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Abstract: Botulinum neurotoxins (BoNT) are the most potent toxins, which are produced by Clostrid-
ium bacteria and cause the life-threatening disease of botulism in all vertebrates. Specifically, animal
botulism represents a serious environmental and economic concern in animal production due to the
high mortality rates observed during outbreaks. Despite the availability of vaccines against BoNT,
there are still many outbreaks of botulism worldwide. Alternative assays capable of replacing the
conventional in vivo assay in terms of rapid and sensitive quantification, and the applicability for
on-site analysis, have long been perused. Herein, we present a simple, highly sensitive and label-free
optical biosensor for real-time detection of BoNT serotype C using a porous silicon Fabry–Pérot
interferometer. A competitive immunoassay coupled to a biochemical cascade reaction was adapted
for optical signal amplification. The resulting insoluble precipitates accumulated within the nanos-
tructure changed the reflectivity spectra by alternating the averaged refractive index. The augmented
optical performance allowed for a linear response within the range of 10 to 10,000 pg mL−1 while
presenting a detection limit of 4.8 pg mL−1. The practical aspect of the developed assay was verified
using field BoNT holotoxins to exemplify the potential use of the developed optical approach for
rapid bio-diagnosis of BoNT. The specificity and selectivity of the assay were successfully validated
using an adjacent holotoxin relevant for farm animals (BoNT serotype D). Overall, this work sets the
foundation for implementing a miniaturized interferometer for routine on-site botulism diagnosis,
thus significantly reducing the need for animal experimentation and shortening analysis turnaround
for early evidence-based therapy.
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1. Introduction

Botulinum neurotoxins (BoNT) are the strongest toxins known in nature, causing the
severe neurological disease of botulism [1,2]. BoNT is produced by spore-forming anaer-
obic bacterial strains of Clostridium botulinum (C. botulinum) and several other clostridial
species [3]. These neurotoxins are immunologically classified into seven classical serotypes
(named A–G) based on their antigenic properties, and their specific typing is important
for epidemiological reasons [4,5]. BoNT-C and BoNT-D (including their mosaic variants)
are accounted for botulism in farm animals, while BoNT-A, B, E and F induce botulism
primarily in humans [1]. The active toxins mode of action is characterized by the blockage
of neurotransmitter release (i.e., acetylcholine) at neuromuscular junctions, which leads to
flaccid paralysis and respiratory failure in both humans and animals [6]. BoNT holotoxin
is a single polypeptide chain of 150 kDa that, upon proteolytic cleavage, is translated to
two subunits [7]. The zinc-dependent light chain (50 kDa) characterized by endopeptidase
activity is linked via a single disulfide bond to the heavy chain (100 kDa) that consists of a
C-terminal receptor-binding domain and N-terminal trans locational domain [8]. BoNT
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present high binding affinity and specificity to neuronal receptors that results in the prote-
olysis of vesicle-associated membrane protein (VAMP) and N-ethylmaleimide-sensitive
factor attachment protein receptor (SNARE) complexes, thereby preventing neurotrans-
mitter release [9]. In spite of the availability of vaccines against BoNT, there are still many
outbreaks of botulism worldwide [7,10]. In the US alone, C. botulinum spores inhabit ~35%
of examined soil samples, exemplifying its high environmental prevalence [11]. Moreover,
botulism outbreaks cause significant economic losses due to animals’ death, production
loss, and rejection of contaminated animal feed and animal products [12]. To date, to the
best of our knowledge, there are no economic evaluations of animal BoNT outbreaks. While
surveillance data are available for humans, animal botulism is not listed among the 117
notifiable diseases monitored by the World Organization for Animal Health [13]. In most
European countries, animal botulism is not a notifiable disease, leading to a lack of animal
botulism data regarding case numbers and outbreaks [14]. However, a possible rise in the
frequency of reported outbreaks in France, Italy, and some other European countries can
change the overview of the monitoring importance [10,12,15,16].

