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Abstract: We describe the design, fabrication and use of a dual-layered microfluidic device
for ultrahigh-throughput droplet trapping, analysis, and recovery using droplet buoyancy. To
demonstrate the utility of this device for digital quantification of analytes, we quantify the number of
droplets, which contain a β-galactosidase-conjugated bead among more than 100,000 immobilized
droplets. In addition, we demonstrate that this device can be used for droplet clustering and
real-time analysis by clustering several droplets together into microwells and monitoring diffusion
of fluorescein, a product of the enzymatic reaction of β-galactosidase and its fluorogenic substrate
FDG, between droplets.

Keywords: floating droplet array; droplet-based microfluidics; droplet trapping; high-throughput
analysis; digital detection; droplet clustering

1. Introduction

High-throughput analysis has become an important tool in biology and medicine for elucidating
complex biological mechanisms, screening for therapeutic agents, and early diagnosis of disease [1].
These challenging endeavors often require detection of rare biomarkers, such as nucleic acids,
proteins, and cells that exist in low abundance among an overwhelming background of interfering
species. Moreover, it is often necessary for this analysis to be performed in real-time in order to
reveal the dynamic behavior of biological and biochemical processes. Thus, technologies that can
isolate, detect, and quantify individual components of a heterogeneous mixture in a highly parallel
fashion are needed to meet these challenges. Conventional high-throughput platforms such as
high-density microwell plates with robotic dispensing systems have been developed and widely
used for high-throughput analysis, such as drug screening. However, they require expensive and
bulky robotic machinery and suffer from sample evaporation and comparably large reaction volumes,
which can waste precious biological samples or reagents [1,2].

Recently, microfabricated devices have emerged as a powerful experimental platform for
performing a diverse range of biological and chemical assays in a high-throughput manner [3,4].
These technologies often permit high-throughput analysis of a complex sample by partitioning
a bulk solution into many isolated pico to nanoliter-sized compartments, or microreactors.
This discretization confines rare analytes into a small volume, thereby increasing their effective
concentration, all the while reducing interference from non-target species [5]. Such partitioning has
been accomplished using microfabricated wells [6,7] or chambers in a microfluidic device that are
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sequestered using pneumatically controlled valves [8]. However, post-analysis retrieval of individual
samples is difficult to achieve. Furthermore, mixing of reagents in these devices either requires
complex architecture [9] or is often done in bulk before compartmentalization, which may prevent
initial reaction products from co-localizing with their initiating target [10].

An alternative approach is to compartmentalize reactions into discrete micron-sized droplets
surrounded by an immiscible carrier fluid. Droplet-based microfluidics provides precise control over
mixing of fluids, minimizes waste of precious reagents, and reduces evaporation and adsorption of
molecules at the device walls [1,11,12]. Monodisperse droplets can be formed at kHz frequencies
with sizes precisely controlled by device geometry and fluid flow rates [13]. These droplets can
be fused [14–17], split [11], cooled [18], heated [19], and sorted [20,21] on- or off-chip as the
application requires. This powerful approach has found many applications such as micro-material
fabrication [22], directed evolution [23], mRNA profiling of a heterogeneous population of cells [24],
pathogen detection [25], and single-cell [26–28] and single-molecule [5,29,30] analysis.

Hatch and coworkers introduced an ultrahigh-throughput droplet digital PCR (ddPCR) device,
whereby tightly packed droplets in a microfluidic chamber were analyzed via an integrated
CMOS-based wide-field imaging system for absolute quantification of copy number of target
DNA [31]. In this development, they were able to increase the dynamic range of ddPCR 100-fold
compared to existing ddPCR systems by increasing the device throughput. However, a small fraction
of droplets coalesced, which was likely exacerbated by their tight-packing. Moreover, droplets, which
are close together or overlap, complicate image processing and may result in quantification errors
in this type of device. Indexing is also a challenge since droplets are free to move throughout the
experiment, which hinders real-time monitoring.

Immobilizing droplets into static, spatially-defined arrays facilitates indexing and monitoring of
droplets over time since the array element locations create a natural positioning system [1]. Huebner
and colleagues used a flow trap to immobilize droplets into a 384-element array, which allowed them
to be monitored over time and subsequently recovered by reversing the flow direction [32]. Similarly,
Schmitz and coworkers trapped up to 8000 droplets in a chamber via channels containing many
constrictions [33]. Droplet recovery was achieved by increasing the flow rate through the chamber.
However, both of these methods are not amenable for ultrahigh-throughput analysis because the
traps are situated within the flow stream and create resistance to flow at high densities of droplets [33].
Moreover, the majority of the droplets pass around the traps and could potentially waste expensive
reagents or samples [32]. It has also been previously reported that droplets in a multilayered device
could be trapped by buoyancy forces between the drops and the carrier fluid [34,35]. Despite the
utility of such an approach, these devices required precise alignment of the PDMS layers and the
highest throughput achieved was only 120 droplet traps, which is comparably low-throughput for
many biological applications. Therefore, there is a need to develop new devices that can more
precisely control droplet trapping in an efficient, ultrahigh-throughput manner.

With the above-mentioned advances and challenges in mind, we have developed a simple
and robust dual-layered Floating Droplet Array (FDA) device for ultrahigh-throughput droplet
manipulation, analysis, and recovery (Figure 1). The device utilizes density differences between
the continuous and discrete phases to trap floating droplets into hundreds of thousands of wells for
real-time analysis. Since the droplets are trapped in a secondary layer above the main flow stream, we
are able to achieve high density and efficiency of immobilization for real-time, ultrahigh-throughput
droplet analysis.
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Figure 1. A schematic illustration for the workflow of the Floating Droplet Array (FDA). (a) General 
workflow involves droplet generation, trapping for analysis, and subsequent droplet recovery.  
(b) Step-by-step operation: (i) generated droplets flow into the trapping chamber and float into the 
wells. After all the wells have been filled (ii), the remaining droplets are purged (iii) and the trapped 
droplets are then analyzed (iv). Droplets are recovered by flipping the device so that droplets float 
out of the wells (v) and are sent for downstream handling on- or off-chip (vi). 

2. Experimental Section 

2.1. Materials 

Silicone elastomer base and curing agent (Sylgard 184; polydimethylsiloxane (PDMS)) and  
HFE-7500 fluorocarbon oil were purchased from Down Corning (Wiesbaden, Germany). Four-inch 
silicon wafers were purchased from IDB Technologies (Wiltshire, UK). The amphiphilic tri-block 
copolymer, polyethylene glycol–perfluoropolyether (PFPE-PEG-PFPE), surfactant was synthesized 
as described below. SU-8 permanent epoxy negative photoresist (SU-8 50) and SU-8 developer were 
purchased from MicroChem Corp. (Westborough, MA, USA). Streptavidin-modified beads (7.8 μm, 
COMPEL™ Magnetic) were purchased from Bangs Laboratories (Fishers, IN, USA). Biotin-conjugated 
β-galactosidase (β-gal) and its fluorogenic substrate (Fluorescein di(β-D-galactopyranoside)) (FDG) 
were purchased from Sigma-Aldrich (St. Louis, MO, USA). An inverted fluorescence microscope 
(Eclipse Ti, Nikon, Tokyo, Japan) was used for imaging droplets. An oxygen plasma cleaner  
(PDC-32G, Harrick Plasma, Ithaca, NY, USA) was used for plasma bonding of the PDMS-PDMS 
devices. PHD Ultra Syringe Pumps were purchased from Harvard Apparatus (Holliston, MA, USA) 
and used to control sample injection with syringes. 

2.2. Device Fabrication Process 

The microfluidic device was designed using AutoCAD (Autodesk, San Rafael, CA, USA) and 
printed to high-resolution transparency photomasks (CAD/Art Services, Bandon, OR, USA). The 
devices were fabricated from PDMS using standard soft lithography techniques [36]. Four inch 
silicon wafers were briefly rinsed with 5% hydrofluoric acid (Sigma-Aldrich, St. Louis, MO, USA) 
and deionized (DI) water. Prior to spin coating (6NPP-LITE, Laurell Technologies Corporation, 
North Wales, PA, USA), wafers were dehydrated in an oven at 95 °C for 10 min. Negative 
photoresist (~3 g, SU-8 50, MicroChem, Chestech, UK) was then spin-coated (500 rpm for 10 s then 
3000 rpm for 30 s) onto the wafer. The SU-8 layer was then cured on a hotplate at 65 °C for 5 min 
and at 95 °C for 30 min. The cured SU-8 layer was then exposed to UV radiation (14 s, 20 mW/cm2, 
AB&M INC UV Flood Exposure System) through the photomask and the wafer was subsequently 
post-baked at 65 °C for 1 min and 95 °C for 5 min. Unexposed SU-8 was removed by soaking in  
SU-8 developer for 5 min. The wafer was then cleaned using isopropyl alcohol, blow-dried with 
filtered nitrogen gas, and silanized with perfluorooctyl-trichlorosilane (Sigma-Aldrich, St. Louis, 
MO, USA) under vacuum for 3 h. For fabrication of the devices, PDMS base and curing agent were 
mixed in a ratio of 10:1 w/w, degassed, poured onto SU8-on-Si wafer masters and fully cured 
overnight in an oven at 65 °C. After thermal curing, the PDMS layer was peeled off the master. Inlet 

Figure 1. A schematic illustration for the workflow of the Floating Droplet Array (FDA). (a) General
workflow involves droplet generation, trapping for analysis, and subsequent droplet recovery;
(b) Step-by-step operation: (i) generated droplets flow into the trapping chamber and float into the
wells. After all the wells have been filled (ii), the remaining droplets are purged (iii) and the trapped
droplets are then analyzed (iv). Droplets are recovered by flipping the device so that droplets float
out of the wells (v) and are sent for downstream handling on- or off-chip (vi).

