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Abstract: The combination of a linear quadrupole ion-filter and linear Paul trap operated with a
rectangular guiding field for the filtering and accumulation of ions within the Mass Spectrometry for
Single Particle Imaging of Dipole Oriented protein Complexes (MS SPIDOC) prototype [T. Kierspel
et al., Anal. Bioanal. Chem., published online] is characterized. Using cationic caesium-iodide
clusters, the ion-separation performance, ion accumulation, cooling, and ejection via in-trap pin
electrodes is evaluated. Furthermore, proof-of-principle measurements are performed with 64 kDa
multiply-charged non-covalent protein complexes of human hemoglobin and 804 kDa non-covalent
complex of GroEL, to demonstrate that the module meets the criteria to handle high-mass ions
which are the main objective of the MS SPIDOC project. The setup’s performance is found to be in
line with previous results from ion-trajectory simulations [F. Simke et al., Int. J. Mass Spectrom.
473 (2022) 116779].
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1 Introduction

The knowledge of the molecular structure of proteins is fundamental for the understanding of biological
processes and for the development of new medical treatments [1–3]. The Mass Spectrometry for
Single Particle Imaging of Dipole Oriented protein Complexes (MS SPIDOC) project aims to study
mass- and conformation-separated protein complexes via single-particle X-ray diffraction [4–7]. To
this end, a sample-delivering prototype has been developed, which aims to provide native protein
complexes with a mass 𝑚 up to the megadalton (MDa) mass range for single-particle-imaging (SPI)
experiments at, e.g., the European X-Ray Free-Electron Laser (XFEL) facility [8–10]. Additionally,
to simplify the analysis of diffraction patterns obtained from the SPI process, dipole orientation will
be used to further control the proteins [11, 12].

The MS SPIDOC prototype consists of a number of individual modules, developed by different
partners1 of the consortium located throughout Europe. After initial tests at the location of each
partner, the modules are assembled into the full prototype. In the following, the Digital Ion
Trap (DIT)-module, built at the University of Greifswald, is characterized with caesium-iodide
cations [(CsI)𝑛Cs]+ on site, without the other modules attached. The results are compared to
computational simulations previously performed for this module [13]. Additional measurements
with multiply-charged hemoglobin (Hb𝑧+) and GroEL (GroEL𝑧+) ions in a test setup paired with the
upstream ion source and transfer module are performed at the European XFEL facility in Hamburg.

1https://www.ms-spidoc.eu/partners.
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Figure 1. Rectangular (digital) waveform with high and low voltages 𝑉H and 𝑉L, respectively, amplitude 𝑉A,
period 𝑇 , and offset voltage 𝑉off . Reprinted from [13], Copyright (2022), with permission from Elsevier.

2 Digital guiding-field waveforms

The generation of sinusoidal guiding fields for mass-filters and ion traps can be technically challenging.
In contrast, using a rectangular (digital) radio-frequency (RF) waveform has several advantages. In
particular, it is possible to quickly change the order of magnitude of the accepted mass-to-charge
ratio 𝑚/𝑧, where 𝑧 is the charge state, and to construct an electrical implementation without the need
of a resonant circuit. Furthermore, the digital waveform allows the handling of ions with higher 𝑚/𝑧,
i.e. heavy biomolecules, at lower rf-amplitudes by reducing the frequency [14, 15]. Note that, in the
present study, RF always refers to a digital waveform. This does not significantly change the way
mass filters and traps operate compared to a harmonic waveform [16, 17]. After being introduced by
Richards in 1973 [18, 19], digital-driven mass-filters and ion traps were not widely used until Ding
and Sudakov [20, 21] started to further develop the technique in 2002. Since then, the technique has
been used in an increasing number of applications [22–27].