Currently, the accepted method of botulism detection and serotype identification is
the mouse lethality assay (MLA) [11,17]. The gold-standard approach is highly reliable,
sensitive, and can be applied to complex matrices diagnosis, i.e., different foods, envi-
ronmental, and clinical samples [2]. Although being a standard procedure, the in vivo
approach suffers from significant disadvantages [5]. The MLA is an expensive, complex,
low-throughput approach, includes animal experimentations, and is time-consuming. The
latter parameter (overall turnaround) is exceptionally long for a life-threatening disease
(2–4 days), making real-time assessment impractical [1,7]. Alternatively, the endopep-mass
spectrometry assay allows for high confidence and enhanced sensitivity detection of all
known serotypes by typing their proteolytic activity products [5,18]. This technique is lim-
ited to explicit laboratories due to the high level of expertise and complex instrumentation
needed for the analysis [19]. Other advanced rapid techniques, such as ELISA, cell- or
DNA-based assays, show significantly less sensitivity than the MLA and cannot be utilized
for practical diagnosis [4,20]. Thus, alternative assays capable of replacing the MLA, in
terms of rapid and sensitive quantification, and the applicability for on-site analysis, have
long been perused.

Sensor or biosensor technology offers an opportunity to fulfill this niche, as it offers
significant advantages in comparison to conventional assays, such as amplified sensitivity
and selectivity, continuous measurements, rapid end-to-end analysis, miniaturization,
and reproducibility [21–25]. Specifically, porous silicon (PSi) thin films continue to attract
immense interest for the development of label-free optical transducers [26–31]. The porous
nanostructure owes several beneficial features for the design and development of a sophis-
ticated sensing platform. This includes a rapid and tunable fabrication process resulting in
high surface area, various photonic structures, enhanced sensitivity, and label-free prac-
tical detection of any biorecognition event occurring within the porous void [32,33]. The
reflectivity spectra of the porous scaffold are monitored in real-time by interferogram aver-
age over wavelength (IAW) or reflective interferometric Fourier transform spectroscopy
(RIFTS), two highly sensitive approaches influenced by refractive index alterations [28].

This study presents a simple, rapid, and highly sensitive optical biosensor for real-time
detection of BoNT-C available in complex media by immunorecognition response. The
overall label-free sensing concept is schematically illustrated in Figure 1. The PSi based
Fabry–Pérot interferometer was designed to quantify minute BoNT-C concentrations by
monitoring the reflectivity spectra using miniaturized equipment (Figure 1a). A competitive
immunoassay included highly specific monovalent antibodies against the target analyte,
followed by sequential immunorecognition of horseradish peroxidase (HRP) preadsorbed
secondary antibodies to amplify the optical response (Figure 1b). The amplification reaction
included the oxidation of the enzymatic substrate, 4-chloro-1-naphthol (4CN), into insoluble
products [34,35]. The resulting precipitates accumulated within the pores and changed
the reflectivity spectra (Figure 1c) by alternating the averaged refractive index (Figure 1d).
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The inherent sensitivity, specificity, and selectivity were thoroughly assessed using the
porous nanostructure. The practical aspect of the developed assay was verified using field
BoNT samples under optimized conditions to exemplify the potential use of the developed
optical approach for rapid bio-diagnosis of BoNT.
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2.1. Materials 

Boron-doped p-type silicon wafers with 1.0 mΩ.cm were supplied by Siltronix Sili-
con Technologies (France). Aqueous 48% hydrofluoric acid (HF) and absolute ethanol 
(EtOH) were purchased from Merck Millipore (Israel). Gelatin (fish skin), glutaraldehyde 
(GluAld) solution (Grade II, 25% in H2O), sodium hydroxide, sodium hypochlorite, 4CN, 
hydrogen peroxide (H2O2), and HEPES buffer were obtained from Sigma–Aldrich Chem-
icals (Israel). C. botulinum toxoid complex C (BoNT-C), D (BoNT-D), and polyclonal mon-
ovalent antibodies (IgG, from Rabbit serum) were obtained from Metabiologics (Madison, 
WI, USA). A goat anti-rabbit (IgG) HRP preadsorbed antibody was supplied by Zotal Ltd. 
(Israel). Deionized water from the ultrapure water system (Thermo Fisher Scientific, Wal-
tham, MA, USA) was used throughout the experiments. 

2.2. Porous Silicon Fabrication 

Figure 1. Schematic illustration of nanostructured PSi-based interferometer for the detection of botulinum toxins. (a) The
PSi nanostructure is illuminated with white light perpendicular to the sample surface, while the reflected light is captured
and detected by a miniaturized spectrometer. (b) Competitive immunoassay employs highly purified primary antibodies
against target analyte (BoNT-C) that are attached to the porous support. Next, secondary antibodies modified with HRP are
applied to amplify the optical signal. The amplification reaction includes the oxidation of 4CN substrate in the presence
of hydrogen peroxide to produce insoluble products that precipitate and accumulate within the pores. (c) The catalytic
reaction is monitored in real-time by the RIFTS approach. (d) The obtained reflectance spectrum is Fourier transformed into
an indicative peak with characteristic effective optical thickness and amplitude (intensity), which correlate with enzymatic
reaction product infiltration into the pores. HRSEM micrographs of a typical oxidized PSi thin film. (e) Cross-section and (f)
top views.