2. Experimental Section

2.1. Materials

Silicone elastomer base and curing agent (Sylgard 184; polydimethylsiloxane (PDMS)) and
HFE-7500 fluorocarbon oil were purchased from Down Corning (Wiesbaden, Germany). Four-inch
silicon wafers were purchased from IDB Technologies (Wiltshire, UK). The amphiphilic tri-block
copolymer, polyethylene glycol–perfluoropolyether (PFPE-PEG-PFPE), surfactant was synthesized
as described below. SU-8 permanent epoxy negative photoresist (SU-8 50) and SU-8 developer
were purchased from MicroChem Corp. (Westborough, MA, USA). Streptavidin-modified
beads (7.8 µm, COMPEL™ Magnetic) were purchased from Bangs Laboratories (Fishers,
IN, USA). Biotin-conjugated β-galactosidase (β-gal) and its fluorogenic substrate (Fluorescein
di(β-D-galactopyranoside)) (FDG) were purchased from Sigma-Aldrich (St. Louis, MO, USA). An
inverted fluorescence microscope (Eclipse Ti, Nikon, Tokyo, Japan) was used for imaging droplets.
An oxygen plasma cleaner (PDC-32G, Harrick Plasma, Ithaca, NY, USA) was used for plasma bonding
of the PDMS-PDMS devices. PHD Ultra Syringe Pumps were purchased from Harvard Apparatus
(Holliston, MA, USA) and used to control sample injection with syringes.

2.2. Device Fabrication Process

The microfluidic device was designed using AutoCAD (Autodesk, San Rafael, CA, USA) and
printed to high-resolution transparency photomasks (CAD/Art Services, Bandon, OR, USA). The
devices were fabricated from PDMS using standard soft lithography techniques [36]. Four inch
silicon wafers were briefly rinsed with 5% hydrofluoric acid (Sigma-Aldrich, St. Louis, MO, USA)
and deionized (DI) water. Prior to spin coating (6NPP-LITE, Laurell Technologies Corporation, North
Wales, PA, USA), wafers were dehydrated in an oven at 95 ˝C for 10 min. Negative photoresist (~3 g,
SU-8 50, MicroChem, Chestech, UK) was then spin-coated (500 rpm for 10 s then 3000 rpm for 30 s)
onto the wafer. The SU-8 layer was then cured on a hotplate at 65 ˝C for 5 min and at 95 ˝C for
30 min. The cured SU-8 layer was then exposed to UV radiation (14 s, 20 mW/cm2, AB&M INC
UV Flood Exposure System) through the photomask and the wafer was subsequently post-baked at
65 ˝C for 1 min and 95 ˝C for 5 min. Unexposed SU-8 was removed by soaking in SU-8 developer
for 5 min. The wafer was then cleaned using isopropyl alcohol, blow-dried with filtered nitrogen
gas, and silanized with perfluorooctyl-trichlorosilane (Sigma-Aldrich, St. Louis, MO, USA) under
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vacuum for 3 h. For fabrication of the devices, PDMS base and curing agent were mixed in a ratio
of 10:1 w/w, degassed, poured onto SU8-on-Si wafer masters and fully cured overnight in an oven
at 65 ˝C. After thermal curing, the PDMS layer was peeled off the master. Inlet and outlet holes
were made with a 1-mm-sized biopsy punch (Kay Industries Co., Tokyo, Japan). PDMS layers were
bonded immediately following oxygen plasma treatment and stored overnight before use.

2.3. Synthesis of PFPE-PEG-PFPE Surfactant

The biocompatible fluorinated surfactant was synthesized as described by Chen et al. [37].
Krytox 157FS(H) (50 g, MW: ~5000 g/mol, Dupont, Wilmington, DE, USA) was dissolved in 50 mL
anhydrous HFE-7500 (Sigma-Aldrich, St. Louis, MO, USA) and mixed with excess oxalyl chloride
(12.5 g, Sigma-Aldrich). The reaction mixture was then left stirring overnight at 85 ˝C under an
argon atmosphere. A light yellow product was obtained after solvent removal by rotary evaporation
and high vacuum. This product was then mixed with Jeffamine XTJ 501 (3.5 g, MW: 900 g/mol,
Sigma-Aldrich) and dissolved in a solvent mixture consisting of HFE 7500 (50 mL) and anhydrous
dichloromethane (50 mL, Sigma-Aldrich). The reaction mixture was heated to 65 ˝C and stirred for
2 days under an argon atmosphere, resulting in a milky white product. After solvent removal by
rotary evaporation, the product was centrifuged at 8000 rpm for ~10 min to remove white particles.
The product was then dried in a vacuum desiccator for 24 h and used without further purification.

2.4. Droplet Generation and Manipulation

HFE-7500 fluorocarbon oil (Dow Corning, Midland, MI, USA) containing 1.8% (w/w)
PFPE-PEG-PFPE surfactant was used as the continuous phase for droplet generation, and the same
oil without surfactant was used for droplet purging. Aqueous and oil phases were injected into
the microfluidic device via pressure equalization tubes (Smith Medical, St. Paul, MI, USA). In all
microfluidic experiments, PHD Ultra Syringe Pumps were used to inject fluids at flow rates ranging
from 0.031 to 30 µL/min. To evaluate the performance of the Floating Droplet Array, 10% red food
coloring dye (McCormick, Sparks, MD, USA) was used as the aqueous phase to visualize droplets.
The dye was injected via the two aqueous inlets at flow rates ranging from 0.031 to 12 µL/min,
whereas the oil phase was injected at flow rates ranging from 10 to 15 µL/min (flow rate was varied
to manipulate the size of droplets). Monodisperse droplets were generated by the flow-focusing
structure at sizes ranging from 19 to 145 µm in diameter by tuning the microfluidic channel size
and fluid flow rates. Large area scans of trapped droplets were imaged in stitching mode using a
4ˆ objective lens and a fluorescence microscope (Eclipse Ti, Nikon, Tokyo, Japan).

2.5. Preparation of β-Gal-Conjugated Beads (β-Gal Beads)

For the preparation of β-gal conjugated beads, streptavidin-modified beads (1.8 ˆ 107 beads,
7.8 µm) were incubated with biotinylated β-gal (1.4 mM, 100 µL) for 60 min at room temperature. The
solution was mixed by pipetting every 10 min to prevent settling of the beads. After incubation, beads
were washed ten times with 100 µL of phosphate-buffered saline (PBS, 137 mM NaCl, 2.7 mM KCl,
10 mM Na2HPO4, 2 mM KH2PO4, 10 mM MgCl2 pH 7.4) to remove unbound β-gal.

2.6. Fluorophore Diffusion between Droplets

For fluorophore diffusion studies, β-gal beads and 500 µM FDG in PBS were introduced into the
microfluidic device via respective inlets at a flow rate of 0.5 µL/min, while the oil phase was injected
at a flow rate of 15 µL/min. A 2-mm magnetic stir bar was placed inside a 3 mL syringe and was
gently mixed by a portable magnetic stirrer (Utah Biodiesel Supply, Syracuse, UT, USA) to prevent
settling of the beads. Uniform 55 µm diameter droplets were generated, such that three droplets
could fit within 120 µm diameter microwells. The droplets were incubated at room temperature and
the fluorescence intensity of droplets and surrounding oil phase was analyzed under a fluorescence
microscope at various time points to monitor the fluorophore-leaking effect between droplets.
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2.7. Digital Quantification of β-Gal Beads

For the digital quantification of β-gal beads using the FDA device, 25 µm sized-droplets,
containing 250 µM FDG with or without a single β-gal bead were trapped within the microfluidic
device consisting of 109,569 microwells (30 µm in diameter). After a 10-min incubation, microscopic
images were taken using a 4ˆ objective lens. The experiments were performed in triplicate and
the resulting images were analyzed using ImageJ software (ver. 1.48, http://imagej.nih.gov/ij/) for
quantification of fluorescent droplets.

