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Abstract: Photolithographic patterning of components and integrated circuits based on active poly-
mers for microfluidics is challenging and not always efficient on a laboratory scale using the traditional
mask-based fabrication procedures. Here, we present an alternative manufacturing process based
on multi-material 3D printing that can be used to print various active polymers in microfluidic
structures that act as microvalves on large-area substrates efficiently in terms of processing time and
consumption of active materials with a single machine. Based on the examples of two chemofluidic
valve types, hydrogel-based closing valves and PEG-based opening valves, the respective printing
procedures, essential influencing variables and special features are discussed, and the components
are characterized with regard to their properties and tolerances. The functionality of the concept
is demonstrated by a specific chemofluidic chip which automates an analysis procedure typical of
clinical chemistry and laboratory medicine. Multi-material 3D printing allows active-material devices
to be produced on chip substrates with tolerances comparable to photolithography but is faster and
very flexible for small quantities of up to about 50 chips.

Keywords: chemofluidics; microfluidics; hydrogel; PEG; closing and opening valve; printing

1. Introduction

One of the central success factors of microelectronic circuit technology is the coupling
of the number of active chip components and thus of circuit functionality due to improve-
ments in manufacturing technologies [1]. Layer structuring processes play a key role as
they are beneficial to manufacture all important functional structures including metallic
conductor paths, dielectrics and also the electronic semiconductor components by stacking
structured material layers. Modern microelectronic circuits with billions of transistors
go through several hundred sequential layer structuring processes, with pattern transfer
almost exclusively by photolithography. It is natural to apply the economy of scale of a
circuit technology to the diverse applications of microfluidics [2,3]. However, although
now mature and economically successful, lab-on-a-chip (LoC) achievements to date have
hardly been based on circuit scaling. In the few commercial large-scale integrated (LSI)
LoC, for example, from Fluidigm, photolithographic layer structuring processes play a
major but not scaling role. The most important reason for this is probably the lack of a
universal component such as the microfluidic transistor, on which an economy of scale can
be based [4]. Logical microfluidics [5,6] addresses this issue with its two manifestations:
pressure-controlled logical micropneumatics with membrane-based switching elements,
and chemofluidics. The latter differs from the other LoC platforms in that it is not con-
trolled electronically but directly by the process chemistry on the chip and is based on
active-material devices, which are also to be integrated into the chip by layer-structuring
processes [7–9]. Already in the first reports, LSI circuits with active-material components
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based on three different stimulus-sensitive polymers integrated by different technologies
including mask printing, photolithography and pick-and-place were described [10,11].
Meanwhile, there is a wide variety of work on photolithographic patterning and inte-
gration of hydrogel components [12–15] both as in situ polymerization of gels within a
microfluidic chip and as a process prior to the chip assembly [16–20]. However, photolithog-
raphy for chemofluidic LoC is very challenging, especially at lab scale for small quantities
of 5 to 50 chips. There are three main reasons for this. Firstly, standard photolithographic
equipment such as steppers or mask aligners have to be converted to realize an inert gas
atmosphere and to expose chamber systems for the prepolymer solution to be exposed, or
specially designed exposure systems have to be used [20]. Secondly, extensive mask sets
are needed [21,22] because individual masks are required for each active material layer
but also for devices with different cross-linking or polymerization parameters. Thirdly,
chemofluidic ICs are currently large-area chips with dimensions that may be as large as
10 cm in one dimension. It is therefore a challenge to ensure photolithographically that all
active-material components have the same component tolerances distributed over the entire
chip area; in addition, positional errors of the individual active-material structures in the
valve chambers should be largely avoided [21,22]. Since the large chips also largely prevent
parallel batch production, the laboratory production of a single chip can take several days.

An alternative patterning technique for active and soft polymers is 3D printing. In
particular, 3D printing of hydrogels has been well studied due to its relevance to tis-
sue engineering. It can be performed using stereolithography, digital light printing,
and extrusion-based techniques [23–27]. Here, we report on a manufacturing process
of chemofluidic circuits based on multi-material printing that is an alternative to pho-
tolithography, using the example of two different materials, meltable polyethylene glycols
and photopolymerizable hydrogels.

