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Abstract
The ability to sense and react to different light conditions is of great
importance for many organisms on the face of the earth. Specialized pro-
teins known as photoreceptor proteins provide bacteria, plants and animals
with this ability. To be able to sense the light the photoreceptor proteins
have small molecules, known as chromophores, embedded within the pro-
tein matrix. Absorbed light triggers photochemical changes in the chro-
mophore. These changes are relayed to the protein as structural changes
and the biochemical activity of the protein is modified, thereby passing
the signal on.

In this thesis, time-resolved X-ray solution scattering has been used
together with molecular dynamics simulations to probe the conforma-
tional dynamics of photoreceptor proteins. The investigations reveal both
the sequence and nature of light-induced structural transitions. Diverse
mechanisms of signal transduction on different length- and timescales
were found, from the nanometer scale light-induced separation of domains
in phytochromes, to the Ångström scale opening of the light-oxygen-
voltage dimer and subsequent supercoiling of the linker region, to the
sub Ångström changes in the radius of gyration of cryptochromes. The
results provide a structural link between the early photochemical events
and the interaction and regulation of downstream processes and proteins.
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Chapter 1

Introduction

Proteins have been recognized as important biological molecules for hun-
dreds of years. Their characterization started in the 1800’s and during the
second half of the 20th century the structural characterization of proteins
has skyrocketed. It has become obvious that proteins are essential to all
known forms of life. They are the molecular machines that keep our bodies
going. They allow us to see, feel and taste. Increased understanding of
proteins is therefore a necessity for the understanding of life.

1.1 Protein structural dynamics

It has been known for decades that the function of proteins is closely
related to their three dimensional structure. The first protein structure
determined was that of myoglobin, in 1958 [1]. Since then about 130,000
protein 3D structures have been solved.

The vast majority of these structures have been solved by X-ray crys-
tallography. This technique requires the proteins to order themselves on a
lattice of identical copies to form a crystal. But proteins are not rigid bod-
ies and they constantly undergo conformational rearrangements, both at
equilibrium and when perturbed [2]. The conformational dynamics of pro-
teins are nowadays considered to be as important as their structure [3,4].
The dynamic modes of proteins can for simplicity be divided into two cate-
gories; equilibrium fluctuations and functionally relevant motions [2]. The
equilibrium fluctuations are the small conformational rearrangements that
occur constantly. In conventional crystallography this is to some extent
captured by the Debye-Waller factor which contains information about
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Chapter 1. Introduction

Figure 1.1: The free energy landscape of a folded protein. Equilibrium fluctu-
ations are the constant movements between states of similar energy, typically
on a pico- to nanosecond timescale. Functionally relevant motions occur on
longer timescales, micro- to milliseconds, and require the crossing of extensive
energy barriers.

how uncertain an atomic position is due to thermal fluctuations [5, 6].
Functionally relevant motions often require passing extensive energy bar-
riers and they typically occur when the protein is perturbed, for example
by binding a substrate or absorbing the energy of a photon (Figure 1.1).

The investigation of these motions is by no means a trivial task. Differ-
ent spectroscopic methods can and have been applied, but they all come
with their own limitations. Absorption spectroscopy gives information on
electronic or vibrational transitions. This information is often crucial to
understand how a protein works, but it is not directly linked to the struc-
ture of the protein. In some cases crystallography can be used to study the
dynamics of proteins [7–16] thereby giving structural and dynamic infor-
mation with high resolution. Any type of crystallography still requires the
formation of crystals. Crystals, by their very nature, are likely to hinder
larger scale conformational transitions and in many cases it is difficult to
grow crystals of a suitable quality. Because of this, complementary tech-
niques are required. Molecular dynamics (MD) simulations can be used to
study equilibrium fluctuations with a high spatial resolution [17]. These
methods, however, are still too inaccurate and computationally intensive
to study conformational transitions on timescales longer than nano-, or at
best microseconds.

At the intersection of X-ray crystallography and absorption spectroscopy
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1.2. Photoreceptor proteins

lies X-ray solution scattering, a solution based technique directly sensitive
to the three dimensional structure of the protein. This technique, to-
gether with MD simulations, enables the direct study of conformational
rearrangements of proteins, in solution, in real time.

1.2 Photoreceptor proteins

All organisms need to be able to sense and react to a wide range of
environmental cues. One of the most important environmental signals is
light, and many of the organisms on Earth need to adapt in response to
light. This is achieved through dedicated proteins called photosensors or
photoreceptors. These proteins regulate processes such as phototropism,
shade avoidance, visual perception and the circadian rhythm.

Because the protein backbone or amino acid sidechains do not absorb
visible light many photoreceptor proteins have chromophores embedded
within the protein matrix. Since the chromophores are partly unsaturated
the electrons can be delocalized across a conjugated π system by the en-
ergy of a visible photon. The larger the chromophore, and the conjugated
π system, the easier the electrons are delocalized and longer wavelengths
can be absorbed. Examples of chromophores are the blue light absorbing
flavins and the red to far red light absorbing bilins.

