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Introduction:

Fluorescence is one of the most commonly used techniques for the detection of biomolecules and it has been employed extensively in the fields of biotechnology and life sciences. [1][2][3][4] Though fluorescencebased detection is highly sensitive, there is always a demand to push the detection limits. To this end, considerable attention has been given to the modification of the spectral properties of fluorophores and the enhancement of their emissive fluorescence. [5][6][7][8] Two-dimensional (2D) sensing platforms composed of metal nanoparticles (NPs) have frequently been used as fluorescence-enhanced substrates in bio-detection. [9][10][11][12] In such 2D platforms, the metal NPs are considered to play an essential role in fluorescence enhancement, owing to the coupling effect between their surface plasmons and the fluorophores. 13,14 Their fluorescence enhancement effect is closely related to the interparticle distance 15,16 and to the fluorophore-nanoparticle distance. [17][18][19] The relatively close proximity between the metal NPs enhances the local electric fields around them and thus results in strong fluorescence emission. The fluorescence quenching usually occurs for a fluorophore-nanoparticle distance below 5 nm because of the nonradiative energy transfer to the metal particle. Beyond 5 nm, the quenching effect decreases quickly and a fluorescence enhancement can be observed because of the enhanced excitation and radiative decay pathways by metal nanostructures. It is apparent that the uniform fluorophore-nanoparticle distance on the metal NP platforms is greatly contributing to enhance the fluorophore-nanoparticle coupling efficiency and reduces the number of experimental variables. 20,21 Therefore, one of the main problems for the construction of these fluorescence-enhanced platforms is the control of the number of particles per aggregate and of their packing. Up to now, various methods have been employed for the preparation of 2D metal NP platforms, for instance, lithography, 22,23 physical and chemical vapor deposition, 24,25 electromigration, 26,27 template technique, 28,29 or a combination of these, 30,31 for use in biological detection. Although these methods worked well for the preparation of metal NP platforms, several drawbacks have hindered their development, such as the tedious preparation procedures, need for high temperatures, and high costs. It is therefore highly desirable to develop simple, cheap and versatile approaches for the construction of metal NP platforms with a satisfactory fluorescence enhancement. Self-assembly techniques based on non-covalent interactions, which include electrostatic, hydrogen bonding, host-guest, and charge-transfer interactions, are especially attractive as they allow to adjust a large variety of control parameters under mild conditions. [32][33][34][35] It was shown that the control of these non-covalent interactions can induce individual metal NPs in aqueous colloidal suspensions to form aggregates in solution, resulting in fluorescence enhancement. [36][37][38][39] In addition, screening of electrostatic repulsion among metal NPs, achieved by adding polyelectrolytes or inorganic salts to screen the surface charges, has been proven to be effective in obtaining fluorescence enhanced aggregates. 40 However, approaches using NP colloidal suspensions are not suitable for point-of-care testing due to their inherent stability issues related to the colloidal system. Therefore many groups developed self-assembled nanostructures immobilized on planar substrates.12,41 While record fluorescence enhancement factors up to several thousand times were obtained for single molecules systems, 11,41,42 fluorescence enhancement factors around several tenfold were observed for selfassembled nanostructures. 43,44 The substantial value difference between these two systems is explained by the use of various detection modes based on single-molecular level or bulk ensemble measurements. In terms of practical applications platforms based on bulk ensemble measurements compare favourably to single molecule devices due to the ease of their preparation (limited synthetic and technical steps) although their fluorescence enhancement is significantly lower. Among available self-assembly techniques layer-by-layer (LbL) assembly is considered an universal, convenient and efficient method to build nanocomposite films with tunable morphology and functionality. [45][46][47][48][49][50][51][52][53] Here we used a variant of LbL assembly in which we intentionally work at a low coverage of NPs per assembly step which strongly favors island growth over the growth of regular dense particle/polyelectrolyte layers. The objective of the present work is to control the island growth (or step-by-step clustering) in a way so that the resulting NP islands (clusters) have small NP-NP distances for obtaining high fluorescent enhancement. At the same time the step-by-step clustering prevents the formation of large aggregates which would lead to a strong blue shift of the plasmon absorbance. It therefore allows to tailor position and width of the plasmon band well enough for device fabrication. After synthesis and characterization of Ag NPs we first studied their density, their morphology and their spectroscopic properties on poly(diallyldimethylammonium chloride) (PDDA) terminated multilayers by SEM, UV-vis spectroscopy and fluorescence spectroscopy as a function of spray deposition conditions. In order to demonstrate the importance of the aggregate morphology (2D versus 3D) on spectroscopic properties, we further increased the number of NP per aggregate through step-by-step clustering using PDDA to reduce interparticle distance via charge screening and to grow NP islands preferentially in 2D prior to 3D. Fluorescence enhancement at low NP density and of NP islands was measured through bioassays using rabbit immunoglobulin G and a conjugate of goat antirabbit immunoglobulin G with cyanine (Cy5). Cyanine-5 (Cy5), a near-infrared fluorescent dye, has broad applications in biological detection because of its low autofluorescence and limited bleaching. 54- 56 Usually, its fluorescence enhanced factor through the bulk ensemble detection on metal platforms is around 5-20. [57][58][59] In our work, the simple and versatile step-by-step assembly allows the controllable construction of metal NP platforms, reaching a satisfactory fluorescence enhancement of 12.3-fold after twelve deposition cycles. In addition, the use of spray deposition technique [60][61][62] considerably accelerated the assembly process, which is very useful for scaling up.

