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Abstract: With time-resolved crystallography (TRX), it is possible to follow the reaction dynamics
in biological macromolecules by investigating the structure of transient states along the reaction
coordinate. X-ray free electron lasers (XFELs) have enabled TRX experiments on previously uncharted
femtosecond timescales. Here, we review the recent developments, opportunities, and challenges of
pump-probe TRX at XFELs.
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1. Introduction

The chemical reactions that enable life are catalyzed by proteins. Proteins change their structures
while they perform these functions. This change can be observed “in real time” using time-resolved
X-ray crystallography (TRX) [1,2]. A recent review on “kinetic crystallography” [3] enumerates several
strategies to trap proteins in action. These approaches can be arranged into two main categories.
Physical or chemical trapping [4,5] methods (such as trapping by freezing or chemical modifications)
work by artificially prolonging the lifetime of reaction intermediates so that their structures can
be determined with conventional crystallography. The methods in the second category attempt to
match the X-ray exposure time to the “genuine” lifetime of the intermediates whose structures are
then determined during the freely proceeding reaction in real-time. TRX experiments with a time
resolution up to 100 ps can be performed with synchrotron X-ray sources while X-ray free electron lasers
(XFELSs) are available to probe shorter time scales. With TRX, the molecular structures of the reaction
intermediates and the reaction dynamics can be extracted simultaneously [6-8].

Several methods have been used to trigger reactions for imaging dynamics in TRX. They include
excitation by intense laser pulses [9], diffusive mixing [10,11], light activation of caged substrates [12],
temperature jumps and perturbation by electric fields [13]. Two methods stand out for widespread
application since they can be relatively easily applied: diffusive mixing and light activation. In diffusive
mixing, the reaction is initiated by mixing the substrate into enzyme crystals [14,15]. The mixture is
exposed to X-rays after a certain time delay. By varying the time delay, the reaction can be followed on
various time scales [15]. The time points of the reaction are determined by varying the flow rate and/or
the distance traveled by the mixture. This is called “mix-and-inject” crystallography (MISC) [14-16].
The application of MISC was reviewed recently [17,18]. Here, we focus on light activated processes.
For naturally photosensitive proteins, a reaction can be initiated by a brief laser flash called a “pump”
pulse at t = 0. After an adjustable time-delay (At), the crystals are illuminated by an X-ray pulse, known
as the “probe” pulse, which generates a diffraction pattern. This is called a pump-probe experiment
(Figure 1). After changing the pump-probe time delay, the process is repeated. Electron density maps
calculated at various time delays show the evolution of the structure during the light-induced reaction.
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Figure 1. Setup of a pump-probe time-resolved serial femtosecond crystallography (TR-SFX) experiment.
Crystalline biomolecules are injected into the X-ray interaction region. The injected crystals are activated
by optical laser pulses (red) and then probed by X-ray pulses (blue). Diffraction patterns with Bragg’s
reflection (red small boxes) are collected by a detector. The blue box (top left corner) shows the pulse
sequence of a pump-probe experiment as a function of time. In this scheme, an optical laser pulse (red
bar) initiates the reaction within the crystal and after certain time delays, X-ray pulses (blue bars) probe
the reaction. Two X-ray pulses (dark 1 and dark 2) are interleaved between each optical laser activation
to allow the once excited crystals to leave the X-ray interaction volume.

2. Time-Resolved Crystallography at Synchrotron Sources

Synchrotron radiation (SR) facilities have been the mainstays of structural biology for a long
time. The advancement in X-ray intensity, data collection and analysis methods have enabled routine
pump-probe experiments [1,19,20]. Time scales up to 100 ps have been probed [21-24], but this
method is currently limited by the pulse duration. Both monochromatic [25] and polychromatic Laue
methods [26,27] have been used for time-resolved studies. With the Laue method, a broader energy
range of incident X-rays is used. Laue data is collected with 2-3° angular increments, and therefore
< 100 frames per data set are sufficient, even for low symmetry space groups [28]. The stroboscopic
technique has been used with monochromatic X-rays [25]. Thousands of pump-probe cycles are
repeated and accumulated on a single detector frame until a sufficient level of counting statistics has
been reached.