The absorption of a photon by the chromophore triggers changes in
the local environment of the chromophore; for example isomerization [18],
bond formation [19], or electron transfer [20]. These changes have to be
relayed through the protein as conformational rearrangements in order to
enable interactions between the photoreceptor and downstream proteins
and processes, thereby passing on the signal.

Many photoreceptors are constructed in a highly modular manner,
where a few sensory domains can be coupled to a wider variety of ef-
fector domains. Some different photoreceptor families and their spectral
sensitivity can be seen in Figure 1.2.

3



Chapter 1. Introduction

Figure 1.2: Spectral range of photoreceptors. Depending on the chromophore,
photoreceptor proteins are sensitive to light ranging from the UV to near-IR
wavelengths.

1.3 Sensor histidine kinases

To a large extent, bacteria rely on proteins called sensor histidine kinases
(SHKs) to gather information about their surroundings. Together with
other proteins, known as response regulators, SHKs make up so called
two-component systems. Such arrangements are, apart from bacteria, also
found in plants and certain other eukaryotes [21,22].

SHKs can detect a wide range of signals, such as chemicals, pH
changes, or light. These signals trigger structural changes and the ac-
tivity of the histidine kinase output domain is modulated. The histidine
kinase can be in a kinase active state where a conserved histidine residue
within the kinase domain is phosphorylated prior to phosphotransfer to
the response regulator. It can also be in a phosphatase state were a phos-
phate group is removed from the response regulator, thereby assisting in
shutting down the signaling pathway [23].

Canonical SHKs are membrane spanning, homodimeric proteins. They
consist of an extracellular sensor domain, a helical domain that traverses
the cell membrane, commonly a PAS, GAF or HAMP domain and a coiled
coil linker connecting it to the kinase domain. The kinase domain in turn
comprises two subdomains; the dimerization and histidine phosphotransfer
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1.4. Scope of this thesis

(DHp) domain, which contains the phosphoaccepting histidine, and the
catalytic and ATP-binding (CA) domain which have an ATP binding site.
Since many SHKs are membrane spanning proteins, and because the in-
teraction between the CA and DHp domain is rather loose it is difficult to
study the entire protein. There are only a few solved structures comprising
both sensor and effector domain, and these are from soluble members of
the SHK family [24,25].

As the overall topology has become understood focus has shifted to-
wards characterizing the phosphoryl transfer [26,27], the interaction with
phosphoacceptor proteins [28], and how structural changes control the
switching between phosphatase and kinase activity [29]. An important
part in this deeper understanding of SHKs is to find out how external
signals structurally modulate the activity of the histidine kinase domains.

The red light sensing phytochromes and the blue light sensing kinase
YF1 investigated in this thesis are examples of SHKs.

1.4 Scope of this thesis

In this thesis time-resolved X-ray solution scattering has been used to
interrogate the light-induced conformational changes in different photore-
ceptor proteins. I have grouped this work into the following chapters.

Chapter 2 will give a brief introduction to the basics of X-ray (solution)
scattering.

Chapter 3 will describe how a time-resolved X-ray solution scattering
experiment is conducted. It will also explain how the data can be analyzed
in order to recover the structural information encoded within the scattering
curve.

Chapters 4-6 will focus on the structural and dynamic information that
time-resolved X-ray solution scattering has provided for a couple of differ-
ent photoreceptor proteins, belonging to the phytochrome (Papers I and II),
LOV domain containing (Papers III and IV) or cryptochrome (Paper V)
protein families.

Finally, Chapter 7 will summarize, conclude and provide an outlook.
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Chapter 2

X-ray scattering

X-rays are electromagnetic radiation with a wavelength of ca. 1 Å. This
is similar to the length of a chemical bond and the reason why X-ray
scattering is a commonly used probe to study the molecular structure of
anything from salts and minerals to proteins. In section 2.1 of this chapter
I will detail the basic principles of X-ray scattering and how this changes
when you study proteins suspended in a solution. In section 2.2 I will
discuss how solution scattering patterns can be predicted from atomic
coordinates.

2.1 X-ray scattering fundamentals

As an X-ray photon strikes an electron the electron begins to oscillate
and emits radiation of the same wavelength as the incident X-ray. This
phenomenon is called elastic scattering or Thomson scattering. Inelastic
X-ray scattering (or Compton scattering) as well as absorption of the X-ray
photon can also occur but this topic will not be covered in this thesis.

