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Description
BACKGROUND

[0001] Recently, there has been a surge of interest in leveraging silicon photonics for biosensing, with the ultimate
goal of producing a chip with thousands of orthogonal sensors capable of functioning in clinical environments and
available at minimal cost. Silicon photonic biosensors have already achieved impressive sensitivities relevant for bio-
medical applications. However, the field has been stymied by the challenge of biological specificity, the ability to bind
preferentially to an analyte of interest when sensing in complex biological samples (e.g., blood, plasma, serum).
WO02010/062627 discloses apparatuses, sensor chips and techniques for optical sensing of biological substances.
W02008/122793 describes blood group antibody screening assays.

[0002] Here we show, for the first time on a silicon photonics platform, label-free biosensing with clinically relevant
sensitivity in undiluted human serum. Utilizing a zwitterionic polymer-based surface chemistry, we dramatically limit the
amount of non-specific protein adsorption to a microring resonator in serum, while maintaining a label-free sensitivity of
10 ng ml-1. This result represents a significant step towards the practical application of silicon photonics for medical
diagnostics and the biomedical sciences.

[0003] The noteworthy potential of silicon photonics emerges from the combination of excellent optical devices with
control electronics to produce inexpensive integrated photonics systems. In recent years, on-chip modulators, detectors,
and hybrid lasers have all been demonstrated. Microring resonators are exceedingly amenable to scalable fabrication
using CMOS-compatible processes, setting them apart from most other resonant optical microcavity devices for high-
throughput, multiplexed biosensing. To utilize the microring resonator for biological sensing, a binding site is chemically
introduced on the surface of the sensor and a shift in the resonance wavelength of the microring is observed upon
analyte binding. Exploiting this approach, SOl microring resonators have been used for the detection of a diverse range
of biological species, including antibodies, proteins, nucleic acids, and bacteria, among others.

[0004] In evaluating a biosensor for a given application, there are two main figures of merit. First, the sensitivity of the
device, and second, the complexity of the background solution in which the assay can be performed successfully. Many
recent biosensing results have yielded excellent sensitivity, but in relatively simple solutions (low biological noise).
FIGURE 1A shows the distribution of attained sensitivities, as well as the biological noise in each demonstration. The
suitability of these platforms for use in clinical assays depends not only on their sensitivity, but also on the selectivity of
these sensors for a particular analyte in complex biological fluids (solutions with high biological noise).

[0005] For comparison, FIGURE 1A includes the sensitivities of both colorimetric and chemiluminescent enzyme-
linked immunosorbent assay (ELISA), the standard diagnostic technique used by most hospitals. Despite its widespread
use and perceived effectiveness, the ELISA method is not without its limitations, as it requires signal amplification of
bound analyte by primary and labeled secondary antibodies, substantially increasing both the cost and time of the
diagnostic. A competing technology to ELISA, surface plasmon resonance (SPR), has also achieved low sensitivities
in complex media. However, due to the complexity of plasmonic systems integration, SPR has not been realized as a
highly-parallelized, portable, low-cost clinical assay. Also, while SPR is an effective label-free biosensing technology,
the sensing range of SPRis limited, due to the exponential decay of the surface plasmon from the gold substrate. Thus,
SPRis poorly suited to study targets, such as bacteria, where the size of the target places the majority of the refractive
index change outside of the range of the evanescent wave. Therefore it would be desirable to develop a related label-
free technology that could be used to sense targets at greater range from the surface of the device.

[0006] Ideally, a diagnostic test should require minimal processing of the biological sample prior to detection of the
analyte of interest. However, non-specific adsorption of proteins in complex biological samples, a process known as
fouling, significantly decreases the sensitivity of label-free devices due to a lack of biological specificity at the sensor
surface. Common strategies for passivating surfaces to non-specific biological interactions include adsorption of ‘blocking’
proteins (e.g., serum albumin) and grafting inert polymeric scaffolds (e.g., polyethylene glycol) to the surface thatincrease
surface hydration through intermolecular hydrogen bonding. These passivation strategies are only partially effective and
are inadequate to fully resist protein fouling in complex biological samples.

[0007] One biological system of great interest is the typing of blood. Immediate bloody typing is not presently enabled
by any simple, portable technologies. Blood typing is necessary for personalized treatment of wounds (e.g., in combat
situations) and improved safety in blood banking.

SUMMARY
[0008] The present invention is defined it its broadest sense by the appended claims.

[0009] A photonic system for determining a blood type of a single whole blood sample, is provided, the photonic system
comprises:



10

15

20

25

30

35

40

45

50

55

EP 2 734 841 B1

(1) a first photonic device for determining the blood type of said single whole blood sample in contact with said
photonic device, comprising:

a first sample waveguide having a first sample surface; and a first binding coating covering and being in optical
communication with at least a portion of the first sample surface, the first binding coating being configured to
directly and specifically bind to a blood cell target moiety of said single whole blood sample indicative of the
blood type, wherein the blood cell target moiety is attached to a blood cell body selected from the group consisting
of ablood cell, a blood cellmembrane, a blood cell fragment, a microvesicle, and a blood cell-associated antigen,
and wherein the first photonic device is configured such that light passed through the first sample waveguide
has an evanescent field that extends a distance beyond the first sample waveguide sufficient to label-free detect
the bound blood cell target moiety; and

(2) a second photonic device for determining blood type of said single whole blood sample in contact with this
photonic device, comprising:

a second sample waveguide having a second sample surface; and a second binding coating covering and being
in optical communication with at least a portion of the second sample surface, the second binding coating
comprising specific antigens being configured to bind to an antibody of said single whole blood sample indicative
of the immunity to blood antigens, wherein the second photonic device is configured such that light passed
through the second sample waveguide has an evanescent field that extends a distance beyond the second
sample waveguide sufficient to detect label-free the antibody indicative of immunity to blood antigens, the binding
coating of each photonic device comprising a different binding moiety being configured to specifically bind to a
target moiety indicative of blood type or immunity to blood antigens, all target moieties being tested in said
single whole blood sample, wherein the first photonic device and the second photonic device are configured to
simultaneously determine the blood type of said single whole blood sample,

wherein the first and second binding coating is antifouling and includes a zwitterionic polymer, hydrophilic
polymer substrates, mono-, oligo- and polysaccharide-based non-fouling coatings or protein-based coatings
that prevent subsequent non-specific blood protein adsorption, as assessed by exposing an antifouling-coated
resonator biosensor surface to human blood plasma and measuring the net shift in resonance wavelength after
exposure to human blood plasma.

DESCRIPTION OF THE DRAWINGS

[0010] The foregoing aspects and many of the attendant advantages of this invention will become more readily ap-
preciated as the same become better understood by reference to the following detailed description, when taken in
conjunction with the accompanying drawings, wherein:

FIGURES 1A-1D. 1A: Distribution of achieved label-free sensitivities for plasmonic, mechanical, and photonic bio-
sensors, as well as the levels of biological noise of the solutions tested. For comparison, the sensitivities of colorimetric
and chemiluminescent ELISA assays are shown (dashed lines). 1B: Cross-section of the silicon with modal pattern
indicated. Contours in |E| are plotted in 10% increments. 1C: lllustration of the biosensor array (left) and a scanning
electron micrograph of a single microring resonator (right). 1D: Schematic illustration of the operation of photonic
devices in accordance with the disclosed embodiments.

FIGURE 2. Relative resonance shift for three microrings with varying surface chemistries during exposure to undiluted
human plasma. As illustrated, microrings were subjected to buffer, then human plasma, and returned to buffer. The
net resonance shift at the 30 minute mark and beyond is proportional to the amount of adsorbed material on the
surface of the microring.

FIGURES 3A-3C. 3A: Resonance peak shifts as a function of time are shown for representative antiSA-DpC and
IgGi-DpC microrings. As illustrated, sensors are initially exposed to buffer (PBS), then SA-spiked buffer (20 pg mi-1),
and returned to buffer. The insets illustrate the process of protein capture on the surface of the antiSA-DpC microring.
3B: Shifts in resonance as a function of increasing concentrations of SA in buffer. 3C: The relative shift difference
and a best-fit Langmuir binding curve for the antiSA-DpC and IgGi-DpC microrings as a function of SA concentration.
FIGURES 4A and 4B. 4B: The resonance shift as a function of time during exposure to undiluted human serum
spiked with increasing concentrations of SA. The microrings are washed briefly with buffer (PBS) between spiked
serum samples. The large shift in all microrings when exposed to serum is expected due to the change in refractive
index with respect to buffer. The relative shift difference is due to the specific binding of SA to antiSA-DpC sensors.
4A: A detail of the peaks of FIGURE 4B.
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FIGURE 5: Protein fouling on sensors exposed to (1) a solution of fibrinogen in PBS (1 mg/ml). Microrings are
returned to (2) PBS buffer to observe dissociation of non-specifically adsorbed fibrinogen. BSA-modified microrings
are susceptible to fibrinogen fouling, as evidenced by a -365 pm shift in the net resonance wavelength of the device.
However, DpC-modified microrings are highly resistant to fibrinogen adsorption, resulting in no significant overall
shift in the resonance wavelength of the microring.

FIGURE 6: Representative sensor output for antiSA and IgGi immobilization to DpC-modified microring resonators.
After polymer activation (not shown), sensor baseline is achieved in immobilization buffer followed by (1) solutions
of antiSA and IgGi for approximately 15 minutes, prior to a brief wash with (2) immobilization buffer. Residual,
unreacted DpC chains are deactivated in (3) a high pH buffer. Microrings are exposed to (4) immobilization buffer
for overall quantification of immobilized antibody.

FIGURES 7A and 7B: The relative shift difference of the microrings as a function of SA concentration in human
serum for antiSA-DpC Microrings 1 (FIGURE 7A) and 2 (FIGURE 7B) follow Langmuir statistics, as expected. A
best fit Langmuir binding relation is included, yielding binding association constants of 0.027 (ng ml-1)-! and 0.026
(ng mI-1)-1 for Microring 1 and Microring 2, respectively.

FIGURE 8: Response of antiSA-DpC Microring 2 and IgGi-DpC microrings to a second antiSA solution. After the
undiluted human serum / PBS exposure steps, the microrings are exposed to (1) a solution of a second antiSA for
signal amplification. Microrings are returned to (2) PBS buffer to observe bound antiSA. As expected, IgGi-DpC
cannot bind the second antiSA probe, confirming that these devices did not bind SA.

FIGURE 9: lllustration of hierarchical platform with an ultra low fouling first layer and high-loading second layer.
FIGURES 10A-C: 10A: IgG functionalization levels on films with one-layer (One) and hierarchical (HA) structures
prepared via SI-ATRP and SI-PIMP. 10B: Fouling levels in the presence of undiluted serum or plasma, before and
after 1gG functionalization. 10C: Antigen detection from PBS.

FIGURE 11: The SPR sensorgram for the fouling test in the presence of undiluted blood plasma or serum on
hierarchical pCB films.

FIGURE 12: Following EDC/NHS activation, the pCB films were modified with TSH IgG, deactivated with SC buffer,
and then used for TSH antigen detection.

FIGURE 13: Test data for type A red blood cells detected in solution using ring resonator photonic devices in
accordance with the embodiments disclosed herein.

FIGURE 14: Test data for type B red blood cells detected in solution using ring resonator photonic devices in
accordance with the embodiments disclosed herein.

FIGURE 15: Test data for type A and B antigen detected in type A plasma using ring resonator photonic devices in
accordance with the embodiments disclosed herein.

FIGURE 16: Test data summary for detecting type A and B antigens in type A and B plasma using ring resonator
photonic devices in accordance with the embodiments disclosed herein.

