

The FTIR spectra of the estrogenic hormones were recorded over the broadband range from
1.25 pm to 16.67 um (8000 — 600 cm™1).%° Between 4.2 pum and 4.3 ym (2380 and 2300 cm ™),
all spectra displayed two peaks from the asymmetric stretching modes of atmospheric CO,
— while the intramolecular stretching vibrations from atmospheric water vapour were visible
in the region between 2.50 ym and 2.85 pym (4000 and 3508 cm™!). On the presented figures
the CO4 peaks have been removed. E1, E2, E3 and EE2 absorb significantly in the infrared
radiation spectrum between 2.98 ym and 7.8 ym (3355 to 1281 cm™') as shown in the spec-
tra in Figure 1. The circular black dashed lines indicate molecular vibrational stretching
(v) modes for the O—H, C—H, C=0, C=C, C=C—H and C—C (aromatic) and C—O—H
bonds, respectively. Some features are present in all four estrogens as they only differ by a
few atoms. The phenolic O—H bond absorbs at wavelengths between 2.86 ym and 3.10 pm
(3496 and 3225 cm™!) in the broadband. The strong and sharp peaks featured around 3.40
pm and 3.43 pm (2941 to 2915 cm™') and 3.49 pm to 3.51 um (2865 to 2849 cm™!) were
present in all four spectra due to the absorption by the C—H bonds in the CH, and CHj
groups in the molecule. Most of the C—H bonds in the analytes showed strong absorption
bands for stretching vibrations. The peak corresponding to carbon-to-carbon double bonds

stretching (vo—c) appears around 6.3 um (1587 cm™1), while peaks for the single C-C bond



in an aromatic ring stretching vibration have wavelengths between 6.6 ym and 6.8 ym (1515
to 1471 cm™'). Individual estrogenic compounds also present some unique features. The
C=C stretching bond of EE2 absorbs at 3.03 xm (3300 cm™') and the stretching C=0 bond
of E1 absorbs in the range between 5.79 ym and 5.85 ym (1727 and 1709 cm™') (Table
1). The estrogenic hormone peak positions and peak shapes are in good agreement with
literature and infrared spectrum in the NIST Chemistry WebBook.3!3* Theoretically, the

four estrogens could be distinguished by using their unique FTIR spectral fingerprint.
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Figure 1: Illustration of (a) Estrone (b) 178-Estradiol (c) Estriol and (d) 17a-Ethinyl Estradiol
chemical structures showing the common regions in functional groups in the square red dashed lines.
The magnified transmittance measurement results of the 10 pug estrogenic hormones deposited on
the plain ZnSe substrate between 2.00 um to 8.00 pm. The signals were recorded with 380 x 380
pm? sized area. To aid clarity the plots are displaced in the vertical direction.



Table 1: The summary of molecular vibrational peaks and absorption features extracted from the
estrogenic hormones deposited on plain ZnSe substrate in the mid-IR wavelength between 2.00 yum
to 8.00 pm.

Molecular E1l E2 E3 EE2
Bonds (pm) | (pm) | (pm) | (pm)
C;;—O—H 2.96 2.90 2.92
C;s—O—H 3.05 3.05
C=CH 3.03
3.40 3.41 3.41 3.41
C~H 3.49 3.48 3.48 3.48
5.79
c=0 5.85
Cc=C 6.30 6.30 6.30 6.30
C-C 6.67 6.67 6.67 667
(aromatic) 6.80 6.80 6.80
C,,—O—H 7.76 7.76

Samples of the estrogens deposited on plain ZnSe substrates were characterized by atomic
force microscopy (AFM) to evaluate their thickness and roughness (see Figure Al). The
thicknesses of the solid estrogen deposits, range from 50 to 600 nm; with E1 giving an aver-
age thickness of 400 nm 4+ 10 nm, E2 is 100 nm + 2 nm, E3 is 600 nm 4+ 10 nm and EE2 is
50 nm + 1 nm . The AFM profiles showed large variations in the roughness of the deposited
estogens. To understand these variations, microscopic images of the samples were produced
with 5x and 100x magnification (Figure 2). E2 and EE2 crystallised in small homogenous
spheres, while E3 formed bigger aggregates of rod-shaped crystals. The crystallization of E1

was very heterogenous, presenting large clusters of crystals.
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Figure 2: Microscope images of estrogen on bare ZnSe substrates, with 5x and 100x magnification