Scattering by a group of electrons. When calculating the scattering
amplitude for any group of electrons, be it an atom or a molecule, the
waves originating from each electron are summed, taking into account the
shift in phase due to the separation between the electrons [30, 31]. The
sum of the scattered waves for N electrons at rn around an atom centered
at O as shown in Figure 2.1A is given by equation 2.1. The incident and
scattered wave vectors are represented by ki and ks, respectively, and
|ki| = |ks| = 2π

λ , q=ks-ki is the momentum transfer with the modulus

7



Chapter 2. X-ray scattering

q=4π
λ sin(θ), where λ is the X-ray wavelength and 2θ is the scattering

angle and fe is the scattering factor per electron.

F (q) =
N∑
n=1

fee
iq·rn (2.1)

For atoms where the electron density can be represented as spherically
symmetric (ρ(r)) it is more convenient to calculate the so called atomic
scattering factor, f(q), according to equation 2.2.

f(q) = 4π

∫
ρ(r)r2

sin(qr)

qr
dr (2.2)

Figure 2.1: Scattering by an atom. (A) Incident radiation (ki) interacts with
electrons indicated by rn around an atom centered at O yield the scattered
radiation (ks). The momentum transfer vector is q and the scattering angle is
2θ. (B) The atomic scattering factor, f(q), for a few different elements.

At q=0 the factor sin(qr)/qr approaches 1, so that the scattering ampli-
tude is equal to the number of electrons. For other scattering directions the
scattering amplitude is attenuated. This is because the distance between
the electrons in an atom are about the same as the X-ray wavelength and
partial destructive interference occurs. This effect is stronger at higher
scattering angle (Figure 2.1B).

The scattering factor per electron in equation 2.1 can be exchanged
for atomic scattering factor from equation 2.2 to calculate the scattering
amplitude for a group of atoms located at rn. In a scattering experiment

8



2.1. X-ray scattering fundamentals

one cannot directly measure the scattered wave, but rather it is the in-
tensity that is recorded. The intensity is the product of the amplitude and
its complex conjugate, I (q)=F (q)F (q)*.

In solution all molecules are randomly oriented which spherically aver-
ages the phase factor. This leads to the Debye equation for the scattered
intensity [30,32] (equation 2.3), where fm and fn are the atomic scatter-
ing factors and rmn=|rm - rn| .

I(q) =
∑
m

∑
n

fm(q)fn(q)
sin(qrmn)

qrmn
(2.3)

Bragg’s law (equation 2.4) states that constructive interference will create
intensity peaks for planes that are separated by a distance, r [33].

λ = 2rsin(θ) (2.4)

This is equivalent to defining the relationship between real space distances
(r) and q according to equation 2.5.

r =
2π

q
(2.5)

0 1 2 3

q (Å -1)

0

1

2

si
n(

qr
)/

(q
r)

r=1 Å

r=5 Å

r=20 Å

Figure 2.2: Debye terms. The q depen-
dence of the Debye term for three different
distances. The three curves are offset with
respect to each other for clarity.

This equality is used to estimate
the resolution in crystallography. It
would be convenient if a similar re-
lationship existed for solution scat-
tering. As it turns out, each term
in the Debye equation gives a pos-
itive contribution for q<2π/r, af-
ter which they decay whilst oscillat-
ing around 0 (Figure 2.2). Clearly,
smaller distances will contribute
more to the scattering at high an-
gles whilst large distances only con-
tribute to the scattering at the low-
est angles. It is thus possible to say
that the relationship between q and

9



Chapter 2. X-ray scattering

r given by equation 2.5 applies approximately to scattering from objects
in solution.

In a real experiment the protein will be suspended in a buffer solution.
This gives rise to yet another computational excursion. Apart from the
scattered waves from the protein itself we must also consider the waves
that would have been scattered by the bulk solvent, had the protein not
been there, as well as the so called hydration layer, which is the solvent
close to the solute that has a density different from that of the bulk
solvent [34]. In total this surmounts to equation 2.6.

I(q) = 〈(Fvac. − Fexcl. + Fhyd.)(Fvac. − Fexcl. + Fhyd.)
∗〉 (2.6)

Where F vac. is the scattering of the solute in vacuum, F excl. is the scatter-
ing of the excluded bulk solution, F hyd. is the scattering of the hydration
layer and 〈· · · 〉 represents the average over all orientations.

2.2 Predicting scattering from atomic coordi-
nates

Predicting the X-ray solution scattering from atomic coordinates is by
no means trivial and it is basically a field of research in its own. Sev-
eral methods exist to predict scattering, all slightly different from each
other (eg. [35–39]). The major difference between the different prediction
schemes is how they compute the spherical average, how they deal with
the excluded solvent, and how they represent the hydration layer [40]. In
general, a trade-off has to be made between accuracy and computational
efficiency.

Spherical averaging. There are three common methods for calculating
the orientational average. The first one is the Debye equation (equa-
tion 2.3) [32]. This method involves a double summation and the com-
putational cost scales with the number of atoms squared. An alternative
way of performing the orientational averaging is to use spherical harmonics
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2.2. Predicting scattering from atomic coordinates

where the Debye equation is expressed as a series containing Bessel func-
tions and spherical harmonics [41]. Thanks to the orthogonality properties
of spherical harmonics the double summation is reduced to a single sum
and the computational cost scales linearly with the number of atoms. A
third method which is mostly used with scattering calculations that involve
molecular dynamics simulations is to numerically average over several dif-
ferent orientations (typically around 100) [39].