DETAILED DESCRIPTION

[0011] Photonic devices, systems, and methods for detecting an analyte in a biological solution (e.g., whole blood)
are provided. Representative photonic devices are optical ring resonators having nanoscale features and micron-sized
diameters. Due to the compact size of these devices, many resonators can be disposed on a single substrate and tested
simultaneously as a sample is passed over the devices. Typical analytes include blood cells, antibodies, and pathogens,
as well as compounds indicative of the presence of blood cells, antibodies, or pathogens (e.g., serology). In the present
invention, blood type and blood immune sensitization status is determined through photonic sensing using a combination
of direct detection of blood cells and serology. By combining the detection signals of multiple devices, the type of blood
can be determined. A photonic system for determining blood type and immune sensitization to blood type is provided.
According to the invention is provided:

a photonic system for determining a blood type of a single whole blood sample, comprising:

(1) a first photonic device for determining the blood type of said single whole blood sample in contact with said
photonic device, comprising:

a first sample waveguide having a first sample surface; and a first binding coating covering and being in
optical communication with at least a portion of the first sample surface, the first binding coating being
configured to directly and specifically bind to a blood cell target moiety of said single whole blood sample
indicative of the blood type, wherein the blood cell target moiety is attached to a blood cell body selected
from the group consisting of a blood cell, a blood cell membrane, a blood cell fragment, a microvesicle, and
a blood cell-associated antigen, and wherein the first photonic device is configured such that light passed
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through the first sample waveguide has an evanescent field that extends a distance beyond the first sample
waveguide sufficient to label-free detect the bound blood cell target moiety; and

(2) a second photonic device for determining blood type of said single whole blood sample in contact with this
photonic device, comprising:

a second sample waveguide having a second sample surface; and a second binding coating covering and
being in optical communication with at least a portion of the second sample surface, the second binding
coating comprising specific antigens being configured to bind to an antibody of said single whole blood
sample indicative of the immunity to blood antigens, wherein the second photonic device is configured such
that light passed through the second sample waveguide has an evanescent field that extends a distance
beyond the second sample waveguide sufficient to detect label-free the antibody indicative of immunity to
blood antigens, the binding coating of each photonic device comprising a different binding moiety being
configured to specifically bind to a target moiety indicative of blood type or immunity to blood antigens, all
target moieties being tested in said single whole blood sample, wherein the first photonic device and the
second photonic device are configured to simultaneously determine the blood type of said single whole
blood sample,

wherein the first and second binding coating is antifouling and includes a zwitterionic polymer, hydrophilic
polymer substrates, mono-, oligo- and polysaccharide-based non-fouling coatings or protein-based coatings
that prevent subsequent non-specific blood protein adsorption, as assessed by exposing an antifouling-
coated resonator biosensor surface to human blood plasma and measuring the net shift in resonance
wavelength after exposure to human blood plasma.

[0012] In one embodiment, the binding coating has a first refractive index prior to binding the target moiety indicative
of blood type and a second refractive index after binding the target moiety indicative of blood type, wherein the first
refractive index and the second refractive index are different, and wherein an evanescentfield of electromagnetic radiation
of a first wavelength extends beyond the binding coating and into any binding moiety bound to the binding coating.
[0013] FIGURE 1D illustrates arepresentative photonic device 100 used to capture atarget moiety 111 from a biological
sample fluid flowing over the device 100. The target moiety 111 is captured by a binding moiety 109 that is part of a
binding coating coupled to a surface of a waveguide 105 such that the photonic device 100 is operable to detect the
bound target moiety 111 by evanescent sensing via electromagnetic radiation propagating through the waveguide 105.
As illustrated in FIGURE 1B, the evanescent field can extend relatively far beyond the waveguide 105, therefore the
photonic device 100 allows for sensing of relatively large species (e.g., blood cells) compared with competing techniques
(e.g, SPR).

[0014] The photonic device 100 includes the optical waveguide 105 disposed on a substrate 107. The device 100 is
configured such that waveguiding will occur in the waveguide 105 at desired wavelengths of electromagnetic radiation.
In certain embodiments, the device 100 is surrounded on three sides by the ambient environment (e.g., air) and supported
by the substrate 107, as illustrated. However, it will be appreciated that cladding layers can be applied to one or more
of the free surfaces of the waveguide 105 not abutting the substrate 107.

[0015] Still referring to FIGURE 1D, a binding moiety 109 is coupled to the surface of the waveguide 105. The binding
moiety 109 can be directly coupled to the surface of the waveguide 105, or can be attached to an intermediate layer.
Such an intermediate layer may be an anti-fouling layer, as disclosed in the Exemplary Embodiments below.

[0016] The binding moiety 109 can be any moiety known to those of skill in the art that will bind to a desired target
moiety 111 contained within the sample flow. Representative binding moieties include synthetic or isolated saccharides
(mono-, di-, tri-, tetra-, and oligo-) representative of the blood group antigen system, synthetic or isolated antigenic
glycoconjugate (glycopeptide, glycolipid, glycosamino glycan) present on human cells and tissues, synthetic or isolated
protein and peptide moieties and antigens present on human erythrocytes and other cells and tissues, lipid species
specific to erythrocytes and other cells and tissues; whole or fragmented eukaryotic/prokaryotic/viral components; syn-
thetic or modified biomimetic compounds capable of binding to carbohydrate, protein, glycoconjugate or lipid species;
synthetic or isolated saccharides (mono-, di-, tri-, tetra-, and oligo-) antigens or binding moieties; antibodies, nanobodies,
fab, aptamers, and other antigen-specific capture species.

[0017] Representative binding moieties are configured to bind to: blood cells, antigens, antibodies, pathogens, nucleic
acids, and other biologically relevant species. In certain embodiments, the photonic device is used to determine blood
type from a sample of blood in contact with the device. In such embodiments, at least one binding moiety is used to bind
a target moiety is indicative of blood type. Representative target moieties include moieties similar to those listed above
for the binding moieties (e.g., because both direct and indirect typing can be used). Additionally, non-antibody-based
capture elements can be used instead of antibodies, as well as any binding or target moieties known to those of skill in
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the art.

[0018] In one embodiment, the target moiety indicative of blood type is attached to a blood cell. This approach is
referred to as "direct typing", because the blood cell itself is bound to the photonic device 100 (i.e., sensed by the device)
through the binding moiety 109 on the waveguide 105 coupling to the target moiety 111 that is part of the blood cell
itself. Blood cells include white blood cells, red blood cells, platelets, microparticles, and portions thereof.

[0019] In other embodiments, "indirect typing" is used, wherein, the binding coating is an antigen and wherein the
target moiety indicative of blood type is an antibody (e.g., through serology) indicative of immunity to blood or pathogen
antigens.

[0020] While both direct and indirect typing can be used to determine blood type, these techniques can also be used
to determine what blood types the blood isimmunized against. Accordingly, indirect typing can be used to detect antigens
that are indicative of immunity to aspects of a blood type.

[0021] Typically, only one of direct and indirect typing will be used on a single photonic device (i.e., a single resonator).
This is because each device is configured to only bind to one specific target moiety. This specific binding scheme provides
certainty that any binding event detected by the device will indicate the presence of the single desired target moiety.
However, because photonic devices (e.g., ring resonators) can be fabricated to have such small dimensions, a single
substrate ("chip" or "die") may contain up to thousands of devices, each capable of having a different binding moiety
attached to its sensing surface. Therefore, on a single substrate, both direct and indirect typing may be used.

[0022] This parallel approach proves particularly powerful when undertaking the typing of blood, which may require
sensing of several target moieties (e.g., blood cells and various antibodies) before the blood type can be determined
accurately. Using known techniques, these multiple targets would require multiple test runs. Using the present embod-
iments, a single blood sample can be typed by contacting it with a single substrate containing a plurality of photonic
devices having binding coatings configured such that all of the necessary target moieties will be tested for in the sample.
By combining the output of the plurality of devices, the target moieties present in the blood can be determined, which,
in turn, allows for determination of blood type.

[0023] The analysis of blood using both direct and indirect typing according to the invention is described further below
in Exemplary Embodiment 3.

[0024] While the devices disclosed have thus far been described as related to blood typing and blood immunology, it
will be appreciated that the devices can also be used to determine the presence of a pathogen in a biological sample,
such as blood. As with analysis of blood using the devices, the pathogen can be detected directly or indirectly by
functionalizing the device with a binding moiety configured to bind to a target moiety indicative of a pathogen. The target
moiety indicative of the pathogen can be one of a pathogen, a pathogen-associated antibody, a pathogen associated
nucleic acid, and a pathogen-associated antigen.

Binding Coatings

[0025] All binding coatings include the binding moiety, as described above. However, the binding coating may also
provide other properties. Of particular interest are coatings that improve the compatibility of the device with the sample.
Because biological samples, such as blood, are of particular interest, certain coatings are antifouling, so as to decrease
(or eliminate) non-specific binding.

[0026] While any antifouling coating can be used, in one embodiment, the binding coating is zwitterionic. Other anti-
fouling coatings include hydrophilic polymer substrates (e.g. poly- and oligoethylene glycol, PEG and OEG), mono-,
oligo- and polysaccharide-based non-fouling coatings, and protein-based coatings that prevent subsequentblood protein
adsorption.

[0027] Asdisclosed in more detail in the Exemplary Embodiments below, zwitterionic films can be configured to provide
antifouling properties and can be engineered to be both thin (so as to allow for evanescent detection beyond the film)
and to have appropriate binding moieties on a distal surface so as to capture target moieties.

[0028] Representative zwitterionic films useful with the embodiments disclosed herein are disclosed in the following
references: U.S. Patent No. 7,879,444; U.S. Application Publication Nos. 20110195104, 20090156460, 20100099160,
20100247614, 20100249267, 20090259015, 20110097277, 20080181861, 20110282005, and 20110105712; and PCT
Publication Nos. WO 2009/067562, WO 2008/083390, WO 2009/067566, WO 2009/067565, WO 2008/019381, WO
2011/057225, WO 2007/024393, WO 2011/057224, and WO 2011/057219.

[0029] In one embodiment, the binding coating comprises a poly(carboxybetaine). However, it will be appreciated that
any zwitterionic material can be used as long as it meets the requirements of the devices disclosed herein.

[0030] In one embodiment, the binding coating comprises a plurality of layers, including an antifouling layer and a
capture layer. As disclosed in Exemplary Embodiment 2 (and as illustrated in FIGURE 9), the antifouling coating can
be engineered to have a plurality of layers, each having a separate function. In one embodiment, the antifouling layer
is zwitterionic. In one embodiment, the capture layer comprises at least one binding moiety. In one embodiment, the
binding moiety is configured to bind to the target moiety indicative of blood type. In certain embodiments, the binding
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moiety is an antigen configured to capture circulating antibody to determine indirect type. In another embodiment, the
binding moiety is an immobilized antibody or similar antigen-binding moiety to determine direct type.

[0031] In one embodiment, the antifouling layer is bound to the capture layer. Multilayer binding coatings are typically
covalently or ionically bound together to provide the antifouling functionality and the binding functionality. However, it
will be appreciated that any means for combining these functionalities is contemplated. Furthermore, in one embodiment,
the binding coating is covalently attached to the sample waveguide. Conversely, in one embodiment, the binding coating
is not bound to the sample waveguide.

Photonic Devices

[0032] In one embodiment, the sample waveguide is a portion of a photonic device selected from the group consisting
of a resonator and an interferometer.