With regard to the synchrotron, there have been efforts to increase the time resolution from ~100 ps
to the ~10 ps by using the time-slicing method [29,30]. A short laser pump pulse is positioned at
selected points in the wider X-ray probe pulse. A part of the X-ray pulse probes the initial reaction
prior to the pump pulse, while the remaining part of the same X-ray pulse probes the excited state.
This method results in reduced scattered intensities as only a portion of the X-ray pulse is used. XFELs
are needed to provides much faster timescales as discussed in the next section.

3. Free-Electron Lasers

The advent of XFELs has initiated a new era in TRX. The first XFEL, the Linac Coherent Light
Source (LCLS) at the Stanford Linear Accelerator Center (SLAC), California, was commissioned in 2009.
Thereafter, five XFELs have come into operation (as of 2020) and two more are still under construction.
XFELs produce spatially and temporally, highly coherent X-ray pulses with a duration of tens of
femtoseconds and 10'2-10'3 hard X-ray photons per pulse. XFEL beams can be focused to a spot size
of only a few micrometers (um). As a result, pm-sized crystals can be used. XFEL pulses are so intense
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that the crystals are destroyed after a single exposure. Since damage requires some time to evolve and
diffraction is instantaneous, femtosecond X-ray pulses from an XFEL produce essentially damage-free
diffraction patterns. This establishes the well-known “diffraction-before-destruction” principle [31,32].
As the crystals are damaged, XFEL experiments demand a serial way to introduce fresh samples into
the X-ray interaction region. This has led to the development of serial femtosecond crystallography
SEX (Figure 1).

Radiation damage is primarily due to ionization induced by direct photo-absorption [33].
The ionized atom in an excited state decay mainly via the Auger relaxation process or by the emission
of an X-ray fluorescence photon. The secondary damage is induced by the reactions of free radicals
generated by electron-impact ionization. The secondary damage involves breaking of the disulfide
bonds, decarboxylation of the acid group of amino acids, and other general effects such as an increase
in the temperature factor, the increase in cell parameters, loss of high-resolution data, etc. [34]. When
using pulses shorter than the Auger lifetime of atoms, the radiation damage can be reduced by
outrunning the development of secondary electron-impact cascades [35,36]. The average dose of
400 MGy (1 J/kg = 1 Gy) is estimated to ionize every atom in an average protein crystal [37]. At this
dose, the scattering signal is predominantly from neutral (undamaged) atoms. The doses have also
been calculated for lysozyme crystals with the XFEL beam at LCLS [38]. In this study, data were
collected at 9.4 keV (1.32 A) using 5 fs pulses with 53 m] pulse energy, and 40 fs pulses with 600 m]
pulse energy at the sample. The doses were reported to be ~2.9 MGy per crystal for the 5 fs pulse
and ~33 MGy per crystal for the 40 fs pulse. Nevertheless, on a timescale of tens of femtoseconds,
photoionization of atoms cannot be avoided. Site-specific damage effects have been studied around
iron metal clusters in ferredoxin using XFEL data with a pulse duration of 80 fs, which is slightly longer
than that typically used in serial femtosecond crystallography (SFX) experiments [39]. This work
supports the simulations [40] and also suggests that pulse durations of 20 fs or less may be needed to
minimize some types of site-specific damage. However, lighter elements such as carbon, nitrogen, and
oxygen, which are the main components of most proteins are less susceptible to radiation damage.

3.1. Injector Systems

The properties of XFEL X-ray pulses have introduced difficult experimental challenges to sample
mounting and delivery. The microcrystals have to reach the interaction region fully hydrated in
a stabilizing solution (usually called the mother liquor) to maintain their integrity. In addition,
the samples need to be replenished fast enough to match the high pulse repetition rate of the XFEL and
to transport the crystals damaged by previous X-ray pulses out of the interaction region.