The excluded solvent. The most widely applied strategy to account for
the excluded solvent when calculating X-ray scattering is by correcting for
it by adding a term to the atomic scattering factor. From each scattering
factor the scattering of a Gaussian sphere with electron density of the bulk
solvent is subtracted (equation 2.7).

fcorr.(q) = fvac.(q)− V ρsol.e−V
2/3 q

2

4π (2.7)

Where f vac. is the scattering factor in vacuum, V is the volume of the scat-
terer and ρsol. is the electron density of the bulk solvent. This strategy was
initially proposed by Fraser [42] and is used by for example CRYSOL [35]
and FoXS [38]. A problem with this strategy is that it introduces gaps and
overlaps (Figure 2.3A) which affects the calculated scattering at higher
angles.

An alternative approach, used in SASTBX [37] and SoftWAXS [36]
defines the excluded solvent as the volume inside some surface. This is
then divided into smaller volume elements before calculating the scattering
from the excluded solvent (Figure 2.3B). In WAXSiS the contribution of
the excluded solvent is calculated by subtracting the solute volume from
a pure solvent MD simulation [39].

The hydration layer. It is well known that the solvent closest to the
solute has properties that differ from that of the bulk solvent [34,43–47].
Scattering studies show that the solvent arranges in several shells of higher
density around the solute [44, 47] and this has to be dealt with when
predicting the scattering curve of a protein from atomic coordinates.

A common strategy is to assume that the hydration layer has a ho-
mogeneous thickness and density different from that of the bulk (eg.
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Chapter 2. X-ray scattering

Figure 2.3: The excluded solvent. (A) Correcting the form factors with the
sum of Gaussian spheres with the radius of the average atomic radius causes
gaps and overlaps. (B) An alternative approach is dividing the volume enclosed
by some surface into small volume elements.

CRYSOL or SASTBX). As has been shown, both by experiments and
simulations [43, 46] this is a simplification and in reality the hydration
layer has varying thickness and internal structure.

In CRYSOL the hydration layer is computed by using an angular func-
tion, F (ω), to define the surface [35] (Figure 2.4A). In short, the function
is starting from the center of mass of the protein and working its way
outwards in a defined direction (ω). When the distance from the current
protein atom to the next atom is longer than some defined distance, this
is the surface. This strategy works well for proteins that are "near" spher-
ical and don’t have a rough surface. SASTBX can deal with complicated
surfaces much more efficiently thanks to the use of Zernike polynomials
and a voxelization procedure similar to the cubic decomposition seen in
Figure 2.3B [37]. The program FoXS accounts for the hydration layer in
another way [38]. In FoXS the hydration layer is computed by adjusting
the atomic scattering factor based on solvent accessibility. This strategy
will cause an inhomogeneous hydration layer with overlapping density and
gaps, and is therefore not a correct description either.

There exists software that explicitly simulates the protein in a solu-
tion, allowing the hydration layer to take whatever shape and density is
energetically favorable. One such example is WAXSiS [39]. Arguably, such
a treatment should produce the most correct results, however, at a very
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2.2. Predicting scattering from atomic coordinates

high computational cost.

Figure 2.4: The hydration layer. (A) Representation of protein and hydration
layer as they are treated by CRYSOL. The protein electron density is ρp, the
bulk solvent is ρb, the uniform density of the hydration layer is ρh, the hydration
layer thickness is ∆ and the angular function describing the envelope is F (ω).
(B) Altering the contrast of the hydration layer around Drosophila melanogaster
cryptochrome equivalent to the addition or removal of a few water molecules
will have a significant effect on the scattering at low angles.

The effect that the hydration layer has on the total scattering is
exerted by essentially changing the contrast between the solvent and
solute(+hydration layer). Such effects are generally only expected for
low angles [48]. To asses what effect this has the structure of the
Drosophila melanogaster cryptochrome was chosen. The scattering was
computed using CRYSOL and the density of the hydration layer was var-
ied, whilst the structure was kept constant. The curve representing the
default hydration layer density was then subtracted from the others, gen-
erating a series of difference scattering curves (Figure 2.4B). Based on this
we can see that the hydration layer mainly affects the scattering curve at
q<0.1 Å−1 .

