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Introduction

Infrared imaging with visible light in microfluidic
devices: the water absorption barriert

Mona Suryana,® Thomas Produit, €2 ® Hongzhi Yang,® Giovanni Birarda, & ©
Jegan Vishnuwardhana Shanmugar,? Leonid Krivitsky,” Anna Paterovai® and
Gianluca Grenci (2 *@4

Infrared spectro-microscopy is a powerful technique for analysing chemical maps of cells and tissues for
biomedical and clinical applications, yet the strong water absorption in the mid-infrared region is a chal-
lenge to overcome, as it overlaps with the spectral fingerprints of biological components. Microfluidic
chips offer ultimate control over the water layer thickness and are increasingly used in infrared spectro-
microscopy. However, the actual impact of the water layer thickness on the instrument’s performance is often
left to the experimentalist’s intuition and the peculiarities of specific instruments. Aiming to experimentally test
the amount of absorption introduced by water with varying layer thicknesses, we fabricated a set of microflui-
dic devices with three controlled chamber thicknesses, each comprising a simple test pattern made of a well-
known photoresist SU-8. We employed two infrared spectro-microscopy methods for measurements. The
first method involves using a standard FTIR microscope with a benchtop infrared light source. The second
method is a quantum infrared microscopy technique, where infrared imaging is achieved by detecting corre-
lated photons in the visible range. We demonstrated that both methods enable the measurement of the
absorption spectrum in the mid-IR region, even in the presence of up to a 30 um thick water layer on top of a
sample pattern. Additionally, the Q-IR technique offers practical advantages over synchrotron-based FTIR,
such as reduced complexity, cost, and ease of operation.

in vivo, making them an attractive tool for a wide range of
applications, including drug discovery, tissue engineering, and
basic biological research.®™*

Microfluidic devices, in conjunction with microscopy and
spectroscopy techniques, have significantly contributed to the
development of live cell imaging. They enable the study of the
behaviour of both single cells and multicellular models in a
highly controlled and precise environment."” This integration
has not only opened new research opportunities but also holds
the potential to advance our understanding of complex bio-
logical systems. Microfluidic devices, also known as lab-on-
chips, allow for the manipulation of small volumes of fluids
and can be designed to mimic the microenvironment of cells
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Fourier-transform infrared (FTIR) spectroscopy is an
advanced spectroscopy technique that is increasingly being
applied to study biomolecules. The key advantages of FTIR
stem from its label-free, non-damaging operation, which also
requires minimal sample preparation. On the other hand,
there are still several issues limiting a wider usage of FTIR in
biological and bio-medical studies. For example, some of the
key technical challenges faced by FTIR technology include
limited spatial resolution and the need for highly efficient and
brilliant infrared (IR) light sources and detectors.

To address these issues, recent advancements have intro-
duced alternatives such as benchtop IR laser sources like
quantum cascade lasers (QCLs), focal plane array (FPA) detec-
tors, and the integration of tip-based techniques like atomic
force microscopy (AFM). For a comprehensive review of these
challenges and recent innovations, we refer readers to ref. 14.

Despite these promising developments, these technologies
remain expensive and introduce their own set of challenges.
For instance, while QCL sources offer higher peak power com-
pared to benchtop or even synchrotron sources — which can be
considered the best available source in terms of bandwidth
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and signal to noise ratio - they do not cover as broad a spectral
range. Moreover, the intense power of these laser sources can
risk damaging samples, especially when focusing a few
hundred microwatts of laser emission into a micrometer-sized
spot. This issue is particularly concerning for soft matter,
including biological tissues and live cells.