2. Materials and Methods
2.1. Materials

Boron-doped p-type silicon wafers with 1.0 mΩ.cm were supplied by Siltronix Silicon
Technologies (France). Aqueous 48% hydrofluoric acid (HF) and absolute ethanol (EtOH)
were purchased from Merck Millipore (Israel). Gelatin (fish skin), glutaraldehyde (GluAld)
solution (Grade II, 25% in H2O), sodium hydroxide, sodium hypochlorite, 4CN, hydrogen
peroxide (H2O2), and HEPES buffer were obtained from Sigma–Aldrich Chemicals (Israel).
C. botulinum toxoid complex C (BoNT-C), D (BoNT-D), and polyclonal monovalent anti-
bodies (IgG, from Rabbit serum) were obtained from Metabiologics (Madison, WI, USA).
A goat anti-rabbit (IgG) HRP preadsorbed antibody was supplied by Zotal Ltd. (Israel).
Deionized water from the ultrapure water system (Thermo Fisher Scientific, Waltham, MA,
USA) was used throughout the experiments.

2.2. Porous Silicon Fabrication

PSi thin films were fabricated by two sequential electrochemical anodization steps, as
previously described [26,27]. The first anodization step was performed under a constant
current density of 375 mA cm−2 for 30 s in 3:1 v/v ratio of 48% HF and EtOH, respectively.
Caution: HF is highly toxic and physical contact should be avoided. The resulting layer was
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chemically detached by alkaline dissolution in 0.1 M sodium hydroxide, and mild post-
polishing treatment (1:3:1 v/v ratio of ultrapure water, EtOH and 48% HF, respectively)
applied for 90 s each. The second anodization step included a constant current density of
525 mA cm−2 applied for 30 s. The freshly etched PSi thin films were thermally oxidized at
800 ◦C for 1 h in a tubular furnace (Lindberg/Blue M, Thermo Scientific) under ambient
conditions producing oxidized nanostructures (PSiO2). Morphological characteristics were
obtained using a high-resolution scanning electron microscopy (HRSEM, Carl Zeiss Ultra
Plus, Jena, Germany).

2.3. Interferometer Biofunctionalization

The porous nanostructures were physically adsorbed with 50 µL of gelatin solution
(10 mg mL−1) applied for 30 min, followed by a HEPES buffer (pH 7.4) vigorous wash to
remove loosely bound molecules. The resulting thin films were cross-linked using GluAld
solution (2.5% v/v), following a previous report [27]. Immediately, 20 µL of BoNT-C toxoid
(1 µg mL−1) was applied on the GluAld modified surface for 30 min at room temperature
and allowed to incubate overnight at 4 ◦C. Later, the PSi films were thoroughly rinsed with
HEPES buffer (pH 7.4) to remove loosely bound molecules.

2.4. Optical Studies

A detailed description of the optical system and data analysis can be found in our
previous work [27]. Briefly, reflectance spectra were acquired within the VIS-NIR range
and analyzed by applying fast Fourier transformation (FFT). The resulting single peak
position along the χ-axis is characterized by indicative effective optical thickness (EOT) and
the y-axis by the amplitude (intensity) [36]. The EOT refers to the nanostructure average
refractive index (n) of the porous layer and the total depth (L) governed by the Fabry–
Pérot equation [32,37]. The FFT amplitude correlates with the refractive index contrast of
neighboring interfaces that define the relevant layer [36].

2.4.1. Surface Functionalization Characterization

Surface functionalization steps were optically characterized by measuring the relative
EOT changes performed in dry conditions and defined as:

Rel. EOT =
EOTSurface modification

EOT0
(1)

where EOTSurface modification is the 2nL value after each functionalization step (gelatin, Glu-
Ald, BoNT-C, antibodies) and EOT0 is the 2nL value of unmodified PSiO2 film [35]. Addi-
tionally, the spectroscopic liquid infiltration method (SLIM) was used to assess the optical
porosity after each modification step [27,36].