How much do these simplifications matter? The work in this thesis
is mainly focused on structural change and thus mainly deals with dif-
ference scattering curves. To test the impact that the simple models of
excluded volume and hydration layer used by CRYSOL [35] have on differ-
ence scattering curves the results were compared to those obtained using
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Chapter 2. X-ray scattering

WAXSiS [39]. The difference scattering for Deinococcus radiodurans bac-
teriophytochrome (DrBPhy) photosensory module was calculated. This
protein undergoes a large conformational change and likely a large change
of the hydration layer as well. In principle it is not possible to make a direct
comparison because in CRYSOL all atoms are fixed, whilst in WAXSiS the
sidechain atoms are allowed to move, something that can be expected to
mostly influence the scattering at higher angles. Despite this and despite
all the simplifications of CRYSOL with regards to the hydration layer as
well as excluded solvent scattering it is clear from Figure 2.5 that the differ-
ence scattering is qualitatively similar for 0.05Å−1≤ q ≤0.6Å−1. Due to
the spherical harmonics reconstruction along with the inhomogeneously
filled excluded solvent CRYSOL is expected to start to break down at
q=0.4Å−1 [35], but we can see that there is still reasonable agreement
until q=0.6Å−1.
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Figure 2.5: Comparison: CRYSOL vs
WAXSiS. Predicted difference scattering
for DrBPhy photosensory module calcu-
lated by CRYSOL and WAXSiS.

It should be noted that since
the DrBPhy undergoes a huge con-
formational change this will over-
shadow much of the model inad-
equacy. For the cryptochromes in-
vestigated in Paper V the signal,
and thus expected degree of confor-
mational change, is much smaller.
Moreover, the main features of this
signal can be found q < 0.2Å−1 and
q >1Å−1, where the simpler mod-
els like CRYSOL perform poorly. In
summary, if there is substantial dif-
ference scattering signal in the re-
gion 0.1Å−1≤ q ≤0.6Å−1 these can be modeled relatively well using for
example CRYSOL, whereas features at higher or lower q require the use
of a more comprehensive model.
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Chapter 3

Time-resolved X-ray
solution scattering

When using the term time-resolved X-ray solution scattering (TRXSS) I
will be referring to a difference scattering technique. In the literature you
will find terms such as time-resolved SAXS [49], time-resolved WAXS [50],
time-resolved liquidography [51] etc. which, in these cases, are all the same
technique. It is also possible to do conventional SAXS in a time-resolved
manner, also referred to as time-resolved SAXS [52], but in this case the
data treatment and analysis follows a different path and I will not go into
further details regarding this technique.

About ten years ago TRXSS was applied to study light-induced con-
formational changes in proteins for the first time [53, 54]. Before this
the method had mainly been used to study the conformational dynamics
of small photoactive molecules [51, 55–60] but the method is becom-
ing more and more used to study the light-induced structural dynam-
ics in proteins. A range of different proteins have so far been studied,
providing insights into reaction pathways and conformational rearrange-
ment [49,50,53,61–82].

This chapter is divided into three sections. In section 3.1, I will explain
how a TRXSS experiment is conducted and different aspects that have
to be considered. In section 3.2, I will explain how the raw data is treated
prior to the analysis, which will be detailed in section 3.3.
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Chapter 3. Time-resolved X-ray solution scattering

3.1 Conducting the experiment

In order to perform TRXSS experiments with a pico- to millisecond time
resolution a high X-ray flux is an absolute necessity. Cammarata et al. esti-
mated that in order to detect a difference scattering signal in haemoglobin
it was necessary to collect ca. 1012 scattered photons [53]. Specialized
beamlines at third generation synchrotron light sources, such as BioCARS
at the APS can deliver as many as 1010 photons in a pulse of ca. 100 ps
duration [83] and only a fraction of those X-ray photons will scatter onto
the detector. With the arrival of X-ray Free Electron Lasers (XFELs) with
pulse lengths of ca. 10-100 fs and as many as 1012 photons per pulse it has
become possible to investigate protein conformational changes on femto-
to picosecond timescales (eg. [73,75]). In this section different aspects of
a TRXSS experiment will be described.

Triggering the reaction. The proteins under investigation in this thesis
are photoreceptor proteins, meaning that they are designed to detect and
respond to specific wavelengths. Accordingly, a conformational change can
be triggered by a laser flash of appropriate wavelength.

When investigating timescales on the order of pico- to nanoseconds it
is worth thinking about the time it takes for a protein to move around in
the solvent. The rotational correlation time is described by Stoke’s law.
For proteins in water the rotational correlation time expressed in nanosec-
onds equates to approximately 0.6 times the molecular weight expressed in
kDa, which is about 20-100 ns for the proteins under consideration here.
The probability of exciting a molecule is proportional to cos2α where α is
the angle between the laser polarization and the chromophore dipole ori-
entation. So a 5 ns laser pulse may only excite a fraction of the molecules.
Furthermore, the photoactivation efficiency will also depend on the chro-
mophore excited state lifetime i.e. will a 5 ns pulse be enough to excite
the chromophore one or multiple times.