A digital waveform (figure 1) is characterized by a frequency 𝑓 , amplitude

𝑉A =
𝑉H −𝑉L

2
(2.1)

where 𝑉H is the higher voltage and 𝑉L is the lower voltage, and a duty cycle

𝑑 =
𝜏d
𝑇

(2.2)

where 𝑇 = 1/ 𝑓 is the full period and 𝜏d the part during which 𝑉H is applied. The common offset
voltage with respect to ground potential is then given by

𝑉off =
𝑉H +𝑉L

2
. (2.3)

In a digital-operated quadrupole mass filter (QMF) the conditions for stable trajectories of
charged particles are obtained by solving the Hill-equation [18, 28, 29] for the given geometry. These
conditions as well as the mass-selection principle of a digital QMF are already described in [13].
Briefly, the transmitted mass-to-charge follows 𝑚/𝑧 ∝ 1/ 𝑓 2. The duty cycle determines the width
of the transmitted 𝑚/𝑧-range, where 𝑑 = 50 % gives the widest and 𝑑 ≈ 61.2 % [23] the smallest
possible range. For a frequency scan, the mass-resolving power

𝑅 =
𝑓

2Δ 𝑓
, (2.4)

– 2 –
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Figure 2. (a) Model of the DIT module. Ions from the previous module are guided through the entry-side
hexapole, mass selected in the filter assembly, accumulated and bunched in the ion trap, and ejected via the
exit-side hexapole into the next module. (b) Base block and mounting plate with threaded holes for horizontal
and vertical alignment of the module.

where Δ 𝑓 is the full width at half maximum (FWHM) of a signal in the frequency spectrum, depends
on the selected duty cycle. As described in detail in section 3.3, a signal in a frequency spectrum is
obtained by evaluating the number of ions which are transmitted for a given frequency of the filter.

3 Experimental setup

One of the design goals of the MS SPIDOC prototype is to create a flexible device for ion delivery
and ion-photon interaction studies at different XFEL or synchrotron facilities. To that end, the
individual modules can be reordered or removed without affecting the functionality of the others.
Generally, however, the setup configuration obeys the following principle: ion source and transfer
into high vacuum region, ion preparation, interaction, and detection (for more details, see [6]).

To guarantee technical compatibility, all partners use the same, customized design for the
vacuum chamber. Additionally, the same hexapole guiding elements are employed at each module’s
entry and exit to facilitate ion transfer between the modules. This will be described in more detail in
an upcoming publication about the full prototype. The hexapoles of the DIT module are operated
with a digital waveform with 50 % duty cycle and 500 kHz (table 1). They transmit ions of a broad
mass range from the entry side of the module to the filter and from the trap to the exit side.

3.1 Overview and mounting

A detailed overview of the DIT module is given in [13]. Briefly, the module (figure 2a) receives an
ion beam (continuous or pulsed) from the previous module through an aperture (not shown) and
the entry-side hexapole. A quadrupole-mass-filter assembly composed of two short and one long
segments selects ions from the incoming beam according to their 𝑚/𝑧. With a linear Paul trap, the
ions are accumulated, thermalized, and released as a well-defined bunch. As mentioned in detail
in [13], the module has to be able to provide mass-selected biomolecules of several thousand to tens
of thousands of Thomson with a mass resolution ideally higher than 𝑅 = 100. Additionally, the
temporal width of the outgoing ion bunch has to be less than 100 μs for subsequent conformation

– 3 –
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Table 1. Amplitude 𝑉A, frequency 𝑓 , duty cycle 𝑑, and
offset 𝑉off of the RF-waveforms applied to the module
components. Values denoted with ∗ are changed depending
on transmitted mass range. The hexapole 𝑉off values
denote the entry side (no brackets) and exit side (brackets),
respectively.

component 𝑉A/ V 𝑓 / kHz 𝑑/ % 𝑉off/ V

hexapole 100 500 50 0 (−10)
filter 200 350∗ 50 . . . 61 0
trap 175 350∗ 50 −3

Table 2. Upper and lower DC voltages 𝑉DC,u
and 𝑉DC,l for endcaps and in-trap pins.

component 𝑉DC,u / V 𝑉DC,l / V

entry-endcap 50 5
pin row 1 250 −3
pin row 2 200 −30
pin row 3 100 −80
exit-endcap 50 −10

separation and has to have a high density to increase the probability of X-ray interactions at a
beamline of the European XFEL facility.