3. Results and Discussion

3.1. Design of the FDA Device for Ultrahigh-Throughput Droplet Trapping

A rendering of the FDA device design is shown in Figure 2. The FDA device consists of two
layers of PDMS, one for droplet generation and assembly and the other for droplet trapping. The
top layer is designed with a microwell array whose well dimensions can be varied according to the
desired droplet size to be trapped. In this work, we used the dimensions (well width ˆ depth) of
30 ˆ 40, 50 ˆ 50, 100 ˆ 50, and 120 ˆ 50 µm (Figure 3). Fabricated microwells in the top PDMS
layer were characterized by scanning electron microscopy (SEM) as shown in Figure 3. The diameter
of microwells were determined to be 122.5 ˘ 6.1, 96.7 ˘ 4.7, 48.6 ˘ 2.3, and 27.8 ˘ 1.4 µm, which
correspond to a total well number of 8457, 13,232, 34,344 and 109,569, respectively. The bottom PDMS
layer was fabricated with a height of 50 µm and contains two aqueous inlets and a single oil inlet
whereby the respective fluids are directed to a flow-focusing structure for droplet generation (middle
panel, Figure 2). The channel width at the flow-focusing structure is 15 µm when the 30 or 50 µm
diameter wells were used and 30 µm when the 100 or 120 µm diameter wells were used. After the
flow-focusing structure, we included a widened winding channel, which reduces the velocity of the
droplets and aides in droplet visualization. The bottom layer also contains a large chamber (18.5 mm
wide ˆ 37 mm long), which is oriented below the well array. We placed nine large rectangular-shaped
resistor structures with long and narrow channels (3 mm long, 200 or 300 µm wide) between them
immediately after the entrance of the chamber (Figures 2 and 4a). This provides resistance to flow
down the length of the chamber and ensures that droplets spread out across the whole width of the
chamber before passing through the narrow channels to the well array (Figures 2 and 4a). We found
this helps to ensure compete coverage of the wells. The chamber also contains four pillar structures
(1 mm diameter) placed in the central region of the chamber to prevent undesirable bonding of the
well array with the bottom of the chamber due to bowing of the PDMS (Figures 2 and 4a). The outlet
channels (550 µm wide) are designed at the end of the chamber for collecting excess oil and also to
recover the trapped droplets from the FDA device. We also included a waste outlet before the entrance
to the chamber to divert undesired droplets such as air, polydisperse, or improperly-sized droplets
which often occur at the beginning of device operation from the microwell array. Once generation
of the desired droplet size was stable, this waste channel was sealed with a stopper and the droplets
were diverted into the chamber for trapping.
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Figure 2. CAD rendering of the Floating Droplet Array. The top layer of the FDA device contains 
the droplet-trapping microwells while the bottom layer contains the droplet generation and 
chamber modules (Middle). Droplets are generated using a flow-focusing structure (Left) and 
trapped into circular microwells (Right). Device geometries were exaggerated in the rendering for 
visualization purposes. 

Figure 2. CAD rendering of the Floating Droplet Array. The top layer of the FDA device
contains the droplet-trapping microwells while the bottom layer contains the droplet generation
and chamber modules (Middle). Droplets are generated using a flow-focusing structure (Left) and
trapped into circular microwells (Right). Device geometries were exaggerated in the rendering for
visualization purposes.
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Figure 3. SEM images of the microwells. Top view images of (a) 120 μm diameter wells (8457 total); 
(b) 100 μm wells (13,232 total); (c) 50 μm wells (34,344 total); and (d) 30 μm wells (109,569 total); 
Inserted image in (a) was taken at 45°. Scale bar = 200 μm for (a–d) and 120 μm for insert in (a). 

 
Figure 4. Images depicting the workflow for the Floating Droplet Array. (a) Photographic image of 
entire microfluidic device. The device was filled with green dye for visualization, scale bar = 1 cm;  
(b) Microscopic images of the workflow including (i) droplet generation, (ii) droplet loading into the 
chamber, (iii) droplet trapping, (iv) filling the chamber, (v) purging extraneous droplets, and  
(vi) droplet recovery by flipping. Blue arrows in (ii–vi) represent flow direction. All scale bars for  
(b) = 200 μm. 

3.2. Droplet Generation and Manipulation for the Trapping 

Figure 4b shows a step-by-step workflow for the FDA device using dye-containing droplets 
trapped and released in 120-μm microwells. To operate the device, we initially purged the chamber 
of air by flowing oil (HFE 7500 without surfactant) through the oil inlet at a flow rate of 10 μL/min 
for 5 min. Aqueous samples were then introduced for droplet generation with the device oriented 
so that the wells were above the chamber. We generated droplets using HFE 7500 + 1.8%  
PFPE-PEG-PFPE surfactant as the oil phase and 10% food coloring dye as the aqueous phase for 
generating droplet sizes ranging from 20 to 120 μm in diameter by varying the oil and aqueous flow 

Figure 3. SEM images of the microwells. Top view images of (a) 120 µm diameter wells (8457 total);
(b) 100 µm wells (13,232 total); (c) 50 µm wells (34,344 total); and (d) 30 µm wells (109,569 total);
Inserted image in (a) was taken at 45˝. Scale bar = 200 µm for (a–d) and 120 µm for insert in (a).
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Figure 4. Images depicting the workflow for the Floating Droplet Array. (a) Photographic image of
entire microfluidic device. The device was filled with green dye for visualization, scale bar = 1 cm;
(b) Microscopic images of the workflow including (i) droplet generation, (ii) droplet loading into
the chamber, (iii) droplet trapping, (iv) filling the chamber, (v) purging extraneous droplets, and
(vi) droplet recovery by flipping. Blue arrows in (ii–vi) represent flow direction. All scale bars for
(b) = 200 µm.

3.2. Droplet Generation and Manipulation for the Trapping

Figure 4b shows a step-by-step workflow for the FDA device using dye-containing droplets
trapped and released in 120-µm microwells. To operate the device, we initially purged the chamber
of air by flowing oil (HFE 7500 without surfactant) through the oil inlet at a flow rate of 10 µL/min for
5 min. Aqueous samples were then introduced for droplet generation with the device oriented so that
the wells were above the chamber. We generated droplets using HFE 7500 + 1.8% PFPE-PEG-PFPE
surfactant as the oil phase and 10% food coloring dye as the aqueous phase for generating droplet
sizes ranging from 20 to 120 µm in diameter by varying the oil and aqueous flow rates (i in Figure 4b).
Initial droplets were diverted into the intermediate waste outlet until the desired droplet size was
stably formed. The waste outlet was then sealed with a stopper and the droplets were consequently
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guided into the chamber, where they spread across the width of the chamber before passing through
the narrow channels between the resistor structures (ii in Figure 4b). The droplets then sequentially
filled the wells by floatation due to the density difference between the fluorinated oil and aqueous
phase (iii in Figure 4b, and Movie S1). Once the array was completely filled (iv in Figure 4b), the
aqueous inlets were sealed and oil was introduced at a high flow rate (20–30 µL/min) for 10 min to
purge the chamber of any residual droplets (Movie S2). The trapped droplets were then incubated
and analyzed over time (v in Figure 4b).

Subsequently, the droplets were recovered by flipping the device over and applying a fast flow
rate of oil so that the droplets float out of the wells and are collected off-chip (vi in Figure 4b and
Movie S3). This simple technique is robust and can be applied to a wide range of droplet sizes.
Moreover, it is highly efficient in trapping droplets as can be seen in Figure 5 with 100% of >14,000
wells analyzed containing a single droplet. We found that with the device dimensions used in this
study, we can consistently fill nearly 100% of the microwells with single droplets when they are
generated to be 10%–20% smaller in diameter compared to the microwells (Figure 5a and Movie S4).
In our studies, we used HFE 7500 and 1.8% PFPE-PEG-PFPE surfactant as the oil phase because of the
biocompatibility and droplet stability of this oil-surfactant system. The resulting aqueous droplets
float into the wells due to the higher density of the fluorinated oil relative to the aqueous phase.
However, we anticipate that this device can also be used in emulsions where the droplets are trapped
by sinking into the wells.
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Figure 5. Microscopic images of the ultrahigh-throughput FDA using 50 μm wells. (a) Large-scale 
scan of 36 images containing more than 14,000 wells and (b,c) zoomed-in images of  
trapped droplets. 

Geometric parameters of the device such as the diameter of the well, dwell, depth of the well, 
hwell, height of the chamber, hchamber, and inter-well spacing, x, must be chosen accordingly to 
efficiently trap and release a droplet in a well (Figure 6). The chamber height must be sufficient 
enough not to cause clogging as the tightly-packed droplets pass through the chamber. Droplets 
with diameters much greater than hchamber (i.e., >3x) appear flattened and are trapped into the wells 
as they attempt to minimize their surface energy [38,39]. However, these oversized droplets cause 
clogging of the device at localized regions, which create “dead zones” of low flow. We found it 
difficult to process such droplets in the large, high-density array format of the FDA. Conversely, if 
the height of the chamber is more than two times the diameter of the droplet, then the droplets are 
not efficiently trapped by floatation into the wells under high oil flow rates (>7 μL/min) and flow 
must be reduced to efficiently trap the droplets. Moreover, if the depth of the well is too deep, then 
multiple droplets may be trapped within each well. For geometries of dwell = 50 μm, hwell = 50 μm, 
hchamber = 50 μm, and x = 75 μm, we found that a droplet diameter of 40–50 μm was optimal for 
efficient entrapment and release. Generally, we found that the ideal parametric values are related as 
dwell = hwell = hchamber = 1.17 ddrop and x from 40 to 75 μm for efficient droplet trapping and recovery. 
This was determined experimentally for droplets in the range of 30 to 100 μm. However, there is 
considerably less restraint placed on these parameters if only droplet trapping is desired. As seen in 
Movie S4 and tabulated in Table 1, the optimized parameters result in near complete coverage, with 
greater than 99% of wells containing a single droplet. Moreover, droplet recovery was efficiently 

Figure 5. Microscopic images of the ultrahigh-throughput FDA using 50 µm wells. (a) Large-scale
scan of 36 images containing more than 14,000 wells and (b,c) zoomed-in images of trapped droplets.