There are several aspects to consider when deciding with what laser
energy to excite the protein. Enough energy has to be deposited in order
to excite a significant portion of the protein molecules. On the other hand
too high laser power will cause a larger thermal response in the solvent
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Figure 3.1: Photoconversion. (A) Photoconversion of DrBPhy, measured for
as the absolute difference signal in a certain q-range, as a function of the laser
energy density. Solvent response as red dots with the linear fit as a red line.
Shaded area marks the desired region, where the signal is high in comparison
to the solvent heating. (B) P(r) calculated assuming different photoconversion
efficiencies, going from low (blue) to high photoconversion (green).

(see paragraph on the thermal response of the solvent) and might po-
tentially damage the protein. If possible, it is recommended to perform
a laser energy titration as shown for the Deinococcus radiodurans bac-
teriophytochrome (DrBPhy) in Figure 3.1A. This shows how the signal
strength increases rapidly with increased laser energy, until a point when
it plateaus. The ideal energy would be somewhere in the shaded region,
where there is significant signal and before the signal levels off. Higher
laser energies will almost exclusively add heat to the system.

Even if it is not possible to perform a thorough laser energy titration
the photoconversion efficiency has to be correctly estimated. An over-
or underestimation will effectively alter the resulting estimate of the pair
distance distribution (P(r)) of the photoactivated conformation (Figure
3.1B) and thereby cause the refinement of the "wrong" structure. This is
especially true if the data is modeled to one feature rather than several
features over the entire q-range.
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Chapter 3. Time-resolved X-ray solution scattering

Detecting the scattering signal. Depending on the time range un-
der investigation we used one of two different detection schemes; using
either photon counting rapid readout detectors or integrating charge cou-
pled device (CCD) detectors in a pump-probe setup. When investigating
longer time delays (ms-s) rapid readout detectors are used [63]. In such
an experiment the sample is exposed to a continuous train of X-ray pulses
for several seconds whilst simultaneously reading out the detector. After a
certain time the conformational change is triggered by a laser pulse. The
result is two groups of detector images, before and different times after
laser excitation. The time resolution in such an experiment is determined
by the frequency of detector readout.

In our work at cSAXS we have used a Pilatus detector [84] that has
been read out at 25 Hz, thereby achieving a time resolution of 40 ms
with 35 ms X-ray exposure and 5 ms readout. This beamline is currently
commissioning Eiger detectors [85], which can be read out approximately
1000 times as fast. However, this does not mean that the time resolution
that can be achieved in practice will increase equally. As previously stated
a fairly high number of scattered photons need to be recorded to resolve
a difference scattering signal. This means that the acquisition cycle has
to be repeated a vast number of times.

For shorter time delays (6ms) pump probe measurements using inte-
grating CCD detectors are much more efficient. In this case a single or
a short train of X-ray pulses are timed to arrive at a specific time after
laser excitation and this is then repeated with a frequency of 5-20 Hz until
enough photons have scattered onto the detector. Then the laser-X-ray
time delay is changed and thereby a time-series of difference scattering
curves is recorded. For comparison, one can think of the two detection
schemes in terms of how a specific time delay will be revisited at least 5
times per second for the integrating CCD detectors, as compared to once
in 5 seconds for the rapid readout detectors.

Thermal response of the solvent. Some of energy from the absorbed
photon will dissipate into the solution, causing an increase in temperature
and an indirect light-induced conformational change in the solvent. The
scattering signature of the solute will thus be convoluted with that of the
heated solvent (Figure 3.2).
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Figure 3.2: Solvent heating. When a photon is absorbed by the chromophore,
some of the absorbed energy will dissipate to the solvent as heat. This causes a
pronounced negative feature at 1.5<q<2 Å-1 due to the change in water-water
distances. By adding heat directly to the sample and solution with an infrared
laser pulse the "pure heat" contribution can be isolated and subtracted from
the data.

In order to deconvolute the data and obtain a "pure protein" signal it
is necessary to record the "pure heat" signal and subtract this from the
convoluted data. This is usually achieved by changing the excitation wave-
length from the UV-vis range to the IR regime, thereby directly heating
the solvent, but it can also be achieved by heating a dissolved dye [86].

Heating the protein-buffer solution with an IR pulse also provides a
control measurement that proves that the difference scattering signal is
due to light-induced, rather than heat-induced, conformational changes in
the protein. Typically the temperature increase of the solvent observed in
TRXSS experiments is on the order of 0.5-2 K and any significant protein
related difference signal due to this amount of heat is yet to be observed.

Sample delivery and recovery. During the experiment the sample has
to be kept in position at the X-ray/laser intersection. For this purpose we
have used cylindrical quartz capillaries with an inner diameter of 1 mm
and a wall thickness of 10 µm. The thin wall is important to keep the
background scattering caused by the capillary as low as possible.