The gas dynamic virtual nozzle (GDVN) was designed specifically to address these issues [33]. It
consists of two concentric capillaries. High pressure gas (usually Helium) is passed through the larger
capillary, which flows laminarly and coaxially with the microcrystalline liquid slurry extruded from
the inner capillary. The coaxial gas stream focuses the liquid jet to a diameter much smaller than
the aperture of the inner capillary. The resulting jet diameter is 1-5 um and depends upon the capillary
size and flow rates. Such a small size ensures that the scattering background from the carrier liquid
is very low. For pump-probe experiments, jet speeds and laser spot sizes need to be optimized so
that the laser-excited volumes move appropriately between the laser pump pulses and the X-ray
probe pulses.

Large sample consumption is one of the limitations of the GDVN. The continuous stream at high
flow rate leads to a loss of precious samples between the X-ray pulses. To address this problem, high
viscosity media such as lipids or mineral oil-based grease media are used [34-36]. A particular lipidic
phase, the lipidic cubic phase (LCP) has previously been used to grow membrane protein crystals such
as G-protein coupled receptors (GPCR) [37]. As the LCP has the consistency of toothpaste, new injectors
(often called toothpaste-injectors) were developed to support media like this. Due to the very low
flow rates (typically 1-300 nL/min [36]), microcrystal consumption is dramatically reduced. Moreover,
this injector works in both vacuum and at ambient pressure. Various other alternative techniques
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have been developed such as fixed target scanning [38], electrospinning [39], aerosol injectors [40],
and double focusing injectors [41]. Due to the relative ease of sample delivery, and the very low
scattering background, the GDVN has become the injector of choice for XFEL studies on biological
macromolecules. This technology is constantly evolving as scientists are exploring new designs with
printing techniques [42—44], and drop-on-demand systems [45] for uninterrupted collection of data
with minimum background.

3.2. Detectors

To capture the diffraction patterns from the microcrystals, integrating detectors with readout
frequencies that match the frequencies of the X-ray pulses generated at the XFEL facilities are required.
The Cornell-SLAC Pixel Array Detector (CSPAD) [46], was developed for the LCLS. It can record
diffraction images at 120 Hz. This readout rate is sufficient to cope with the X-ray pulse rate at
the LCLS. For larger increases in pulse rates, new detectors with increased readout rates are required.
The European XFEL (EuXFEL), for example, can deliver X-ray pulses at MHz repetition rates. A new
detector called the Adaptive Gain Integrating Pixel Detector (AGIPD) [47] was developed to cope with
these large pulse rates. The maximum achievable readout rate of the AGIPD is 3520 Hz [47], which
increases the data collection rate by nearly 30 times that of CSPAD.

Similarly, the detectors must cope with a large dynamic range as they need to record a single
photon as well as intense Bragg spots at the same time. If the reflection intensities exceed the dynamic
range, the detector will either saturate or not be able to collect low-intensity patterns. To address this
issue, the detector pixel gain can be controlled. The CSPAD pixels, for example, can be programmed to
be either in the high or in the low-gain mode. In the low-gain mode, each pixel can collect about 2700
photons at 8 keV [48] before it saturates. The AGIPD includes a dynamic gain switching amplifier in each
pixel. This results in an automatic switch to three distinct gain levels (high/medium/low), depending
on the incoming signal. A single photon can be recorded in the high-gain mode. The low-gain mode
allows the collection of more than 10* photons at 12 keV [47]. With these advancements in detector
technologies, high-quality and accurate datasets can be collected.

4. Time-Resolved Serial Femtosecond Crystallography (TR-SFX)

The first TR-SFX experiment was conducted on the Photosystem I-ferredoxin complex at LCLS [49]
with pump-probe delays of 5 pus and 10 ps. The sample crystals were flown in a liquid jet produced by
a GDVN [33]. The crystals were excited with an optical pump laser (A = 532 nm) and then interrogated
by 2.0 keV XFEL pulses. The experiment did not result in difference electron density (DED) maps,
which are required to determine a light activated structure. In 2014, the first difference electron density
map with XFELs data was produced from a TR-SFX study on photoactive yellow protein (PYP) [50]
(described below). This experiment showed that TR-SFX at XFELs is feasible. Since then, there have
been several pioneering studies on various proteins such as myoglobin [51], bacteriorhodopsin [52,53],
Photosystem II [54-57], phytochrome [58], etc. that show that it is possible to follow cyclic and
non-cyclic reactions at the XFEL.