The components of the DIT module are mounted on a rigid mounting plate. The plate itself is
embedded into a base block and held in place with adjustment screws (figure 2b). Changing the
depth of the ten horizontal and six vertical screws allows fine tuning of the alignment with other
modules in all three dimensions.

For the application of buffer gas (here nitrogen, but later also argon or xenon), the encapsulated
trap is connected to a gas inlet and pumped via the endcap openings. This couples the trap pressure
to the main chamber pressure which is pumped by a turbomolecular pump (Pfeiffer, HiPace 400).
Since the pressure in the trap is not measured directly, the pressure inside the gas-inlet is used as an
upper-bound estimate and the pressure inside the main chamber as a lower-bound estimate. The gas
inlet (not shown in figure 2) consists of a gas reservoir and an automatic regulating valve with control
unit (Pfeiffer, EVR 116 and RVC 300) connected to the exit-side CF60 port. To prevent damage due
to electric sparks, the pressure in the main chamber is limited to ≈ 10−4 hPa, corresponding to a
pressure of ≈ 1 hPa in the gas inlet.

The operating RF waveform of each component is generated independently by sets of two power
supplies providing 𝑉H and 𝑉L (FUG, MCP 350–1250 or 700–1250), a fast high-voltage (HV) switch
(CGC, AMX1500-3E), and a frequency generator (Keysight, 33522B) providing control signals for
the switch. All RF generators of the same frequency are coupled to ensure phase synchronicity.
Typical RF parameters are shown in table 1. The duty cycle is varied between 50 % and ca. 61 %
at the longer filter rods only, the shorter parts are operated at 50 % to aid the ion transition across
field boundaries. To control experimental timings and data acquisition, an in-house control software
based on LabVIEW [30] and a Field-Programmable-Gate-Array (FPGA) card (National Instruments,
PCI-7811R) is used. The FPGA card generates transistor-transistor logic (TTL) pulses which can be
processed by all devices of the setup parts attached to the module.

3.2 Trap operation

The linear Paul trap (figure 3 top) consists of two endcaps with aperture diameters of 6 mm and 4 mm
on the entry and exit side, respectively, four quadrupole rods, and three rows of four pins located
between the rods. The timing pattern of the experimental cycle is shown in figure 4. The ions enter the

– 4 –
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Figure 3. Schematic overview of the encapsulated
trap (top) and calculated axial potential (bottom) for
accumulation and ejection. Values from table 2 are
used for calculation. The dotted lines indicate the
operation principle. Origin of axial-position axis
same as figure 4 in [13]).

time

pin electrodes
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measurement

empty 
trap

ejectionaccumulation storage

Figure 4. Signal logic of an experimental cycle
to accumulate and bunch an incoming continuous
ion beam.

trap with an axial kinetic energy slightly above the potential of the entry-side endcap (dotted black line,
figure 3 bottom). During the accumulation time (solid black line), the potential barrier of the exit-side
endcap reflects the ions. If they lose enough axial-kinetic energy due to background-gas collisions
within one circulation in the trap, they are reflected by the potential of the entry-side endcap. In this
case they are captured and cooled into the potential minimum formed by the pin rows. Otherwise
they leave the trap. After a storage time (𝑡𝑠), during which the entry-side endcap is switched up to
block incoming ions, the pin and exit-side-endcap potentials are switched to eject the ions (red line,
figure 3 bottom). After ejection, all potentials save for the entry-side endcap are switched to their low
states for several milliseconds to purge the trap of any remaining ions. The applied voltages for the
upper (𝑉DC,u) and lower (𝑉DC,l) potential states of the components, provided by a 12-channel power
supply (Iseg, EBS C005) are shown in table 2. These values result from an iterative optimization
process. The resulting ion bunch characteristics for this axial configuration are given in section 4.3.