2. Materials and Methods
2.1. Materials

The following materials were used for chip production: Poly(methyl methacrylate)
(PMMA) foils with a thickness of 250 µm and 175 µm (Plexiglas 99524, Röhm GmbH, Darm-
stadt, Germany), hydrophilic polyester (PE) foil with a thickness of 170 µm (9960 Diagnostic
Microfluidic Hydrophilic Film, 3M, Maplewood, MN, USA), adhesive transfer tape with
a thickness of 25 µm (9969 Microfluidic Diagnostic Tape, 3M, USA), single-sided silicone
adhesive tape with a thickness of 100 µm (9795R Microfluidic Diagnostic, 3M, USA), hy-
drophobic polytetrafluoroethylene (PTFE) membrane filters with a thickness of 100 µm and
pore size of 1.2 µm (11803-25-N, Sartorius AG, Göttingen, Germany).

Red ink (Kombi, ONLINE Schreibgeräte GmbH, Neumarkt, Germany) and blue ink
(Pelikan Group GmbH, Hannover, Germany) were used for chip testing. To prepare the ink
solutions, the blue ink was diluted 24.5 times and the red ink was diluted 41 times.

Materials for hydrogel synthesis include N,N-dimethylacrylamide (DMAA, Sigma-
Aldrich, St. Louis, MO, USA), N,N′-methylenebisacrylamide (BIS, Sigma-Aldrich, St. Louis,
MO, USA) and photoinitiator lithium-phenyl-2,4,6-trimethylbenzoylphosphinate (LAP,
Bio-Techne GmbH, Minneapolis, MN, USA). As chromatographic column material, basic
aluminum oxide (Acros Organics, Geel, Belgium) was used. The material base for sol-
uble opening components is polyethylene glycol with an average molecular weight of
35,000 g/mol (PEG 35,000, Merck, Darmstadt, Germany).

2.2. Equipment
2.2.1. Multi-Material Printing Station

The multi-material printing station is a specific system development together with
GeSiM mbH. The printer unit is based on the 3D prototyping printer BioScaffolder 3.2
(GeSiM mbH, Radeberg, Germany), which can be equipped as a platform system with a
variety of different material deposition tools (Figure 1). In the configuration used here, it is
equipped with two different printing tools. The first printing tool is a piezoelectric pipette
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(Nano-Tip HV-J) for contactless spotting of low-viscosity inks, here hydrogel prepolymer
solutions. The second printing tool intended for contact mode printing is a heatable
cartridge with a metallic nozzle of an inner diameter of 100 µm. The dosing of the molten
materials to be printed is performed pneumatically. During material dispensing, the print
head can be moved three-dimensionally so that 1D, 2D and 3D printing can be performed
along a path.
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Figure 1. Printer setup under protective nitrogen atmosphere inside the glovebox; (a) process of inkjet
printing of hydrogel prepolymer solution; (b) UV exposure of the prepolymer solution, (c) pneumatic
extrusion of melted PEG for opening-valves and (d) an overview of all tools. The supporting video
material (Videos S1 and S2) gives further insight.

For UV photopolymerization of the prepolymer droplets into hydrogel structures, the
piezo-pipet unit is equipped with a UV exposure unit. The implemented UV exposure
system OmniCure S1500A with a 200 W Mercury Arc Lamp (Lumen Dynamics Group Inc.,
Mississauga, ON, Canada) is equipped with a 320–500 nm filter to reduce damage to the
polymer material. In addition, to restrict the exposed area, an optical field diaphragm is
built in using SM05D5 iris with a diameter between 0.6 mm and 5 mm. Spotted prepolymer
solution can be sequentially exposed as a single dot or as a group of dots by time control
via an electric shutter.

An observation camera with high magnification but small depth of field is also attached
to the moving head to control the x-y positions. The small depth of field enables an optical
z-value detection of the top side of the sample by observing the sample contrast and
tracking the setting of the print plane definition. Additionally, a pen-type microscope is
integrated at the print field for side-view verification of the process flow.

The sample holder not only has the purpose of fixing the sample in a defined position
but also of keeping it at the right temperature. The temperature control of the material
during deposition affects, on the one hand, the cooling rate for molten materials and, on the
other hand, the evaporation rate and the material crosslinking/polymerization parameters
in the case of reactive material printing. Therefore, the selected vacuum chuck is equipped
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with a liquid cooling. The temperature control of the liquid with a hysteresis of ±0.2 K is
provided by an external thermostat ARCTIC A10 (Thermo Scientific, Waltham, MA, USA).
An additional magnetic tape allows the straight clamping of the sample onto the holder.

The multi-material printer is integrated into a glovebox (GS GLOVEBOX Systemtech-
nik GmbH, Malsch, Germany), whose glass panels are coated with a photolithography-
compatible yellow filter film. Reactive polymer printing with a reproducibility that is
appropriate for the high demands of circuit technology requires the conditions of an
oxygen-free inert gas atmosphere [22].