Matching the molecular bonds of estrogens with ASH resonance

The fabricated ASHs comprise two arms of different lengths, which produced two plasmonic
resonances. Their thickness (t) and width (w) were 100 nm and they presented a constant
gap (g) of 50 nm between the cross-bar dipoles (Figure 3(a)). In order to optimise their
sensing capability, the arm lengths of the ASHs were tuned so their resonances matched or
overlapped with the wavelengths of the identified molecular vibrations of the estrogens. To
be able to cover the plasmonic resonance in the mid IR wavelength range between 2 and 8
pm, ASH structures with two sets of different dimensions were designed; ASH;, the smaller
structure, with arm lengths between 450 nm and 800 nm, and ASH,, the larger structure,
with arm lengths between 1.2 ym and 1.6 ym. The lateral spacing between the ASHs along
the X and Y-axes was 1.1 um for ASH; and 2.2 ym for ASH, and was fixed for all array
sizes of 400 x 400 ym?. Scanning electron micrograph (SEM) images of a single unit and of

arrays are shown in Figure 3(b)(c).



Figure 3: (a) Schematic diagrams of asymmetric split-H resonators in one-unit cells including the
geometrical parameters, arm lengths (L; and Lg), horizontal dipole (H) width (w), gap (g) and
thickness (t). The incident light polarization, Ey and Ex are shown in the figure. Scanning
electron micrograph image of an array and one-unit cell of ASH resonators with different sizes; (b)
ASH; and (c) ASHs.

The FTIR transmittance spectra were measured at normal incidence, where the incident
wave is polarized along the y-axis, parallel with the vertical asymmetric arms. Reference mea-
surements were performed on the plain ZnSe substrate to normalise the ASH measurement.
The effects of varying the arm lengths can be seen in Figure 4(a)(b). The two resonances
of ASH;, A1, corresponding to the transmittance peak of Ly and A3, to the transmittance
peak of Ly, were observed at wavelengths between 2.5 um and 3.5 pm (4000 and 2857 cm™1)
and the reflectance dip located between the two transmittance peaks, and denoted as Ao,
was between 2.8 ym and 3.2 ym (3571 and 3125 cm™') (Figure 4(c)(d)). For ASH,, A; and
A3 produced transmittance resonances between 5.5 ym and 7.0 ym (1818 and 1428 cm™)
and Ay between 5.8 pum to 6.3 um (1724 and 1587 cm™!). When Ly was increased the peak
positions of Ay and A3 were red-shifted. The distinct plasmonic resonance peak positions
varied linearly, depending directly on the arm length. The experimental transmittance peak

spectrum was in good agreement with the simulation results shown in Figure 4(c)(d).
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Figure 4: Experimental results of tuning the arm-length of (a) ASH; to produce resonance at 2
to 4 um and (b) ASHy at 5 to 8 um. The position of the targeted molecular bonds are shown
with the black dashed lines. Simulated and measurement spectra of (¢) ASH; and (d) ASHy. The
black dashed line is the simulated results obtained by Lumerical FDTD and the blue line is the
measurement results using for corresponding ASH; (800 nm, 600 nm) and ASHy (1.5 pm, 1.2 pm).