There are two differences between the present module and the one for which simulation results
are given in [13]. The present trap has three pin rows instead of two to better shape the axial potential.
Furthermore, in contrast to the simulation, the reduced axial potential in front of the trap is not
applied (compare figure 3 here to figure 4 in [13]). Experiments show that the use of the potential
well actually decreases the signal intensity in the present setup. Nevertheless, if necessary, a negative
potential could be easily applied in future cases.

3.3 Detector calibration

A MagneTOF MINI (ETP Ion Detect, 14DM497) is used for ion detection for the systematic
characterization with CsI and Hb. It is able to record incoming signals from single ions up to

– 5 –
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Figure 5. (a) Transients for three different trap accumulation times. The purple dashed line shows the
threshold level at which a signal is counted for the accumulation time of 90 μs (b) Integrated transient (signal
intensity, black) and discriminated ion counts (purple) as a function of accumulation time. (c) Ratio between
signal counts and signal intensity.

continuous currents with a nearly linear response, which is required for the present study. Since
the noise level is low enough and the MagneTOF detector provides sufficiently high signals for
ion counting, no additional amplifier is necessary. The entrance of the detector is placed about
ten millimeters behind the exit of the last hexapole. The output signal is recorded via a Picoscope
oscilloscope (Pico Technology, 5442D MSO), yielding a voltage transient (figure 5a). This voltage
transient is inverted to get positive values for more intuitive data evaluation and presentation.

To obtain the signal intensity for large ion bunches, the transient is evaluated in two ways
simultaneously. In the first evaluation, the signal peaks above a threshold level are counted. It is
placed 1 μV above the noise level of the transient (purple dashed line in figure 5a). In the second
evaluation, a charge-measurement technique is used: by integrating the transient, a voltage-times-time
value (here in nVs) corresponding to the amount of impinged ions is received.

To calibrate the signal intensity to a single ion impact, the amount of ions within the bunch
is varied via the trap accumulation time (figure 5a). Here, the filter is set to 𝑓 = 389 kHz and
𝑑 = 60.2% to only let [(CsI)3Cs]+ enter the trap. Comparing the signal intensity and signal counts
reveals three regimes (figure 5b). For the present case, for 𝑇acc ≤ 100 μs (I) the signal-to-noise ratio
is too low for reasonable results from the integral method, leading to an overestimation of the signal
intensity. For 𝑇acc ≥ 120 μs (III) the amount of ions is too high for single-ion-counting, since the
baseline of the transient is rising due to overlap of multiple ion signals in time. This leads, for a
fixed threshold, to an underestimation of the signal count rate. For 100 μs ≤ 𝑇acc ≤ 120 μs, both
evaluation methods are viable because their signals increase linearly. Calculating the fixed ratio
between the methods (figure 5c) results in the calibration value of 56(1) counts per nVs.

For intensities higher than 200 nVs, the transients start to become asymmetrical. We assume this
is a saturation effect from the detector system. However, this does not affect the present measurements
except for those shown in figure 10, since their signal intensities are below this threshold.

– 6 –
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4 Experimental results

For [(CsI)𝑛Cs]+ measurements, performed at the University of Greifswald, a commercial microflow
Z-geometry Electro-Spray-Ionization (ESI) [31, 32] source (Micromass/Waters, modified by MS
Vision) [33, 34] followed by a short harmonically driven transfer hexapole was coupled onto the entry-
side hexapole of the DIT module. A CsI solution of 19 mM in a solvent of 50/50 water/isopropanol
is injected from a syringe with a flow rate between 2.5 and 3.7 μl/min.

For testing of high-mass non-covalent protein complexes (i.e. Hb and GroEL) at the European
XFEL facility, the module is mounted together with an upstream Ion-Transfer-Interface (ITI)
module [35] of the MS SPIDOC prototype [6, 7] preceded by a static nanoESI source [36]. The
10 μM is buffer exchanged into 100 mM ammonium acetate (pH 8.0, Sigma-Aldrich, 99.999%
trace metals basis) by two cycles of Micro BioSpin P-6 gel filtration (Bio-Rad). It is sprayed
from in-house prepared gold-coated borosilicate glass capillaries (1B120F-4, World Precision
Instruments), prepared essentially as described in [37, 38].