During the whole flight time, the small droplets of reactive monomers are exposed to
the surrounding gas atmosphere. Here we run the glovebox with nitrogen as protective gas,
reducing the oxygen concentration below 100 ppm, and a relative humidity level of around
62%. For regular equipment maintenance, the front windows of the chosen glovebox can
be pneumatically unlocked and opened.

2.2.2. Excimer ExciJet172 55-130 Lab System

The excimer ExciJet172 55-130 UV lamp is a standard equipment of Ushio Germany
GmbH. The pretreatment of the substrates was performed at 172 nm and 10 mW/cm2.

2.2.3. Compact Laser Micromachining System RDX500

The micromachining station is a specific system developed with Pulsar Photonics
GmbH based on the standard RDX500 system (Pulsar Photonics GmbH, Herzogenrath,
Germany), additionally configured with a femtosecond UV source (Pharos PH1-10, 343 nm,
280 fs-10 ps, 2.5 W, Light Conversion, Vilnius, Lithuania) and a circular polarization within
the beam forming and a 100 mm telecentric objective.

2.2.4. Microfluidic Test Station

Electric pneumatic pressure controller (series ITV0000, SMC Corporation, Tokyo,
Japan), miniaturized solenoid pressure valves (valves manifold MH1, 16 valves, Festo
Corporation, Esslingen, Germany), magnetic flow valves (Buerkert GmbH, München, Ger-
many), electric control unit (WAGO-I/O-System Fieldbus 750–881), flow sensor (SLI-1000,
Sensirion Holding AG, Stäfa, Switzerland). Microfluidic pipe (ND-100-80, inner diameter
0.25 mm, Saint Gobain S.A., Paris, France), 100 mL glass bottle (Labsolute, Th. Geyer
GmbH, Renningen, Germany), Screw cap distributor for bottles (F746, Bola, Bohlender
GmbH, Grünsfeld).

2.3. Application Chip
2.3.1. Preparation of Prepolymer Solution for Hydrogel Printing

The active hydrogel component was synthesized from commercially available monomer
DMAA, which was beforehand filtered through a basic aluminum oxide chromatographic
column to remove the stabilizer. The prepolymer solution was prepared by mixing the
monomer DMAA (concentration 1.45 mmol/L), the crosslinker BIS (0.09 mmol/L) and the
photoinitiator LAP (0.002 mmol/L) in deionized water, then stirred and purged with argon
for 10 min. The solution was stored in a sealed flask and protected from UV light. Finally,
for printing purposes, 50 µL of the prepolymer solution was filled into one well of a 96-well
plate and aspirated into the piezo-pipette for subsequent deposition.

2.3.2. Chip Manufacturing

The general process flow of chip manufacturing is shown in Figure 2.
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Figure 2. General process flow of fabrication of multilayer chemofluidic ICs with multi-material
printing. The different valve types are manufactured in separate layers (upper process flow (b–d) for
hydrogel-based closing valves; lower process flow (e–g) for soluble PEG opening valves; (a) laser
structuring of the polymer layers, including engraving; (b) ink-jet printing of prepolymer solution;
(c) UV exposure of prepolymer solution; (d) alignment, stacking and bonding of the closing valve
sub-stack; (e) dispensing of molten PEG; (f) removal of excessive PEG; (g) alignment, stacking and
bonding of the opening valve sub-stack; and (h) combination of the sub-stacks to the complete chip
with L1 + L3 PMMA foil, L2 + L4 PE foil with adhesive 9960 on both sides, L5 PMMA foil with 9795R
on top side.

The chip has a multilayer architecture consisting of several laser-structured polymer
foils bonded together using adhesive tape (PMMA foils for the valve substrates, PE foils
laminated with adhesive tape for intermediate layers, PMMA foil laminated with silicon-
based adhesive for the top layer). Laser structuring of the foils (Figure 2a) with the RDX-500
takes place at a speed of 500 mm/s and a peak fluence of 11.03 J/cm2. For the hydrogel
valves, phase guides were engraved with a depth of about 100 µm (marking speed of
100 mm/s with a fluence of 5.09 J/cm2) on the PMMA foils L1. After valve layers L1
and L2 have been manufactured, they are aligned with guide pins in a special device and
bonded together by pressing (Figure 2e) to form the final chip. The complete chip is finally
equipped with the fluidic chip-to-world connections. Due to the difference between the
two active materials, the valve layers are fabricated using different procedures, which are
described below in separate sections.