Experimental:

-Materials Trisodium citrate dihydrate (Na3C6H5O7•2H2O), poly(sodium 4-styrenesulfonate) (PSS, average Mw = 70 000) and poly(diallydimenthylammonium chloride) (PDDA, average Mw = 100 000-200 000, 20 wt% aqueous solution) were purchased from Sigma-Aldrich. Silver nitrate (AgNO3) was obtained from J&K Chemical Co., Ltd. Goat anti-rabbit IgG-Cy5 and rabbit IgG used in bioassay experiments was provided by Thermo Fisher Scientific. All chemicals were used as received without further purification. Milli-Q water (18.2 MΩ.cm) was used throughout the present study. Spray guns (SATAminijet 3000B HVLP) were purchased from SATA GmbH&Co.KG (Germany).

-Synthesis of Ag NPs The silver nanoparticles (Ag NPs) used for platform preparation were synthesized by the citrate reduction of silver nitrate using a procedure previously described in the literature. 63 Briefly, 90 mg AgNO3 were dissolved in 500 mL of Milli-Q water and the resultant solution was heated to boiling under stirring. Then, 10 mL of 1% sodium citrate were added. After boiling for 1 h, Ag NPs were obtained. The concentration of the resulting Ag NP colloidal suspension was calculated to be 1.42 × 10 -10 M, as calculated from the absorbance of the 6-fold diluted colloidal suspension (Fig. 1c) and the already reported extinction coefficient for 60 nm Ag NPs (6.75 × 1010 M -1 cm -1 ). 64 During the reaction, the color of the colloidal suspension changed from transparent to opaque yellow-gray. The as-prepared Ag NPs are negatively charged as confirmed by zeta potential measurements (-30 mV). Under stirring, the Ag NP colloidal suspensions can be kept over 3 days at 4 °C.

-Step-by-step clustering of Ag NPs to prepare Ag platforms Cleaned quartz slides were modified with a PDDA/(PSS/PDDA) × 3 film using alternate dipping into PDDA (1 mg mL -1 , 15 min) and PSS (1 mg mL -1 , 15 min) with intermediate rinsing (1 min, 3 times) and drying steps. Then, the step-by-step clustering of Ag NPs was conducted on the pretreated quartz substrates by spray-assisted assembly as follows. Firstly, the as-prepared Ag NP aqueous colloidal suspension was sprayed on the pretreated quartz at 20 psi for 30 s, followed by the rinsing with Milli-Q water to remove physical absorption. Subsequently, 1 mg mL -1 PDDA aqueous solution was sprayed at 30 psi for 10 s and adsorbed on Ag NPs. The spraying and rinsing steps were repeated until reaching the desired Ag platform ending with an Ag NP layer. No drying step was used during assembly.