5. Designing Pump-Probe TR-SFX Experiments.

In a pump-probe TR-SEX experiment, photo-reactive microcrystals are excited by the laser and
probed by X-ray pulses. A reaction must be initiated rapidly, uniformly, and nondestructively in
the crystal [1]. It is very important to activate a large fraction of the molecules without damaging
the crystal. The laser power at the sample position must be carefully adjusted. Low power laser pulse
will prevent sufficient photo-initiation, whereas high power pulses deposit energy and may damage
the crystal [59]. It is advisable to investigate the reaction beforehand by spectroscopy at various pump
power densities to determine the appropriate photoexcitation regime. Recently, a pump power titration
was performed with phytochrome crystals at the Spring-8 Angstrom Compact free electron laser
(SACLA), Japan [58]. The chromophore binding domain (CBD) construct of the Deinococcus radiodurans
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bacterial phytochrome (DrBphP) was used for this experiment. Microcrystals of the DrBphP CBD were
mixed with nuclear grade grease [35] and injected in the air into the X-ray beam using a LCP injector.
The reaction within the crystals was initiated using femtosecond laser pulses. Apart from collecting
several datasets on the picosecond time regime that helped to visualize the light-initiated reaction of
phytochromes for the first time, four more time-resolved datasets were collected using different laser
energies. Fluences of 1.7 mJ/mm?, 1.3 mJ/mm?2, 0.4 mJ/mm? and 0.2 mJ/mm? were used and DED maps
were calculated for each laser energy. The signal becomes small at 0.2 mJ/mm? as shown in Figure 2.
However, prominent DED features are still present at similar positions in all fluences. This shows that
the higher laser fluences do not alter the result of this experiment and rather, positively contribute to
stronger DED maps that can be interpreted more easily.
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Figure 2. Changes in difference signal as a function of laser fluence. Difference electron density (DED)
as observed in the DrBphP chromophore pocket. Blue: positive DED, red: negative DED on the +30/-30
contour level. The biliverdin chromophore (BV) is shown in cyan. Important residues (green) near BV
are marked. When the excitation fluence is decreased, the signal in DED maps decreases as well (panels
a-d). The signals are strongest for 1.7 mJ/mm? (panel d) and are weak at 0.2 mJ/mm? (panel a) (the
golden arrow shows the signal level around the pyrrole water (PW)). Figures reproduced from [58].

To study fast reactions and short-lived intermediates, the duration of both the pump and probe
pulses needs to be significantly faster than the lifetime of the respective intermediates. To achieve
femtosecond time resolution, a reaction must be initiated by femtosecond pump pulses. However,
X-ray pulses from XFELs show a substantial temporal jitter of a few hundred femtoseconds [60]. As
a result, the time resolution depends on the duration of the laser pump pulse, the X-ray probe pulse,
and the jitter. The jitter can be neglected for timepoints much slower than the jitter. For ultrafast time
points, the time delay for each X-ray pulse must be determined by measuring the temporal difference
between optical laser and X-ray pulses by using a timing tool [9]. As soon as the jitter can be measured,
the jitter has a positive impact on the experiment as it automatically distributes the pump-probe time
delays through the time range determined by the jitter. Datasets at various time delays can be collected
from the same setting.

The relationship between sample flowrate, X-ray focus, X-ray pulse rate, and laser focal spot
size determines whether a once-excited microcrystal has been transported out of the X-ray interaction
region. The experiment must be designed in such a way that each pulse excites a fresh crystal. For
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instance, assuming an X-ray focus of 3 um and a jet velocity of 30 mm/s as is often the case with
the LCP injector, a once exposed jet volume should leave the X-ray interaction region by 100 us not
to be exposed again. The spot size of the optical laser pulse is much bigger than the X-ray focus. It
takes much longer for a laser-excited sample volume to leave. Similarly, if the duration between X-ray
pulses is shorter than 100 us, the jet has to be significantly faster. An experiment has to be designed
accordingly with a fast-enough jet and several X-ray pulses might have to be added in between the laser
excitations to ensure that the sample has left.