Geometric parameters of the device such as the diameter of the well, dwell, depth of the well, hwell,
height of the chamber, hchamber, and inter-well spacing, x, must be chosen accordingly to efficiently
trap and release a droplet in a well (Figure 6). The chamber height must be sufficient enough not
to cause clogging as the tightly-packed droplets pass through the chamber. Droplets with diameters
much greater than hchamber (i.e., >3x) appear flattened and are trapped into the wells as they attempt
to minimize their surface energy [38,39]. However, these oversized droplets cause clogging of the
device at localized regions, which create “dead zones” of low flow. We found it difficult to process
such droplets in the large, high-density array format of the FDA. Conversely, if the height of the
chamber is more than two times the diameter of the droplet, then the droplets are not efficiently
trapped by floatation into the wells under high oil flow rates (>7 µL/min) and flow must be reduced
to efficiently trap the droplets. Moreover, if the depth of the well is too deep, then multiple droplets
may be trapped within each well. For geometries of dwell = 50 µm, hwell = 50 µm, hchamber = 50 µm,
and x = 75 µm, we found that a droplet diameter of 40–50 µm was optimal for efficient entrapment
and release. Generally, we found that the ideal parametric values are related as dwell = hwell =
hchamber = 1.17 ddrop and x from 40 to 75 µm for efficient droplet trapping and recovery. This was
determined experimentally for droplets in the range of 30 to 100 µm. However, there is considerably
less restraint placed on these parameters if only droplet trapping is desired. As seen in Movie S4
and tabulated in Table 1, the optimized parameters result in near complete coverage, with greater
than 99% of wells containing a single droplet. Moreover, droplet recovery was efficiently achieved by
reorienting the device and applying a high oil flow rate. The ability to recover individual droplets is a
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subject of future work, but we anticipate that this may be achieved using microneedle [40], valve [41],
electrode [42], or laser-based techniques [43]. The time required to trap droplets depends on the
droplet size, but we found that we can typically fill the wells within 5–10 min, with an additional
10 min needed to purge the extraneous droplets. Reducing the washing time could be achieved
by integrating additional oil inlet and outlet channels so that droplets are washed across the width
of the chamber. The capture efficiency, which is the percentage of trapped droplets relative to the
total number of generated droplets, ranged from 14.8% to 22.8%. However, this number could be
improved for applications using precious reagents by terminating droplet generation prior to the
droplets completely filling the chamber. For example, droplet generation can be ceased when the
droplets have covered 50% of the wells and allowing the remaining free-floating droplets to fill the
empty wells. Although this might result in a slight decrease in the coverage of the array.
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Figure 6. Device design parameters for efficient droplet trapping and recovery. 

Table 1. Performance metrics of the Floating Droplet Array (FDA) device. Device performance was 
analyzed using four different FDA devices to trap a single droplet per well. Droplet coverage 
(percentage of occupied wells), droplet recovery (percentage of droplets recovered after trapping), 
and capture efficiency (percentage of droplets trapped relative to total droplets generated) were 
quantified based on analysis of >1000 wells for each group. 

Well diameter  
(μm) Total wells Droplet size 

(μm) 
Droplet coverage 

(%) 
Droplet recovery  

(%) 
Capture efficiency 

(%) 
30 109,569 25 99.92 97.26 16.97 
50 34,344 46 99.87 96.13 14.78 
100 13,232 82 99.28 89.04 22.77 
120 8,457 94 99.27 90.56 20.96 

As a further demonstration of the versatility of this device for droplet trapping, we clustered 
multiple droplets into a single well in a simple, robust, and well-controlled manner. This was 
achieved by varying the size of the droplets so that more than one droplet could fit into each well. 
As seen in Figure 7a, we were able to precisely manipulate one, two, three, and four droplets per 
well by controlling the droplet size. Droplet size was experimentally optimized for controlling 
multi-droplet clustering in the wells (Figure 7b). With optimized droplet-sizes (94, 65, 60 and  
52 μm), the efficiencies of single, double, triple and quadruple droplet trapping were determined as 
99.27%, 93.62%, 83.70%, and 96.11%, respectively (Figure 7c). This ability of the FDA device can be 
used for clustering multiple droplets that contain different samples or reagents within the same 
microwell for various complex biological studies such as enzymatic assays, drug screening, and 
cell-cell communication. This may be achieved by controlling diffusion (crosstalk) of molecules 
between droplets or merging droplets within the same microwell, in a highly parallel manner. 

Figure 6. Device design parameters for efficient droplet trapping and recovery.

Table 1. Performance metrics of the Floating Droplet Array (FDA) device. Device performance
was analyzed using four different FDA devices to trap a single droplet per well. Droplet coverage
(percentage of occupied wells), droplet recovery (percentage of droplets recovered after trapping), and
capture efficiency (percentage of droplets trapped relative to total droplets generated) were quantified
based on analysis of >1000 wells for each group.

Well Diameter
(µm) Total Wells Droplet Size

(µm)
Droplet

Coverage (%)
Droplet

Recovery (%)
Capture

Efficiency (%)

30 109,569 25 99.92 97.26 16.97
50 34,344 46 99.87 96.13 14.78
100 13,232 82 99.28 89.04 22.77
120 8457 94 99.27 90.56 20.96

As a further demonstration of the versatility of this device for droplet trapping, we clustered
multiple droplets into a single well in a simple, robust, and well-controlled manner. This was
achieved by varying the size of the droplets so that more than one droplet could fit into each well. As
seen in Figure 7a, we were able to precisely manipulate one, two, three, and four droplets per well by
controlling the droplet size. Droplet size was experimentally optimized for controlling multi-droplet
clustering in the wells (Figure 7b). With optimized droplet-sizes (94, 65, 60 and 52 µm), the efficiencies
of single, double, triple and quadruple droplet trapping were determined as 99.27%, 93.62%, 83.70%,
and 96.11%, respectively (Figure 7c). This ability of the FDA device can be used for clustering multiple
droplets that contain different samples or reagents within the same microwell for various complex
biological studies such as enzymatic assays, drug screening, and cell-cell communication. This may
be achieved by controlling diffusion (crosstalk) of molecules between droplets or merging droplets
within the same microwell, in a highly parallel manner.
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Figure 7. Controlling the number of droplets per well. (a) Microscopic image showing multi-droplet 
clustering in 120 μm wells; one droplet per well (i), two droplets per well (ii), three droplets per well 
(iii) and four droplets per well (iv). Scale bars =120 μm. (b) Controlling droplet size by manipulating 
the flow rate ratio (water/oil) for 30 × 50 μm channel (red) and 15 × 50 μm channel (black). (c) 
Distribution of droplet occupancy in 120 μm wells for droplets with a diameter of (i) 94, (ii) 65, (iii) 
60, and (iv) 52 μm. Occupancy was quantified based on analysis of at least 432 wells for each group. 

3.3. Identification of Crosstalk between Droplets 

It has been previously reported by several groups that some small hydrophobic molecules such 
as fluorophores can diffuse between droplets, which can interfere with biological assays such as 
enzymatic activity assays and single cell studies [44–50]. To investigate this phenomenon in our 
FDA device, we chose β-gal and its fluorogenic substrate (FDG) as a model system (Figure 8a) 
because the fluorescent product of this reaction, fluorescein, has been reported to leak between 
droplets [47]. We encapsulated a dilute solution of β-gal beads (500 beads/μL) with 250 μM FDG 
which resulted in only a few droplets containing a β-gal bead and most droplets containing FDG 
without any β-gal beads. We controlled the droplet size to be 55 μm such that 3 droplets were 
trapped in most of the wells (Figure 8b). We then monitored the fluorescence of the β-gal  
bead-containing droplets, neighboring blank droplets, and the surrounding oil over time (Figure 8c). 
However, with the oil phase and surfactant used in this study, we were not able to observe any 
diffusion of the fluorophore into the neighboring droplets over the 4 h incubation period (Figure 8d). 
We confirmed that the droplets were making good contact with one another but could not observe 
any fluorescence signal diffusing into neighboring droplets, even after a 12-h incubation (data not 
shown). We believe that the discrepancy between our results and a previously reported study [47] 
is due to the alternative oil phase we used in our experiments (HFE-7500 fluorocarbon oil containing 
1.8% (w/w) PFPE-PEG-PFPE surfactant), which is known to have superior droplet stabilization 
compared to other oil-surfactant systems [51]. This finding is consistent with previous reports that 
studied fluorescein transport between droplets using fluorinated oils and PEG-PFPE-based 
surfactants [45,50]. It is possible, however, that fluorescein could be transported through the oil 
phase, as has previously been shown to occur with 4-methylumbelliferone using mineral oil and 
Abil EM90 surfactant [48]. However, we believe this effect must have been negligible in our 
experimental setting since we did not observe a decrease in signal intensity from the fluorescent 
droplets or an increase in the background fluorescence. 

For prolonged incubation periods, we observed shrinkage of the droplets due to evaporation of 
the aqueous phase through the PDMS (29.6% reduction in volume after 5 h, Figure S1) [52]. 
Moreover, the droplets deformed and appeared flattened in the wells after 6 h. This deformation 

Figure 7. Controlling the number of droplets per well. (a) Microscopic image showing multi-droplet
clustering in 120 µm wells; one droplet per well (i), two droplets per well (ii), three droplets per
well (iii) and four droplets per well (iv). Scale bars =120 µm. (b) Controlling droplet size by
manipulating the flow rate ratio (water/oil) for 30 ˆ 50 µm channel (red) and 15 ˆ 50 µm channel
(black). (c) Distribution of droplet occupancy in 120 µm wells for droplets with a diameter of (i) 94,
(ii) 65, (iii) 60, and (iv) 52 µm. Occupancy was quantified based on analysis of at least 432 wells for
each group.