[0033] In certain embodiments, the resonators are optical resonators. The optical resonator structures discussed
herein can be silicon based nanostructures, and in at least one embodiment include a traveling-wave ring that is coupled
to a nearby silicon waveguide. In certain embodiments, the ring resonators have a diameter of 100 microns or less. In
other embodiments, the ring resonators have a diameter of 50 microns or less. In at least some embodiments the optical
resonator structures employed in this technology are nano-scale. In at least some embodiments, optimized slotted
waveguides use sub-100 nm features (e.g., a slot dividing the waveguide in half of 100 nm or less) to concentrate optical
fields near the surface of the waveguides, to achieve relatively greater sensitivities than can be provided by surface
plasmon resonance (SPR) devices. Such slotted ring resonators and waveguide structures are known in the art.
[0034] It should be understood that while a silicon ring resonator structure is an exemplary optical cavity resonator
structure that can be used as a photonic device in accordance with the embodiments disclosed herein, the concepts
disclosed herein are not intended to be limited to silicon structures or ring resonator structures. The embodiments
disclosed herein can be implemented on any photonic devices that can be used for evanescent wave sensing. Further-
more, such photonic can be implemented on varied substrates (not just silicon, as noted immediately above). Thus,
where reference is specifically made to silicon ring resonators herein, it should be understood that such a structure is
an exemplary and non-limiting embodiment.

[0035] Silicon photonics has the potential to revolutionize label-free real-time biosensing. Of particular interest in the
presentdisclosure is the identification of blood type from a sample of whole blood. Through chemistries that can selectively
functionalize both oxidized silicon and silicon nitride with moieties capable of selectively binding with targets (such as
proteins, bacteria, and other bio-molecules), it is possible to achieve both specificity and extraordinary sensitivity in a
chip-scale system based on the use of nano-photonic waveguides. The concepts disclosed herein are based on using
the silicon ring resonator, which includes a traveling-wave ring that is coupled to a nearby silicon waveguide. The ring
resonator structure’s response is a function of the refractive index (i.e., dielectric constant) above the resonator, permitting
it to sensitively and specifically detect bound species (e.g., blood cells, antigens, etc.) at or near the surface of the device.
Preliminary studies indicate that such ring resonator structures possess sensitivities that exceed that of SPRs, with limits
of detection low enough to detect individual small-molecule binding events.

[0036] One significance of the use of silicon nano-photonic based devices is that such silicon-based biosensors can
be mass-produced with standard silicon fabrication techniques widely employed in the electronics industry, providing
economies of scale enabling powerful yet inexpensive sensing devices to be achieved. As compared to SPR devices,
a ring resonator device offers much greater sensitivity, potentially at lower cost, with the possibility of truly integrated
data acquisition and processing offered by leveraging integrated chip technologies. By integrating optical and electronic
complexity (photonic waveguides and transistors) with these sensors, it will become possible to perform thousands of
different tests, in real-time, on a single sample, with a chip that could cost a fraction of the cost of traditional biosensors
in large volumes. Such a chip would have enormous impact in areas as disparate as disease diagnosis, global health,
biological and chemical warfare, homeland security, home health care and diagnosis, and environmental monitoring.
[0037] In certain embodiments, a single chip device is provided with photonic structures, switches, detectors, and
calibration structures integrated directly onto a single die.

[0038] Silicon-on-insulator waveguides provide a remarkable platform for manipulating light on a nano-scale. Because
silicon-on-insulator is a standard material for manufacturing nano-scale electronic circuits, it is possible to commercially
obtain material of extremely high and consistent quality, and to leverage billions of dollars of commercial nanofabrication
infrastructure to build nano-scale devices. This commercial infrastructure also makes silicon an ideal platform for moving
rapidly from individual devices into large-scale integrated systems. Silicon is optically transparent at telecommunications
wavelengths (near 1.5 pum), making the silicon waveguide a system that is inherently compatible with today’s existing
fiber optic infrastructure. Lastly, silicon has one of the highest refractive indices of any common dielectric material,
allowing silicon waveguides to concentrate light to a remarkable degree, in particular near the surfaces of the waveguides,
where the field can interact very strongly with surface bound ligands as well as their targets; viruses, nucleic acids,
proteins, and cells.
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[0039] For evanescent wave sensing, it is extremely desirable to have very large optical fields concentrated near the
surface of the optical waveguides, where binding events can occur. By concentrating an optical mode into a very small
volume, it is a natural corollary that the peak electric field strength of the optical mode will increase. It is possible, with
integrated optics in a high index contrast system like silicon ridge waveguides, to achieve mode field concentrations that
are 10,000X or more what is typically achieved for a propagating (non-focused) beam of light in air. In fact, the electric
field strength of the optical mode propagatingin a typical nano-scale silicon waveguide is comparable to the concentrations
that can be achieved at the focus of a tightly converging beam in free space. With a silicon guide, this mode can propagate
for centimeters without substantial losses, whereas the focus of a lens is only microns in length. In comparing the
sensitivity of a silicon photonic system to a conventional SPR biosensor solution, it is worth considering the relevant
path lengths along which light can interact with the ligand molecules. In an SPR system, the light bounces through the
thin (~10 nm) layer of ligand only twice. By contrast, with ring resonators, the light will travel around an approximately
50 wm diameter ring many thousands of times on average (or more), providing a radically increased interaction length.
[0040] An additional advantage comes from the ability to fabricate many optical devices within the same chip, and to
use lithography to align them together. As a result, there is only one alignment needed in packaging the devices; it is
possible to address an entire optical system with a single fiber array connecting to the outside world. By integrating
multiple devices onto the same chip, a single optical alignment can be used to address hundreds or even thousands of
different optical components, all of which can comprise a single complex system.

[0041] Such a system could include on-chip resonators, detectors, a switch matrix, couplers, and transistor-based
control electronics. This means that once a system is in place to test and package these integrated devices, the marginal
cost of adding more complexity to a given device is very small.

[0042] One of the great benefits of working in the silicon-on-insulator system for photonics comes from access to
cutting-edge lithographic processes. By etching an extremely narrow trench (5-100 nm) down the center of a waveguide,
it becomes possible to confine a significant fraction of the propagating optical mode in the low-index slot formed in the
center of the guide. The divergence condition for a transverse electric mode, moreover, causes the optical field to be
concentrated in the low-index region between the slots.

[0043] In certain embodiments, the silicon based ring resonator structure and fluidics components are implemented
on an integrated silicon chip. A controller can be implemented as a custom designed circuit (such as an application
specific integrated circuit) or a microprocessor and memory, the memory including machine instructions which when
executed implement a plurality of functions, including introducing a sample into the ring resonator structure, collecting
optical data related to the resonance of the ring structure, and analyzing the results to determine if a particular target
moiety has been bound to the ring resonator structure.

[0044] In certain embodiments, fluidics components are designed to establish specific conditions in the sampling
volume of the ring resonator structure to facilitate the study of the sample volume. The sample may be introduced to
one or more devices using fluidics. In such an embodiment, the fluidics components include a configurable micro-fluidic
flow cell in which flow can be precisely controlled. Such fluidic components include flow cells that can be incorporated
into a silicon based chip. Incorporating micro-fluidics with the photonic devices enable simplified sample delivery, routing,
and analysis as related to the photonic devices.

[0045] There are many different resonator structures that can be implemented on silicon or silicon related substrates,
which can achieve evanescent wave coupling effects at significantly greater distances from a sensor surface than can
SPR devices. Such resonator structures, one of which is the silicone ring resonator structure discussed above, include
photonic resonator crystals, photonic resonator rings, photonic resonator disks, photonic resonator linear cavities, pho-
tonic resonator racetracks, photonic distributed Brag reflectors, and Fabry-Pérot structures. Such structures are encom-
passed by the term optical micro cavity resonators (or optical cavity resonators). These high-index-contrast optical cavity
resonators can be implemented using silicon, silicon nitride, germanium, or any mixture thereof, in crystalline, polycrys-
talline and amorphous forms. According to the invention, a photonic system for determining a blood type is provided.
The system includes:

(1) a first photonic device for determining the blood type of a single whole blood sample in contact with said photonic
device, comprising:

a first sample waveguide having a first sample surface; and

a first binding coating covering and being in optical communication with at least a portion of the first sample
surface, the first binding coating being configured to directly and specifically bind to a blood cell target moiety
of said single whole blood sample indicative of the blood type, wherein the blood cell target moiety is attached
to a blood cell body selected from the group consisting of a blood cell, a blood cell membrane, a blood cell
fragment, a microvesicle, and a blood cell-associated antigen, and wherein the first photonic device is configured
such that light passed through the first sample waveguide has an evanescent field that extends a distance
beyond the first sample waveguide sufficient to detect label-free the bound blood cell target moiety; and
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(2) a second photonic device for determining blood type of said single whole blood sample in contact with this
photonic device, comprising:

a second sample waveguide having a second sample surface; and

a second binding coating covering and being in optical communication with at least a portion of the second
sample surface, the second binding coating comprising specific antigens being configured to bind to an antibody
indicative of immunity to blood antigens, wherein the second photonic device is configured such that light passed
through the second sample waveguide has an evanescent field that extends a distance beyond the second
sample waveguide sufficient to detect label-free the antibody indicative of immunity to blood antigens.

The binding coeating of each photonic device comprises a different binding moiety being configured to specifically
bind to a target moiety indicative of blood type or immunity to blood antigens, all target moieties being tested in said
single whole blood sample. The first photonic device and the second photonic device are configured to simultaneously
determine the blood type. By using simultaneous detection, the output of multiple devices can be compared to
determine blood type (or detect a pathogen) in real time. First and second binding coating is antifouling and includes
a zwitterionic polymer, hydrophilic polymer substrates, mono-, oligo- and polysaccharide based non-fouling coatings
or protein-based coatings that prevent subsequent non-specific blood protein adsorption, as assessed by exposing
an antifouling-coated resonator biosensor surface to human blood plasma and measuring the net shift in resonance
wavelength after exposure to human blood plasma. In one embodiment, the photonic system further comprises a
computer configured to determine the blood type using output from both the first photonic device and the second
photonic device. By comparing the response of the two different devices having two different binding coatings, a
greater depth of information about the sample can be obtained using a single system. For example, both blood type
(direct binding) and serology can be performed at the same time on the same sample.

[0046] In one embodiment, the photonic system further comprises a reference waveguide that does not have any
binding coating. The reference waveguide may be an untreated waveguide that serves as a temperature reference that
allows for calibration of the obtained data with regard to the temperature of the devices (e.g., resonators change char-
acteristics with changing temperature and so fluctuations in temperature should be accounted for in interpreting data
from devices).

[0047] In one embodiment, the photonic system further comprises a third photonic device configured to bind a moiety
indicative of a pathogen. Using yet another device, a single sample can also be tested for a pathogen in order to not
only characterize the blood, but also pathogens contained therein. In one embodiment, the moiety indicative of a pathogen
is selected from the group consisting of a pathogen, a pathogen-associated antibody, a pathogen-associated nucleic
acid, and a pathogen-associated antigen.

[0048] In additional aspects, methods for testing a biological fluid (e.g., blood) are provided. In the methods, the devices
and systems provided herein are exposed to the fluid sample and the effect of the sample on the device characteristics
(e.g., resonant wavelength of a ring resonator) in response to binding events on the sample surface of the device are
measured. Multiple devices can be used to compare the results of multiple different binding surfaces spread across
multiple devices. The testing can be simultaneous across a plurality of devices in order to facilitate real-time testing.
Microfluidics can be used to deliver the sample to the devices, as well as buffer and wash treatments. Automation can
be accomplished by coordinating (e.g, by computer) the delivery of sample to the device(s) and the measurement of the
output of the device(s).

Exemplary Embodiment 1. Photonic sensing in undiluted human plasma.

[0049] Inthe present study, we incorporated a novel self-adsorbing zwitterionic polymer, which is engineered to readily
modify the native oxide of silicon-based devices for enhanced performance in complex biological fluids. These zwitterionic
polymers, composed of carboxybetaine methacrylate (CBMA) monomers, are charge dense, yet net-neutral. This material
property electrostatically induces surface hydration as opposed to hydration by hydrogen bonding interactions, resulting
in ultra-low protein fouling when exposed to human plasma and serum.