To illustrate the enhancing power of matching the resonance of molecular bonds, the
FTIR spectra of ASH; with different sizes of L;s are presented in Figure 5. Initially, the
effect of the deposition of estrogen on the selected nanostructures was investigated by mea-
suring the IR spectra after E2 deposition. The plasmonic resonances of the ASHs were
distorted as a result of E2 deposition and a substantial red-shift was produced, compared
with the resonances of the bare ASH. This change is due to the higher refractive index of E2
(n ~ 1.55),%° as compared with the refractive index of air (n = 1). When deposited on the
nanostructures, E2 crystallized on top of the resonators, giving a thickness of approximately
100 nm £ 2 nm (Figure 5). The magnified spectrum (Figure 5(d)) over the wavelength

range from 3.35 to 3.55 um shows the different enhanced signal strengths of the C—H bonds.
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The strongest signal enhancement was observed when the coupling between the plasmonic
resonance and the molecular vibrational spectrum was closest. For the C—H bond vibra-
tion at 3.41 um, the signal on bare ZnSe had a 0.01% transmittance, while it reached 5%
when matched with the reflection dip (A2) of the nanostructures for Ly of 800 nm. When 1,
=750 nm, the bond vibration peak matched with the transmittance peak (A3) and the peak
intensity was reduced to 4% and at L; =700 nm the bond vibration peak appeared on the
slope of A3 and was further reduced to 2%. The line width of the plasmonic resonance was
also modified by coupling effects. The same amount of E2 was deposited in all cases and the
maximum enhancement factor was hence 500. ASH;, with L; = 800 nm and L, = 600 nm
presented the greatest enhancement for the C—H bond peaks as indicated in Figure 5(d)(e),
while for ASH, with L; = 1.5 gm and Ly = 1.2 um, the C=C and C—C (aromatic) stretching
vibration peaks were matched with the reflection dips and transmittance peak of ASHs. The
stretching vibration for C;7—O—H and C;7—O—H were not enhanced significantly by the
device present in E2, E3 and EE2 (Table 1).
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Figure 5: (a) AFM images show 1 mg/ml concentration of E2 in EtOH (i) before and (ii) after
deposition on the ASH arrays (iii) on the ZnSe substrate alone over an area of 10 x 10 ym?2. The
E2 was crystallized on top of the sample. The figures showed the shift in the position of the
transmittance resonance from (b) ASH; (¢) ASHy sample before (black line) and after (blue line)
the deposition of 1 mg/ml concentration of E2. The red line in both plots shows the deposition of E2
on the bare ZnSe substrate. The dashed blue line indicates the molecular bond vibration matched
with the resonance shifted. (d) The transmittance spectra of three selected sizes of ASH as indicated
covered with a thin layer of E2. The black dashed line refers to the C—H bond resonance at 3.41
pm and 3.48 pm. The plot on the right is magnified to show the molecular vibration of the C—H
bond.
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For ASH;, the resonances shifted after E2 deposition from 3.27 ym to 3.47 pm and 3.50
pm to 3.71 um and for ASH, from 5.92 pm to 6.27 um and 6.49 pm to 6.79 pm, i.e a 200 nm
shift for ASH; and around 300 nm for ASH,. All the resonance shift data are presented in
Table 2. The spectral sensitivity, S (in units of nm/RIU) of the nanostructures was calculated
using the ratio between the changes in the resonance peak positions (A\) and the changes
in the refractive index (An). The sensitivity of ASH; and ASH, was 363 nm/RIU and 636
nm/RIU, respectively. Figure of merit (FOM) values were also calculated using the formula
FOM = S/FWHM, where FWHM is the full-width half-maximum and has units of nm. The
maximum value of the FOM for ASH; was FOM; = 0.9 RIU and ASH, was FOM, = 1.3 RIU.

Table 2: Summary of the initial position of ASH; and ASHs and resonance shifted after deposition
of E2 on the nanostructures. The sensitivity was calculated by spectral shift to the refractive index
change. The value of refractive index change is An = 1.55.