6. Data Processing: From Diffraction Patterns to Structure Determination in TRX

A complete crystallographic dataset consists of integrated reflection intensities that cover reciprocal
space as much as possible (>90%) up to a limiting resolution. During an SFX experiment, a single
X-ray pulse produces a single diffraction pattern on the detector. Due to the quasi monochromatic
nature of the XFEL radiation, very partial reflection intensities are collected from only a small part of
reciprocal space. To reconstruct the integrated intensities that cover the entire reciprocal space, tens
of thousands of diffraction patterns must be collected and analyzed properly. If an X-ray pulse hits
a microcrystal, an image with Bragg reflection called a “hit” is produced. An SEX experiment produces
millions of diffraction patterns comprising both hits and blanks (diffraction patterns without Bragg
reflections). Separating hits from the pool of all detector images follows a well-established process
and is achieved by software solutions such as CASS [61], Psocake [62,63], Cheetah [64] and others [65].
They also perform preprocessing steps such as background subtraction, electronic noise correction, bad
and hot pixel masking, and flag Bragg spots in the diffraction pattern. All processed digital images are
stored in files following the hierarchical data format, version 5 (HDF5). An HDEF? file also contains
information about experimental parameters that are essential for further processing.

6.1. Indexing and Three-Dimensional Merging of Diffraction Patterns

As a diffraction pattern is obtained from a randomly orientated crystal, all patterns must be
indexed independently. This requires specialized software. Among others [66], CrystFEL [67-69] is
the most widely used. CrystFEL is a suite of programs specifically designed for indexing SFX images.
CrystFEL comprises several programs. Indexamajig is used for indexing and integrating the diffraction
pattern. For indexing, the orientation of each microcrystal relative to the lab-coordinate system must
be determined. Several fast Fourier transform (FFT)-based indexing algorithms such as MOSFLM [70],
DirAx [71], XDS [72], asdf [68], and XGandalf [73] are used for this. Intensity and Miller indices of
each (partial) Bragg spot, the orientation of the crystal, and unit cell parameters along with several
other experimental parameters are determined and stored. Intensities from each diffraction pattern
are scaled and merged using the programs partialator or process_hkl. This produces a file that covers
reflection intensities in 3D reciprocal space. Finally, compare_hkl and check_hkl are used to calculate
the figures of merits of the data.

Some crystals may have indexing ambiguities [74]. These ambiguities need to be resolved before
merging the data. The indexing ambiguity usually arises when the symmetry of Bravais lattice is
higher than the symmetry of the space group. The crystals with unit cell parameters that have the same
length may result in an indexing ambiguity. For example, PYP crystallizes in space group P63. Its two
axes, a and b, have the same length but are not symmetry related. The crystal possesses a two-fold
indexing ambiguity. Bragg spots are indexed as (hkl) or (khl) based on their position, even though
their intensities are not identical and not related by symmetry. An indexing ambiguity may also arise
if a unit cell has a diagonal of similar length to one of the cell axes. Therefore, to solve indexing
ambiguities, an additional program called ambigator is available.

6.2. Difference Maps and Structure Determination

After a complete intensity dataset is obtained, further calculations can be performed by programs
from the Collaborative Computational Project 4 (CCP4) [75]. Structure factor amplitudes are calculated
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from the intensities. Structure factor amplitudes from a time-resolved experiment are functions of
time (t) and space (h, k, and 1). At least two datasets are collected: (i) A reference dataset is collected
without any reaction initiation and (ii) a time-dependent dataset is collected at time delay ‘At after
the reaction initiation. From these, DED maps are calculated.

To calculate DED maps, the two datasets are scaled. Then, difference amplitudes (AF) are
determined by subtracting the observed structure factor amplitudes of the reference state (Fps(ref))
from that of the activated state (F,ps(t)) i.e., AF = Fps(t) — Fops(ref). The DED maps are calculated by
using the difference amplitudes (AF) and phases calculated from the structure of the reference state. It
is important to note that meaningful DED maps can only be determined between two isomorphous
datasets. Isomorphous DED maps contain both negative and positive electron density features. These
features are interpreted by atomic displacements. Negative DED features represent the positions of
atoms before the reaction while positive features represent the location of atoms after the reaction. To
be chemically meaningful, negative features should only be present on atoms of the reference structure.
With DED maps, it is possible to trace small displacements of the order of 0.1 A [9,50] and detect
population transfers of the order of 5% and smaller [58,76].