Although ongoing advancements aim to create more suit-
able laser sources within the mid-IR range, these limitations
persist, making traditional Globar sources still preferable
options in many cases.’® In addition, most current methods
require direct detection of mid-IR light (2.5 pm-10 pm wave-
lengths) and often necessitate cryogenic cooling to achieve an
adequate signal-to-noise ratio. This frequently entails cooling
the surroundings as well to minimize the noise generated by
randomly emitted photons."®

Recently, a new approach has emerged, referred to as “IR
imaging with undetected photons”,’””*® which is performed
using IR spectro-microscopy via the detection of visible light
and can contribute to solving the limiting factors described
above: indirect acquisition of IR images via the detection of
correlated visible light, decreasing the power of the probing
light source, and room temperature operation. Currently, the
technique is demonstrated to have a wide field configuration
and a tuneable mid-IR wavelength range of up to 4.3 pm,'®"°
which potentially can be extended up to the fingerprint mid-IR
range.

Nonetheless, the integration of microfluidic devices and IR
spectro-microscopy enables capturing the compositions and
structures of biological cells and tissues, characterized by
unique fingerprint absorption features in the mid-IR range.
The positions, shapes, and intensities of the peaks detected in
an absorption spectrum indicate the molecular structure, as
well as the intra- and inter-molecular interactions.”® While
microfluidic chips offer many advantages for live cell imaging,
there are still limiting factors for the widespread use of IR
spectro-microscopy with these devices. One of the main chal-
lenges is the integration of thicker microfluidic channels into
the chip due to strong absorption of water at mid-IR
wavelengths.>"*> The restrictions on the thicknesses of the
microfluidic channels may lead to artefacts in biological
samples. Concurrently, biospecimen fixation protocols have
been shown to potentially introduce even more severe altera-
tions. Indeed, the most biologically relevant results are
obtained by observing fresh hydrated tissues.>® Attenuated
total reflection (ATR) is a way to circumvent the strong absor-
bance of sampled materials, and it has been used several
times in conjunction with microfluidics to analyze chemical
reactions and biological samples in water.>* Nevertheless, the
ATR approach can probe only the material in close contact
with the crystal and not the whole thickness of the sample.
Selecting the most suitable approach for IR spectro-microscopy
with microfluidic chips requires addressing this limitation.

In this paper, we fabricated a set of microfluidic chips with
different channel heights to test the limitation on water layer
thickness in IR spectro-microscopy measurements. First, we
described the step-by-step procedure for the fabrication of
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microfluidic chips, followed by the IR absorption maps and
spectra obtained using undetected photons, which we term
quantum IR (Q-IR) microscopy. Then, we compared these
results with the conventional FTIR spectroscopy technique.

In the literature, the restriction for the water layer thickness
in FTIR spectroscopy applications is about 10 um, although
this limit varies with the wavelengths of photons and depends
on the region of the spectrum under analysis. An approach
using high power QCLs and a system to cool down the liquid
cell has been proved to partially extend the limit for the water
layer thickness up to 38 pm in transmission mode.>® In the
case of Q-IR, as discussed in the Materials and methods
section below, we expect the absorption effect to be reduced
since the measured visibility depends on the amplitude trans-
mission coefficient of the sample rather than on the
intensity transmittance. In this work, we specifically chose the
highly absorbing region spanning between 2.8 and 4 pm wave-
lengths to show and compare the capabilities of Q-IR with
state-of-the-art FTIR. Notably, in this region of the mid-IR
spectrum, lipids present absorption peaks, including the
asymmetric (~3.429 pm) and symmetric (~3.509 um) stretch-
ing modes of CH,,*® as well as the =C-H stretching mode at
~3.279 pm. All these bands are also characteristic of most
polymers and plastics, which is relevant for the detection of
micro- and nano-plastics. At higher frequencies, there are
amide A and B bands from proteins that overlap with the
broad -OH stretching band at ~2.941 pm. Changes in lipid
populations in biological samples are associated with age
related phenomena such as somatopause, macular degener-
ation and cardiac aging issues.”’>° Herein, we present results
which demonstrate that both Q-IR and FTIR techniques
could allow imaging through up to a 30 pm thick water layer
in reflection mode, which allows for the relaxation of the con-
ventional constraints for the fabrication of suitable microflui-
dic chips.