[0050] As demonstrated by the authors, the chemistry described herein has previously enabled the detection of bio-
molecules at clinically relevant sensitivities in complex media using plasmonic and mechanical sensors. Translating
these zwitterionic chemistries to the microring resonator opens the possibility of performing sensitive clinical assays on
silicon photonics. Using this approach, we report the label-free detection of a protein at 10 ng mI-! in undiluted human
serum, a first in the field of silicon photonics-based biosensing.

[0051] For this study, we utilized a microring resonator chip consisting of a number of individual microring sensors.
The microrings are rapidly interrogated by an external laser with a center frequency of 1560 nm (approximately 250 ms
per microring). Real-time peak-fitting software determines the shift in resonance wavelength of the optical cavity as a
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function of time. The biosensor chip is coated in a fluoropolymer cladding to minimize waveguide losses. Portions of the
cladding have been removed to expose the silicon oxide surface of the microring resonators for chemical modification
and subsequent biosensing experimentation. The remaining fluoropolymer-clad microring resonators serve as temper-
ature and vibration reference controls (FIGURE 1C). Mylar microfluidic gaskets are used to orthogonally address sets
of microring resonators to perform chemical modifications and interrogate biological interactions at the sensor surface.
The geometry of the waveguide is a 500 x 200 nm ridge, as shown in FIGURE 1B, while the ring radius is 15 pm.
[0052] We introduced a self-adsorbing zwitterionic polymer DOPA-pCBMA (DpC) that dramatically reduces non-spe-
cific binding to the surface of the silicon microring. Initially, we evaluated the ability of the DpC strategy to prevent non-
specific adsorption of protein to the oxide surface on the silicon microring resonator. Microring resonator biosensors
were exposed to solutions of DpC or bovine serum albumin (BSA) for surface passivation. The DpC coating was char-
acterized by X-ray photoelectron spectroscopy (XPS) and ellipsometry. To assess the ability of the biosensor surface
coatings to resist non-specific protein adsorption, we exposed DpC-modified resonators to solutions of fibrinogen (FIG-
URE 5) and undiluted human blood plasma (FIGURE 2). FIGURE 2 illustrates relative resonance shift for three microrings
with varying surface chemistries during exposure to undiluted human plasma. As illustrated, microrings were subjected
to buffer, then human plasma, and returned to buffer. The net resonance shift at the 30 minute mark and beyond is
proportional to the amount of adsorbed material on the surface of the microring.

[0053] The net shift in resonance wavelength after exposure to human plasma was used to assess the amount of
‘fouling’ protein adsorbed to the microring resonator surface. While BSA passivation of the sensor surface decreased
the amount of 'fouling’ protein by around 50% compared to the 660 pm shift seen on bare silicon oxide, the DpC coating
resulted in only 5 pm of shift due to fouling in undiluted human plasma. This result demonstrates the noteworthy capability
of DpC coatings to yield ultra-low fouling surfaces on silicon photonic devices.

[0054] In addition to effectively eliminating sensor response to biological noise, the DpC strategy enables facile con-
jugation of capture ligands that can impart biological function to individual silicon microrings. When exposed to a sample
solution, these capture element ligands bind target molecules generating a shift in microring resonance proportional to
the target analyte concentration. We employed carbodiimide chemistries to immobilize a monoclonal antibody (antiSA)
specific for the model protein analyte, streptavidin (SA). An isotype antibody (IgGi), sharing the same structure as antiSA,
but with no binding specificity for SA, was immobilized to adjacent microring resonators to serve as a negative control
during subsequent analyses (FIGURE 6). To demonstrate specific protein detection, phosphate-buffered saline (PBS)
spiked with 20 wg/ml SA was flowed over the microrings, shown in FIGURE 3A. In FIGURE 3A, the waveguide 105 and
antiSA binding moiety 110 are used to capture SA 120. As expected, the antiSA-DpC microrings exhibited specific
binding of SA, while control IgGi-DpC microrings had no significant sensor response.

[0055] Further experiments were performed to explore the relationship of SA concentration in PBS to the microring
resonance shift. AntiSA-DpC and IgGi-DpC microrings were exposed to successively increasing SA-spiked PBS solu-
tions, with intervening unspiked PBS washes, detailed in FIGURE 3B. The binding process of SA to antiSA-DpC is
known to follow Langmuir statistics and the relative resonance shift difference as a function of target analyte concentration
can then be expressed as:

dA = AaP /(1 + aP) (1)

[0056] Here, P is the concentration of SA in solution, a is the binding coefficient, A is a constant of proportionality
depending on the number of antiSA sites, and the amount of resonance shift per SA molecule, and finally di is the
relative resonance shift difference. A least-squares fit of (1) to the peak shift differences between the antiSA-DpC and
IgGi-DpC microrings seen in this experiment is shown in FIGURE 3C. Langmuir statistics are followed, with a best-fit
binding coefficient o of 0.0034 (ng mI-')-1. The primary goal of this study was to demonstrate the detection of analyte in
undiluted serum. Undiluted human serum was spiked with SA at concentrations ranging from 10 ng ml-! to 10 pg ml-1,
encompassing a range of concentrations relevant to clinical diagnostics. Sensors were exposed to increasing concen-
trations of SA-spiked human blood serum, with PBS buffer washes between samples, as seen in FIGURES 4A (detail)
and 4B (full scan).

[0057] The results of several functionalized microring biosensors are shown. Large resonance shifts are seen on all
rings, on the order of 650 pm, due to the difference in average refractive index between PBS and human serum. A clear
relative shift difference is seen between the antiSA-DpC microrings and the 1gGi-DpC control microring, indicating that
SAisbeing successfully detected. Someincrease in the level of fouling is observed when compared to the unfunctionalized
DpC coated microrings shown in FIGURE 2. This increase is due, in large part, to nonspecific binding of serum proteins
to the immobilized antibody capture ligands. Plotting the relative peak-shift differences for the antiSA-DpC and IgGi-
DpC microrings, one recovers a relationship that follows Langmuir statistics (FIGURES 7A and 7B). A least squares
regression assuming relation (1) yields a binding coefficient of 0.027 (ng ml-1)-1 and 0.026 (ng ml-1)- for microrings 1

10



10

15

20

25

30

35

40

45

50

55

EP 2 734 841 B1

and 2, respectively, with the estimated number of binding sites 5.1x105 and 3.8x105. The difference in binding sites
between microrings is to be expected, as it is not possible to precisely control the number of antibodies immobilized to
the DpC scaffold on each device. Based on the approximate dimensions of the SA molecule (5x5x5 nm3), the observed
response at saturation corresponds to 15% surface coverage of the microring in the case of antiSA-DpC Microring 1. It
is worth noting that we observe a difference in the binding coefficients when characterizing antiSA-DpC/SA association
in buffer versus undiluted serum. This difference in binding coefficients was anticipated due to the differences in solution
composition (serum vs. buffer), and the results are comparable to what has been observed in similar biosensing exper-
iments.

[0058] The intrinsic noise of the measurements can be estimated by the squared error between the fitted curve and
the data, and is 2.8 pm and 2.5 pm RMS. Assuming a noise floor of 3o, the functional biosensors exhibit sensitivities of
approximately 10 ng ml-! of SA in undiluted human serum. The achieved limit of detection is an order of magnitude more
sensitive than the basic commercial colorimetric ELISA used for protein detection in clinical assays. A further control
experiment utilized a second polyclonal antiSA antibody to confirm the specific capture of SA by the antiSA-DpC micro-
rings and the absence of SA on the 1gGi-DpC microring (FIGURE 8).

[0059] To leverage the high sensitivity of silicon photonic-based sensing platforms, robust chemical surface modifi-
cation is imperative for label-free device performance in complex biological samples. For the first time, we have shown
that label-free silicon photonic biosensors can provide ELISA-like sensitivity with extraordinary selectivity in undiluted
human serum. This study highlights a rapid, simple, and versatile chemical surface modification for silicon photonic
biosensors: coatings of DpC can be deposited on sensors in minutes and can be used to immobilize surface capture
elements for biophotonic applications. This development in biocompatible silicon photonics represents a significant step
for the application of these devices in clinical diagnostics and the biomedical sciences.

Experimental Methods
Microring resonators biosensing platform:

[0060] Silicon microring resonator biosensors and corresponding analysis instrumentation were manufactured by
Genalyte, Inc. (San Diego, CA). Each biosensor chip (6 x 6 mm) consists of an array of 32 individually addressable
microring resonators (30 um in diameter) suitable for real-time biosensing analysis. Twenty four of these microring
resonators are exposed for biosensing and eight are coated with a fluoropolymer-cladding to serve exclusively as
temperature and vibration reference controls. Exposed microring resonators can be surface modified using chemistries
that are compatible with the native oxide of the silicon waveguides. To minimize waveguide losses, the entire chip is
coated with cladding with the exception of the exposed microring sensors, limiting all interactions with a biological sample
to designated resonators. An external cavity diode laser with a center frequency of 1560 nm rapidly interrogates grating
couplers of individual microring resonators (approx. 250 ms per ring), measuring the shift in resonance wavelength of
the optical cavity as a function of time.

Material

[0061] All chemical reagents were purchased from Sigma-Aldrich, Corp (St. Louis, MO) and used without further
purification unless otherwise noted. Fraction V bovine serum albumin was purchased from EMD Chemicals (Gibbstown,
NJ). Fibrinogen (Fb; Fraction |, bovine plasma) was purchased from Sigma-Aldrich. Human plasma and serum samples
were provided by the Puget Sound Blood Center (Seattle, WA). Murine monoclonal antibodies against streptavidin and
monoclonal immunoglobulin (IgG1) control antibodies were purchased from Abcam, Inc (San Francisco, CA). Streptavidin
and polycloncal anti-streptavidin antibodies (for secondary antibody probe experiments) were purchased from Vector
Laboratories (Burlingame, CA). All buffers used for biosensing experiments were prepared using ultrapure deionized
water (Barnstead Nanopure; Dubuque, IA). The pH of buffer solutions was adjusted using 1M solutions of sodium
hydroxide (NaOH) or hydrochloric acid (HCI). Phosphate-buffered saline (PBS, pH 7.4) was composed of 10 mM phos-
phate (1.9 mM KH,PO,, 8.1 mM Na,HPO,) and 150 mM sodium chloride (NaCl). Polymer deposition was performed in
deposition buffer (10 mM tris(hydroxymethyl)aminomethane (Tris), pH 8.5). Surface grafted polymer coatings were
activated using freshly prepared solutions of 0.4M 1-Ethyl-3-[3-dimethylaminopropyl]carbodiimide hydrochloride (EDC)
and 0.1M N-hydroxysuccinimide (NHS) purchased from Sigma-Aldrich. Antibody immobilization buffer was composed
of 10 mM HEPES (4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid) at pH 7.8. Silicon wafers used for XPS charac-
terization and ellipsometry measurements were purchased from Silicon Valley Microelectronics (San Jose, CA). Hydro-
gen peroxide (H,0,) and sulfuric acid (H,SO,) solutions were purchased from J.T. Baker (Phillipsburg, NJ) and Sigma-
Aldrich, respectively. Ethanol was purchased from Deacon Laboratories (King of Prussia, PA).
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Synthesis of DOPA-pCBMA (DpC) conjugates

[0062] The synthesis of DpC polymer conjugates has been described in detail in previous publications. Briefly, an
initiator molecule was synthesized containing two adhesive catechol groups (DOPA,; N,N’-(2-hydroxypropane-1,3-di-
yl)bis(3-(3,4-bis(tert-butyldimethylsilyloxy)phenyl)-2-(2-bromo-2-methylpropanamido)propanamide)) as described pre-
viously. Following synthesis of the CBMA monomer, DpC was polymerized by atomic transfer radical polymerization
(ATRP) methods overnight. DpC conjugates were purified by dialysis, resulting in a white powder. The tert-butyldimeth-
ylsilyloxy protecting groups were deprotected using 1M tetrabutylammonium fluoride in tetrahydrofuran (THF). The
polymer was washed extensively in THF, dried under reduced pressure, and was aliquoted for storage at -20°C prior to
use.