In a realistic TRX experiment, the population transfer from the dark state to the activated states is
usually small of the order of only 5-20% [77]. As a result, a structure cannot be directly refined against
the structure factors collected after activation. Therefore, an additional map is created to determine
the structure by extrapolating the population transfer to 100%. This map is called an extrapolated
electron density (EED) map. Extrapolated structure factors F(ext) = Foy.(ref) +N-AF are calculated,
where F(ref) are structure factors calculated from the reference structure, N is a multiplication factor
related to the population transfer and AF are the observed difference structure amplitudes. To estimate
the N, EED maps are determined for different values of N. A characteristic N is established from
the EED map where the strong negative electron density feature just vanishes. After N is determined,
a molecular model is fitted into the EED map. Once an initial model is obtained, phases of the AF
can be estimated. The phases are combined with the observed AF and phased extrapolated structure
factors are determined [5,26]. The final structure is refined in reciprocal space against the phased F(ext).

To check the reliability of the final model, a calculated DED map is determined from calculated
difference structure factors. These structure factors are computed by subtracting the calculated structure
factors of the reference state from the calculated structure factors of the obtained model (excited
state) [15,58,78]. If both the calculated and observed DED maps display the same features, the model
is plausible.

Time-dependent DED maps result from the variation in the populations of time-independent,
static structures [79]. Each of these structures are associated with intermediate states along the reaction
pathway. Generally, multiple intermediates contribute to any point in time. To determine the individual
structures, deconvolution of the X-ray data into different constituents is needed. The two main
deconvolution methods, as described in the literature, are singular value decomposition (SVD) [6] and
cluster analysis [80]. A detailed description of these methods is beyond the scope of this review and
we refer to the related literature [6,8,80,81].

7. TR-SFX on Photoactive Yellow Protein

PYP is a blue-light photoreceptor that was first identified in a purple sulfur bacterium called
Halorhodospira halophila [82] (formerly known as Ectothiorhodospira halophila). Blue light is sensed
by a central chromophore called para-coumaric acid (pCA). PYP goes through a reversible photocycle
where the chromophore first isomerizes from trans to cis and several intermediates are populated
on different timescales [83,84]. The mechanism of isomerization is similar to several important
photon-driven reactions such as reactions in rhodopsin in the mammalian eye [85,86], and other
relevant photoreceptors like the phytochromes [58,87,88]. As a result, PYP is widely studied due to its
potential biomedical significance and interesting physiochemical properties [50,83,84,89].
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The first TR-SFX experiment on PYP was conducted with the Coherent X-ray Imaging (CXI)
instrument at the LCLS in 2014 [50]. An optical nanosecond laser, synchronized with X-ray pulses from
the XFEL was used to activate the microcrystals. Two different datasets with time delays of 10 ns and
1 us were collected. Both time delays resulted in difference electron density maps with exceptionally
strong signals (Figure 3e). Subsequently, another experiment on PYP was conducted with a similar
experimental setup at LCLS in 2016 [9]. This time, the reaction was initiated using a femtosecond laser.
This experiment achieved a time resolution of 140 fs to cover the fs time scale up to 3 ps (Figure 3a,b).
A 1.6 A resolution molecular movie shows the trans-cis isomerization of the central pCA chromophore.
The isomerization occurs approximately 600 fs after photoexcitation. Isomerization proceeds through
a so-called conical intersection, which is the joint between the electronically excited state potential
energy surface (PES) and the electronic ground state PES. PYP is in the electronically excited state
between 100 fs and 400 fs, whereas the electronic ground state is recovered beyond 700 fs. Relaxations
on both ground and excited state PES are characterized by X-ray structures.
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Figure 3. Changes in DED features in chromophore pocket of photoactive yellow protein (PYP) at