2.4.2. BoNT-C Detection Using Immunorecognition

Various concentrations (0–10,000 pg mL−1) of the target analyte were pre-incubated
in HEPES buffer (460 µL) with 40 µL of 0.5 µg mL−1 primary antibodies (pAb, produced in
rabbit) for 15 min to achieve an antigen-antibody complex formation. The pre-incubated
solutions were applied on BoNT-C functionalized PSiO2 thin films for 30 min and rinsed
three times with HEPES buffer (5 min, each) to remove unbound moieties. Then, 40 µL of
HRP-conjugated secondary antibodies (sAb) (50 µg mL−1, anti-rabbit produced in goat,
IgG) were added and allowed to incubate for 30 min, followed by a post-treatment washing
procedure with HEPES buffer. The treated PSiO2 surfaces were impregnated inside a
flow cell configuration and equilibrated by dosing 0.84 mM 4CN for 5 min. After a stable
baseline, the biochemical response of HRP molecules was activated by the addition of
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H2O2 (5 µL, 30% v/v) to the cycled solution. The biochemical responses of HRP-conjugated
sAb are presented as the relative intensity of the observed FFT peak:

Rel. Intensity =
IBoNT

I0
(2)

where IBoNT is the obtained optical intensity response following HRP residues activation by
the administration of H2O2 onto 4CN substrate with respect to I0 (intensity values recorded
during initial optical experiment baseline prior biochemical response activation in 4CN
only). The optical experiments were completed once stable relative intensity values were
obtained (~20 min), assuming surface saturation with the precipitation of the insoluble
products. The relative responses of the aforementioned experiments are presented as the
relative activity and defined as:

Rel. activity (%) =
Rel. IntensityBoNTx − 1
Rel. IntensityBoNT0 − 1

× 100 (3)

where Rel. IntensityBoNTx represents the relative intensity of different BoNT concentrations
interactions with the porous nanostructure and Rel. IntensityBoNT0 is the maximal relative
intensity without the addition of BoNT onto the optical platform.

2.5. Detection of BoNT-C in Field Samples

Field samples were obtained from samples received for routine diagnosis of animal
botulism at the National Reference Laboratory for Botulism at the Department of Bacte-
riology in the Kimron Veterinary Institute. Anaerobic culturing and the following MLA
were performed as described before [38]. MLA was performed in accordance with the
KVI Institutional Animal Care Committee for handling laboratory animals and under
ethical approval n. 020_b15963_24. BoNT-C and BoNT-D positive samples following the
neutralization assay were chosen for the current study. The field BoNT holotoxins were
diluted to 1:100 and stored in the freezer (−20 ◦C) for further use. Note: both toxins were
handled according to the biosafety measures within a dedicated cabinet enclosure and
neutralized immediately after the experiment termination using sodium hypochlorite for
10 min.

3. Results
3.1. Interferometer Design and Characterization

The nanostructured PSi based Fabry–Pérot interferometer for label-free detection of
BoNT-C relies on measuring the refractive index alteration upon biochemical reaction
products’ precipitation inside the porous matrix. The latter reaction is utilized as a signal
amplification process to augment the specific immunorecognition events occurring on the
solid support. Therefore, the physical dimensions of the nanostructure were designed
to accommodate sufficient enzymatic reaction products within the pores that will induce
pronounced optical sensitivity. The electrochemical anodization of boron-doped silicon
wafers included a constant current density of 525 mA cm−2, which was applied for 30 s to
produce a homogeneous single optical layer. Immediately after, the freshly prepared PSi
thin films were thermally oxidized to yield PSiO2 nanostructures. The oxidation process is a
crucial passivation step of a highly porous scaffold, offering means to minimize the surface-
related aging effect in aqueous media and thus preserve its optical properties [34]. The
structural features of the resulting porous nanostructures were characterized by HRSEM
imaging. Figure 1e,f shows a cross-section and top views of a typical PSiO2 thin film,
respectively, revealing a porous layer of ~8.5 µm deep and cylindrical-shaped pores of
70 ± 20 nm in diameter. Next, the PSiO2 nanostructure was passivated with gelatin, a con-
ventional blocking agent in immunoblot research, to minimize the non-specific adsorption
of complex media constituents with the porous support. The physically adsorbed gelatin
moieties were utilized as anchoring points for grafting functional biomaterials through a
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cross-linking agent. Herein, GluAld solution was used to immobilize BoNT-C toxoid on
the gelatin-modified porous-thin-film for the competitive immunoassay approach. The
inherent biofunctionalization steps upon interferometer’s bottom-up surface modifications
were confirmed by RIFTS, which offers a direct and real-time spectral evaluation of the
molecular level interactions occurring within and on top of the porous scaffold [26]. It
is expected that the addition or binding of molecular moieties onto the pore walls will
modulate a red-shift in the FFT peak, which corresponds with the average refractive index
increase [32,37]. Figure 2a,b depicts the reflectivity spectra (Fabry–Pérot fringe pattern)
and the corresponding FFT, respectively, following different biofunctionalization steps
(including gelatin, GluAld, BoNT, pAb). Indeed, the EOT response is increased with each
of the described modification steps. Moreover, the averaged relative responses of the
applied modification steps are summarized in Table 1, and a similar trend is presented.
Note: The EOT values are normalized with the 2nL value of unmodified PSiO2 film. To
further complement the attained characterization steps, the accessible porous volume
was assessed using SLIM. Table 1 depicts a gradual decrease in the open porosity values
upon the different layers’ addition and relatively fixed total depth. Overall, these results
indicate successful surface functionalization with strategic bioreceptors for the competitive
immunoassay.
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Figure 2. Biofunctionalization characterization using RIFTS. (a) Reflectivity spectra and (b) the corresponding FFT following
different biofunctionalization steps (i.e., gelatin, GluAld, BoNT, pAb).