Polymer Deposition on silicon microring resonators arrays:

[0063] Prior to surface modification with DpC conjugates, microring resonator biosensor chips were vigorously cleaned
to remove trace organics. Chips were exposed to freshly prepared piranha solution (1:1 30% H,0,: 98% H,SO,) for 10
minutes with mild agitation to remove bubbles that formed on the fluropolymer-clad chip surface (Caution! Piranha
solution is extremely dangerous as it can react explosively in the presence of organics). Biosensor chips were washed
with copious amounts of water prior to the deposition of DpC conjugates on the bare oxide surface of silicon microring
resonators.

[0064] The deposition of DpC on microring resonator arrays was monitored in real-time by analyzing the change in
the resonance wavelength of individual microrings over time. All solutions were introduced to sensors at a flow rate of
20 pL/min using two alternating 50 pL negative-pressure syringe pumps controlled by computer software (Genalyte,
Inc). Prior to deposition, deprotected DpC conjugates were diluted to a concentration of 1 mg/ml in deposition buffer (10
mM Tris-HCI; pH 8.5). The DpC solution was sonicated for 20 minutes to ensure they were fully dissolved. The biosensor
chip was exposed to deposition buffer to establish a signal baseline prior to introduction of the polymer solution. An array
of microring resonators was exposed to the sonicated DpC solution (1 mg/ml) for 15 minutes, resulting in high-density
deposition of DpC conjugates on the exposed oxide of the microring sensor surface. Microring resonators were then
washed with deposition buffer for 5 minutes, followed by an extensive wash (12 minutes) in phosphate buffered saline
(PBS; pH 7.4) to remove loosely bound DpC conjugates. Finally, all sensors were exposed to deposition buffer for the
quantification of DpC surface coverage by comparing the net shift in resonance wavelength to the initial sensor baseline
determined in deposition buffer. As a control, a second array of microring resonators was exposed to a solution of 1
mg/ml BSA prior to performing protein fouling assays on each microring resonator biosensor chip. BSA surface func-
tionalization was performed in parallel with DpC deposition.

Protein fouling assays using protein solutions:

[0065] The non-fouling character of DpC-coated and BSA-coated microring resonators was assessed by examining
their resistance to protein fouling in simple and complex biological solutions. All solutions were flowed at 20 pL/min and
results were monitored in real-time as detailed above. After establishing a baseline in PBS, surface modified (DpC- and
BSA-coated) microrings were exposed to 1mg/ml fibrinogen for 30 minutes, prior to returning to PBS for 30 minutes to
assess dissociation of unbound protein (FIGURE 5). The overall shift in resonance wavelength was used to compare
the amount of protein fouling for DpC- and BSA-coated sensors. The ability of the surface modified sensors to resist
protein fouling in complex biological solutions was assessed using undiluted human plasma (FIGURE 2). After estab-
lishing a baseline in PBS, sensors were exposed to undiluted human plasma for 15 minutes. After returning to PBS, the
overall shift in resonance wavelength was used to compare the amount of protein fouling for each surface modification
strategy. The results were compared to the amount of protein fouling on unmodified (bare oxide) microring resonators
following extended exposure to undiluted human plasma.

X-ray photoelectron spectroscopy (XPS) characterization of DpC polymer film:

[0066] Prior to XPS characterization of DpC films, the silicon substrate was cleaned with piranha solution, as detailed
above. DpC was deposited on the silicon from a 10 mM Tris-HCI buffer for 20 minutes. The substrate was rinsed vigorously
with Tris-HCI buffer, PBS, ultrapure water, then dried under a stream of nitrogen for XPS analysis. XPS composition
data (Table 1) were acquired on a Kratos AXIS Ultra DLD instrument equipped with a monochromatic Al-Ka X-ray source
(hv = 1486.6 eV). XPS data were collected at 0° takeoff angle in the hybrid mode with approximately 10 nm sampling
depth, using a pass energy of 80 eV. Three spots on duplicate samples were analyzed. Reported compositional data
were averaged over multiple spots. Data analysis was performed on the CasaXPS software (Casa Software Ltd.). As
expected, DpC modification of the native oxide of silicon decreases the percent composition of silicon (Si 2p), while
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increasing the percent composition of organic material (C Is, N Is, O Is) at the substrate surface.

Table 1: Relative compositions of bare Si and DpC-modified Si substrates as determined by XPS; n = 3, n/d: chemical

species not detected.

Bare Si chip DpC-modified Si chip

Si 2p 459 = 2.8% 11.1 = 0.6%

C1s 19.9 = 5.3% 56.1 = 0.6%

O1s 342 +25% 24.4 + 0.8%

N 1s n/d 23+01%

Na 1s n/d 2.8 +0.3%

Cl1s n/d 32+ 0.3%

Total 100% 100%

Ellipsometry measurements of DpC dry film thickness:

[0067] Prior to dry film thickness characterization, the silicon substrate was exposed to solutions of DpC (1 mg/ml in
10 mM Tris-HCI) or BSA (1 mg/mlin PBS) for 30 minutes. Treated substrates were washed vigorously with their respective
buffers, then ultrapure water, and dried under a stream of nitrogen. To determine the dry film thickness of DpC and BSA
films on silicon, measurements were obtained using an ellipsometer (M-2000; J.A. Woollam, Inc; Lincoln, NE). The
amplitude component (W) and phase difference (A) were measured for DpC-modified and BSA-coated silicon substrates
from 200-1000 nm wavelengths at varying angle of incidence (65°, 70°, 75°) at 9 spots on each chip. The data obtained
from measurements was fit using a generalized Cauchy layer (A, = 1.45, B, = 0.01, C,, = 0). The thickness of the native
oxide layer of the silicon substrates was determined as described above and applied to the Cauchy layer fit (~2.2nm).
The average dry film thickness of DpC and BSA films on the silicon substrates (Table 2) suggest that the polymer surface
modification strategy results in very thin coatings capable of strongly resisting protein fouling.

Table 2: Ellipsometry characterization of DpC and BSA films on native oxide of Si substrates
Average Thickness (n=9) MSE
3.27 = 0.25nm 3.16
1.08 = 0.10 nm 2.83

BSA film
DpC film

Immobilization of antibodies to DpC-modified microring resonator biosensors:

[0068] The terminal carboxylate groups of DpC-coated microring resonators were activated using carbodiimide chem-
istry prior to antibody immobilization. A freshly prepared activation buffer (0.4M EDC, 0.1M NHS) was passed over the
DpC-modified sensors twice for 5 minutes, separated by a 1 minute wash steps with ultrapure water. Activated DpC-
coatings on microrings were exposed to either monoclonal anti-streptavidin (antiSA) orimmunoglobulin control antibodies
(IgGi, negative control) as follows. Activated DpC-microrings were briefly exposed to immobilization buffer (10 mM
HEPES, pH 7.8) to establish a baseline, followed by immediate exposure to antibody solutions (20 wg/ml in 10 mM
HEPES, pH 7.8) for 12 minutes (FIGURE 6). After antibody immobilization, the activated-DpC was quenched via hy-
drolysis at elevated pH (10 mM HEPES, 300 nM NaCl, pH 8.2) for 15 minutes, followed by immobilization buffer to
reestablish baseline and determine the amount of immobilized antibody.

Selection criteria for functional microrings for further analysis:

[0069] Small differences in the level of immobilized antibody, as determined by the overall shift in resonance wave-
length, had a significant affect on the performance of functionalized sensors. Therefore, we analyzed microring resonators
that responded with 200 pm of overall resonance shift following antibody immobilization for analyte detection in undiluted
human serum. We also found that high levels of antibody immobilization (>200 pm in our studies) led to a decrease in
the non-fouling nature of the DpC-coating in complex media, resulting in increased non-specific adsorption and a de-
creased capacity to detect analyte at low concentrations. We found that this quantitative cut-off was not required for
detection of analyte in buffer for this proof-of-concept demonstration. This process emphasizes the need to fabricate
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and analyze arrays of silicon photonic devices in order to assess the uniformity of elaborate surface modifications.
Detection of streptavidin in buffer and undiluted human serum:

[0070] The model protein streptavidin (SA) was used to demonstrate specific detection of analyte in either buffer or
undiluted human serum by antibody functionalized DpC-modified microring resonators. 1gGi-DpC modified microrings
served as a negative control for non-specific SA binding to immobilized antibodies. To demonstrate analyte detection
in buffer, SA was diluted in PBS at concentrations ranging from 50 ng/ml to 10 wg/ml. After establishing a signal baseline
in PBS, increasing concentrations of SA in PBS were introduced to microring resonators for 5 minutes. Concentration
steps were separated by 5 minute buffer (PBS) washes. The shift in resonance wavelength of antiSA-DpC microrings
was compared to IgGi-DpC microrings to demonstrate specific streptavidin detection in buffer.

[0071] SA detection in undiluted serum was confirmed by exposing microring resonators to a series of SA-spiked
human serum samples. To obtain sensitive device measurements, undiluted SA-spiked human serum samples
(10-10,000 ng/ml) were flowed over microrings for 10 minutes per sample (20 pnL/min) using a negative-pressure syringe
pump (Chemyyx, Inc; Stafford, TX) equipped with 5mL glass syringes (Hamilton, Co; Reno, NV). Samples were separated
by 5 minute buffer (PBS) washes. Specific SA binding was defined as the difference in sensor response between antiSA-
DpC and IgGi-DpC microrings. Functionalization of surface grafted-DpC resulted in a small increase in protein fouling
compared to unmodified DpC coatings. However, there is little protein accumulation over time. Specifically, antibody
functionalized DpC-modified microrings showed -50 pm of fouling after an initial exposure to serum. However, over 60
minutes of additional exposure to undiluted serum resulted in -55 pm of additional protein fouling. These results dem-
onstrate that DpC coatings may be functionalized with biomolecules while largely retaining their non-fouling properties
during extended exposure to undiluted human serum.