To quickly record high-resolution spectra for the proof-of-principle measurements with GroEL,
the MagneTOF detector is replaced with a high-mass modified quadrupole time-of-flight (Q-TOF)
Ultima (Micromass / MSVision) [39]. The Q-TOF Ultima is a commercially available mass
spectrometer comprising an ESI source, an analyzer chamber with a quadrupole mass filter and
collision cell, and an orthogonal time-of-flight mass analyzer. In standard operation, the sample
is softly ionized using the ESI source and transported into vacuum to the analyzer chamber. The
ions can be mass-selected and/or fragmented via collision-induced dissociation before their m/z
is measured with the TOF analyzer. For the presented experiments, the setup of nanoESI source,
ITI, and DIT module replace the front-end ion optics of the Q-TOF up to the selecting quadrupole.
The Q-TOF quadrupole is operated in a broad transmission mode (sinusoidal sweeping of set mass),
while the collision cell is operated without applied collision gas (4 · 10−4 hPa) and 4 V voltage
potential to maximize ion transmission. The mentioned Labview-based control software records
the ion signal received from the mass analyzer’s multi-channel-plate detector. The 1 μM (14-mer)
GroEL was repurified by reassembly and buffer exchanged as described in [40].

During all following measurements, the ions are stored in the trap. To ensure identical trapping
conditions while scanning the QMF frequency, the frequency of the trap is coupled to it. If not
mentioned otherwise, ions are accumulated for 50 ms and further stored for 10 ms at a gas-inlet
pressure of 8.5 · 10−1 hPa.

4.1 Ion separation

The filter-assembly is used to select specific species from the incoming continuous beam of
[(CsI)𝑛Cs]+ or Hb𝑧+ ions. Figure 6a shows different cluster species transmitted at different QMF
frequencies and duty cycles scaling with 1/ 𝑓 2. For higher duty cycles, the peak height in the
frequency spectrum of each cluster species reduces while their FWHM narrows. By plotting spectra
recorded for different duty cycles as a color-coded map, a two-dimensional mass-spectrum is obtained
(figure 6b). Each species appears as a triangular structure with narrowing width toward higher duty
cycles. Singly charged [(CsI)𝑛Cs]+ clusters up to 𝑛 = 9 and doubly charged [(CsI)𝑛Cs2]2+ clusters
for 𝑛 = 7 to 15 are observed. Compared to the calculated edges of the stable region in (𝑑, 𝑓 )-space
(section 2 in [13]) of each cluster (black lines), the measured regions of stability are inside the

– 7 –
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Figure 6. (a) Frequency mass-spectra obtained by horizontal cuts from (b) for three duty cycles.(b) Regions
of filter-transmission for [(CsI)𝑛Cs]+ (𝑛 = 3 . . . 9) for various duty cycles and frequencies. The black lines
are the calculated QMF stability boundaries for the corresponding ions.

calculated ones but do not fill them completely. Deviations from the ideal rise and fall flanks of
a rectangular waveform can result in non-stable ion trajectories near the theoretical limits which
might explain this reduced area of stability. The discrepancy between the calculated and measured
stability region is more prominent for higher frequencies, i.e. lower 𝑚/𝑧, which supports the above
assumption since RF flanks have a larger impact at shorter periods.

Figure 7 shows the height (red dots) and obtained mass resolving power (blue dots) of the
[(CsI)5Cs]+ signal in the frequency spectrum as a function of duty cycle. For 𝑑 < 60.3 %, the peak
height is fairly constant, which indicates that all ions are passing the filter. Raising the duty cycle
further leads to a reduced peak height but higher mass-resolving power. The latter rises sharply when
approaching 𝑑 ≈ 60.85 % while the simulated resolving power (figure 7, open blue squares) shows this
behavior at 𝑑 ≈ 61.21 %. Note that this difference should not be interpreted as a performance increase.
Rather, it is a shift towards lower duty cycles caused by the discrepancy between the expected and
measured stability regions. Thus, the tip of the region, where the mass resolving power is highest, is
found at lower 𝑑 values. For the present results, a maximum of 𝑅 = 230(30) is found at 𝑑 = 60.85 %.