3.3. Identification of Crosstalk between Droplets

It has been previously reported by several groups that some small hydrophobic molecules such
as fluorophores can diffuse between droplets, which can interfere with biological assays such as
enzymatic activity assays and single cell studies [44–50]. To investigate this phenomenon in our
FDA device, we chose β-gal and its fluorogenic substrate (FDG) as a model system (Figure 8a)
because the fluorescent product of this reaction, fluorescein, has been reported to leak between
droplets [47]. We encapsulated a dilute solution of β-gal beads (500 beads/µL) with 250 µM FDG
which resulted in only a few droplets containing a β-gal bead and most droplets containing FDG
without any β-gal beads. We controlled the droplet size to be 55 µm such that 3 droplets were trapped
in most of the wells (Figure 8b). We then monitored the fluorescence of the β-gal bead-containing
droplets, neighboring blank droplets, and the surrounding oil over time (Figure 8c). However,
with the oil phase and surfactant used in this study, we were not able to observe any diffusion
of the fluorophore into the neighboring droplets over the 4 h incubation period (Figure 8d). We
confirmed that the droplets were making good contact with one another but could not observe any
fluorescence signal diffusing into neighboring droplets, even after a 12-h incubation (data not shown).
We believe that the discrepancy between our results and a previously reported study [47] is due to the
alternative oil phase we used in our experiments (HFE-7500 fluorocarbon oil containing 1.8% (w/w)
PFPE-PEG-PFPE surfactant), which is known to have superior droplet stabilization compared to other
oil-surfactant systems [51]. This finding is consistent with previous reports that studied fluorescein
transport between droplets using fluorinated oils and PEG-PFPE-based surfactants [45,50]. It is
possible, however, that fluorescein could be transported through the oil phase, as has previously
been shown to occur with 4-methylumbelliferone using mineral oil and Abil EM90 surfactant [48].
However, we believe this effect must have been negligible in our experimental setting since we
did not observe a decrease in signal intensity from the fluorescent droplets or an increase in the
background fluorescence.

For prolonged incubation periods, we observed shrinkage of the droplets due to evaporation of
the aqueous phase through the PDMS (29.6% reduction in volume after 5 h, Figure S1) [52]. Moreover,
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the droplets deformed and appeared flattened in the wells after 6 h. This deformation was observed
to propagate in a spatially-dependent manner, which suggests that it was due to the PDMS device
itself. This phenomenon could likely be attributed to swelling and pressure-induced deformation of
the PDMS. The use of other materials that do not suffer from these permeability and deformation
effects, such as glass or poly(methyl methacrylate) might be appropriate for applications requiring
long-term incubations [53].

We believe that there is great potential in using the FDA platform to cluster multiple droplets of
differing contents (i.e., cells, reagents, or samples) and merging them using a chemical reagent [16] or
externally applied electric field [17]. This has been previously achieved in channels using a sequential
format where droplets were merged in series and also required that they be synchronized in some
manner to bring together, typically, pairs of droplets [16,17,54]. However, with the FDA device,
one can colocalize and merge multiple droplets per well in a highly parallel and controlled fashion,
which also carries the advantage of merging thousands to millions of droplets simultaneously and
can be used for various complex biological experiments such as single-cell communication studies,
enzymatic assays, drug screening, etc.
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Figure 8. Droplet cross-talk studies of the diffusion of fluorescein between clustered droplets.  
(a) Hydrolysis of FDG by β-gal. (b) Microscopic image showing overlay of bright-field and FITC 
channels for FDG droplets with and without a β-gal bead after a 4-h incubation, scale bar = 50 μm.  
(c) Fluorescence microscopic images showing time course of reaction over a 4-h incubation to 
monitor droplet crosstalk, scale bar = 50 μm. (d) Fluorescence intensity of trapped droplets with 
bead (green), without bead (orange), and the oil phase (black). 

3.4. Digital Quantification of Single β-Gal Beads 

Recently, droplet-based microfluidic technologies have been showing great promise in  
digital-based absolute quantification of rare biological molecules using droplet digital PCR [54,55], 
droplet digital ELISA [56], and digital single-cell quantification/detection [5,25–27]. However, one 
of the biggest challenges has been the difficulty in indexing a large number of droplets for real-time 
monitoring. To demonstrate the potential of our FDA device for digital quantification with indexed 
droplets, we encapsulated FDG along with a very low concentration of β-gal beads (10 beads/μL) so 
that the majority of droplets contain no β-gal bead and only a few droplets contain only one bead. 
Streptavidin-conjugated beads (7.8 μm) were used since they can be easily visualized and can also 
immobilize a large number of β-gal molecules, to yield strong enzymatic activity. As can be seen in 
Figure 9a, there is only one fluorescent droplet, and it is the only one that contains a β-gal bead, 
among 1008 droplets in the image. 

Figure 8. Droplet cross-talk studies of the diffusion of fluorescein between clustered droplets.
(a) Hydrolysis of FDG by β-gal; (b) Microscopic image showing overlay of bright-field and FITC
channels for FDG droplets with and without a β-gal bead after a 4-h incubation, scale bar = 50 µm;
(c) Fluorescence microscopic images showing time course of reaction over a 4-h incubation to monitor
droplet crosstalk, scale bar = 50 µm; (d) Fluorescence intensity of trapped droplets with bead (green),
without bead (orange), and the oil phase (black).

3.4. Digital Quantification of Single β-Gal Beads

Recently, droplet-based microfluidic technologies have been showing great promise in
digital-based absolute quantification of rare biological molecules using droplet digital PCR [54,55],
droplet digital ELISA [56], and digital single-cell quantification/detection [5,25–27]. However, one
of the biggest challenges has been the difficulty in indexing a large number of droplets for real-time
monitoring. To demonstrate the potential of our FDA device for digital quantification with indexed
droplets, we encapsulated FDG along with a very low concentration of β-gal beads (10 beads/µL) so
that the majority of droplets contain no β-gal bead and only a few droplets contain only one bead.
Streptavidin-conjugated beads (7.8 µm) were used since they can be easily visualized and can also
immobilize a large number of β-gal molecules, to yield strong enzymatic activity. As can be seen
in Figure 9a, there is only one fluorescent droplet, and it is the only one that contains a β-gal bead,
among 1008 droplets in the image.
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We counted 5.33 ˘ 2.08 fluorescent droplets, all of which contained a single β-gal bead, while the
remaining droplets were not fluorescent, from triplicate experiments. The concentration of the beads
in the solution was determined to be 5.33 beads in 0.9 µL (8.2 pL droplets ˆ 109,569 wells) which is
in excellent agreement with the original bead concentration (10 beads/µL) before encapsulation into
25 µm droplets. In this demonstrative study, we were able to digitally count the number of single
β-gal beads by monitoring fluorescent droplets trapped in the microwells (Figure 9b).
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Figure 9. Digital quantification of the number of droplets containing β-gal bead in the FDA device.  
(a) Microscopic image of trapped droplets in a device containing 109,569 microwells of 30 μm size. 
Droplets are generated with 250 μM FDG and a low concentration of β-gal beads so that most droplets 
do not contain any beads. Insert depicts a zoomed bright field microscopic image of a bead-containing 
droplet. White circle highlights a β-gal bead (7.8 μm) within a droplet. (b) Fluorescence microscopic 
images of droplets within 30 μm microwells. 0 = without target bead (dark droplet without β-gal 
bead), 1 = with bead (fluorescent droplet with β-gal bead). All scale bars = 200 μm. 

4. Conclusions 

Here, we have presented a novel, ultrahigh-throughput FDA device for immobilizing more 
than 100,000 droplets in an array of microwells, but it can easily accommodate 10’ s to 100’ s of 
millions of wells by increasing the size of the chamber or using a higher density of microwells, and 
is simple to fabricate and assemble. By trapping droplets in a secondary layer above the main flow 
stream, we have achieved greater throughput and efficiency of immobilization compared to 
previously developed droplet microfluidic devices for droplet trapping. Moreover, alignment 
between the two layers does not need to be precise and can be done manually by eye without any 
specialized equipment. Furthermore, droplet trapping and recovery are rapidly and passively 
accomplished by exploiting buoyancy forces through simple reorientation of the device and can be 
readily coupled to further processing on or off-chip. 

This technology combines the advantages of compartmentalizing samples by droplet 
microfluidics with the ultrahigh-throughput analytic and parallelization capabilities of microarray 
formats. Moreover, immobilizing droplets in this manner yields facile indexing of droplets that is 
needed for real-time monitoring over an extended period of time. We have shown that this robust 
and versatile platform can be used for droplet isolation, clustering, digital quantification, and 
monitoring reactions over time. We envision that it can be used for many other applications such as 
single-cell or molecule analysis, genetic sequencing, biochemical profiling, cell culture, pathogen 
detection, and drug discovery. Our ongoing work involves adapting this device for manipulating 
(e.g., splitting, fusing, etc.) a large number of droplets in a parallel fashion, which up until now has 
primarily been achieved in sequential formats. We envision that this device has great potential for 

Figure 9. Digital quantification of the number of droplets containing β-gal bead in the FDA device.
(a) Microscopic image of trapped droplets in a device containing 109,569 microwells of 30 µm size.
Droplets are generated with 250 µM FDG and a low concentration of β-gal beads so that most droplets
do not contain any beads. Insert depicts a zoomed bright field microscopic image of a bead-containing
droplet. White circle highlights a β-gal bead (7.8 µm) within a droplet; (b) Fluorescence microscopic
images of droplets within 30 µm microwells. 0 = without target bead (dark droplet without β-gal
bead), 1 = with bead (fluorescent droplet with β-gal bead). All scale bars = 200 µm.