2.3.3. Fabrication of Hydrogel-Based Closing Valves

By using the piezo pipette, the prepolymer solution is printed onto the midpoint of the
engraved phase guides of the PMMA foil (Figure 2b). The engraved phase guides define the
footprint of the prepolymer solution and the subsequent hydrogel structures. The engraved
phase guide is not continuous to avoid fluid leakage flow. They also compensate for the
angular error in the ideal flight path of the droplets as they leave the pipette nozzle due
to contamination or bubbles inside the pipette. In addition, the foils are less hydrophilic
to achieve better volume per area deposition and prevent wetting of the foil at undesired
areas. To prevent spotting outside the engraved area, the distance between pipette and
substrate was being changed stepwise during droplet deposition, starting with 0.4 mm
for the first 50 droplets, then 0.6 mm for the next 150 droplets and additional +0.2 mm for
each next 200 droplets, ensuring that the pipette is close to the dispensed volume at all
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times. For the valve configuration shown in Figure 3, the volume of the printed prepolymer
solution is 450 ± 10 pl per droplet and 400 droplets in total. The following parameters
of the piezo-pipette were used: voltage between 40 V and 60 V, pulse width of 90 µs and
frequency of 100 Hz.
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After depositing the desired prepolymer solution volume, it was exposed to UV light
(Figure 2c). The printing table was cooled down to near the dew point of about 13 ◦C to
prevent evaporation of water and shrinkage of the deposited shape of the liquid prepolymer
solution. After the gels have dried in the horizontal substrate position, the substack can be
produced (Figure 2d).

2.3.4. Fabrication of PEG-Based Opening Valves

PEG elements Figure 4, lower process flow Figure 2f–h) acting as opening valves were
printed with the heatable pneumatic cartridge dispenser into holes of different diameters
(125 µm, 250 µm and 500 µm) structured in PMMA foils (175 µm or 250 µm thick). The
foils were put on a frame of PDMS with a thickness of around 5 mm. This ensured that the
metallic nozzle could freely move to achieve complete filling of holes due to surface tension.
For melting the PEG 35,000, the cartridge was heated to 90 ◦C, and the additional nozzle
heater was heated to 92 ◦C. The pressure for the pneumatic dispenser was set to 80 kPa
and activated for 30 s, 10 s and 6 s for 500 µm, 250 µm and 125 µm holes, respectively. For
the 500 µm hole, the nozzle could move inside the hole to wet the whole circumference.
For the 250 µm and 125 µm holes, the outer diameter of the nozzle was too large so that the
nozzle could only touch the surface. A sufficient amount of PEG was dispensed so that
the complete filling of the laser-drilled holes was ensured. Afterwards, the excess PEG
was manually removed with a sharp blade and subsequently the protective foil for further
stacking of layers.

2.3.5. Test Station to Characterize the Opening Valves, Closing Valves and
Application Chip

The test station used to characterize opening valves and closing valves and the ap-
plication chip utilizing air pressure are described in [28]. The same measurement setup
that Frank et al. 2016 built was used in this work, except the pressure sensor was not
integrated in the station. All components of the test station are listed in Section 2.2.4. The
opening and closing valves were characterized at a pressure of 80 mbar and a flow rate of
70 µL/min, while the application chip was operated at a pressure of 50 mbar and a flow
rate of 40–45 µL/min to prevent air bubbles inside the chip.
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Figure 4. (a) Schematic cross-section of opening valve layer stack; orange—PEG element, blue and
violet—fluidic layers.; thickness of the foil with the hole, hVS, and diameter of the hole, dOV. (b) Top
view of cured PEG element positioned in 500 µm hole (dOV) and placed between microfluidic layers.