-Bioassay procedures The substrates uncoated and coated by Ag platforms were covered with 150 μL of 17 μg mL -1 IgG aqueous solution with a pH of 7.4 and then incubated in a shaker (90 rpm) at 20 °C for 1 h. Then, the slides were immersed into 150 μL of 1% bovine serum albumin (BSA) for 1 h, followed by 150 μL of goat anti-rabbit IgG-Cy5 at 17 μg mL -1 for 1 h. BSA was used to block the substrate sites during the adsorption of goat antirabbit IgG-Cy5 on Ag platform. BSA molecules covered completely the Ag platform, including the surface of the PDDA/(PSS/ PDDA) × 3 and the Ag NPs. Subsequently, the goat anti-rabbit IgG-Cy5 replaced the BSA on Ag NPs to interact with the exposed IgG, owing to their specific binding. All samples were rinsed with a PBS solution (pH = 7.4) for three times after each step, and were always kept in a wet condition to prevent protein unfolding or denaturation.

-Finite-difference time-domain (FDTD) calculations The FDTD method was employed to determine the electric field intensities and distributions at the surface of planar and stacked silver cluster. In the simulation, Ag NPs were defined as spheres with a diameter of 68 nm. The planar clusters were simply modeled as three Ag NPs arranged linearly and horizontally. And the stacked clusters were modeled as three Ag NPs on the bottom and two Ag NPs on the top. All interparticle distances were set to 1 nm. Irradiation was carried out using a 633 nm plane light wave normal to the samples. As boundary conditions, all outmost sides were defined as perfect matching layer (PML). 39 -Characterization UV-Vis spectra were measured using a Hitach U-3030 UV-Vis spectrometer. The TEM image of Ag NPs was taken using a JEM-2100F transmission electron microscope (JEOL, Japan). The surface morphologies of Ag platforms were determined by a Hitachi S-4800 scanning electron microscope. Fluorescence spectra and lifetime were recorded using a Quant Master 40 and Timemaster 3 fluorescence spectrometer (Photon Technology International Inc.) under an excitation of 615 nm, respectively. Fluorescence intensity images were captured on a TCS SP5 confocal laser scanning microscope (Leica company, Germany) with an excitation at 633 nm.

Results and discussion:

Here we report on the control of particle clustering for providing a maximum of fluorescence enhancement using an easy, cheap and scalable approach for preparing new sensors coatings for future point-of-care testing. Ag NPs were chosen as plasmonic nanostructures and were prepared by conventional citrate reduction (see Experimental section for details). 63 As shown in Fig. 1a, the asobtained Ag NPs were a mixture of spherical, ellipsoidal and rod-like particles. To determine the diameter and size distribution of the resulting Au NPs, both the major and minor axes of more than 200 NPs were measured. The average diameter was determined to be 68 ± 9 nm (Fig. 1b), which meets the size requirement of Ag NPs for fluorescence enhancement (>40 nm). 65 The citrate ligands on the Ag NPs lead to a surface potential of -30 mV. This negative charge stabilized their colloidal suspensions. The UV-Vis absorption spectrum of the Ag NP aqueous colloidal suspension (Fig. 1c) shows a broad and asymmetric peak which can be attributed to the convoluted signal of the dipole and quadrupole plasmon resonances of individual Ag NPs at 417 and 388 nm.66 Macroscopically the colloidal suspensions have an opaque yellow-gray appearance, as shown in the inset of Fig. 1c, which corresponds well to the expectations for the size and concentration range of the colloidal particle suspensions reported here. The Ag NPs were deposited on the substrate by spray-assisted assembly (Fig. 2a). The quartz substrate was precoated with a multilayer film composed of PDDA and poly (sodium 4-styrenesulfonate) (PSS), which is denoted as PDDA/(PSS/PDDA) × 3, to provide sufficient positive charges for the adsorption of the negatively charged Ag NPs. Subsequently, the aqueous colloidal suspension of Ag NPs was sprayed perpendicular to the receiving surface, with a fixed distance of 15 cm between the nozzle and the substrate. All spraying steps were carried out at identical conditions. Fig. 2b shows the Ag platform obtained using a pressure of 20 psi for 30 s after a one-time spraying. The Ag NPs were distributed randomly on the substrate and were fairly isolated from each other, owing to their electrostatic repulsion which is weakly screened by polyelectrolytes present on the surface. 67 To assess the fluorescence enhancement, the average interparticle distances (L) of the one-time sprayed Ag platform were calculated as