Table 1. BoNT-C toxoid biofunctionalization characterization using RIFTS and SLIM.

Biofunctionalization Steps Rel. EOT a Porosity b (%) Thickness b (nm)

PSiO2 - 74 7706

Gelatin 1.079 ± 0.001 70 7704

GluAld 1.083 ± 0.001 69 7731

BoNT 1.088 ± 0.001 67 7384

pAb 1.104 ± 0.001 62 6953

Data are reported as mean ± SD (n = 3). a,b RIFTS and SLIM were obtained as previously described [32,37].
a Normalized with respect to the 2nL value of PSiO2.

3.2. BoNT-C Detection Using Immunorecognition

The developed biosensing approach for rapid BoNT-C detection was accomplished by
utilizing high-affinity antibodies in the competitive immunoassay. The resulting complexes
(antigen-antibody) anchored on the porous scaffold were amplified using sAb modified
with HRP. The biochemical signal amplification was evaluated in real-time using the RIFTS
technique by optical data assortment upon enzymatic reaction products’ precipitation into
the pores. Figure 3a depicts the sensorgrams of the entire BoNT-C dynamic range (0, 10, 100,
1000, and 10,000 pg mL−1). All interferometers similarly interacted with HRP-conjugated
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sAb and the oxidation substrate. The biosensing experiments include the acquisition of a
stable baseline using 4CN in HEPES buffer for 5 min, followed by the addition of H2O2
to the reaction solution to activate the enzymatic response. The optical experiments were
completed once stable relative intensity values were obtained (~20 min), assuming porous
surface saturation with the insoluble products. The maximal optical response is attained for
conditions omitting BoNT-C from the assay (0 pg mL−1), in which pronounced insoluble
products were entrapped within the PSiO2. The significant relative intensity value of 2.88 at
20 min is ascribed to the absence of competing or interfering molecules in the immunoassay,
resulting in evident interactions with the BoNT-C modified nanostructure. The relative
optical responses are proportionally decreased upon augmented toxoid concentrations
evaluated by the optical platform. The results represent a decrease in insoluble products’
entrapment within the nanostructure, thus minimizing the average refractive index of
the entire porous scaffold. The specificity of the assay’s counterparts was evaluated by
eliminating pAb from the reaction solution, thus evaluating the systems’ background noise.
Figure 3a shows an insignificant relative response (value of 0.98), thus eliminating bio-
chemical reaction products’ entrapment within the pores. The presented control conditions
cross-validate that the attributed optical signals are assigned to the specific target analyte
recognition followed by a biochemical cascade reaction. Figure 3b depicts the calibration
curve of the net relative activity after subtracting the background noise from the different
conditions. The linear trend of the relative activity is steadily decreased and governed by
the regression equation of relative activity = −6.96 × Ln (CBoNT-C) + 107.21 (R2 = 0.98).
The resulting fit indicates sufficient optical linearity within the entire studied dynamic
range of 0 to 10,000 pg mL−1. The theoretical detection limit is calculated as 4.8 pg mL−1