ASH; ASH,

Initial | Shift ) S Initial | Shift ) S
(pm) (pm) | (pm) (pm) (pm) | (pm)
M [ 284 2.96 120 | 218 [ AL | 554 5.79 250 | 454
X2 [ 327 3.47 200 | 363 | A2 | 5.92 6.27 350 | 636
A3 350 3.70 200 | 363 | A3 | 6.49 6.79 300 | 545

The other three estrogenic hormones (E1, E3, and EE2) were also deposited on the
nanostructures (Figure A2). The red shifts induced by the deposition of E1 (53 nm) and
E3 (60 nm) on ASH; were smaller than for E2 while it was more similar for EE2. Conse-
quently, the vibration modes were matched by A3 rather than Ay and no strong enhancement
could be observed for E1 and E3. This may be explained by our previous observation that
crystallization of E2 and EE2 forms much more homogeneous layers than E1 and E3. The
crystal aggregation may have been blocking the enhancement and the local refractive index
is different. Similarly, for E2 the O—H vibration bonds were not clearly resolved, even when
the resonance was matched possibly because they produced a relatively broad absorption
peak spectrum. The unique feature of EE2, the stretching vibration mode of the C=C—H

bond, did not appear on the spectrum. Smaller shifts are also observed on ASH», leading
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to smaller enhancement for the C=C and C—C (aromatic) stretching vibration peaks. The
unique feature of E1, the stretching vibration mode of the C=0 bond, was enhanced as it

matched A;.

Detection of a mixture of two estrogenic hormones

The plasmonic nanostructures were coated with a thin layer of a 10 pug mixture of E2 with
one of the other hormones, E1, E3 or EE2, in absolute ethanol with a total estrogen concen-
tration of 2 mg/ml (Table A2). For mixtures of E2 and E1, E2:E1 ratios were also varied
(Table A3). The estrogen mixtures were deposited as described previously, on all the sam-
ples, and were left to dry overnight; the total quantity of estrogens on the device was in each
case 20 ug (twice as much as in the previous experiment). To detect the molecular response
of the mixtures of estrogen, the transmittance spectra were measured over an area of 380 x

380 pm? (Figure A3 and Figure A4).

In order to quantitatively evaluate the experimental results, baseline correction was used
to extract the peak intensities for various molecular vibrations. Baseline correction was
carried out using the asymmetric least squares smoothing (AsLSS) algorithm in MATLAB
code, as introduced by Eilers.?¢ The calculations were performed by dividing the transmit-
tance resonance of the analyte (T gg) with the corresponding baseline (Tpasg) - so that only
the enhanced signal appears (Tgrpr = Trs/Tpase). The peak amplitude of the enhanced
signal was calculated on the basis of a peak-to-peak value - and Fano-resonant line-shape
was produced: when the peaks match A\; and A3 the baseline corrected spectrum will show

a dip, while a positive peak will represent peak matched to .

Figure 6(c)(d) shows a comparison of the signals, after baseline correction, of the spectra

of the mixture of E2:E1 (green line), E2:E3 (olive line) and E2:EE2 (purple line). The peak

14



that appears between 2.50 yum and 3.00 pm is the ripple from atmospheric H,O. The red
shifts in the mixture E2:EE2 was similar to E2 and the enhancement of the peaks were
maximum for both ASH; and ASH,. For the mixture E2:E1, the red shifts were slightly
smaller but the enhancements were still good for all peaks. The vo—g fell on A\; on ASH; at
a wavelength of around 5.79 pm. Finally, for E2:E3, the resonance shifts were the smallest
and therefore the enhancements were smaller Figure 6(b). After baseline correction, the
peak intensities of 3.1%, 3.29% and 3.57% for the C—H respectively can be easily identified
(Figure 6(e)). The peak intensity was similar for each mixture due to the C—H bond existing
in all the estrogens. The CHj peak intensity was much lower than the peak intensity of CH,
at 2.7%, 2.45% and 3.34% respectively due to the weaker signals from CHs. Comparison of
the peak intensities in the various mixtures showed that by using ASH; and ASH,, the dif-
ferent estrogens could be identified and their molar fractions could potentially be determined

particularly for E1 and E2 has the peak of C=0, distinctive of E1, was enhanced (Figure