Resonance Shift Calculations:
[0072] Consider a cross-section of a waveguide, expressed as g(x,y) over area Q. It can be shown that if a portion of

the waveguide cross section, Q’, experiences a shift in dielectric constant de(x,y), the shift in effective index (for small
changes) will be:

”Q,|E|2 de (x, y)dxdy
2Z ”Q Re (E* X H)Dzdxdy

dneﬁr = (2)

[0073] For the experiments described in this study, two types of index shifts are relevant. First, an index shift can be
created by a bulk change in the refractive index surrounding the waveguide, perhaps from switching the fluid from PBS
to human serum. For the 500 x 200 nm waveguide utilized, if the cladding index is close to 1.35, the index of phosphate-
buffered saline (PBS), this shift can be calculated as:

dl’leﬁr = O'O6dgclad (3)

[0074] Another type of index shift is caused by a molecule becoming bound to the surface of the microring. In this
case, the integral in (2) should be taken over the entire area into which the molecule might bind, call this Q’, and then
the result discounted by A/Q’, where A is the cross-sectional area of the molecule. The molecules under investigation
in this work have typical sizes ranging from 5 to 15 nm. The hydrated DpC layer is also estimated to be on the order of
10 nm. Therefore all index shifts occur within 30 nm of the surface of the waveguide. The optical fields exhibit minimal
falloff over such a short distance, rendering the index shiftindependent to small changes in positioning of the molecules.
Once the index shift is known, it is easy to calculate the shift in resonance wavelength:

d
dr=22 @)

o

[0075] Here Ng is the group index of the waveguide, 4.05 near 1550 nm. The waveguide effective index is 2.33. For
a molecule, (4) would need to be multiplied by L'/L, the length of the molecule, divided by the circumference of the
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microring, in this case 94 um. Combining all these expressions, we have:

1
2 Q’” Q|E |2 dxdy m
ngL 220.”9 Re (E* X H)Dzdxdy P

dA=

(‘9 molecule gbackground ) (5 )

[0076] Here mis the total mass of bound molecules, p is the density of the molecule, and &pgjecule @3N €packground are
the dielectric constants of the molecule and background materials, respectively. We have due to numerical calculation:

1
0 o2
[ el s 093 ©6)
27, ”Q Re (E "xH )Dzdxdy um
Also:
A

[0077] We can now calculate the index shift per binding event, or equivalently, the total mass bound, for a molecule
where we know the refractive index and density. As noted in the main paper, there is a simple linear relation between
the bound mass and the wavelength shift of a resonance peak. Streptavidin (SA) and antiSA should have approximate
refractive index 1.45, density 1.35 g/ml, and respective molecular weights of 60, 150 kDa. We note that the approximately
600 pm resonance shift seen in the human serum experiments suggests that the index of human serum is 1.36. The
shifts predicted in (4) should then be nearly identical for a given bound molecule, regardless of whether the background
is PBS or human serum. We have, finally, 7.86 x 10-5 pm of shift per SA binding eventin PBS. This can also be expressed
as a mass sensitivity; 0.79 pm/fg of resonance shift is expected, in agreement with the 0.89 pm/fg measured elsewhere
for a similar system. The number of SA binding sites for a given peak resonance shift difference can then be readily
calculated.

Confirmation of specific streptavidin binding to antiSA-DpC microrings:

[0078] To confirm specific SA binding to antiSA-DpC microrings, a polyclonal antiSA antibody (50 p.g/ml) was flowed
over sensors after detection of SA in serum. By analyzing the formation of an antibody "sandwich" (antiSA/SA/antiSA-
DpC), we were able to determine if there was specific capture of SA by the antiSA-DpC sensors. The antiSA-DpC
microrings exhibited a significant peak shift, while the 1gGi-DpC control microring showed no shift (FIGURES 7A and
7B). This suggests that the bound SA on the antiSA-DpC microring was able to bind the polyclonal antiSA antibodies
as expected, while simultaneously confirming a lack of SA bound to the IgGi-DpC microring. The net peak shift, approx-
imately 100 pm, was around a factor of 3 larger than the final relative peak shift of the antiSA and IgGi microrings, which
was approximately 30 pm. This is as expected, due to the relative molecular weights of 60 and 150 kDa for SA and
antiSA respectively. Further, this result indicates an approximate 1:1 correspondence between the final number of SA
molecules bound, and the final number of polyclonal antiSA antibodies bound from solution.

Exemplary Embodiment 2. Hierarchical anti-fouling layer for photonic sensing.

[0079] Surface chemistries for biosensors, implantable medical devices targeted drug/gene delivery carriers, tissue
scaffolds, and targeted molecular imaging probes in complex media remain a great challenge due to high nonspecific
adsorption and low binding capacity of molecular recognition elements. Currently, few materials have been developed
to reduce nonspecific protein adsorption, including poly(ethylene glycol) (PEG), mannitol tetraglyme, and zwitterionic
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polymers. The effectiveness of protein resistant materials relies on their high surface packing densities. Unfortunately,
highly dense two-dimensional (2D) polymer films elicit the limitation of a low ligand-binding capacity. At the same time,
a three-dimensional (3D) carboxymethylated dextran-based hydrogel binding matrix was previously developed, enabling
very high protein loading due to an open polymer structure. However, this open structure only provides weak surface
resistance to nonspecific protein adsorption, particularly in complex media such as blood. New polymers with precisely
controlled architecture are desirable for exploring novel structure-property correlations and achieving unique properties
for many applications. In this communication, we propose a unique strategy of developing hierarchical polymer films
with structurally regulated functionalities through integrating 2D and 3D structures so as to achieve ultra low nonspecific
binding and high loading of molecular recognition elements.

[0080] Our first attempt to construct a binding platform with a hierarchical architecture was demonstrated with two
distinct surface-initiated techniques. These "grafting from" approaches, based on controlled "living" radical polymeriza-
tions, were particularly promising for the preparation of polymer brushes as they permit precise control over chemical
composition, film thickness, and architecture. As shown in Scheme 1, the films were prepared via surface initiated atom
transfer radical polymerization (SI-ATRP) and surface initiated photoiniferter-mediated polymerization (SI-PIMP). The
first layer was grown in a controlled manner to reach a high surface packing density. The second layer, with a low surface
packing density, was achieved through "termination" or "regeneration" of the living capped species at the polymer chain
end for SI-ATRP and SI-PIMP, respectively.

[0081] Due to the dual functionality of poly(carboxybetaine) (pCB) films, a proof-of-concept experiment was performed
with zwitterionic pCB using a surface plasmon resonance (SPR) biosensor for demonstrating the novel hierarchical
architecture. Previous reports of surface-tethered pCB brushes formed by both SI-ATRP and SI-PIMP have achieved
excellent resistance to nonspecific protein adsorption in the presence of complex media, such undiluted human blood
serum and plasma, to fouling levels below 5 ng cm-2. These fouling levels can be maintained following the immobilization
of around 250 ng cm-2 of antibody using conventional 1-ethyl-3-(3-dimethylaminopropyl)-carbodiimide and N-hydroxy-
succinimide (EDC/NHS) coupling chemistry under biologically friendly conditions. However, this functionalization level
only corresponds to an IgG monolayer. Herein, pCB-based platforms with hierarchical structures on a SPR sensor
surface are presented for the sensitive quantification of IgG immobilization, antigen binding, and nonspecific protein
adsorption.

[0082] As shown in FIGURE 9, ATRP was combined with a "termination" approach for demonstrating the novel archi-
tecture. ATRP involves a dynamic equilibrium between activated propagating radicals and dormant halide end-capped
polymer chains, yielding low polydispersity and controlled growth. This "living" characteristic enables re-initiation from
macroinitiators for the synthesis of block copolymers. In order to achieve hierarchical pCB films possessing ultra low
fouling and high loading properties via SI-ATRP, a densely packed first layer was grown from a gold coated SRP chip
modified with an alkyl bromide terminated self-assembled monolayer (SAM). The chips were then submerged in a
methanolic solution containing 2,2’ bi-pyridine, CuBr, and CB monomer under nitrogen protection and allowed to react
overnight. The resulting thickness was 7.6 = 0.3 nm (Table 3). Importantly, these conditions enabled a highly dense yet
thin film to be grown. While the high density is key for achieving low fouling, a thin film is desired for many sensing
applications, such as SPR, as the signal intensity/sensitivity decays exponentially from surface of the metal substrate.
To establish a hierarchically structured pCB film for increasing the binding capacity, the macroinitiator density for re-
growth of the second pCB layer was regulated via azide substitution of bromide species thus "terminating" the future
growth of the corresponding chains during the second ATRP reaction. The density of the polymer chains can be controlled
by the azide concentration and reaction time. In this study, a 2 hr submersion using an azide concentration of 0.1 M
produced the optimal second layer polymer density for protein immobilization. For the growth of the second pCB layer,
water-accelerated polymerization with a solvent consisting of 50% water in methanol was employed to induce a high
polydispersity of polymer chains. The resulting thickness of the structured film with azide substitution was higher than
that without treatment. This is in agreement with previous reports showing rapid bimolecular termination at high initiator
densities using aqueous ATRP whereas more dilute initiators enabled continued linear and controlled polymer growth.

Table 3. Thickness of films prepared via SI-ATRP and SI-PIMP with and without treatment to capped species.

SI-ATRP SI-PIMP

Thickness (nm) Thickness (nm)
First Layer 76 0.3 10.8 = 0.8
Re-growth (without treatment) 13.2 £ 0.3 321 £0.6
Re-growth (with treatment) 17.5 0.9 46.1 £ 1.6

[0083] Incontrastto SI-ATRP, SI-PIMP is aptto release capped species from the polymer chains during polymerization,
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primarily due to bimolecular termination. This irreversible termination significantly hampers future polymer growth. There-
fore, in order to control the chain density of the second layer via SI-PIMP, a "regeneration" approach was adopted in
which the addition of a deactivator, tetraethylthiuram disulfide (TED), was able to preserve the end-capped photoiniferter
groups on the grafted polymers for re-growth of the second layer with controlled grafting density. SPR gold substrates
were first modified with the photoiniferter (N,N-(Diethylamino)-dithiocarbamoylbenzyl(trimethyoxy)-thiol (DTCA)) to form
SAMs. Similarly to SI-ATRP, the first layer for SI-PIMP was also synthesized in 100% methanol to form a highly dense
and thin film. Reactions were conducted using a 30 min UV irradiation and the resulting film thicknesses are shown in
Table 3. The first layer thicknesses prepared with 2 WM TED was comparable to that without TED (11.1 = 0.6 nm).
Subsequently, the films were re-initiated in a 90% water/methanol solution resulting in TED treated films with greater
thicknesses than those made without, reflecting the ability of TED for preserving the reactive photoiniferter end groups
and thereby maintaining the "living" characteristic of SI-PIMP.

[0084] In this study, functionalization and fouling tests were monitored in situ using a custom-built SPR sensor with
wavelength modulation. For antibody immobilization, the films were activated using EDC/NHS coupling chemistry fol-
lowed by injecting an antihuman thyroid stimulating hormone (anti-TSH) IgG solution. The unreacted NHS esters were
then hydrolyzed back into the original carboxylate groups using 10 mM sodium carbonate buffer with 300 mM NaCl at
pH 10. As shown in FIGURE 10A, the functionalization levels were estimated as 195.9 ng cm-2 and 417.0 ng cm-2 for
one-layer ("One" in FIGURES 10A-10C) and hierarchical ("HA" in FIGURES 10A-10C) films prepared via SI-ATRP;
253.0 + 14.8 and 792.7 + 54.7 ng cm-2 for one-layer and hierarchical films from SI-PIMP. Here, an increase in binding
capacities for IgG molecules on pCB films was observed for the hierarchical architecture. For the IgG functionalized
one-layer films, the binding capacities were similar to that obtained with carboxyl-terminated SAMs. Although pCB
provides abundant carboxyl groups for biomolecule conjugation, highly-packed polymer brushes hamper the penetration
of molecules due to steric hindrance and therefore modification only takes place at the accessible functional groups on
the topmost layer of the pCB films. However, for the hierarchical films, the chain densities of the second layer were
controlled via the termination and regeneration approaches. Constructed from highly dense first layers, the loose second
layers allowed diffusion of antibodies thus enabling conjugation with NHS esters throughout the entire second layer.
The control experiments using the structured films without treatment of capped species were also conducted. IgG
immobilization levels were reduced by 30% and 64% for SI-ATRP and SI-PIMP, respectively, compared to the corre-
sponding treated hierarchical pCB films. This evidence indicates that a sufficient number of accessible binding groups
for protein modification, made apparent by the larger second-layer film thicknesses of the treated films, are a determining
factor of the ligand loading capacity.

[0085] FIGURE 11 is an SPR sensorgram for the fouling test in the presence of undiluted blood plasma or serum on
hierarchical pCB films. FIGURE 12 is an SPR sensorgram following EDC/NHS activation, the pCB films were modified
with TSH IgG, deactivated with SC buffer, and then used for TSH antigen detection.