𝐿𝐿 = 𝑎𝑎 √𝑛𝑛 -𝐷𝐷
where a is the length of the square deposition area, and D is the average diameter of the deposited Ag NPs (68 nm), and n is the number of Ag NPs deposited on the object area counted using the software package Image J. For the Ag platform in Fig. 2b (obtained by one-time spraying at 20 psi for 30 s), the average interparticle distance was determined to be 222 nm. This value is much higher than the radius of the used Ag NPs (34 nm), which is the maximum interparticle distance (LMax) for strong fluorescence enhancement. 9,68 Of course, the fluorescence enhancement of this one-time sprayed Ag platform is expected to be poor. As shown in Fig. 2c, our Ag platform displayed similar fluorescence intensity at 685 nm with the PDDA/(PSS/PDDA) × 3 modified quartz control sample when being treated with rabbit immunoglobulin G (IgG) and goat anti-rabbit immunoglobulin G labeled with cyanine-5 (denoted as goat anti-rabbit IgG-Cy5). Thus, the fluorescence enhancement factor (EF) is only 1.1. In order to improve the fluorescence enhancement of onetime sprayed Ag platforms, the spraying time and the operating pressure were varied for reducing the interparticle distance. The UV-Vis absorption spectra of the one-time sprayed Ag platforms were recorded to quantify the Ag NPs deposited on the substrate as a function of the spraying time (Fig. 2d) Compared with those of the aqueous colloidal suspension of Ag NPs, the plasmon resonance peaks of the one-time sprayed Ag platforms were blueshifted to 404 and 372 nm, as a result of changing the medium around the Ag NPs from water to air or PDDA layer. 69 The polyelectrolyte induced blue-shift of the plasmon band of metal nanoparticles that has been reported before. 70 More importantly, with the augmentation of spraying time from 20 to 30, 40 and 60 s, the absorbance increased towards a maximum value indicating that the increasing NP adsorption is reaching a plateau at prolonged spraying times. The increasing density of Ag NPs was easily visualized by scanning electron microscopy (SEM; see ESI Fig. S1 †). Based on the SEM images, the average interparticle distances (L) after spray times of 20, 30, 40 and 60 s were calculated to be 292, 222, 215 and 181 nm, respectively, as illustrated in the right-hand panel of Fig. 2d. For a constant spray time of 30 s, the adsorption of Ag NPs did not continuously increase when the spray pressure was increased from 10 to 20 and 30 psi, but instead reached a maximum at 20 psi (Fig. 2e). The arrival of spray droplets on the receiving surface is a complex process, increasing the spray pressure leads to higher mass transport, but may also remove weakly bound material. As one-time assembly process led to a low density of mostly individual NPs it was necessary to increase the number of NPs per aggregate to meet the requirement of Ag NP platforms in fluorescence enhancement. Ag NPs were then step-by-step assembled with the counter polyelectrolyte PDDA to yield bio-detection platforms with a substantial fluorescence enhancement. At our optimal spraying conditions (20 psi for 30 s), the step-by-step assembled Ag platforms were prepared conveniently and rapidly on PDDA/ (PSS/PDDA) × 3 pretreated quartz substrates (see Experimental section for details) through the electrostatic interactions between the negatively charged Ag NPs and the positively charged PDDA. In all films, Ag NPs were deposited as last step. Fig. 3a shows the UV-Vis absorption spectra of the resulting assembled Ag platforms. With the assembly of Ag NPs, the characteristic peak of the dipole plasmon resonance increased linearly (Fig. 3b) and was blue-shifted from 404 to 381 nm owing to the increase of electron delocalization 71 among the Ag NPs. Furthermore, we noted the appearance of a broad peak at around 700 nm, which is associated with the in-plane resonance of Ag NPs and strongly depends on the interparticle distances. 65 The surface morphologies of Ag platforms with 5, 12 and 20 assembly cycles (denoted as 5-Ag, 12-Ag and 20-Ag platforms, respectively) were characterized by SEM (Fig. 3c). Further assembly steps of NPs on 1-Ag platform led to islands growth which starts in-plane (planar clusters) and later also extends in the third dimension (stacked clusters). The Ag NPs are initially deposited on the substrate with fairly large gaps between them (Fig. 2b). During the subsequent stepby-step clustering (Fig. 3c), the additionally deposited particles are more and more filling the interspaces likely facilitated by the electrostatic screening of the repulsion between the negatively charged particles and by the electrostatic attraction of the particles by the cationic PDDA present on the surface. When the interspaces were not big enough, stacked structures of Ag NPs began to appear on the surface. In any case, the step-by-step clustering enables the construction of Ag platforms with successively smaller interparticle distances, which contributes to the enhancement of the electric field around the Ag NPs. In order to estimate the fluorescence enhanced capability of the step-by-step assembled Ag platforms, computations of the electric field density for the Ag clusters were conducted using the finite-difference time-domain (FDTD) method. 39,[START_REF] Taflove | Computational Electrodynamics: The Finite-Difference Time-Domain Method[END_REF][START_REF] Taylor | [END_REF] Fig. 3d shows the electric field distribution of the planar and stacked Ag clusters under perpendicular irradiation with a 633 nm plane light wave. The interparticle distance was set to 1 nm, because the Ag NPs are concatenated by the polyelectrolyte PDDA on the nanoscale. As shown in the corresponding line plot (Fig. 3e), the electromagnetic field amplitudes along the lines of a-a′, b-b′ and c-c′ in Fig. 3d of the planar and stacked Ag clusters were presented. The electric field intensity at the center point between two adjacent NPs has maximum values of 112.7 (planar) and 57.3 (stacked), respectively. This result indicates the negative effect of the stacking structure on the electric field enhancement. Moreover, the electric field of a planar cluster composed of 5 aggregated Ag NPs was also simulated by FDTD (Fig. S3 of ESI †). In comparison with the stacked structure in Fig. 3d, the 5-aggregated Ag NPs in the planar structure showed a higher electric field intensity (93.6), underlining the importance of 2D nanostructures in the electric field enhancement and fluorescence enhancement.