different time delays after reaction initiation. Green shows positive DED and red shows negative DED
contoured at +3¢ and —3¢ respectively. Important residues near p-coumaric acid (pCA) chromophore
are marked. Yellow structure: dark (reference) structure. Structures for various time delays after laser
excitation are shown with different colors. (a) Pink Structure: At = 250 fs as measured at the Linac
Coherent Light Source (LCLS). The structure is in the trans configuration. Prominent structure changes
are denoted by arrows. (b) Green structure: At = 3 ps as collected at the LCLS. The structure is in
the cis configuration. Isomerization occurs about the double bond at the chromophore tail (curved
arrow) (c) Cyan structure: At = 30 ps as collected at the European XFEL (EuXFEL). (d) Cyan structure:
At =100 ps as collected at the Argonne Photon Source (APS). The chromophore relaxes slowly after
isomerization from 3 ps to 100 ps (e) At =1 us as collected at the LCLS. The features are interpreted by
the mixture of two typical PYP intermediate. Magenta and red represent pR1 and pR2 intermediates
respectively. Sources: Panels a-b: Pande et al. 2016 [9], Panel c: Pandey et al. 2019 [78], Panel d: Jung
et al. 2013 [24], and Panel e: Tenboer et al. 2014 [50].

Recently, an additional TR-SFX experiment was conducted on PYP at the newly operational, high
repetition rate XFEL, the EuXFEL [78]. The EuXFEL uses superconducting technology to generate
unprecedentedly high X-ray pulse rates. X-ray pulses arrive in pulse-trains that contain up to 2700
pulses (final design specification). Pulses within the train repeat with a rate of up to 4.5 MHz. There are
10 trains per second. In the first SEX experiment at EuXFEL with MHz rates, there were only 15 pulses
per train yet datasets were successfully collected on several proteins [90]. The number of available
pulses increased steadily and 178 pulses/train were available for the PYP TR-SFX experiment.

The aim was to cover the previously unexplored picosecond time range of the photocycle and
establish TR-SFX at MHz repetition rate XFEL. Similar to previous PYP TR-SFX experiments at the LCLS,
a GDVN was used for sample delivery, and a femtosecond optical laser was used to start the reaction.
At first, the experiment was run with an X-ray pulse rate of 1.13 MHz. The optical laser operated with
a 376 kHz pulse rate. This resulted in a scheme where the pump-probe sequence and two intermittent
X-ray pulses in the dark without laser excitation were repeated as depicted in Figure 1. The two
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intermitted X-ray pulses correspond to time delays of 1.78 us and 2.67 s, respectively. Factoring
the optical laser spot size of 42 um (FWHM) and the sample jet speed of 30 m/s, the excited volume
of the sample crystals should leave the X- ray interaction region within 2 ps. The sample probed at
2.67 ps should be free of laser influence although some contamination was still observed (Figure 4a—c).
This shows that the excited volume has not left the X-ray interaction region. These problems can be
solved by either decreasing the laser spot size or increasing the jet speed. However, these parameters
were already at their maximum practical values. Because of this, the X-ray and optical laser repetition
rates were reduced to 564 kHz and 141 kHz, respectively, and an extra X-ray pulse was added between
each optical laser pulses. With these parameters, only the first of four pulses contribute to the ultrafast
time delays. A time delay of 10 ps was set. Consequently, the second, third, and fourth pulses have
time delays of 1.78 ps, 3.56 us, and 5.33 us, respectively (Figure 4d—g). The DED maps determined with
these time delays show that the signal features are present until 3.56 us. A map produced at 5.33 s is
free of contamination. Finally, two more time points, 30 ps, and 80 ps were collected to complement
the 3 ps time point collected at LCLS in 2016 [9] and 100 ps collected at the Argonne Photon Source
(APS) in 2013 [24] (Figure 3c,d). DED maps at these time points show that the chromophore is in
cis-configuration and relaxes slowly over a long period of time.