4. Conclusions

Here, we have presented a novel, ultrahigh-throughput FDA device for immobilizing more than
100,000 droplets in an array of microwells, but it can easily accommodate 10’ s to 100’ s of millions
of wells by increasing the size of the chamber or using a higher density of microwells, and is simple
to fabricate and assemble. By trapping droplets in a secondary layer above the main flow stream,
we have achieved greater throughput and efficiency of immobilization compared to previously
developed droplet microfluidic devices for droplet trapping. Moreover, alignment between the
two layers does not need to be precise and can be done manually by eye without any specialized
equipment. Furthermore, droplet trapping and recovery are rapidly and passively accomplished by
exploiting buoyancy forces through simple reorientation of the device and can be readily coupled to
further processing on or off-chip.

This technology combines the advantages of compartmentalizing samples by droplet
microfluidics with the ultrahigh-throughput analytic and parallelization capabilities of microarray
formats. Moreover, immobilizing droplets in this manner yields facile indexing of droplets that is
needed for real-time monitoring over an extended period of time. We have shown that this robust and
versatile platform can be used for droplet isolation, clustering, digital quantification, and monitoring
reactions over time. We envision that it can be used for many other applications such as single-cell
or molecule analysis, genetic sequencing, biochemical profiling, cell culture, pathogen detection, and
drug discovery. Our ongoing work involves adapting this device for manipulating (e.g., splitting,
fusing, etc.) a large number of droplets in a parallel fashion, which up until now has primarily
been achieved in sequential formats. We envision that this device has great potential for portable,
point-of-care technologies when combined with CMOS, CCD, or cell phone-based imaging systems.
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Supplementary Materials: Supplementary materials including Figure S1 and Movie S1–S4 are available online
at: http://www.mdpi.com/2072-666X/6/10/1431/s1.

Acknowledgments: This work is supported by the National Institutes of Health (1 R01 AI117061-01).

Author Contributions: Louai Labanieh, Weian Zhao, and Dong-Ku Kang conceived and designed the device
and experiments; Louai Labanieh, Thi N. Nguyen, and Dong-Ku Kang fabricated devices; Louai Labanieh
and Dong-Ku Kang performed the experiments; Louai Labanieh and Dong-Ku Kang analyzed the data; Louai
Labanieh, Weian Zhao, and Dong-Ku Kang wrote the paper.

Conflicts of Interest: Weian Zhao and Dong-Ku Kang are the founders of Velox Biosystems, LLC, a University
of California spin-off company that aims to develop rapid and sensitive diagnostic technologies. The remaining
authors declare no conflict of interest.

References

1. Pompano, R.R.; Liu, W.S.; Du, W.B.; Ismagilov, R.F. Microfluidics using spatially defined arrays of droplets
in one, two, and three dimensions. Annu. Rev. Anal. Chem. 2011, 4, 59–81. [CrossRef] [PubMed]

2. Macarron, R.; Banks, M.N.; Bojanic, D.; Burns, D.J.; Cirovic, D.A.; Garyantes, T.; Green, D.V.S.;
Hertzberg, R.P.; Janzen, W.P.; Paslay, J.W.; et al. Impact of high-throughput screening in biomedical research.
Nat. Rev. Drug Discov. 2011, 10, 188–195. [CrossRef] [PubMed]

3. Sackmann, E.K.; Fulton, A.L.; Beebe, D.J. The present and future role of microfluidics in biomedical research.
Nature 2014, 507, 181–189. [CrossRef] [PubMed]

4. Mach, A.J.; Adeyiga, O.B.; Di Carlo, D. Microfluidic sample preparation for diagnostic cytopathology.
Lab Chip 2013, 13, 1011–1026. [CrossRef] [PubMed]

5. Kang, D.K.; Ali, M.M.; Zhang, K.X.; Pone, E.J.; Zhao, W.A. Droplet microfluidics for single-molecule and
single-cell analysis in cancer research, diagnosis and therapy. TrAC Trends Anal. Chem. 2014, 58, 145–153.
[CrossRef]

6. Iino, R.; Hayama, K.; Amezawa, H.; Sakakihara, S.; Kim, S.H.; Matsumono, Y.; Nishino, K.; Yamaguchi, A.;
Noji, H. A single-cell drug efflux assay in bacteria by using a directly accessible femtoliter droplet array.
Lab Chip 2012, 12, 3923–3929. [CrossRef] [PubMed]

7. Rissin, D.M.; Kan, C.W.; Campbell, T.G.; Howes, S.C.; Fournier, D.R.; Song, L.; Piech, T.; Patel, P.P.;
Chang, L.; Rivnak, A.J.; et al. Single-molecule enzyme-linked immunosorbent assay detects serum proteins
at subfemtomolar concentrations. Nat. Biotechnol. 2010, 28, 595–599. [CrossRef] [PubMed]

8. Dalerba, P.; Kalisky, T.; Sahoo, D.; Rajendran, P.S.; Rothenberg, M.E.; Leyrat, A.A.; Sim, S.; Okamoto, J.;
Johnston, D.M.; Qian, D.L.; et al. Single-cell dissection of transcriptional heterogeneity in human colon
tumors. Nat. Biotechnol. 2011, 29, 1120–1127. [CrossRef] [PubMed]

9. Hitzbleck, M.; Delamarche, E. Reagents in microfluidics: An 'in' and 'out' challenge. Chem. Soc. Rev. 2013,
42, 8494–8516. [CrossRef] [PubMed]

10. Shen, F.; Davydova, E.K.; Du, W.B.; Kreutz, J.E.; Piepenburg, O.; Ismagilov, R.F. Digital isothermal
quantification of nucleic acids via simultaneous chemical initiation of recombinase polymerase
amplification reactions on slipchip. Anal. Chem. 2011, 83, 3533–3540. [CrossRef] [PubMed]

11. Teh, S.Y.; Lin, R.; Hung, L.H.; Lee, A.P. Droplet microfluidics. Lab Chip 2008, 8, 198–220. [CrossRef]
[PubMed]

12. Dressler, O.J.; Maceiczyk, R.M.; Chang, S.I.; deMello, A.J. Droplet-based microfluidics enabling impact on
drug discovery. J. Biomol. Screen. 2014, 19, 483–496. [CrossRef] [PubMed]

13. Ward, T.; Faivre, M.; Abkarian, M.; Stone, H.A. Microfluidic flow focusing: Drop size and scaling in pressure
versus flow-rate-driven pumping. Electrophoresis 2005, 26, 3716–3724. [CrossRef] [PubMed]

14. Niu, X.; Gulati, S.; Edel, J.B.; deMello, A.J. Pillar-induced droplet merging in microfluidic circuits. Lab Chip
2008, 8, 1837–1841. [CrossRef] [PubMed]

15. Tewhey, R.; Warner, J.B.; Nakano, M.; Libby, B.; Medkova, M.; David, P.H.; Kotsopoulos, S.K.; Samuels, M.L.;
Hutchison, J.B.; Larson, J.W.; et al. Microdroplet-based PCR enrichment for large-scale targeted sequencing.
Nat. Biotechnol. 2009, 27, 1025–1031. [CrossRef] [PubMed]

16. Akartuna, I.; Aubrecht, D.M.; Kodger, T.E.; Weitz, D.A. Chemically induced coalescence in droplet-based
microfluidics. Lab Chip 2015, 15, 1140–1144. [CrossRef] [PubMed]

17. Ahn, K.; Agresti, J.; Chong, H.; Marquez, M.; Weitz, D.A. Electrocoalescence of drops synchronized by
size-dependent flow in microfluidic channels. Appl. Phys. Lett. 2006, 88, 264105. [CrossRef]

1480

http://dx.doi.org/10.1146/annurev.anchem.012809.102303
http://www.ncbi.nlm.nih.gov/pubmed/21370983
http://dx.doi.org/10.1038/nrd3368
http://www.ncbi.nlm.nih.gov/pubmed/21358738
http://dx.doi.org/10.1038/nature13118
http://www.ncbi.nlm.nih.gov/pubmed/24622198
http://dx.doi.org/10.1039/c2lc41104k
http://www.ncbi.nlm.nih.gov/pubmed/23380972
http://dx.doi.org/10.1016/j.trac.2014.03.006
http://dx.doi.org/10.1039/c2lc40394c
http://www.ncbi.nlm.nih.gov/pubmed/22814576
http://dx.doi.org/10.1038/nbt.1641
http://www.ncbi.nlm.nih.gov/pubmed/20495550
http://dx.doi.org/10.1038/nbt.2038
http://www.ncbi.nlm.nih.gov/pubmed/22081019
http://dx.doi.org/10.1039/c3cs60118h
http://www.ncbi.nlm.nih.gov/pubmed/23925517
http://dx.doi.org/10.1021/ac200247e
http://www.ncbi.nlm.nih.gov/pubmed/21476587
http://dx.doi.org/10.1039/b715524g
http://www.ncbi.nlm.nih.gov/pubmed/18231657
http://dx.doi.org/10.1177/1087057113510401
http://www.ncbi.nlm.nih.gov/pubmed/24241711
http://dx.doi.org/10.1002/elps.200500173
http://www.ncbi.nlm.nih.gov/pubmed/16196106
http://dx.doi.org/10.1039/b813325e
http://www.ncbi.nlm.nih.gov/pubmed/18941682
http://dx.doi.org/10.1038/nbt.1583
http://www.ncbi.nlm.nih.gov/pubmed/19881494
http://dx.doi.org/10.1039/C4LC01285B
http://www.ncbi.nlm.nih.gov/pubmed/25537080
http://dx.doi.org/10.1063/1.2218058