To characterize the fluorescence enhancement, we measured the fluorescence of goat anti-rabbit IgG-Cy5 on IgG modified Ag platforms after 3, 5, 8, 10, 12, 15 and 20 assembly cycles and on a quartz slide coated only with a PDDA/(PSS/PDDA) × 3 film (control). As shown in Fig. 4a, the emission region of Cy5 is centered at ∼685 nm, which overlaps with the emerging broad absorption peak (∼700 nm) of the step-by-step assembled Ag platforms. This wavelength overlap is expected to facilitate fluorescence enhancement. 74,75 The large goat anti-rabbit IgG molecules, which are several nanometers in size, 10,76 may also help to separate the fluorescent Cy5 dye molecules from the plasmonic Ag NPs for reducing fluorescence quenching effects.77 Integration of these fluorescence intensities gave enhancement factors for the step-by-step assembled Ag platforms as compared with the control (PDDA/ (PSS/PDDA) × 3 on quartz). In Fig. 4b, with the assembly of Ag NPs, these enhancement factors initially increased to a maximum of 3.1 for the 12-Ag platform, followed by a decrease. The above-mentioned negative effect of the stacking structure on the electric field density was believed to be responsible for this decreased enhancement factor after 12 assembly cycles. Additionally, we attributed the rebound of the enhancement factor for the 20-Ag platform (i.e., its rise compared with that of the 15-Ag platform) to the coincidence of the stacking and filling of Ag NPs during assembly. This shows that the fluorescence enhancement of metal nanomaterial platforms can be fine-tuned by controlling the stepby-step process. Furthermore, the fluorescence enhancement is generally accompanied by a decrease in the fluorescence lifetime, both of which are derived from the high radiative decay rate of the fluorophores. 13,31 In Fig. 4c, the fluorescence intensity decay of anti-rabbit IgG-Cy5 shows a shorter Cy5 lifetime of 0.94 ns for the 12-Ag platform, compared with that of the control (1.36 ns). The 31% lifetime shortening suggests that the enhanced fluorescence intensity of the 12-Ag platform mainly comes from the intensive electric field rather the increased radiative decay rate. This conclusion also could be drawn from the weak absorption of 12-Ag platform at the emission peak of Cy5 (∼685 nm). The enhanced fluorescence on the 12-Ag platform was readily observed in photographs taken using a confocal laser scanning microscope (CLSM) (Fig. 4d). Compared with the control sample (bottom half), Cy5 on the 12-Ag platform (upper half) exhibited a brighter red color. The corresponding enhancement factor of the 12-Ag platform was calculated to be 3.0 from the analysis of the color intensity by Image J. This result is in agreement with the value calculated from the fluorescence emission spectra 

Conclusions.