[0086] The protein fouling levels on one-layer films and hierarchical pCB films before and after IgG functionalization
were tested by flowing undiluted blood serum or plasma (FIGURE 10B). All fouling levels were very low as a result of
the highly-packed first pCB layers serving as ultra low fouling backgrounds. As a comparison, the fouling level for a
loose pCB one-layer film with a thickness of 12.3 nm prepared from 50% water in methanol by SI-PIMP was as high as
54.3 ng cm2 in the presence of serum. These results indicate that the high performance of pCB for effective resistance
against non-specific adsorption and high ligand loading is established on the basis of control over the polymer architecture.
[0087] Solutions containing TSH antigen were flowed over the functionalized surfaces to evaluate the antigen detection
ability (FIGURE 10C) and the bio-activities (molar ratios of antigen to antibody) of the binding platforms. TSH binding
capacities were 42.1 + 2.4 ng cm-2 and 128.5 + 26.2 ng cm2 for one-layer and hierarchical pCB films from SI-PIMP,
respectively. The corresponding bio-activities were 0.89 and 0.87. The one-layer and hierarchical pCB films made via
SI-ATRP bound 30.4 ng cm2 and 74.7 ng cm2 of TSH, respectively, with bio-activities of 0.80 and 0.93. Thus, this study
demonstrates that the binding capacity for antigens is well correlated to the degree of antibody immobilization and that
the bio-activity of the film is not affected by the pCB hierarchical architecture.

[0088] In conclusion, new methodologies were developed for creating surface-initiated polymer brushes with hierar-
chical architectures possessing distinctive structurally regulated functionalities. Through combining the benefits of 2D
and 3D polymer structures, a unique binding platform with ultra low fouling and high loading was established to serve
as a new model for advancing surface chemistry needs. While this work was demonstrated with pCB prepared via the
"grafting from" approach using a SPR biosensor, this is a powerful and yet generic concept which can be applied to
other surface chemistries, such as dextran or PEG-based materials, and is easily adaptable to other sensing platforms
and devices. Furthermore, the preparation method for the hierarchical architecture can be modified for other applications,
such as "click" or thiolene "grafting to" chemistries. This research illustrates the great promise of this hierarchical surface
coating development for multi-functional surface chemistry in biotechnological and nano-engineering applications.
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Experimental Methods
pCB films via SI-ATRP

[0089] Mercaptoundecyl bromoisobutyrate (SI-ATRP initiator) and carboxybetaine acrylamide (CB) monomer were
synthesized as described previously. SAMs on cleaned SPR chips of ATRP initiator were formed by soaking overnight
in ethanol (0.1 mM). Upon removal, the chips were rinsed with ethanol, THF, ethanol, and then dried and placed in a
custom glass tube reactor under nitrogen. In a separate glass tube, CuBr (8.86 mg), 2,2’-bipyridine (57.85 mg), and CB
(600 mg) were added and placed under nitrogen. The solids were dissolved in nitrogen purged methanol (4 mL) and
transferred to the chips and reacted for 24 hours at 25°C in a shaker bath. For single layer films, the chips were rinsed
with water and stored overnight in PBS. For hierarchical films, the solution was quenched with CuBr, (275.87 mg) in
methanol (4 mL) and then rinsed with methanol, water, and submerged in PBS. The second block was then grown via
repeating the above procedure but using a nitrogen purged methanol:water (1:1) and reacting for 3 hours. Termination
of bromine groups and replacement with non-reactive azide moieties for reducing the second block polymer density was
achieved by submerging the single layer chips in an aqueous azide solution (0.1 M) for 2 hours, removing and rinsing
with PBS, water, and then drying for ATRP.

pCB films via SI-PIMP

[0090] The DTCA photoiniferter was synthesized as described previously. SAMs on cleaned SPR chips of the pho-
toiniferter were formed by soaking overnight in THF containing DTCA (2 mM) followed by rinsing with THF and drying
with a stream of air. For single layers, the photoiniferter modified chip was transferred to a quartz reaction tube along
with 170 mg of CB monomer and placed under nitrogen. Nitrogen purged methanol (5 mL) containing TED (2 wM) was
transferred to the reaction tube. The photo-polymerization was then conducted for 30 min using a UV lamp (302 nm)
coupled with a 280 nm cutoff filter for preventing deterioration of thiol-gold bonds. Following the reaction, the chips were
removed and rinsed with water, PBS, and then submerged in PBS. For the hierarchical films, the single layer film was
re-initiated using the identical procedure except for the using nitrogen purged methanol:water (10:90) in the absence of
TED.

Ellipsometry

[0091] The thickness of the pCB films were determined using an ellipsometer (Model alpha-SE, J.A. Woollam, Lincoln,
NE) using the 380 - 900 nm wavelength range at an incidence angle of 70°. The results were fitted to a Cauchy module.

Non-specific Protein Adsorption, Antibody Modification, and Antigen Detection

[0092] The non-specific adsorption, antibody immobilization, and antigen detection was monitored using a custom-
built four-channel SPR sensor with the Kretschmann configuration and wavelength modulation as described previously.
SPR chips were made of a glass slide coated with titanium (2 nm) followed by gold (48 nm) using an electron beam
evaporator. A 1 nm SPR wavelength shift corresponded to a change in the protein surface coverage of 17 ng cm-2 which
was corrected to account for loss of sensitivity due to the polymer films using previously described methods. For fouling
experiments, undiluted human serum or plasma were injected (10 min, 40 uL min-1) and the wavelength shift between
PBS baselines was converted to a surface coverage. Anti-TSH was immobilized by first injecting 10 mM sodium acetate
(SA, pH 5) followed by EDC/NHS (0.2 M/0.05 M in water) for 7 min at 30 wL min-!. Anti-TSH (50 wg mL™! in 10 mM
HEPES pH 7.5) was injected (20 min, 20 uL min-") followed by deactivating with 10 mM sodium carbonate containing
300 mM sodium chloride (pH 10) for 10 min and the SA both at 30 pL min-1. Immobilization was calculated as the
difference between SAbaselines before IgG injection and after deactivation. TSH was antigen binding was then monitored
by first injecting PBS and then antigen (1 g mL-1 in PBS at 40 uL min-1) following by PBS.

Materials

[0093] Copper (I) Bromide (99.999%), 2,2’-bipyridine (BPY, 99%), tetrahydrofuran (THF), Tetraethylthiuram disulfide
(TED), methanol, 4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES), and phosphate buffered saline (PBS,
0.01 M phosphate, 0.138 M sodium chloride, 0.0027 M potassium chloride, pH 7.4) were purchased from Sigma-Aldrich
(St. Louis, MO). Ethanol (200 Proof) was purchased from Decon Laboratories (King of Prussia, PA). Sodium carbonate
anhydrous was purchased from EMD Chemicals (Darmstadt, Germany). Sodium chloride (NaCl) and ether were pur-
chased from J.T. Baker (Phillipsburg, NJ). Sodium acetate anhydrous was purchased from Fluka (subsidiary of Sigma
Aldrich, St. Louis, MO). 1-Ethyl-3-(3-dimethylaminopropyl) carbodiimide hydrochloride (EDC) and N-hydroxysuccinimide
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(NHS) were purchased from Acros Organics (Geel, Belgium). Pooled human serum was purchased from Biochemed
Services (Winchester, VA). Antibody to thyroid stimulating hormone (anti-TSH) and the TSH antigen were purchased
from ThermoFisher Scientific (Waltham, MA). Water used in the experiments was purified using a Millipore water puri-
fication system with a minimum resistivity of 18.2 MQ cm.

Examplary embodiment 3 according to the invention: Blood typing

Direct Typing

[0094] To prepare biosensor chips for direct red blood cell (RBC) typing assays, microring resonator arrays were
coated with adsorbed Protein A. After briefly washing the chip, monoclonal anti-blood group IgG antibodies (anti-A and
anti-B) as well as a negative control monoclonal IgG (antiPSA) were microspotted on separate regions of each chip.
The entire biosensor chip was blocked with bovine serum albumin to minimize non-specific adsorption of red blood cell
fragments. The membranes of red blood cells (Type A or Type B RBCs) were ruptured by resuspending cells in a
hypotonic lysis buffer, and cell fragments were washed via centrifugation to remove expelled cellular contents including
hemoglobin from solution. Ruptured red blood cells were diluted in phosphate-buffered saline and introduced to func-
tionalized sensor arrays at a flow rate of 20p.l/min for 15 minutes. The sensorresponses of anti-A and anti-B functionalized
microring resonators were normalized to the response of the negative control antiPSA sensors. The results of a plurality
of anti-A and anti-B sensors are presented in FIGURE 13 (testing for Type A RBC) and FIGURE 14 (testing for Type B
RBC). The specific detection of both Type A and Type B RBC is apparent from the disclosed data.

Indirect Typing

[0095] Arrays of microring resonators were coated with the non-fouling DpC zwitterionic polymer as previously de-
scribed herein. Surface grafted-DpC polymer chains were chemically modified to covalently immobilize the streptavidin
(SA) protein for further derivatization of the sensors with biotinylated capture elements. SA-DpC microrings were micro-
spotted with biotinylated blood group antigens (A and B antigens) for specific capture of anti-blood group antibodies
from human sera. Functionalized sensor arrays were then exposed to undiluted human plasma (Type A or Type B
plasma), and the differential sensor response was compared to determine the presence of anti-blood group antibodies
in blood samples. The testing of sensors exposed to type A plasma is illustrated in FIGURE 15. A summary of test data
from multiple sensors exposed to both type A and type B plasma is illustrated in FIGURE 16. The consistency of the
results presented in FIGURES 15 and 16 demonstrate the usefulness of the photonic devices to determine blood type.

Claims
1. A photonic system for determining a blood type of a single whole blood sample, comprising:

(1) a first photonic device for determining the blood type of said single whole blood sample in contact with said
photonic device, comprising:

a first sample waveguide having a first sample surface; and a first binding coating covering and being in
optical communication with at least a portion of the first sample surface, the first binding coating being
configured to directly and specifically bind to a blood cell target moiety of said single whole blood sample
indicative of the blood type, wherein the blood cell target moiety is attached to a blood cell body selected
from the group consisting of a blood cell, a blood cell membrane, a blood cell fragment, a microvesicle, and
a blood cell-associated antigen, and wherein the first photonic device is configured such that light passed
through the first sample waveguide has an evanescent field that extends a distance beyond the first sample
waveguide sufficient to label-free detect the bound blood cell target moiety; and

(2) a second photonic device for determining blood type of said single whole blood sample in contact with this
photonic device, comprising:

a second sample waveguide having a second sample surface; and a second binding coating covering and
being in optical communication with at least a portion of the second sample surface, the second binding
coating comprising specific antigens being configured to bind to an antibody of said single whole blood
sample indicative of the immunity to blood antigens, wherein the second photonic device is configured such
that light passed through the second sample waveguide has an evanescent field that extends a distance
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beyond the second sample waveguide sufficient to detect label-free the antibody indicative of immunity to
blood antigens, the binding coating of each photonic device comprising a different binding moiety being
configured to specifically bind to a target moiety indicative of blood type or immunity to blood antigens, all
target moieties being tested in said single whole blood sample, wherein the first photonic device and the
second photonic device are configured to simultaneously determine the blood type of said single whole
blood sample,

wherein the first and second binding coating is antifouling and includes a zwitterionic polymer, hydrophilic
polymer substrates, mono-, oligo- and polysaccharide-based non-fouling coatings or protein-based coatings
that prevent subsequent non-specific blood protein adsorption, as assessed by exposing an antifouling-
coated resonator biosensor surface to human blood plasma and measuring the net shift in resonance
wavelength after exposure to human blood plasma.