The sample has to be delivered to the correct position in the capillary.
As this work was initiated the standard method for sample delivery was
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to pump the sample back and forth through the use of a syringe pump.
Mostly, this strategy works fine. At the turn of the pump, however, the
scattering signal is drastically altered, presumably due to pressure changes.
We initially dealt with this on the data reduction step, where the gross
alterations to the scattering curve were recognized by the applied outlier
rejection schemes. Later on, we stored the direction of the pump in a
log file, and thus images recorded close to the turn of the pump could be
preemptively disregarded. However, both of these approaches discard a lot
of data. The solution turned out to be to exchange the syringe pump for a
peristaltic pump, which did not give rise to any pump related artifacts in
the difference scattering data. We did not investigate exactly why this is
the case, but one explanation may be that when using the syringe pump
there was always a column of air separating the sample from the buffer in
the syringe. When we used a peristaltic pump the tubing was always filled
with liquid, i.e. no compressible air columns.

To be able to perform the experiment with an efficient duty cycle, and
without having to prepare extreme quantities of sample, the protein has to
somehow be reverted from its light adapted state back to the dark state.
The phytochrome proteins studied at first are in many ways a biophysicist’s
dream; they are very stable proteins, have a very stable light adapted state,
and their resting state can easily be recovered by a laser flash. As the focus
was shifted to studying light-oxygen-voltage (LOV) proteins complications
arose. In LOV photosensors the resting state cannot be easily recovered
through a laser flash of appropriate wavelength. At 20 °C the photoproduct
state of the LOV domain from Bacillus subtilis YtvA is stable for 1000’s
of seconds. This is strongly dependent on temperature and so the setup
was designed to keep the protein in a reservoir at 35 °C when not in the
X-ray/laser intersection. The cryptochrome samples posed yet another
possible problem; the dark adapted state could not be recovered by a
laser flash, neither was its recovery particularly temperature sensitive. In
this case the dark adapted state can be sufficiently recovered by adding an
oxidizing agent in the form of potassium ferricyanide to the buffer. This
promptly recovers the dark state of the chromophore within seconds and
ensures that the experiment can proceed with a reasonable duty cycle.
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Figure 3.3: Concentration effects. Inter-
particle interference affects the scattering
at low angles. Diluting from high (black
and thin) to low (light gray and fat) con-
centration removes these artifacts.

Concentration effects.
The scattering signal scales linearly
with concentration but high pro-
tein concentration also comes with
side effects. At low scattering an-
gles (q<0.1Å-1) interparticle inter-
ference caused by high protein con-
centration may cause a depression
of the scattering curve. By collect-
ing data at several different concen-
trations this can be dealt with by
a) finding out which is the affected
region and disregarding this in the
analysis (Paper III and IV) or b)
finding out the quantitative effect
and accounting for it. This is done by either diluting the sample until
the (difference) scattering curve no longer changes shape (Paper II, see
Figure 3.3) or by diluting it a few times and thereafter extrapolating to
infinite dilution [77]. Then the data from the diluted sample are merged
with data from the concentrated sample in some region where concen-
tration does not affect the shape of the scattering curve. An alternative
approach is to scale the data by the packing structure factor as in ref. [77].

Radiation damage. As the protein is exposed to intense X-ray radiation
some of the X-ray photons will elastically scatter and some will deposit at
least parts of their energy in the protein [87]. This will cause the breakage
of bonds and formation of reactive species that will alter the protein struc-
ture. The flavin chromophores present in some of the proteins investigated
in this thesis are particularly sensitive to reduction by X-rays. A combined
crystallography and Raman spectroscopy study showed that a radiation
dose of about 9 MGy can cause photoreduction of the flavin chromophore
under cryogenic conditions [88].

The TRXSS experiments herein are conducted at ambient temperature
and are therefore even more sensitive, doses as low as 10 kGy may cause
radiation damage [89]. Using the software RADDOSE [89], the radiation
doses for the TRXSS experiments presented in this thesis are estimated to
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be <10 kGy before the exposed sample is replaced by fresh sample. In ad-
dition many of the buffer solutions used contain large amounts of glycerol,
which helps protect against radiation damage. We have noted though, that
glycerol concentrations >20% v/v actually appears to promote radiation
damage, even in buffer without any protein present. Presumably this is ra-
diolysis of water because at such high glycerol concentrations the sample
becomes too viscous and is not replenished between X-ray exposures.

Since TRXSS cannot provide atomistic information itself we do not
have to worry too much about the small structural alterations caused
by moderate radiation damage (Figure 3.4A). To ensure that radiation
damage that renders the protein completely inactive does not affect the
data the experiment is usually designed so that laser off images are inter-
leaved with the laser on images. When using rapid readout detectors this
means collecting every other dataset without laser excitation and then
subtracting the laser off dataset from the laser on dataset. This ensures
that drifts, such as the protein degradation caused by radiation damage,
is effectively subtracted when calculating the difference scattering (Figure
3.4B).