I
[fp :
Y NN o
10
= \I
o S

564 kHz X-ray pulse rate , 141 kHz optical laser pulse rate

Figure 4. TR-SFX experiment conducted at the EuXFEL. The DED in the chromophore pocket of PYP is
shown at various time delays after laser excitation and displayed at contour levels of +30/—30. Important
residues around the chromophore are marked. Important DED features are shown: § (positive) and a
(negative). Panels (a—c): Results with 1.13 MHz X-ray repetition rate and 364 kHz optical pulse rate
with a pump-probe sequence and two intermittent X-ray pulses without laser activation in between. (a)
Pump-probe delay of 0.89 us, (b) 1.78 us after the laser pulse, (c) 2.67 ps after the laser pulse. Panels
(d-g): Results with 564 kHz X-ray and 141 kHz optical laser pulse rates with a pump-probe sequence
and three intermittent X-ray pulses without laser activation in between. (d) Time delay of 10 ps, (e)
1.78 us after the laser pulse, (f) 3.56 us after the laser pulse, (g) 5.33 ps after the laser pulse. The DED
signal persists until 3.56 us (B,, panel f) and completely vanishes at 5.33 ps (panel g).
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8. Biological Relevance of Pump-Probe TR-SFX

Several studies on light sensitive proteins have been performed using pump-probe TR-SFX.
The proteins are generally studied either as model systems to test the feasibility of the pump-probe
experiments at modern X-ray sources or to answer several biological questions. Pump-probe TR-SFX
can increase the understanding of biological and chemical phenomena of very important proteins such
as bacteriorhodopsin, cryptochromes, phytochromes, etc. These studies can open new avenues for
research in biological molecules. Photosensitive proteins are key to activating and controlling events in
optogenetics applications. Several proteins such as channelrhodopsin, bacteriorhodopsin, PYP have
been used in optogenetic experiments [91,92]. Small photosensitive protein like PYP can be engineered
to develop a fluorogenic probe [93] which provides a method to study the localization, movement,
and interactions of proteins in live cells. The functions of bacteriorhodopsin that pump proton when
powered by green sunlight can be exploited to generate energy using sunlight [94]. Phytochromes detect
light and trigger intracellular signaling cascades, which regulate many light-depended phenomena
such as shade avoidance and seed germination in plants [95,96]. When these processes are well
understood, it is possible that applications will be found that are very distant from the original
physiological role of these molecules. For example, the photo switching phenomena of phytochromes
that allows them to switch between two distinct states can be used in the field of nanotechnology [97].
Similarly, there are several other photosensitive proteins with distinct functions that may contribute
significantly to microelectronics and material science such as the ability of cryptochromes to sense
the magnetic field [98] and the ability of photosystems to generate energy.

9. Outlook

High repetition rate XFELs may enable the collection of a large number of datasets that cover
the entire reaction within one shift. With the help of methods like the SVD [6,8,77,99], the structures of
intermediates can be determined from time-dependent electron density maps. Reaction pathways and
rate coefficients connecting the reaction intermediates can be determined. However, time-resolved
changes still need to be revealed for some photosensitive proteins (e.g., phytochromes, photosynthetic
reaction center, etc.). For example, in phytochromes, large conformational changes of several tens
of A occur between light and dark-adapted states [88,100,101]. It has to be determined whether
the crystalline lattices are compatible with these changes.

Crystallography is an ensemble method as it averages over a large number of molecules.
There is a danger that the average structure hides important functional and allosteric molecular
mechanisms [102]. The ability to observe one molecule at a time could provide a solution to this.
The intense X-ray pulses generated by XFELs can image single biomolecules [103]. With high-repetition
rate XFELs, it should be possible to collect a sufficient number of single-particle diffraction patterns to
reconstruct the electron density at a moderate atomic resolution [104]. Time-resolved single-particle
imaging avoids information loss by ensemble averaging. This might reveal large conformational
changes that are not observable by other methods.

The advancement in beamline optics, detectors, and high throughput sample delivery methods
have made room-temperature serial crystallography possible also at SR sources. Over the last
few years, several serial millisecond crystallography (SMX) experiments have been conducted [105-
109] with synchrotron beamlines equipped with high-viscosity (toothpaste) injectors [36]. More
recently, a polychromatic (“pink”) beam has also been successfully used with microcrystals [110,111].
The abundance of synchrotron beamtime will facilitate time-resolved investigations on a large number
of biological macromolecules in the near future [112,113].
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