The photonic system of Claim 1, further comprising a computer configured to determine the blood type using output
from both the first photonic device and the second photonic device.

The photonic system of Claim 1 or 2, further comprising a reference waveguide that does not have any binding coating.

The photonic system of any of Claims 1 to 3, further comprising a third photonic device configured to bind a target
moiety indicative of a pathogen.

The photonic system of Claim 4, wherein the target moiety indicative of a pathogen is selected from the group
consisting of a pathogen, a pathogen-associated antibody, a pathogen-associated nucleic acid, and a pathogen-
associated antigen.

The photonic system of any of Claims 1 to 5, wherein the blood cell is selected from the group consisting of a white
blood cell, a red blood cell, a platelet, a microparticle, and portions thereof.

The photonic system of any of Claims 1 to 6, wherein the sample waveguide is a portion of a photonic device selected
from the group consisting of a resonator and an interferometer.

The photonic system of Claim 7, wherein the resonator is selected from the group consisting of a photonic resonator
crystal, a photonic resonator ring, a photonic resonator disk, a photonic resonator linear cavity, a photonic resonator
racetrack, a photonic distributed Brae reflector, and a Fabry-Pérot structure.

Patentanspriiche

Photonisches System zur Bestimmung einer Blutgruppe einer einzelnen Vollblutprobe, umfassend:

(1) eine erste photonische Vorrichtung zur Bestimmung der Blutgruppe der einzelnen Vollblutprobe, die in
Kontakt mit der photonischen Vorrichtung ist, umfassend:

einen ersten Probenwellenleiter mit einer ersten Probenoberflache; und einen ersten Bindungsbeschich-
tungsliberzug, der in optischer Kommunikation mit mindestens einem Abschnitt der ersten Probenoberfla-
che steht, wobei die erste Bindungsbeschichtung konfiguriert ist, direkt und spezifisch an eine Blutzellen-
Zielgruppe der einzelnen Vollblutprobe zu binden, welche die Blutgruppe anzeigt, wobei die Blutzellen-
Zielgruppe mit einem Blutzellkérper verbunden ist, der ausgewahlt ist aus der Gruppe, bestehend aus einer
Blutzelle, einer Blutzellmembran, einem Blutzellfragment, einem Mikrovesikel und einem mit einer Blutzelle
verbundenen Antigen, und wobei die erste photonische Vorrichtung derart konfiguriert ist, dass Licht, das
durch den ersten Probenwellenleiter hindurchgegangen ist, ein evaneszentes Feld aufweist, das sich eine
Strecke Uiber den ersten Probenwellenleiter hinaus erstreckt, das ausreichend ist, die gebundene Blutzellen-
Zielgruppe markierungsfrei zu detektieren; und

(2) eine zweite photonische Vorrichtung zur Bestimmung der Blutgruppe der einzelnen Vollblutprobe, die in
Kontakt mit der photonischen Vorrichtung ist, umfassend:

einen zweiten Probenwellenleiter mit einer zweiten Probenoberflache; und einen zweiten Bindungsbe-
schichtungstiberzug und der in optischer Kommunikation mit mindestens einem Abschnitt der zweiten
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Probenoberflache steht, wobei die zweite Bindungsbeschichtung spezifische Antigene umfasst, die konfi-
guriert sind, an einen Antikérper der einzelnen Vollblutprobe zu binden, der die Immunitat zu den Blutan-
tigenen anzeigt, wobei die zweite photonische Vorrichtung derart konfiguriert ist, dass Licht, das durch den
zweiten Probenwellenleiter hindurchgegangen ist, ein evaneszentes Feld aufweist, das sich eine Strecke
Uber den ersten Probenwellenleiter hinaus erstreckt, das ausreichend ist, den Antikdrper, der die Immunitat
zu Blutantigenen anzeigt, markierungsfrei zu detektieren,

wobei die Bindungsbeschichtung von jeder photonischen Vorrichtung eine unterschiedliche Bindungsgrup-
pe umfasst, die konfiguriert ist, spezifisch an eine Zielgruppe zu binden, welche die Blutgruppe oder die
Immunitat zu den Blutantigenen anzeigt, wobei alle Zielgruppen in der einzelnen Vollblutprobe getestet
werden, wobei die erste photonische Vorrichtung und die zweite photonische Vorrichtung konfiguriert sind,
gleichzeitig die Blutgruppe der einzelnen Vollblutprobe zu bestimmen,

wobei die erste und zweite Bindungsbeschichtung bewuchsverhindernd ist und ein zwitterionisches Poly-
mer, hydrophile Polymersubstrate, Mono-, Oligo- und Polysaccharid-basierte bewuchsverhindernde Be-
schichtungen oder proteinbasierte Beschichtungen umfasst, die eine nachfolgende unspezifische Blutpro-
teinadsorption verhindern, wie durch das Aussetzen einer bewuchsverhindernd beschichteten Resonator-
Biosensoroberflache zu menschlichem Blutplasma und Messen der Nettoverschiebung der Resonanzwel-
lenldnge nach dem Aussetzen zu menschlichem Blutplasma beurteilt.

Photonisches System nach Anspruch 1, ferner umfassend einen Computer, der zum Bestimmen der Blutgruppe
unter Verwendung der Ausgaben von sowohl der ersten photonischen Vorrichtung als auch der zweiten photonischen
Vorrichtung konfiguriert ist.

Photonisches System nach Anspruch 1 oder 2, ferner umfassend einen Referenzwellenleiter, der keine Bindungs-
beschichtung aufweist.

Photonisches System nach einem der Anspriiche 1 bis 3, ferner umfassend eine dritte photonische Vorrichtung,
die zum Binden einer Zielgruppe konfiguriert ist, die ein Pathogen anzeigt.

Photonisches System nach Anspruch 4, wobei die Zielgruppe, die ein Pathogen anzeigt, ausgewahlt ist aus der
Gruppe bestehend aus einem Pathogen, einem pathogenassoziierten Antikorper, einer pathogenassoziierten Nu-
kleinsaure und einem pathogenassoziierten Antigen.

Photonisches System nach einem der Anspriiche 1 bis 5, wobei die Blutzelle ausgewahlt ist aus der Gruppe,
bestehend aus einem weilRen Blutkérperchen, einem roten Blutkérperchen, einem Blutplattchen, einem Mikropartikel
und Anteilen davon.

Photonisches System nach einem der Anspriiche 1 bis 6, wobei der Probenwellenleiter ein Abschnitt einer photo-
nischen Vorrichtung ist, die ausgewahlt ist aus der Gruppe, bestehend aus einem Resonator und einem Interfero-
meter.

Photonisches System nach Anspruch 7, wobei der Resonator ausgewahilt ist aus der Gruppe, bestehend aus einem
photonischen Resonatorkristall, einem photonischen Resonatorring, einer photonischen Resonatorscheibe, einem
photonischen Linearresonator, einem photonischen Racetrack-Resonator, einem photonischen verteilten Bragg-
Reflektor und einer Fabry-Perot-Struktur.

Revendications

Systeme photonique pour la détermination d’un type de sang d’un seul échantillon de sang complet, comprenant :

(1) un premier dispositif pour déterminer le type de sang dudit seul échantillon de sang complet en contact avec
ledit dispositif photonique, comprenant :

un premier échantillon de guide d’ondes ayant une premiére surface d’échantillon ; et un premier recou-
vrement par revétement liant et étant en communication optique avec une partie de la premiére surface
d’échantillon, le premier recouvrement par revétement liant étant congu pour se lier directement et spéci-
fiquement a une moitié cible de cellule sanguine dudit seul échantillon de sang complet indicative du type
de sang, la moitié cible de cellule sanguine étant attachée a un corps de cellule sanguine sélectionnée
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dans le groupe composé d’'une cellule sanguine, d’'une membrane de cellule sanguine, d’un fragment de
cellule sanguine, d’'un microvésicule et d’'un antigéne associé a une cellule sanguine et le premier dispositif
photonique étant congu de maniére a ce que de la lumiére passant a travers le premier échantillon de guide
d’onde ait un champ évanescent qui s’étend sur une distance au-dela du premier échantillon guide d’'ondes
suffisante pour détecter sans marquage la moitié cible de cellule sanguine liée ; et

(2) un deuxieme dispositif photonique pour déterminer le type eu sang dudit seul échantillon de sang en contact
avec ce dispositif photonique, comprenant :

un deuxieme échantillon de guide d’'ondes ayant une deuxieme surface d’échantillon ; et un deuxiéme
recouvrement par revétement liant et étant en communication optique avec une partie de la deuxieme
surface d’échantillon, le deuxiéme recouvrement par revétement liant comprenant des antigénes spécifi-
ques congus pour se lier a un anticorps dudit seul échantillon de sang complet indicatif de 'immunité aux
antigénes sanguins, le deuxiéme dispositif photonique étant congu de maniére a ce que le deuxieme
échantillon de guides d’ondes ait un champ évanescent s’étendant sur une distance au-dela du deuxiéme
échantillon de guides d’ondes suffisante pour détecter sans marquage I'anticorps indicatif de I'immunité
aux antigénes du sang,

le revétement liant de chaque dispositif photonique comprenant une moitié de liaison différente congue
pour se lier spécifiquement a une moitié cible indicative d’un type de sang ou d’'une immunité aux antigénes
sanguins, toutes les moitiés cibles étant testées dans ledit seul échantillon de sang complet, le premier
dispositif photonique et le deuxieme dispositif photonique étant congus pour déterminer simultanément le
type de sang dudit seul échantillon de sang complet,

les premier et deuxieme revétements liants étant anti- salissure et comprenant un polymere zwittérionique ,
des substrats de polymeére hydrophile, des revétements antisalissure basée sur des mono-, oligo- et poly-
saccharides ou des revétements a base de protéines qui empéchent I'adsorption subséquente de protéines
sanguines non spécifiques, comme évalué en exposant une surface de biocapteur a résonateurs revétus
d’agent antisalissure a du plasma sanguin humain et en mesurant le décalage net dans la longueur d’'onde
de résonance apres exposition au plasma sanguin humain.

Systeme photonique selon la revendication 1, comprenant en outre un ordinateur congu pour déterminer le type
sanguin en utilisant les éditions a la fois du premier dispositif photonique et du deuxiéme dispositif photonique.

Systeme photonique selon la revendication 1 or 2, comprenant en outre un guide d’'ondes de référence qui ne
comporte pas de revétement liant.

Systeme photonique selon I'une quelconque des revendications 1 a 3, comprenant en outre un troisieme dispositif
photonique congu pour se lier a une moitié cible indicative d’'un pathogéne.

Systeme photonique selon la revendication 4, dans lequel la moitié cible indicative d’'un pathogene est sélectionnée
dans le groupe composé d’un pathogéne, d’un anticorps associé a un pathogéne, d’'un acide nucléique associé a
un pathogene et d’'un antigéne associé a un pathogene.

Systeme photonique selon I'une quelconque des revendications 1 a 5, dans lequel la cellule sanguine est sélec-
tionnée dans le groupe composé des globules blancs, des globules rouges, d’'une plaquette, d’'une microparticule
et de leurs parties.

Systeme photonique selon I'une quelconque des revendications 1 a 6, dans lequel I'échantillon de guide d’ondes
est une partie d’un dispositif photonique sélectionné dans le groupe composé d’un résonateur et d'un interférometre.

Systeme photonique selon la revendication 7, dans lequel le résonateur est sélectionné dans le groupe composé
d’un cristal de résonateur photonique, d’'un anneau de résonateur photonique, d’'un disque de résonateur photonique,
d’'une cavité de résonateur photonique, d’'une piste de résonateur photonique, d’un réflecteur Brae a distribution
photonique et d’'une structure Fabry-Pérot.
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