Materials and methods
Theoretical considerations

The conventional FTIR method is based on the Michelson
interferometry scheme. In these measurements, the interfero-
gram detected using a point detector is given by Fourier trans-
form as a function of the difference in pathlength 6 in the
Michelson interferometer:'®

o™ - |

0

+00
S(v)e—zznvédv’

where v = 1/ is the wavenumber for the light source with wave-
length A (in centimetres) and S(v) is the spectral intensity of
light given by:

s
S) = J 1(8) R0,

—00

When an absorbing medium with thickness L is intro-
duced into the system, the interferogram undergoes changes

This journal is © The Royal Society of Chemistry 2025
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as per the Beer-Lambert law. Then, the ratio of two interfero-
grams determines the transmittance of a sample:

FTIR
TIR: I—FTIR = €xp ( _a(v)Leff) s
0

where a(v) is the absorption of a specimen at wavenumber v.
The Q-IR imaging method is also based on the Michelson
interferometry scheme (see the Materials and methods
section). The wide-field interferogram, measured via this
method using a visible range camera, is as follows:'” ™’

H(g)¥ ~ (1 + ulelg cos(p)),

7))l = exp(—a(v)Lesr/2).

where I(p)?™ is the interference pattern detected in the
visible range, |z|;zx = v/Tir is the amplitude transmission of the
correlated probe IR light through a specimen, p is the normal-
ized first-order correlation function of the light source, and ¢
is the relative phase difference between interferometer arms.

In Q-IR imaging, the captured interference patterns depend
on the amplitude transmission of the probe IR photons
through sample 7, which contrasts with conventional methods,
where absorption depends on the light intensity or 7= 7% As a
result, the Q-IR method can potentially allow imaging through
twice ticker specimens compared to using conventional tech-
niques. Furthermore, in Q-IR imaging, the intensity level of
the signal remains the same, only the visibility of the interfero-
gram changes.

(a)

(b) Photomask 2

(c) Photomask 3
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Substrate preparation

For the preparation of microfluidic devices, a four-inch silicon
wafer was coated with a chromium/gold double layer using an
e-beam evaporator (10/50 nm thickness). The coating was used
to increase the IR reflectivity of the surface of the wafer.

Subsequently, the Cr/Au coating was patterned with the
layout of the microfluidic device by removing the excess metal
layer via wet etching. The removal of the excess metal was per-
formed to facilitate bonding of the exposed silicon with the
microfluidic layer containing a CaF, window, which was fabri-
cated later. Briefly, an AZ5214E photoresist (Merck Performance
Materials GmbH, Germany) was coated at 3000 rpm for 40 s and
baked on a hot plate for 1.5 min at 100 °C. The photoresist was
developed after exposure to 365 nm UV light through an optical
mask on a mask aligner (MJB4, SUSS MicroTec SE, Germany) to
a total of 140 mJ cm ™. The wafer was then immersed in a gold
etchant (Sigma Aldrich) for 40 s, washed with DI water,
immersed in a chromium etchant (Sigma Aldrich) for 20 s,
washed a second time with DI water, and finally dried in an N,
flow. Later, the photoresist was removed by immersing the wafer
in an acetone bath, washed with isopropanol, and dried in an N,
flow. More detailed description of the fabrication procedure is
available in the ESI, see section 1 and Fig. S1.}

SU-8 pattern preparation

We designed a simple pattern comprising arrays of squares
with different sizes and gaps for identifying both the detection
limit of our technique and the spatial resolution perform-
ances, see Fig. 1(c). A fully detailed fabrication protocol is

mm

S1 50 pm 50 um
S2 10 um 10 um
S3 20 um 20 um
S4 5pm 5 pum

Fig. 1 The design layout of three photomasks for the fabrication of the microfluidic devices. (a) Layout of the first photomask to fabricate the
SU-8 master mold. The SU-8 mold is used to fabricate the first half of the microfluidic device, which will eventually define the microfluidic chamber
thickness. Shaded area: chrome in the photomask. (b and c) Layouts of the second and third photomasks to fabricate the second half of the microfl-
uidic device. (b) Layout of the second photomask to pattern the gold layer on the silicon substrate. Shaded area: clear in the photomask. (c) Layout
and dimensions of the third photomask to pattern the SU-8 square array after patterning the gold layer. Shaded area: clear in the photomask. The
layout of (b) is based on (a), with features smaller on all sides for easier alignment with the first half of the device.