In summary, we have shown that step-by-step clustering is a simple, cheap and versatile method for the preparation of self-assembled metal NP-based platforms with controlled aggregate density and morphology. This approach based on a low coverage of NPs par assembly step favours island growth over the growth of regular dense particle/polyelectrolyte layer as reported for LbL-assembled systems. Starting from mostly individual NPs, we showed that this process can be tuned to lead to an island growth that starts in-plane and later also extends in the third dimension. So the resulting NP islands (clusters) have small NP-NP distances for obtaining high fluorescent enhancement. While a poor fluorescence enhancement (1.1) was observed at low NP density, a substantial fluorescence enhancement (12.3) was measured for an Ag NP platform obtained after twelve deposition cycles. This fluorescence enhancement value is within the ballpark of values reported in the literature for biossay platforms using metal nanoparticles. Due to the ease of controlling the position of the plasmon band for tuning the fluorescence enhancement through aggregate size and NP-NP distance, step-by-step clustering fulfils two important prerequisites for mass-scale device fabrication.

Fig. 1

 1 Fig. 1 (a) TEM image of the Ag NPs used for platform preparation and (b) histogram showing an average diameter of 68 ± 9 nm with a wide size distribution. (c) UV-Vis absorption spectrum and photograph (inset) of the Ag NP aqueous suspension.

Fig. 2

 2 Fig. 2 (a) Schematic of spraying Ag NPs on the substrate. (b) SEM image of a one-time sprayed Ag platform at 20 psi for 30 s. (c) Fluorescence intensity of goat anti-rabbit IgG-Cy5 dried onto the one-time sprayed Ag platform (20 psi, 30 s) and the bare quartz modified with PDDA/(PSS/PDDA) × 3 (the control). UV-Vis absorption spectra and sketches of average interparticle distance (L) for one-time sprayed Ag platforms (d) at 20 psi for 20, 30, 40, 60 s and (e) at 10, 20, and 30 psi for 30 s.

Fig. 3

 3 Fig. 3 (a) UV-Vis absorption spectra and (b) absorption maxima around 404 nm of step-by-step assembled Ag platforms with different assembly cycles. (c) SEM images of the 5-Ag, 12-Ag and 20-Ag platforms. The insets illustrate the step-by step clustering of Ag NPs. (d) Electric field density distribution and (e) corresponding line plot of field enhancement in the gaps between two particles for the aggregated Ag NPs with the planar and stacked structures simulated using FDTD.

  (3.1). To reveal the potential of the 12-Ag platform on biological detection, rabbit IgG was adsorbed onto the Ag nanostructure by physisorption,76 followed by the intermediate deposition of bovine serum albumin (BSA) prior to the deposition of goat anti-rabbit IgG-Cy5. The details are described in Experimental section. Concentrating the local electric field around the planar Ag clusters, in which the Ag NPs are in relatively close proximity because of the electrostatic attraction with PDDA, accelerated the excitation of Cy5 and thus enhanced the fluorescence. The fluorescence enhancement on the 12-Ag platform over the control, a quartz slide coated with a PDDA/(PSS/PDDA) × 3 film, was determined from the fluorescence emission images in Fig. 5b. The average fluorescence intensity for Cy5 was 2.1 ± 1.1 for the control and 25.8 ± 7.1 for the 12-Ag platform, respectively. The satisfactory enhancement factor of 12.3 indicates that the controlled step-by-step clustering of metal NPs allows the simple and fast preparation of efficient fluorescence enhancing platforms for bio-detection.

Fig. 4

 4 Fig. 4 (a) Fluorescence intensity of goat anti-rabbit IgG-Cy5 dried onto step-by-step assembled Ag platforms with different assembly cycles. (b) Fluorescence enhancement factors of step-by-step assembled Ag platforms as a function of the number of assembly cycles, compared to the control of a bare quartz modified with PDDA/(PSS/PDDA) × 3. (c) Fluorescence lifetimes and (d) CLSM images of goat anti-rabbit IgG-Cy5 on the 12-Ag platforms and on the control.

Fig. 5

 5 Fig. 5 (a) Schematic illustration of the bioassay procedure on step-by-step assembled Ag platforms. (b) CLSM images and fluorescence intensity distribution of Cy5 on the control and on the 12-Ag platform.
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