Identical measurements are performed with hemoglobin with a QMF amplitude of 𝑉A = 150 V,
accumulation time of 10 ms, and storage time of 30 ms (figure 8). The signals match different charge
states of Hb𝑧+ (𝑧 = 14, 15, 16, 17). Although, the peaks are not fully separated at 𝑑 ≤ 60.6%, a fit of
four Gaussians is well suited to describe the spectra (blue dotted lines). A two-dimensional plot
of these spectra with calculated stability boundaries (black lines), is shown in figure 9a. A Hb15+

ion with 𝑚 ≈ 64.5 kDa is equivalent to a mass over charge value of 𝑚/𝑧 ≈ 4300 Th. Compared to
simulation results for Hb15+ (figure 9b), the position of the stability region is similar. A detailed
descrition is given in [13]. Briefly, the simulation is performed with the SIMION ion-optics
simulation program [41] by solving the Laplace equation for the geometry of this setup with a
finite-difference method. The ion trajectory through the resulting potential is computed through
a series of finite steps in time. Note that for biomolecules such as hemoglobin, a single charge
state peak comprises different species due to residual water and salts adducts through incomplete
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buffer exchange and lower desolvation in gentle native spray. This could be the reason why the
measurements fill out the theoretical boundaries of ideal hemoglobin here.

4.2 Ion accumulation and storage

To characterize the loading of ions into the trap, the accumulation time is varied for different gas
pressures 𝑝 (figure 10a). Note that these pressures are measured in the gas inlet, i.e. outside of the
trap. For the characterization, [(CsI)5Cs]+ is selected in the filter ( 𝑓 = 311 kHz; 𝑑 = 60.2 %). After
selection, the ions are stored in the trap for 50 ms. The number of detected ions increases linearly
for longer accumulation times. Raising the pressure increases the rate of collisions with the buffer
gas, resulting in faster axial-energy loss and, thus, a larger number of ions captured during a given
accumulation time. Since the probability of unfolding of heavy biomolecules increases with higher
kinetic energy and the amount of collisions with background gas, the pressure of the trap cannot be
raised over a certain limit, depending on the ion and background gas species.

Linear fits are made for signal intensities below 200 nVs (see section 3.3). The slopes of the
linear fits in figure 10a thus describe the number of accumulated ions per millisecond loading time.
As a function of pressure, these values describe the capture efficiency of the trap (figure 10b). It
increases steadily for pressures above ≈ 0.1 hPa. Based on the simulations (figure 10 in [13]), a
capture efficiency of 100 % is expected above a certain pressure, meaning that the observed ion
number should no longer increase. As already discussed above in section 3.1, the pressure can
only be increased to a limit of 1 hPa in the present setup, which is not high enough to observe this
saturation. Additionally, the MS SPIDOC prototype is expected to handle different proteins in a
state as native as possible. This leads to additional constrains regarding the amount of gas in the
trap to suppress, e.g., collision-induced unfolding processes of the protein complexes [42, 43]. In
practice, the ratio between the trap and chamber pressures can be adjusted by changing the end-cap
apertures to suit a given experiment’s specific requirements.
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By plotting the transients for different storage times in a color-coded map, the process of
thermalization is visualized (figure 11). Figure 12 shows the FWHM of Gaussian fits as well as height
and signal intensity of the transients from figure 11. Note that the signals deviate from purely Gaussian
shapes at lower storage times due to tailing. However, the overall trend of the fitting parameters shown
in figure 12 is still representative of the cooling timescales. For the measurement, the pressure is set
to 2.5 · 10−1 hPa and the accumulation time to 500 μs. The latter means that the first ions experience
collisional cooling 500 μs longer than the last ones. At low storage times (< 500 μs), the ions are still
scattered across the full trap length at the time of ejection. This leads to a portion of the stored ions
not being detected after switching to extraction settings. Thus, the signal intensity in figure 12c is at a
lower value. At around one millisecond storage time, all ions have started to cool into the potential well
formed by the in-trap pins, leading to the signal intensity saturating. They are not yet fully thermalized
into the potential minimum since the height of the transients (figure 12b) is still increasing while the
FWHM (figure 12a) is decreasing. This process is finished at storage times above two milliseconds
for the present parameters. From an exponential fit to the narrowing of the FWHM (red line) a
thermalization time 𝜏 = 0.26(1) ms and minimal FWHM of 4(1) μs is obtained for [(CsI)5Cs]+.
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Longer storage times are investigated by accumulating [(CsI)3Cs]+ ions for 10 ms and storing
them for up to 100 ms (figure 13). No losses are observed, confirming that the setup is able to
accommodate the projected cycle rates of 10 Hz given by the European XFEL [8]. Additionally,
proof-of-principle measurements are performed with GroEL (𝑚 ≈ 804 kDa, 𝑧 = 62) (figure 14).
Here, GroEL is accumulated for 10 ms and stored for 5 ms in the trap showing that even ions
approaching a MDa in mass can be transmitted through the QMF and are successfully trapped.