This journal is © The Royal Society of Chemistry 2025
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given in the ESL7{ Briefly, the gold-patterned substrate pre-
pared in the previous section was spin-coated with a 14.5 um
thick layer of SU-8 3010 (Kayaku Advanced Materials, MA,
USA). The resist was pre-baked for 10 min at 95 °C and then
exposed for a total dose of 150 mJ ecm > with UV light
(365 nm) through a soda lime optical mask. The pattern was
then post-baked for 3 min at 95 °C and developed. The final
thickness of the SU-8 micropattern was confirmed by measur-
ing the step height using a Bruker stylus profiler. Finally, the
completed wafer was diced to the final size for a single device.
A four-inch silicon wafer can produce three patterned
substrates.

Microfluidic chamber fabrication

The fabrication of the microfluidic chambers is based on the
method disclosed previously in ref. 30 and 31 with some modi-

View Article Online

Analyst

fications. A detailed description of the modified method is
available in the ESL.f Fig. 2 shows a schematic of this pro-
cedure and a picture of a resulting device. In this work, we fab-
ricated three SU-8 molds with three different thicknesses. The
resulting microfluidic chambers have 15 + 1 pm, 26 + 2 um,
and 44 + 2 pm thicknesses. For the versions with chambers’
thicknesses of 26 and 44 um, we used PDMS (Dow Corning
Sylgard 184) mixed at the standard 10 : 1 ratio to fill by capillar-
ity the cavity created between the device mold, the CaF,
window (Crystran Ltd, Dorset, UK), and the flat PDMS cut,
which was used to make sure that the top surface of the result-
ing device is flat. The 15 pm thick device was fabricated using
a low-viscosity UV-curable resin (NOA73, Norland Products,
Jamesburg, NJ, USA) instead of PDMS, since PDMS is unable
to efficiently flow within such a thin cavity. Once produced,
the CaF,-containing microfluidic layer and the SU-8/Au-pat-

Chamber thickness:

[ ]cr10 nm/Au 50 nm

(e)

Fig. 2

C1:15um
C2:26 um
C3:44 um

- SU-8 square array (14.5 pum)

et er 200 ym

(a) 3D view schematic of the first half of the device, showing the microfluidic chamber structure on top of a CaF, window. (b) 3D view sche-

matic of the second half of the device, showing the SU-8 square array on top of a Cr/Au layer patterned on a silicon substrate. (c) 3D view schematic
of the completed microfluidic device formed by bonding the first and second halves. (d) Side view schematics of the completed device. (e)
Representative picture of the actual microfluidic device (the inset shows an optical image of the SU-8 pattern).
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terned substrate (prepared in the previous section) were
treated with O, plasma to activate the surfaces. They were then
brought into contact immediately after plasma activation and
kept pressed together to ensure permanent bonding.

Step height measurements

For the measurement of the step heights of the NOA73 or
PDMS microfluidic layers, we used a Bruker stylus profiler,
setting for a scan length of 10 mm and with an applied load of
1 mg from the spring activating the stylus (which has a tip
radius of 12.5 pm, according to the vendor). The results of the
scan are presented in Fig. S2 of the ESL{

The heights of the microfluidic chambers after assembly
were determined using an optical reflectometer (Fr-pRo Vis/
NIR, ThetaMetrisis, Athens, Greece) equipped with a 20x
objective, which we used to focus on the SU-8 structures. The
results and details of the procedure are presented in section 3
of the ESL}

FTIR imaging

FTIR imaging measurements were carried out at the infrared
beamline SISSI-Bio®> at the Elettra synchrotron light source.
Hyperspectral images in the mid-IR were recorded using a
Hyperion 3000 IR/VIS microscope (Bruker Optics, Billerica,
MA, US) coupled with a vacuum interferometer (VERTEX 70V,
Bruker Optics, Billerica, MA, US) in reflection mode using a
15x objective and a 64 x 64 pixel focal plane array (FPA) detec-
tor as internal sources. The selected optical setup allows a
pixel size of 2.67 micron. Data were collected by averaging 128
scans at 8 cm™ ', setting the interferometer scanner speed at
5 kHz. Next, the data were pre-processed using OPUS 8.7, and
then analysed using QUASAR (https:\\quasar.codes).****
Images were obtained using QUASAR and graphs were plotted
with Origin PRO 2023 (OriginLab Corporation, MA, USA).