Micromachines 2015, 6, 1469–1482

18. Zinchenko, A.; Devenish, S.R.A.; Kintses, B.; Colin, P.Y.; Fischechner, M.; Hollfelder, F. One in a million:
Flow cytometric sorting of single cell-lysate assays in monodisperse picolitre double emulsion droplets for
directed evolution. Anal. Chem. 2014, 86, 2526–2533. [CrossRef] [PubMed]

19. Hindson, B.J.; Ness, K.D.; Masquelier, D.A.; Belgrader, P.; Heredia, N.J.; Makarewicz, A.J.; Bright, I.J.;
Lucero, M.Y.; Hiddessen, A.L.; Legler, T.C.; et al. High-throughput droplet digital PCR system for absolute
quantitation of DNA copy number. Anal. Chem. 2011, 83, 8604–8610. [CrossRef] [PubMed]

20. Lim, S.W.; Abate, A.R. Ultrahigh-throughput sorting of microfluidic drops with flow cytometry. Lab Chip
2013, 13, 4563–4572. [CrossRef] [PubMed]

21. Baret, J.C.; Miller, O.J.; Taly, V.; Ryckelynck, M.; El-Harrak, A.; Frenz, L.; Rick, C.; Samuels, M.L.;
Hutchison, J.B.; Agresti, J.J.; et al. Fluorescence-activated droplet sorting (FADS): Efficient microfluidic cell
sorting based on enzymatic activity. Lab Chip 2009, 9, 1850–1858. [CrossRef] [PubMed]

22. Dendukuri, D.; Doyle, P.S. The synthesis and assembly of polymeric microparticles using microfluidics.
Adv. Mater. 2009, 21, 4071–4086. [CrossRef]

23. Agresti, J.J.; Antipov, E.; Abate, A.R.; Ahn, K.; Rowat, A.C.; Baret, J.C.; Marquez, M.; Klibanov, A.M.;
Griffiths, A.D.; Weitz, D.A. Ultrahigh-throughput screening in drop-based microfluidics for directed
evolution. Proc. Natl. Acad. Sci. USA 2010, 107, 4004–4009. [CrossRef] [PubMed]

24. Macosko, E.Z.; Basu, A.; Satija, R.; Nemesh, J.; Shekhar, K.; Goldman, M.; Tirosh, I.; Bialas, A.R.;
Kamitaki, N.; Martersteck, E.M.; et al. Highly parallel genome-wide expression profiling of individual cells
using nanoliter droplets. Cell 2015, 161, 1202–1214. [CrossRef] [PubMed]

25. Kang, D.K.; Ali, M.M.; Zhang, K.X.; Huang, S.S.; Peterson, E.; Digman, M.A.; Gratton, E.; Zhao, W.A. Rapid
detection of single bacteria in unprocessed blood using integrated comprehensive droplet digital detection.
Nat. Commun. 2014, 5, 5427. [CrossRef] [PubMed]

26. Joensson, H.N.; Svahn, H.A. Droplet microfluidics—A tool for single-cell analysis. Angew. Chem. Int. Ed.
2012, 51, 12176–12192. [CrossRef] [PubMed]

27. Mazutis, L.; Gilbert, J.; Ung, W.L.; Weitz, D.A.; Griffiths, A.D.; Heyman, J.A. Single-cell analysis and sorting
using droplet-based microfluidics. Nat. Protocols 2013, 8, 870–891. [CrossRef]

28. Brouzes, E.; Medkova, M.; Savenelli, N.; Marran, D.; Twardowski, M.; Hutchison, J.B.; Rothberg, J.M.;
Link, D.R.; Perrimon, N.; Samuels, M.L. Droplet microfluidic technology for single-cell high-throughput
screening. Proc. Natl. Acad. Sci. USA 2009, 106, 14195–14200. [CrossRef]

29. Beer, N.R.; Hindson, B.J.; Wheeler, E.K.; Hall, S.B.; Rose, K.A.; Kennedy, I.M.; Colston, B.W. On-chip,
real-time, single-copy polymerase chain reaction in picoliter droplets. Anal. Chem. 2007, 79, 8471–8475.
[CrossRef] [PubMed]

30. Kumaresan, P.; Yang, C.J.; Cronier, S.A.; Blazej, R.G.; Mathies, R.A. High-throughput single copy DNA
amplification and cell analysis in engineered nanoliter droplets. Anal. Chem. 2008, 80, 3522–3529. [CrossRef]
[PubMed]

31. Hatch, A.C.; Fisher, J.S.; Tovar, A.R.; Hsieh, A.T.; Lin, R.; Pentoney, S.L.; Yang, D.L.; Lee, A.P. 1-million
droplet array with wide-field fluorescence imaging for digital PCR. Lab Chip 2011, 11, 3838–3845. [CrossRef]

32. Huebner, A.; Bratton, D.; Whyte, G.; Yang, M.; deMello, A.J.; Abell, C.; Hollfelder, F. Static microdroplet
arrays: A microfluidic device for droplet trapping, incubation and release for enzymatic and cell-based
assays. Lab Chip 2009, 9, 692–698. [CrossRef] [PubMed]

33. Schmitz, C.H.J.; Rowat, A.C.; Koster, S.; Weitz, D.A. Dropspots: A picoliter array in a microfluidic device.
Lab Chip 2009, 9, 44–49. [CrossRef] [PubMed]

34. Xu, J.; Ahn, B.; Lee, H.; Xu, L.F.; Lee, K.; Panchapakesan, R.; Oh, K.W. Droplet-based microfluidic device for
multiple-droplet clustering. Lab Chip 2012, 12, 725–730. [CrossRef] [PubMed]

35. Shi, W.W.; Wen, H.; Lu, Y.; Shi, Y.; Lin, B.C.; Qin, J.H. Droplet microfluidics for characterizing the
neurotoxin-induced responses in individual caenorhabditis elegans. Lab Chip 2010, 10, 2855–2863.
[CrossRef] [PubMed]

36. Xia, Y.N.; Whitesides, G.M. Soft lithography. Angew. Chem. Int. Ed. 1998, 37, 550–575. [CrossRef]
37. Chen, C.H.; Sarkar, A.; Song, Y.A.; Miller, M.A.; Kim, S.J.; Griffith, L.G.; Lauffenburger, D.A.; Han, J.

Enhancing protease activity assay in droplet-based microfluidics using a biomolecule concentrator. J. Am.
Chem. Soc. 2011, 133, 10368–10371. [CrossRef] [PubMed]

38. Abbyad, P.; Dangla, R.; Alexandrou, A.; Baroud, C.N. Rails and anchors: Guiding and trapping droplet
microreactors in two dimensions. Lab Chip 2011, 11, 813–821. [CrossRef] [PubMed]

1481

http://dx.doi.org/10.1021/ac403585p
http://www.ncbi.nlm.nih.gov/pubmed/24517505
http://dx.doi.org/10.1021/ac202028g
http://www.ncbi.nlm.nih.gov/pubmed/22035192
http://dx.doi.org/10.1039/c3lc50736j
http://www.ncbi.nlm.nih.gov/pubmed/24146020
http://dx.doi.org/10.1039/b902504a
http://www.ncbi.nlm.nih.gov/pubmed/19532959
http://dx.doi.org/10.1002/adma.200803386
http://dx.doi.org/10.1073/pnas.0910781107
http://www.ncbi.nlm.nih.gov/pubmed/20142500
http://dx.doi.org/10.1016/j.cell.2015.05.002
http://www.ncbi.nlm.nih.gov/pubmed/26000488
http://dx.doi.org/10.1038/ncomms6427
http://www.ncbi.nlm.nih.gov/pubmed/25391809
http://dx.doi.org/10.1002/anie.201200460
http://www.ncbi.nlm.nih.gov/pubmed/23180509
http://dx.doi.org/10.1038/nprot.2013.046
http://dx.doi.org/10.1073/pnas.0903542106
http://dx.doi.org/10.1021/ac701809w
http://www.ncbi.nlm.nih.gov/pubmed/17929880
http://dx.doi.org/10.1021/ac800327d
http://www.ncbi.nlm.nih.gov/pubmed/18410131
http://dx.doi.org/10.1039/c1lc20561g
http://dx.doi.org/10.1039/B813709A
http://www.ncbi.nlm.nih.gov/pubmed/19224019
http://dx.doi.org/10.1039/B809670H
http://www.ncbi.nlm.nih.gov/pubmed/19209334
http://dx.doi.org/10.1039/C2LC20883K
http://www.ncbi.nlm.nih.gov/pubmed/22159516
http://dx.doi.org/10.1039/c0lc00256a
http://www.ncbi.nlm.nih.gov/pubmed/20882233
http://dx.doi.org/10.1002/(SICI)1521-3773(19980316)37:5&lt;550::AID-ANIE550&gt;3.0.CO;2-G
http://dx.doi.org/10.1021/ja2036628
http://www.ncbi.nlm.nih.gov/pubmed/21671557
http://dx.doi.org/10.1039/C0LC00104J
http://www.ncbi.nlm.nih.gov/pubmed/21060946