7(a)).
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Figure 6: The upper panel: The vibrational transmittance spectrum of E2: E1 on the Imm thickness
ZnSe substrate alone measured with 380 x 380 ym?. Middle panel: Plots transmittance resonances
of shift in position (a) ASH; and (b) ASHj before (black colour) and after coated (red colour) with
the mixtures of E2 and E1 (50:50). The lower panel: shows the vibrational resonances after the
baseline correction in the fingerprints of O—H, C—H (x2), C=0 and C=C (x2) bonds. The position
of the respective vibrational resonances are shown with the blue dashed lines. (c¢) ASH; and (d)
ASH, are baseline correction spectra of the mixtures E2 with E1 (green line), E3 (olive line) and
EE2 (purple line). The peak amplitude of the enhanced signal was calculated based on a peak to
peak value. The peak position agrees well with the deposition on the ZnSe substrate alone. Stacked
plots were used for the purpose of better visibility. (e) Determination of percentage peak intensity
of each of the molecular bond resonances C—H, C=0, C=C and C—C in three different mixtures
of E2 with E1, E3, and EE2.
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Because of the vc—g, the presence of E1 on the sensor can be confirmed, this why we
chose to investigate the E2:E1 mixtures more closely. In mixtures ranging from (25:75) and
(0:100) in weight, the resonances exhibited small shifts because the total molar amount of
estrogen did not vary significantly. The resonance shifts for all E2:E1 mixtures were approx-
imately 180, 210, 80, 168 and 30 nm following the mixtures in Table A3. The shift decreased
with the increasing amount of E1, this can be related to a change of local refractive index
as shown on the microscopic pictures of the deposits (Figure A5). Meantime, the resonance
peak intensity for vo—q, increased from 6.9% to 9.7%, as the ratios of E1 increased (Figure
7). The peak intensities of vo—c and v¢ ¢(aromatic) remained nearly constant for each ratio,
despite the small shifts. This was expected because the two estrogens have the same C=C
bonds. Quantitatively, the intensities of these peaks could, therefore, be used to indicate
the total amount of the estrogen. It is also noteworthy that the shape of the C—H bond
resonances at 3.41 pym and 3.49 pm slowly change, depending on the ratios of E1 and E2.
The peak of C—H bond for E1 appeared at 3.40 ym and 3.49 pm and E2 is at 3.41 pm and
3.48 pm. When the amount of E2 was reduced, the peak at 3.41 um was also reduced but
the peak at 3.49 pum increased - due to the increase of El1, as shown in Figure 7(b). The
contribution of both types of estrogens can be quantitatively separated , as shown in Figure
7(a). Furthermore, measurements after deposition on three different areas of the ASH were

consistent with the peak position remaining the same (Figure A6).
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Figure 7: (a) The C=0 molecular peak intensity increases directly with the amount of E1 in the
mixtures. (b) Fingerprint of the C—H molecular bond signal intensities for mixtures of two estrogens
E2:E1 on ASH arrays showing transmittance resonances extracted after baseline correction.

Conclusion

In conclusion, the geometry of the asymmetric split-H resonators has been tuned and uti-
lized to enhance the molecular C—H, C=0, C=C and C—C bond resonances of the estrogenic
hormones. The plasmonic resonance was red-shifted towards longer wavelengths with the
deposition of organic materials on the nanostructures. From these observations, the molec-
ular bond resonances are typically five hundred times larger, are easily visible and enable
differentiation of different estrogens, as compared with those deposited on bare substrates.
The use of plasmonic resonance coupling techniques enables identification of the common
(O—H, C—H, C=C and C—C ) and different (C=0) molecular bond resonances for the two
estrogen molecules, in the mid-infrared wavelength range from 2 to 8 ym. The ASH nanos-
tructures can be flexibly designed over this broad wavelength range - and can be tuned to

enhance the differences between the different estrogens and aid quantitative detection.
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Material and Method

Chemicals and Reagents

Estrone (E1) (99% purity) was purchased in powder form from Acros Organic, and 170-
Estradiol (E2) (98% purity), Estriol (E3) (98% purity), and 17a-Ethinyl Estradiol (EE2)
(98% purity) and absolute ethanol (EtOH) (> 99.8% purity) were purchased from Sigma
Aldrich.