Q-IR imaging

Fig. 3 shows a schematic of the design of the Q-IR microscopy
system. In this method, a 532 nm continuous-wave pump laser
was used to generate type-0 frequency non-degenerate spon-

camera

IR objective

sample stage
Fig. 3 Scheme of the Q-IR imaging set-up (Michelson interferometer):

M is a mirror, DM1 and 2 are dichroic mirrors, F1 and 2 are lenses, and
BP is a bandpass filter.

This journal is © The Royal Society of Chemistry 2025
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taneous parametric down conversion (SPDC) photon pairs in a
periodically poled lithium niobate (PPLN) crystal. The crystal
has several poling periods, and it was placed on top to the
heating stage. By temperature tuning, one photon from the
pair (idler) can be set from 2.8 to 3.6 um, while the conjugate
photon (signal) has 657-624 nm wavelength accordingly. After
the PPLN crystal, the visible photons (signal and pump) and
IR photons were split by a shortpass dichroic beam splitter
DM2 into two arms of the Michelson interferometer. Next,
visible photons were focused onto the reference mirror M by
lens F1 (f; = 100 mm), while IR photons were focused into the
sample by the IR objective lens. To capture and retrieve the
absorption image of the sample, one needs to scan the phase
images.*>® Thus, the sample was placed on an XYZ positioner
and a piezo stage to perform imaging and phase scanning,
respectively.

After reflecting from the reference mirror and the sample,
the photons were recombined back to the nonlinear crystal,
where the reflected pump beam generates another SPDC
photon pair. Then, a standard silicon CMOS camera for the
visible range and an achromatic lens F2 (f, = 75 mm) were
used for capturing the interference pattern for the signal
photons.

Results
Results of Q-IR and FTIR imaging

We used our Q-IR system to acquire wide field IR images of the
SU-8 pattern in the microfluidic chambers, both without and
with filled with water. We collected our data for the range of IR
wavelengths between 2.8 pm and 3.6 pm. The current configur-
ation of the Q-IR system uses the reflection mode of imaging,
where the probing light passes twice inside the medium of
interest. This means that the effective path length L.y of the
photons inside the device is 30 pm (C1), 52 pm (C2), and
88 pm (C3), respectively. Given that the thickness of the SU-8
layer is 14.5 um, the water layer thickness in each of device
over the SU-8 features is 1 pm (C1), 23 pm (C2) and 59 pm
(C3), respectively, for a double pass of the probe photons. In
C3, the water layer thickness above the SU-8 patterns is over
double that of C2.

First, we imaged microfluidic devices without water. Images
at 2846 nm, 3220 nm, 3429 nm and 3505 nm wavelengths are
presented in Fig. 4(a)-(d), respectively. The dark regions in the
images correspond to higher absorption of IR light by the SU-8
photoresist, while the clear regions correspond to lower
absorption. The smallest features of the SU-8 pattern, 5 pm
side length squares, were still resolved by the Q-IR system,
which agrees with our resolution measurements, see section 8
of the ESL.f We also note that the absorption of the SU-8
photoresist is higher at 2846 nm and 3429 nm wavelengths.
Then, we plotted the respective IR absorption spectra for the
five square regions of interest highlighted by different colours
in Fig. 4(a)-(d), corresponding to the SU-8 pattern, see
Fig. 4(e). The results are in a good agreement with the FTIR