Micromachines 2015, 6, 1469–1482

39. Fradet, E.; McDougall, C.; Abbyad, P.; Dangla, R.; McGloin, D.; Baroud, C.N. Combining rails and anchors
with laser forcing for selective manipulation within 2D droplet arrays. Lab Chip 2011, 11, 4228–4234.
[CrossRef] [PubMed]

40. Um, E.; Rha, E.; Choi, S.L.; Lee, S.G.; Park, J.K. Mesh-integrated microdroplet array for simultaneous
merging and storage of single-cell droplets. Lab Chip 2012, 12, 1594–1597. [CrossRef] [PubMed]

41. Abate, A.R.; Agresti, J.J.; Weitz, D.A. Microfluidic sorting with high-speed single-layer membrane valves.
Appl. Phys. Lett. 2010, 96, 203509. [CrossRef]

42. Sciambi, A.; Abate, A.R. Generating electric fields in pdms microfluidic devices with salt water electrodes.
Lab Chip 2014, 14, 2605–2609. [CrossRef] [PubMed]

43. Compton, J.L.; Luo, J.C.; Ma, H.; Botvinick, E.; Venugopalan, V. High-throughput optical screening of
cellular mechanotransduction. Nat. Photonics 2014, 8, 710–715. [CrossRef] [PubMed]

44. Chen, Y.H.; Gani, A.W.; Tang, S.K.Y. Characterization of sensitivity and specificity in leaky droplet-based
assays. Lab Chip 2012, 12, 5093–5103. [CrossRef] [PubMed]

45. Bai, Y.P.; He, X.M.; Liu, D.S.; Patil, S.N.; Bratton, D.; Huebner, A.; Hollfelder, F.; Abell, C.; Huck, W.T.S. A
double droplet trap system for studying mass transport across a droplet-droplet interface. Lab Chip 2010,
10, 1281–1285. [CrossRef] [PubMed]

46. Skhiri, Y.; Gruner, P.; Semin, B.; Brosseau, Q.; Pekin, D.; Mazutis, L.; Goust, V.; Kleinschmidt, F.;
El Harrak, A.; Hutchison, J.B.; et al. Dynamics of molecular transport by surfactants in emulsions. Soft Matter
2012, 8, 10618–10627. [CrossRef]

47. Courtois, F.; Olguin, L.F.; Whyte, G.; Theberge, A.B.; Huck, W.T.S.; Hollfelder, F.; Abell, C. Controlling the
retention of small molecules in emulsion microdroplets for use in cell-based assays. Anal. Chem. 2009, 81,
3008–3016. [CrossRef] [PubMed]

48. Wu, N.; Courtois, F.; Zhu, Y.G.; Oakeshott, J.; Easton, C.; Abell, C. Management of the diffusion
of 4-methylumbelliferone across phases in microdroplet-based systems for in vitro protein evolution.
Electrophoresis 2010, 31, 3121–3128. [CrossRef] [PubMed]

49. Marcoux, P.R.; Dupoy, M.; Mathey, R.; Novelli-Rousseau, A.; Heran, V.; Morales, S.; Rivera, F.; Joly, P.L.;
Moy, J.P.; Mallard, F. Micro-confinement of bacteria into w/o emulsion droplets for rapid detection and
enumeration. Colloid Surf. A 2011, 377, 54–62. [CrossRef]

50. Mazutis, L.; Baret, J.C.; Treacy, P.; Skhiri, Y.; Araghi, A.F.; Ryckelynck, M.; Taly, V.; Griffiths, A.D. Multi-step
microfluidic droplet processing: Kinetic analysis of an in vitro translated enzyme. Lab Chip 2009, 9,
2902–2908. [CrossRef] [PubMed]

51. Holtze, C.; Rowat, A.C.; Agresti, J.J.; Hutchison, J.B.; Angile, F.E.; Schmitz, C.H.J.; Koster, S.; Duan, H.;
Humphry, K.J.; Scanga, R.A.; et al. Biocompatible surfactants for water-in-fluorocarbon emulsions. Lab Chip
2008, 8, 1632–1639. [CrossRef] [PubMed]

52. Heo, Y.S.; Cabrera, L.M.; Song, J.W.; Futai, N.; Tung, Y.C.; Smith, G.D.; Takayama, S. Characterization
and resolution of evaporation-mediated osmolality shifts that constrain microfluidic cell culture in
poly(dimethylsiloxane) devices. Anal. Chem. 2007, 79, 1126–1134. [CrossRef] [PubMed]

53. Nge, P.N.; Rogers, C.I.; Woolley, A.T. Advances in microfluidic materials, functions, integration, and
applications. Chem. Rev. 2013, 113, 2550–2583. [CrossRef] [PubMed]

54. Pekin, D.; Skhiri, Y.; Baret, J.C.; Le Corre, D.; Mazutis, L.; Ben Salem, C.; Millot, F.; El Harrak, A.;
Hutchison, J.B.; Larson, J.W.; et al. Quantitative and sensitive detection of rare mutations using
droplet-based microfluidics. Lab Chip 2011, 11, 2156–2166. [CrossRef] [PubMed]

55. Hindson, C.M.; Chevillet, J.R.; Briggs, H.A.; Gallichotte, E.N.; Ruf, I.K.; Hindson, B.J.; Vessella, R.L.;
Tewari, M. Absolute quantification by droplet digital PCR versus analog real-time PCR. Nat. Methods 2013,
10, 1003–1005. [CrossRef] [PubMed]

56. Shim, J.U.; Ranasinghe, R.T.; Smith, C.A.; Ibrahim, S.M.; Hollfelder, F.; Huck, W.T.S.; Klenerman, D.;
Abell, C. Ultrarapid generation of femtoliter microfluidic droplets for single-molecule-counting
immunoassays. ACS Nano 2013, 7, 5955–5964. [CrossRef] [PubMed]

© 2015 by the authors; licensee MDPI, Basel, Switzerland. This article is an open
access article distributed under the terms and conditions of the Creative Commons by
Attribution (CC-BY) license (http://creativecommons.org/licenses/by/4.0/).

1482

http://dx.doi.org/10.1039/c1lc20541b
http://www.ncbi.nlm.nih.gov/pubmed/22045291
http://dx.doi.org/10.1039/c2lc21266h
http://www.ncbi.nlm.nih.gov/pubmed/22422143
http://dx.doi.org/10.1063/1.3431281
http://dx.doi.org/10.1039/c4lc00078a
http://www.ncbi.nlm.nih.gov/pubmed/24671446
http://dx.doi.org/10.1038/nphoton.2014.165
http://www.ncbi.nlm.nih.gov/pubmed/25309621
http://dx.doi.org/10.1039/c2lc40624a
http://www.ncbi.nlm.nih.gov/pubmed/23090153
http://dx.doi.org/10.1039/b925133b
http://www.ncbi.nlm.nih.gov/pubmed/20445881
http://dx.doi.org/10.1039/c2sm25934f
http://dx.doi.org/10.1021/ac802658n
http://www.ncbi.nlm.nih.gov/pubmed/19284775
http://dx.doi.org/10.1002/elps.201000140
http://www.ncbi.nlm.nih.gov/pubmed/20803501
http://dx.doi.org/10.1016/j.colsurfa.2010.12.013
http://dx.doi.org/10.1039/b907753g
http://www.ncbi.nlm.nih.gov/pubmed/19789742
http://dx.doi.org/10.1039/b806706f
http://www.ncbi.nlm.nih.gov/pubmed/18813384
http://dx.doi.org/10.1021/ac061990v
http://www.ncbi.nlm.nih.gov/pubmed/17263345
http://dx.doi.org/10.1021/cr300337x
http://www.ncbi.nlm.nih.gov/pubmed/23410114
http://dx.doi.org/10.1039/c1lc20128j
http://www.ncbi.nlm.nih.gov/pubmed/21594292
http://dx.doi.org/10.1038/nmeth.2633
http://www.ncbi.nlm.nih.gov/pubmed/23995387
http://dx.doi.org/10.1021/nn401661d
http://www.ncbi.nlm.nih.gov/pubmed/23805985

	Introduction
	Experimental Section
	Materials
	Device Fabrication Process
	Synthesis of PFPE-PEG-PFPE Surfactant
	Droplet Generation and Manipulation
	Preparation of -Gal-Conjugated Beads (-Gal Beads)
	Fluorophore Diffusion between Droplets
	Digital Quantification of -Gal Beads

	Results and Discussion
	Design of the FDA Device for Ultrahigh-Throughput Droplet Trapping
	Droplet Generation and Manipulation for the Trapping
	Identification of Crosstalk between Droplets
	Digital Quantification of Single -Gal Beads

	Conclusions