Gold Nanostructure Fabrication

The gold nanostructures were fabricated using electron beam lithography (EBL) on a ZnSe

d.?"3® The substrates were cleaned in an ultrasonic bath and a

substrate from Crystran Lt
bilayer of PMMA positive resists was spun on top of the substrate, with a thickness of 400
nm. A thin layer of aluminium deposited over the PMMA bilayer resist acted as a charge
dissipation layer to minimise charging effects during EBL patterning. After the patterning,
the samples were developed with IPA:RO water (ratio 7:3). A 10 nm thick film of titanium,
used as an adhesion layer, and 100 nm of gold were deposited - followed by the lift-off process
in warm acetone. The pattern was written over a square array with an area of approximately

400 x 400 pm. Oxygen plasma was used to remove residues of the resists on the surface -

before metallisation and after lift-off.

FTIR Measurement

Fourier Transform Infra-red (FTIR) transmittance spectra of gold nanostructure arrays were
measured in normal incidence using a Bruker Vertex 70 spectrometer coupled to a Nicolet
Continuum Hyperion microscope - with a Cassegrain objective (15x, NA = 0.4) and a KBr
beam-splitter, over the range from 8000 to 400 cm™' (1.25 pm to 16.67 pm). A liquid
nitrogen-cooled mercury-cadmium-telluride (MCT) detector was used to measure the inter-

ferogram signal, which was converted into the spectrum. The IR spectra were collected over
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the same area for all arrays, with aperture sizes of 380 x 380 pm?. The FTIR beam was
polarized using a ZnSe IR polarizer inserted into the beam path in front of the sample. All
the measured spectra were normalized to the transmittance of a plain ZnSe substrate. The
interferometer was maintained under vacuum and the microscope was constantly purged

with nitrogen gas to eliminate the influence of water and CO, on the spectra.

FDTD Simulations

The structures were modelled with gold on top of the ZnSe substrate and using data from
Palik® for the complex refractive index of gold. The ZnSe substrate refractive index of n
~ 2.43 was taken from Crystran Ltd material data sheets.?” The simulations were carried
out using Lumerical finite-difference time-domain (FDTD) simulation software.*® The sim-
ulations used periodic boundary conditions along the X and Y-axes, with equal periodicity,
to simulate an infinite array in both directions. A perfectly-matched layer (PML) was used
for the z-axis, with a wavelength range between 2 ym and 8 ym. A plane wave source and

power monitors were used to obtain the reflectance and transmittance simulation spectra.

Estrogenic hormone preparation

All the stock solutions for E1, E2, E3, and EE2 were prepared in EtOH with a concentration
of 1 mg/ml and formed clear solutions after sonication for five minutes. 10 ul of the solution
was deposited on a ZnSe substrate and allowed to evaporate overnight in order for the
estrogen to solidify on top of the substrate.?’ The solutions for the mixture of two estrogens
were prepared with 4 mg of each powder in 4 ml of EtOH, giving a total concentration of 2
mg,/ml estrogens with a 50:50 (w:w) ratio or 1 + 1 mg/ml. Then, five different ratios (w:w)
of E2 to E1 were prepared - 50:50, 37.5:62.5, 25:75, 12.5:87.5, and 0:100, corresponding to 1
+ 1 mg/ml, 0.75 + 1.25 mg/ml, 0.5 + 1.5 mg/ml, 0.25 + 1.75 mg/ml and 0 + 2 mg/ml. The
deposition was carried out at room temperature, in a fume-cabinet. Between experiments,

the solutions were kept in freezer at a temperature of -20°C.
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Appendix

Table Al: Illustration of (a) Estrone (b) 178-Estradiol (c¢) Estriol and (d) 17a-Ethinyl Estradiol
chemical structures showing the common regions and in functional groups.