Analyst, 2025, 150, 405-413 | 409
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Fig. 4 (a—d) IR images of the microfluidic chip without being filled with water, taken using a Q-IR microscopy system. The images in (a—d) show

the visibility map of the interference pattern at probe (idler) wavelengths of 2846 nm, 3220 nm, 3429 nm, and 3505 nm, respectively. (e) IR absorp-
tion spectra of the SU-8 photoresist calculated for five square regions of interest highlighted by different colours in (a)—(d): black, green, red, pink,

and blue.

measurements shown by the solid blue curve, indicating the
-OH and -C-H- stretching absorption bands. Details of how
the images and the spectra are generated are given in the ESI,
section 4.7

Next, we filled the microfluidic chips with water and per-
formed IR imaging using Q-IR and FTIR methods in the wave-
length range of 3.3 pm-3.6 pm, some of which are presented
in Fig. 5. Images shown in the first, second and third panels
correspond to the results taken with chips C1, C2 and C3 filled
with water, respectively. The top images in each panel corres-
pond to Q-IR imaging, while the images below them show the
results obtained via FTIR measurements. The columns from
left to right correspond to 3314 nm, 3352 nm, 3390 nm, and
3429 nm of probing wavelengths, respectively.

In the Q-IR images captured at the 3314 nm wavelength,
the areas surrounding the SU-8 resist pattern appear darker
compared to other wavelengths due their proximity to the
strongest absorption line of water at 2898 nm. Water absorp-
tion decreases at longer wavelengths, enabling imaging of the
SU-8 pattern within microfluidic chips C1 and C2, and par-
tially in C3.

In chips C1 and C2, the IR absorption of water allows for
imaging of the SU-8 pattern at all wavelengths. There is a clear
contrast in the absorption map for the SU-8 pattern and the
surrounding area. Note that the edges of the SU-8 pattern
appear darker due to scattering losses. On the other hand,
inside chamber C3, water absorption is too strong at 3314 nm
and 3352 nm wavelengths. However, the SU-8 pattern is still
observed starting from the 3390 nm wavelength, see also
Fig. S4.1 As a result, Q-IR imaging adequately displays the IR

410 | Analyst, 2025, 150, 405-413

absorption maps both for the SU-8 resist and an about 30 pm
water layer on top of the test patterns. The results clearly
demonstrate the decrease of water absorption at longer wave-
lengths, and absorption contrast of the SU-8 pattern, which
agrees with the FTIR results.

The corresponding FTIR images follow the same trend,
where the chemical contrast is clear in devices C1 and C2, and
it is possible to observe the change in contrast to water to
resist with wavelength changes. In C2, the contrast is reduced
due to the thicker water layer. Upon filling the C2 device with
water, the presence of trapped air bubbles is observed, see also
Fig. S5.f The variation in absorption of the SU-8 layer is less
evident with the water layer on top, while the contrast is more
distinct in the air-filled region. In the images for device C3,
the contrast is reduced even more, and the SU-8 structures are
detectible due to scattering occurring at the edges of the
pattern. However, from these images and the relative spectra
(shown in Fig. S6 of the ESI}), it is noticeable that the chemi-
cal contrast in the FTIR images is nearly lost. This observation
is also supported by the cross sections of IR images over a line
crossing the SU-8 features, see Fig. S7 and S8 of the ESL.}

Discussion and conclusions

In this work, we discussed the capability of the Q-IR imaging
system to deal with the strong absorption band of water in the
mid-IR range. We fabricated a set of microfluidic devices with
three controlled channel heights and comprising a test pattern
made of a well-known material. This was done to experi-

This journal is © The Royal Society of Chemistry 2025
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Fig. 5 Q-IR and FTIR absorption images of the three devices obtained
after being filled with water. The chamber heights are 15 pm (C1), 26 pm
(C2), and 44 pm (C3). The square features are the SU-8 pattern with a
width of 50 um. Device C2 was filled with water only partially; the red-
dotted lines show the boundary between water and air. The intensity
scale bar next to the Q-IR images shows the absorption intensity in per-
centage; the one next to the FTIR images represent the absorption
intensity in A.U. The black scale bars in the FTIR images are 50 pm long.

mentally determine the maximum thickness of the water layer
through which we could still detect a reliable absorption
image of the SU-8 pattern. As a benchmark, we compared our
results with the imaging capabilities of a standard FTIR micro-
scope. The FTIR microscope was equipped with an FPA, col-
lecting hyperspectral datasets in the whole mid-IR region.
Images were produced by integrating the absorption spectra in
a narrow band centred around the frequency points that we
investigated with our Q-IR imaging system. Even though it
would be fairer to compare our system with other similar
approaches using discrete or monochromatic light sources
(such as quantum cascade lasers), FTIR is still the state-of-the-
art in terms of standard IR microscopy.