2.3.6. Design of the Application Chip and IC Program

The chemofluidic chip automates an analytical procedure that is essential in clinical
chemistry and laboratory medicine: a sample is analyzed for a specific clinically relevant
parameter. For that, any fluidic protocol must first accurately dose and then reliably mix
the volumes of sample and detection reagent to record reaction kinetics or perform an
end-point analysis. To automate it, conventional microelectromechanical lab-on-a-chip
platforms require not only a special microfluidic chip but also transducers that control the
chip components, a computer and control software [29,30]. Chemofluidic ICs are complete
systems that do not require any external control and electronics; here, we only use external
constant pressure sources providing 50 mbar to introduce the liquids into the chemofluidic
IC. The program of the chemofluidic IC (Figure 5) automates the following workflow:
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Figure 5. An isometric projection demonstrating the building elements and their arrangement in
the application chip for volume definition, incubation and mixing of two liquids. The chip was
constructed of six polymeric layers. Two insets showing isometric cross-section cutaways of closing
and opening valve. M—3D micromixer, CV—closing valve, OV—opening valve, In—inlet, Out—
outlet, VDC—volume definition chamber, CC—collecting chamber. The brown discs at Out1 and
Out3 represent the integrated PTFE membranes.
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(1) Volume definition of two liquids in a volume definition chamber (VDC) of a total
volume of 11 µL. The constant pressure source pumps liquids 1 and 2 simultaneously
from inlets In1 and In2 at a flow rate of 40–45 µL/min into the VDC chamber, which fills
with 5.5 µL of each liquid. Air and excess liquid escape via Out1 and Out2. When wetted
with liquid, the active components are activated. The identical valves CV1 to CV3 (valve
chamber diameter 475 µm, 450 pl per droplet and in total 400 droplets printed prepolymer
solution) close after 1.5 min and lock VDC. At the same time, OV1 (hole diameter 500 µm,
PMMA foil thickness 250 µm) opens and connects the inlet In3 to VDC.

(2) Incubation of the two fluids in VDC for a certain period of time. The opening valve
OV2 (hole diameter 500 um, PMMA foil thickness 250 µm) opens after 5 min.

(3) Transport of liquids 1 and 2 by liquid 3 (transport liquid). The constant pressure
moves liquid 3 into VDC and drives liquids 1 and 2 through a passive 3D mixer (M) [31]
into the collection chamber (CC) of a volume of 11 µL; 1.5 min after activation, CV4 closes,
which also prevents evaporation of the liquid when heated for analytical purposes.

In addition to integrated valves based on active materials, air exhaustion valves based
on a hydrophobic air permeable PTFE membrane were also integrated between layer 4
and 5 at Out1 and Out3 to enable an immediate closure of the flow. Actual flow stop was
required at Out1 and Out3. A PTFE membrane was not integrated at Out2 to prevent the
immediate closure of VDC, allowing the formation of two laminar flows of liquids 1 and 2.
A circuit schematic of the application chip is shown in Figure 6.
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Figure 6. Circuit schematic of the application chip showing the building elements and their ar-
rangements. M—3D micromixer, CV—closing valve, OV—opening valve, VDC—volume definition
chamber, CC—collecting chamber, P—pressure, R—resister, Q—flow rate. The opening and closing
times of all valves are also indicated. The resister (R) was a 60 cm tubing of a diameter of 0.25 µm
provided so high resistance that the resistance caused by the microfluidic building elements was
negligible and the flow rate in the chip remained constant.

3. Results

The investigations focus on the influence of the manufacturing parameters on the
properties of the printed components and their usability as circuit components. Finally, the
application chip is investigated with regard to its basic functionality.
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3.1. Characterization of the Hydrogel-Based Closing Valves

As shown in Section 2.3.6, chemofluidic valves have two functions, firstly the fluidic
function as a switching element and secondly a time definition function, because the
chemofluidic components also determine the time sequence of the IC program in their
interconnection [10]. The component properties and tolerances are determined by a whole
series of design parameters including mechanical closing condition, shape, and position of
the hydrogel structures, the chemical composition and synthesis parameters [32–34].

3.1.1. Design Parameters

The most important design parameters are the shape of the hydrogel droplets, the
hydrogel volume and the position of the hydrogel structure in the valve chamber. During
the piezoelectric pipette printing (Figure 7a), a droplet consisting of a total of 400 individual
droplets forms within the predefined engraved area, completely filling the area inside the
lasered engraving. It has a pronounced spherical shape due to the narrow limitation and
the hydrophobic substrate. Through optimized stepwise printing, a deposition rate of
100% (15 samples examined) was achieved for up to 600 droplets per hydrogel. A further
increase in the number of droplets and thus the total droplet volume leads to printing
losses (Table 1), as not all individual droplets contribute to the formation of the large
droplet. As shown in Figure 7b the gels contracted into the center of the engraving as they
gradually dried.
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Figure 7. (a) Side view during printing process, the upper part depicts the tip of the piezoelectric
pipette and underneath it the deposited hydrogel prepolymer solution (400 droplets with a volume
around 450 pl per drop) inside the circular engraving on a PMMA substrate. (b) Top view of a printed
hydrogel (60 s UV exposure time, 400 droplets, ca. 450 pl per drop) after drying, positioned in 600 µm
diameter (dE) engraving. (c) Side views of a dry hydrogel (top) and of a swollen hydrogel (bottom),
with the same synthesis parameters as in (b).