using 3 Sa/m, where Sa is the standard deviation of the y-axis (3.65%) and m is the slope of
the fitting line [39]. The analytical performance of the developed sensing interferometer
was compared with other advanced rapid in vitro assays, including the conventional MLA
approach, see Table 2. The presented sensitivity threshold, assay duration, and portability
for on-site analysis are sufficiently adequate for the detection of BoNT [1,3,7].
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Figure 3. Biosensing system optical response toward BoNT-C toxoid different concentrations. (a) Representative relative
intensity changes vs. time of the HRP catalytic response for the different target analyte concentrations (0−10,000 pg mL−1).
Negative control omitting the addition of pAb to the protocol assay. Note: all sensorgrams present optical baselines with
0.8 mM 4CN in HEPES buffer (a1) followed by the addition of H2O2 to the cycled solution (a2). The biosensor is fixed in a
custom-made flow cell, and the reflectivity spectra are recorded every 30 s. (b) The corresponding calibration curve of the
relative activity for the different toxoid concentrations. Data are reported as mean ± SD (n = 4).
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Table 2. State-of-the-art BoNT detection techniques.

Detection Method BoNT
Serotype Biorecognition Detection Limit

(pg mL−1) Analysis Time On-Site
Analysis Ref.

MLA A–G - 5–20 >4 days - [7]
ELISA A–G Immunoassay 5 5 h - [3]

Immuno-PCR A Immunoassay 1 6 h - [40]
Surface plasmon

resonance A Substrate
specific 6.7 ~1 h - [41]

Fluorescence
resonance energy

transfer
E Substrate

specific 20 3 h - [2]

Endopep-mass
spectrometry A–G Substrate

specific 1 3 h - [5,18]

Electrochemical
impedance

spectroscopy
A–E Substrate

specific 0.1 1 h + [42]

PSi-based
interferometer C Immunoassay 4.8 ~1.5 h + This study

3.3. Field Samples BoNT-C Detection

The practical aspect of the developed assay was verified using real BoNT samples
under optimized conditions. BoNT-C and BoNT-D were diluted 100-fold prior to interaction
with BoNT-C modified PSiO2 to determine the actual serotype in the analyzed sample. All
samples were subjected to similar pre-treatment procedures and were later evaluated by
the optical setup using RIFTS. Figure 4 depicts the relative activity values acquired by the
BoNT-C solid-state competitive immunoassay. The presented activity values are 54 ± 7%
and 85 ± 2% for BoNT-C and BoNT-D (p < 0.01), respectively. The attained lower values
for BoNT-C suggest higher toxin content in the analyzed samples, resulting in decreased
catalytic activities of the HRP moieties. It should be noted that the resulting optical
indication for BoNT-D samples is within the sensitivity threshold of the optical setup. These
results suggest that the developed assay toward BoNT-C analysis in real samples is highly
specific. To further clarify the obtained results, the relative activity values were used to
estimate the toxins’ concentrations in the unknown samples using the regression equation.
Indeed, the estimated values are 2896 ± 2515 and 25 ± 7 pg mL−1 for BoNT-C and BoNT-
D, respectively. Additionally, the selectivity of the biosensing system was evaluated by
interacting both toxins at equivalent volumes of 50-fold dilution (receiving equivalent final
concentrations). The obtained relative activity values are 48 ± 3% (p > 0.25 with respect
to BoNT-C), indicating a highly selective analytical approach for real toxins analysis. The
corresponding BoNT-C concentration in the presence of interfering toxin is calculated
as 5599 ± 2783 pg mL−1. The augmented results are ascribed to the heteroscedasticity
of the semi-logarithmic scale, especially within the wide dynamic range of target BoNT-
C concentrations. Overall, the attained results correlate between the acquired optical
signals and the specific target concentration while applying the highly specific pAb. The
developed porous interferometer provides key advantages over the conventionally used
in vivo assay. First, the presented concept is not based on animal experimentation, thus
omitting welfare and ethical issues related to the MLA approach. Second, the analysis is
performed in a simple and rapid format, offering near real-time detection and quantification
of hazardous toxins. Third, the optical platform presents high sensitivity that can be
potentially applied for selective identification of any target BoNT in complex media as
animals’ rumen or intestine, human feces, animal feed, or suspected foodstuff without
hindering its spectral resolution. Additionally, the reflective-based approach can be easily
adapted for on-site analysis, thus eliminating the need for complex laboratory-based
facilities and instrumentations. Further research should focus on simultaneous detection
and discrimination of BoNT serotypes in a high-throughput manner. Such array format
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will significantly promote field studies focused on botulism outbreaks in animals and allow
the acquisition of epidemiological data in real-time scenarios.
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