The presented results show that it is possible to image
through an about 12 pm thick water layer in the entire range
from 2.8 to 3.6 um wavelengths. The image quality and resolu-
tion of Q-IR are comparable to those acquired on the same
samples with the FTIR set-up. From the results, the water -OH
stretching band starts to appear as we move towards shorter
wavelengths with increasing water absorption. We can also
recognize the change from lower to higher absorption of the

This journal is © The Royal Society of Chemistry 2025
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test SU-8 pattern as we scan from 3.3 pm to 3.4 pm, which
corresponds to the range usually attributed to aromatic -CH
absorption bands.*® This peak is reported in the re-con-
structed spectrum shown in Fig. 4. The abovementioned spec-
tral region is of interest in view of the presence of lipid-associ-
ated absorption peaks, which can be used for studies of bio-
logical tissues and cells.

In device C3, with a water column of about 30 pm above the
SU-8 structures, we can observe Q-IR images of the SU-8
pattern appearing in the higher wavelength range, i.e. around
and above 3.4 pm. Here the -OH stretching band in water
appears to be fading out and the absorption of the sample, if
any, becomes predominant (see also Fig. S4 in the ESI{ where
we plot the visibility through 44 pm height of water, which
proves that the measurable signal starts from the 3.39 pm
wavelength). We note that even though structures are visible in
the images produced by the FTIR set-up, they are strongly
affected by noise. Moreover, the contrast in the series of
images at increasing wavelength does not show any significant
dynamic changes, making it impossible to deduce the features
of the absorption peaks (see also Fig. S7 and S8 in the ESIT).

Based on these results, we conclude that our Q-IR micro-
scope allows for measuring the absorption spectrum in the
mid-IR region where the biological components of interest can
be found, such as lipids, even in the presence of an up to
30 pm thick water layer (in reflection mode). A transmission
configuration, for instance, a Mach-Zehnder interferometer,
can be used for Q-IR imaging as well. In this case, the con-
straints for the thickness of the microfluidics can be relaxed
further due to a single pass through the sample. This would
further make the design and fabrication of microfluidic
devices for IR microscopy of biological tissues and live cells
much easier, while allowing the experimental conditions to be
less stressful for the sample. This is particularly important
because compression and constriction are known to affect the
behaviour of live cells,*®** since cells adhering to a substrate
can be thicker than 10 pm, especially in the region of the
nucleus.

We expect that the relaxed conditions allowed by Q-IR
microscopy would enable more reliable studies of live cells.
Moreover, in the future, these devices could be extended from
the study of single cells in monolayers to multilayers or small
organoids. It is worth stressing that although Q-IR does not
perform as well as state-of-the-art FTIR in terms of spatial
resolution and speed of acquisition, it outperforms in terms of
signal-to-noise ratio. This improvement can be attributed to
the detection sensor in our system, which is a standard CMOS
camera for the visible wavelength range, operating at room
temperature. This contrasts with IR detectors, such as bol-
ometers and MCT photodetectors, suffering from their own
components emitting room temperature black-body radiation,
which requires them to operate at cryogenic temperatures.

As a result, we demonstrate that Q-IR provides image
quality at least comparable to that of FTIR imaging. However,
the Q-IR method achieves better identification of chemical
composition (see Fig. S9 and S10%), whereas FITR imaging
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may display artifacts due to analytical calculations. As such, we
believe that Q-IR microscopy provides a viable alternative to
FTIR, especially for biological analysis without the need for
more expensive set-ups.
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