Table 1. Yield of good hydrogels depending on the number of droplets (450 pl per drop) for 600 µm
engraving (number of good hydrogels divided by 15 (total sample size for each number of droplets)).
A yield of 100% means that all printed hydrogels can be used as closing valves for further processing.

Number of droplets 400 460 500 600 700 800 900 1000

Yield in % 100 100 100 100 73 93 47 33

The hydrogel shrinkage resulted in circular-shaped hydrogels and showed a symmet-
rical behavior. Dry hydrogels were located in the middle of the engraved area and revealed
only a small off-center deviation of 5 µm ± 2 µm. Such low misplacement deviation leads
to the conclusion that these active elements can be printed with high precision and allows
for avoiding positional errors in the entire chip.
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As shown in Figure 7c, during drying and subsequent swelling, the hydrogel retains
its significant expansion capacity, which enables a subsequent valve functioning. Moreover,
the topography of the closing elements was investigated with a confocal scanning micro-
scope µ-Surf (NanoFocus AG, Oberhausen, Germany). The obtained line profiles of five
hydrogels (see Figure S1), going through their center points on an engraved foil, revealed
that the height of the dried hydrogels equals about 174 ± 3 µm and the width equals about
192 ± 4 µm measured by light microscope (60 s UV exposure time, 400 droplets, ca. 450 pl
per drop), so that here, too, there is a high degree of precision.

The closing time of a closing valve is determined by the ratio of the dry volume of the
hydrogel actuator to the valve chamber volume. If the dry hydrogel actuator is very small,
it must swell for a long time to achieve the closing condition of hydrogel actuator volume
equal to valve chamber volume. In Figure 8, the dependence of closing time on the valve
seat size with constant engraving diameter (600 µm) in which closing elements have been
printed on is shown (see Figure S2 for exemplary closing curve diagram). As expected,
the closing time increases with increasing diameter of the valve seat; the actuators need
to expand for longer time to fill up the entire valve volume and close it. Variation of only
this one operating parameter can lead to different valve operation and, if needed, enables
designing precise microfluidic protocols. The closing time for our standard hydrogel and
valve seat diameters 425 µm to 525 µm lies within the range of 1 min 15 s to 2 min 10 s,
which meets the needs of our chosen application chip. In this chip, the 475 µm valve seat
with closing time of about 1 min 50 s has been implemented. In case of bigger valve seats
(575 µm), the exact actuator position in the engraving proved to be a main factor during
valve operation—since the hydrogels are the starting point for the layer alignment, even
a slight deviation from their central position resulted in an adverse layer rearrangement.
Since both the engraving and the valve seat are of similar dimension, their displacement
resulted in unrestricted fluid flow, regardless of the successful actuator functioning (see
Video S3). It is to be noted that the closing time deviation increases noticeably with higher
valve seat diameter. As the closing time depends strongly on the position of the active
hydrogel element in the valve and the “active element:valve seat diameter” ratio, it is to
expected that at smaller ratios the positional errors are higher and lead to more variable
closing times. To avoid that, it would be well advised to keep the mentioned ratio closer to
1 and regulate the opening times by changing the chemical and structural parameters of
the hydrogel itself.
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Figure 8. Dependence of hydrogel valve closing time on valve seat diameter (dVS) (60 s UV exposure
time, 400 droplets, ca. 450 pl per drop).
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Since in our application the closing function is very important, the valve performance
was further investigated in terms of its pressure resistance. The measurement was carried
out in 100 mbar intervals in two differently sized valves (425 µm and 500 µm diameter
valves) with pre-swollen hydrogels, starting from a pressure of 180 mbar. The hydrogels
proved to be highly pressure resistant in case of both valve seat sizes, enduring the pressure
up to 980 mbar without leakage (evaluated by a detected constant fluid flow rate of
maximum 1.7 µL/min throughout the whole experiment). The pressure resistance depends
on the degree of filling of the valve chamber with dry hydrogel. The higher the degree of
filling, the higher the pressure resistance of the valves [32].

3.1.2. Synthesis Parameters

The method of hydrogel actuator printing uses the surface tension of the liquid to
obtain a continuous and smooth shape and maximize filling. During the UV exposure, the
chain growing and the crosslinking reaction takes place, building up the solid hydrogel
materials for the valve.

According to the processes of building up the gel material and binding the material to
the substrate, the dry state volume differs. Further, according to the binding forces of the
hydrogel body to the substrate, the gel can more or less freely reduce the radius during the
shrinking process.