4.3 Characterization of ejected ion bunch

Changing the gradient of the ejection potentials affects the outgoing bunch. For the data of figure 15
[(CsI)3Cs]+ is accumulated for 35 ms and stored for 50 ms. The voltages applied to pin rows 1
and 3 during the ejection state are varied, with pin row 2 always being adjusted to a value 50 V
below row 1. For each combination, the signal intensity (figure 15a) and FWHM (figure 15b) is
extracted from a Gaussian fit to the transient. The ions are only ejected when the potential of the
exit-side pin-row is lower than that of the entry-side one. An area of high intensity of ca. 200 nVs
corresponding to ≈ 10, 000 ions and low FWHM ≈ 10μs is obtained when the entry-side pin is
about 100 V higher than the exit side. Edge effects are visible when both pin potentials are nearly
identical: some configurations with relatively low FWHM can be found. However, this is a result of
a very low signal intensity, which is not a desired mode of operation. Note that, in comparison with
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figure 12, the minimal FWHM is doubled because the total amount of stored ions is twenty-five
times higher. Nevertheless, these FWHM values are sufficiently far below the 100 μs needed for the
future time-of-flight conformation separation experiments [13].
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5 Summary, conclusion and outlook

First experimental measurements are performed with [(CsI)𝑛Cs]+ clusters for the characterization of
the digital mass-filter/ion-trap module for the MS SPIDOC prototype. Additionally, mass filtering of
non-covalent protein complex Hb𝑧+ ions and proof-of-principle measurements of trapping GroEL𝑧+

are performed. The results are compared to previous simulations [13]. The present work shows that
the module is capable of filtering ions with a mass resolving power up to 𝑅 = 230(30), which is
comparable to the simulation and capable of selecting cluster sizes or biomolecule charge states. The
digital ion trap is able to accumulate incoming ions and thermalize them within a few milliseconds.
No ion losses are observed up to storage times of a hundred milliseconds, suitable for cycle rates
synchronized to the free-electron laser at the European XFEL facility. The temporal width of
the ejected ion bunch is optimized through tuning of the in-trap pin potentials to create a high
density-bunch with a FWHM on the order of ten mircoseconds at the exit of the module. The DIT
module has since been merged with the other modules of the MS SPIDOC prototype at European
XFEL, where tests with very large protein assemblies such as multi-MDa particles will be performed,
followed by its installation at various beamlines.

Further developments of the DIT module will be performed based on the upcoming challenges
for the prototype. For instance, to reach higher buffer-gas pressures inside the trap, the aperture sizes
of the endcaps can be adapted. Furthermore, the rise and fall flanks of the digital RF waveform can
be improved by using advanced high-frequency switches.
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