Molecular Chemical
Compound | Formula Weight Ref
Structure
(g/mol)
cH. 0O
Ezgf)“e CsHypO, | 270.366 ‘w 31
HO
o oM
176—
Estradiol CI8H24O4 27238 ‘w 32
. (2]
HO
OH
CHs
E(Sg;;)l C15Hs405 288.38 ‘@ moH | 33
HO
17a— o O:ﬁo
Ethinyl
Estrad}ifol C20H2406 296.403 ‘ﬂ "
(BE2) 00
HO
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301.8 nm 437.6 nm

79.6 nm

10.0 pm

(c) E3 (d) EE2

Figure Al: AFM images of (a) Estrone (E1) (b) 175-Estradiol (E2) (c) Estriol (E3) (d) 17a-Ethinyl
Estradiol with 1mg/ml solution concentration deposited on the ZnSe substrate. The images were
obtained using ScanAsyst mode with the scale bar 10 pm
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Figure A2: Plot of the transmittance resonance matching the molecular bonds of (a) Estrone (b)
175-Estradiol (c) Estriol and (d) 17a-Ethinyl with the plasmonic resonance.

24



Table A2: Compositions of E2 - E1 mixtures with different ratios, diluted in absolute ethanol and
having the same total concentration of 2mg/ml.

Mix E2+Ex EtOH Ratio E2 Ex E2 Ex
(mg) | (ml) (/) | (&) | (mM) | (mM)

E2+E1 4+4 4 50 : 50 1 1 3.67 3.69
E2+E3 4+4 4 50 : 50 1 1 3.67 3.45
E2+EE2 4+4 4 50 : 50 1 1 3.67 3.37
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Figure A3: Plots transmittance resonances from the ASH with the mixture of E2 with E1, E3, and
EE2 vibrational resonances for the C—H, C=0 and C=C bonds with the inset showing the zoomed
plots
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Table A3: Table of the mixtures between E2 and E1 with different ratios diluted in the absolute
ethanol giving the same total concentration of 2mg/ml.

E2+E1 EtOH Ratio E2 E1l E2 El
(mg) | (ml) (mg/ml) | (mg/ml) | (mM) | (mb)
444 4 50 : 50 1 1 3.67 3.69
3+5 4 37.5:62.7 0.75 1.25 2.75 4.62
246 4 25:75 0.5 1.5 1.83 5.55
1+7 4 12.5: 87.5 0.25 1.75 0.92 6.47
0+8 4 0:100 0 1 0 7.39
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Figure A4: Plots transmittance resonances from the ASH with the mixture of E2 with E1 with

different ratio.

28




1 1
Array 1 Array 1
Array 2 Array 2
® 08f Array 3 8 0.8 Array 3
g g
3 3
2 06 \ Z 06
g N\ g [\
© g \ I\
S04 N\ 1 FEoaf \\/ \
0.2} ] 02l
2 2.5 3 3.5 4 5 55 6 65 7 75 8
Wavelength (pm) Wavelength (um)
(a) ASH; (b) ASH»
0.8 . . . . . 0.6
0.7+ Array 1 0.55
e Array 2
® Array 3 S 05}
206} g
'j; § 0.45
505} g
& B 04}
041 0.35 }
o3b— 0.3 P —
3.3 3.35 34 3.45 3.5 3.55 3.6 55 56 57 58 H9 6
Wavelength (um) Wavelength (um)
(C) ASH1 (d) ASHQ

Figure A6: FTIR transmittance spectra of three arrays in a different area from samples mixtures
of E2: E1 (4:4)

29



Estrogen 5x magnification 100 x magnification

4mgdmg

ASHZ2EEE

3mgbmg

ASH_28086

2mgbmg

lmg7mg

Omg8mg

Figure A5: Microscope images of the mixture of Bg with E1 with a different ratio on the ASH arrays
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