For crosslinked polymers such as hydrogels, by varying the dose, the chain length
and the degree of crosslinking can be adjusted. This affects the Young’s modulus, dry
volume and swelling capacity, as well as binding to the substrate. Figure 9 shows the
dependence of the hydrogel radius in the dry state on the UV light exposure time during
the polymerization step.
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Figure 9. Dependence of the radius of hydrogels in dry state on the UV light exposure time
(400 droplets, ca. 450 pl per drop).

The dry gel diameter follows a trend: with a higher UV-dose, the dry state radius
increases. The buildup reaction can be clearly observed for an exposure time below 30 s.
Above this value, we can still observe a trend of increasing hydrogel radius with higher
exposure dose. Up to 120 s, we do not observe polymer degradation which means we still
have a clear gel body and the dry state radius has a highest value. The standard deviation
for each UV exposure time consists of 9 values.

Figure 10 depicts the swelling kinetics of the printed hydrogel dots. The dried hy-
drogel dots immediately started swelling after they were immersed in deionized water.
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After approx. 25 s, the exponential swelling process stagnates for a short time and then
continues at a slower rate until it reaches a state of equilibrium after approx. 260 s. This
swelling behavior can be attributed to a release of unpolymerized monomer residues and
a reorientation of the polymer chains formed since the printed hydrogel dots were not
equilibrated before the experiment. Another possible explanation could be a so-called
“skin effect” [33,35–37]. At first, only the outer areas of the hydrogel swell, since the fluid
diffusion is uninterrupted there. Then, the swelling agent must penetrate the swollen “skin”
barrier before it reaches the inner core of the hydrogel. As a result of that, the stagnation in
the swelling curve can be unmistakably observed. From the recorded video (see Video S4),
it is clear that at about 25 s, the inner structure of the hydrogel changes, and from this point
on, the gel swells slower in the lateral dimension. All in all, the free swelling curve shows
high uniformity and the error bars represent the standard deviation based on 3 different
measurements and they could be assessed as relatively small. The swelling rate and its
repeatability are essential properties of a hydrogel since its functionality as valve element
must be guaranteed. The good reproducibility of the valve function was proven by the
presented investigations.
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Figure 10. Free swelling of hydrogels (60 s UV exposure time, 400 droplets, ca. 450 pl per drop). The
average hydrogel area results from three swelling kinetic measurements.

3.2. Characterization of the PEG-Based Opening Valves

In this chapter, we focus on chemofluidic valves based on soluble polymer, polyethy-
lene glycol (PEG). In contrast to closing valves, they do not absorb water but go through a
dissolution process, which is an irreversible step [38]. Contrary to hydrogels, they do not
show continuous operation due to their functioning characteristics (abrupt opening). The
fundamental factors influencing the valve behavior are among other the material type and
its amount, the process medium used and its flow rate during valve operation. In this work,
PEG with an average molecular weight of 35,000 g/mol has been used since it provided an
optimal opening time for our application chip.

Figure 11a shows a side view during the pneumatic cartridge dispensing process. The
upper part is the tip of the metallic nozzle of the pneumatic extruder and below is a 500 µm
hole in a PMMA substrate. A top view of PEG printed and solidified in a hole is depicted
in Figure 11b.
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Figure 11. (a) Side view during pneumatic cartridge dispensing printing process, the upper part is
the tip of the metallic nozzle of the pneumatic extruder and below is a 500 µm hole in a PMMA foil.
(b) Top view of PEG printed and solidified in a hole. (c) Dependence of opening time on diameter of
holes (dOV) and thickness (hVS) of PMMA foil.

Confocal scanning microscope line profiles of PEG opening valves after removing
excess material and reflowing process showed a complete filling of the holes with a convex
surface profile. Therefore, taking into consideration the resulting small height deviation,
we could prove that the printing procedure is an exact and reliable method to produce
such valves.

We investigated two important design parameters: diameter and thickness of the valve.
Figure 11c shows the dependence of the opening time due to dissolving of water-soluble
PEG positioned in differently sized holes (125 µm, 250 µm and 500 µm) in PMMA substrates
either 175 µm or 250 µm thick. The ratios of opening hole diameter to foil thickness were
either 0.7, 1.4 and 2.9 or 0.5, 1 and 2 for 175 µm and 250 µm thickness, respectively. The
thinner PMMA substrate shows shorter opening time than the thicker substrate. This can
be explained by the shorter dissolving time due to less material in the valve. The thinner
PMMA substrate shows clear hole diameter dependence—the smaller the contact surface,
the longer it takes for the valve to open. In contrast, the thicker PMMA substrate reveals
a slight anomaly—the tests with 500 µm hole diameters resulted in longer opening times
than the smaller sized holes. Considering that the relative material amount is significant,
the PEG dissolving could have been impeded by the slow diffusion in the stagnant water,
leading to longer opening times. To further investigate opening operation of the valve,
PEG chain lengths could be varied or other soluble polymers such as poly(vinyl alcohol)
(PVA) could be tested. The dissolution process is based on disturbed interaction between
polymeric chains, which is why their length plays a significant role during the whole
process [10,32]. This examination could possibly be carried out in our future ventures.

3.3. Application Chip

The application chip depicted in Figures 5 and 6 was tested with water as a process
medium. It was the question of whether the IC-program to incubate and to mix defined
volumes of two liquids was properly performed as planned in Section 2.3.6. Liquid 1 (red
ink-stained water) and liquid 2 (blue ink-stained water) were pumped into VDC and their
volumes were determined (Figure 12b). To ensure a homogenous filling of VDC and CC as
well as to avoid bubble formation while filling, layer 1 and layer 3, which seal the chambers
from top and bottom, were hydrophilized using excimer UV lamp. The unequal volumes of
liquid 1 and liquid 2 can be explained by the slight difference in the viscosities between the
two liquids. Red ink-stained water had a slightly lower viscosity than the blue ink-stained
water. This led to pumping more red liquid into VDC than blue liquid. In about 1.5 min,
OV1 opened and liquid 1 and liquid 2 did not move out through Out2 confirming the
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complete closure of CV1 and CV3. After an incubation time of about 5 min, OV2 opened and
both liquids were driven by liquid 3 (unstained water) into M for mixing and finally into
CC (Figure 12c,d). The opening valve (OV2) opened after 5 min and not after 1.5 min like
OV1 because OV2 was wetted only from one side. This slowed down the total dissolving
time of PEG and eventually led to a slower opening. In conclusion, the chemofluidic chip
has successfully performed the fluidic IC-program as intended (Video S5).
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Figure 12. The chemofluidic application chip executes the circuit program. (a) An unfilled chip
ready for operation showing the order of building elements. (b) Liquid 1 (red ink-stained water)
and liquid 2 (blue ink-stained water) are simultaneously pumped into VDC at a constant pressure of
50 mbar and a flow rate of 40–45 µL/min. (c) Transportation of the two liquids by liquid 3 (unstained
water) through M into CC (d).

4. Discussion

Multi-material inkjet 3D printing is proving to be a potent method for fabricating
chemofluidic circuits, offering advantages over a photolithographic workflow, at least in
laboratory production. Due to its concept, 3D printing has no problems ensuring consis-
tent device tolerances even over large chip areas. We were also able to demonstrate that
printing even very different materials (low-viscosity prepolymer solutions and meltable
polymers) can be performed efficiently with just one machine. The production time of a
chip in the lab is much shorter, the circuits can be realized in one day, which is a significant
reduction compared to our photolithographic workflow, which takes several days per
chip. In addition, material consumption is low and unnecessary contamination is largely
prevented. Hydrogel-based closing valves can be printed precisely with suitable tolerances
with regard to the component function. Particularly mentionable is a self-centering ef-
fect, which minimizes the positional errors of the hydrogel structures. Meltable opening
valves can also be realized accurately and easily integrated into holes. In addition to
chemofluidics, the entire field of hydrogel-based microtechnology can also benefit from
high-performance multi-material printing, as it can be used to easily and precisely man-
ufacture all components, including pumps [39,40], storage devices [41], filters [42,43],
thermo- and chemostats [44–46], check valves [32,47,48] as well as microlenses [49] for
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optical systems and taxels [50] for tactile displays and microactuators [51,52], e.g., for soft
robotics [53].

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/mi14030699/s1, Figure S1: Line profiles of five hydrogels obtained
with a confocal scanning microscope µ-Surf; Figure S2: Closing curve diagram for three hydrogels
(400 drops, 60 s UV exposure time) in ventil seats of 425 µm diameter; Video S1: Printing with
PEG into a hole with diameter 500 µm located in 175 µm thick PMMA foil; Video S2: Printing
with prepolymer solution (450 drops with 550 pl each) on PMMA substrate with 600 µm diameter
engraving; Video S3: Unrestricted fluid flow through engraving in spite of successful hydrogel
actuator operation (575 µm diameter valve seat), caused by layer misplacement; Video S4: Free
swelling of hydrogel (400 drops, 60 s UV exposure time) in water; Video S5: Recorded video of the
fluidic IC-program of the application chip.
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