Figure 3.4: Radiation damage. (A) Difference scattering of the YtvA LOV
domain recorded at two different times, separated by ca. 500 s of intense X-ray
exposure. (B) Dark images are interleaved (solid black circles) which makes it
possible to subtract radiation damage (and other experimental drifts).
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3.2 Processing the data

Following the TRXSS experiment the data has to be processed before
more detailed analysis is performed.

Radial integration and image corrections The scattering data is ini-
tially recorded on a 2D area detector, but all the scattering data presented
in this thesis are 1D curves. The process by which the 2D detector image
is transformed into a 1D curve is called radial integration, or azimuthal
averaging. Since the sample has a random orientation, the scattering pat-
tern should be isotropic and the scattering should be the same at a defined
radius, regardless of the azimuthal angle.

Because synchrotron radiation is polarized, the scattering pattern will
actually not be completely isotropic. The detector will likely have a few
pixels with a different responsiveness compared to most pixels. Such pix-
els, along with pixels close to the beamstop, are usually masked. If the
detector used is a CCD detector it cannot directly detect the scattered
X-ray photon, but a phosphorescent screen is used as a relay between the
X-ray photon and the detector. Accounting for the polarization of the X-
ray beam, mask, phosphorescence, as well as a few other corrections are
performed in connection with the radial integration. This is usually done
using software controlled by staff at the beamline, since they know exactly
what applies to their X-ray source and detector [90]. I will therefore not
go into further details regarding this.

Monochromatic and polychromatic X-ray radiation Different beam-
lines are geared towards different tasks. Beamlines with a focus on record-
ing data with a high temporal resolution will typically not have a monochro-
mator, since the insertion of one reduces the photon flux by roughly a
factor 10. As an effect the X-ray beam at such beamlines will contain
a distribution of a number of different wavelengths (Figure 3.5). This
will cause smearing of the data and is something that should be con-
sidered when comparing data recorded with a monochromatic or a poly-
chromatic beam, or when comparing predicted scattering with recorded
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scattering [53]. Fortunately, a monochromatic scattering curve can rela-
tively easily be transformed to a polychromatic scattering curve, if the
wavelength distribution of the polychromatic X-ray beam is known [91].
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Figure 3.5: Polychromatic radiation. En-
ergy distribution for the polychromatic X-
ray beam at BioCARS at the APS.

0.1

1  

10 

I(
q)

 (
ar

b.
) Dark

Illuminated
Difference

0 0.1 0.2 0.3 0.4 0.5

q (Å -1)

-0.2

0

0.2

I(
q)

 (
ar

b.
)

Figure 3.6: Difference scattering. The two
X-ray scattering curves representing dark
and illuminated phytochromes are almost
impossible to distinguish, yet there is a def-
inite and reproducible difference scattering
signal.

Difference scattering curves
During the experiment the X-ray
scattering of a protein solution with
dark adapted or illuminated sample
are recorded, and the curves sub-
tracted from each other. In gen-
eral both the dark adapted and il-
luminated protein have very simi-
lar overall structure and thus the
difference in scattering is small. It
is common procedure to normalize
the scattering data at q≈1.5Å-1 or
q≈2.1Å-1 because in these regions
the water scattering has an isos-
bestic point with respect to heat-
ing [53,64]. Typical signal strengths
on this normalized scale are on the
order of 1% (see Figure 3.6).

In a conventional SAXS experi-
ment such differences are generally
below the detection limit. At least
two measurements are performed in
a conventional SAXS experiment: i)
the protein and buffer, ii) only the
buffer. These contributions have to
be correctly scaled so that the scat-
tering can be calculated as: IProtein
= IProtein+Buffer - IBuffer. This is re-
peated both for the dark sample
and the light sample, thereby giving rise to a wealth of experimental er-
rors. The way that a TRXSS experiment is designed enables the direct
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subtraction of the dark scattering curve from the light one, without sepa-
rately recording the buffer scattering and correctly scaling this. As shown
in Figure 3.4 even radiation damage and other drifts effectively cancel out
when calculating a difference scattering curve.

Removing outliers As is the case for almost all real experiments, for one
reason or the other, some of the data will be corrupted. It is essential to
have a robust strategy for dealing with such outliers. The strategy we chose
is to observe the scattering at q>1.5 Å-1 where the contribution of the
protein signal is very small and the contribution of the well characterized
water scattering is the highest. Curves differing from the median scattering
in this region by more than a few percent or a couple of standard deviations
can be considered outliers and are removed.

Removing the solvent thermal response Before any structural analy-
sis of the scattering curves is performed the solvent thermal response has
to be treated. The scattering fingerprint of solvent heating is recorded as
previously described. This is then scaled to the regular experiment differ-
ence signal in a region where water scattering dominates (q>1.5 Å-1) and
subtracted.

3.3 Analyzing and interpreting the data

In this section I will outline several of the possible strategies that can be
applied to TRXSS data analysis and discuss the strengths and weaknesses
of respective analysis method.

Kinetic analysis and spectral decomposition. Following a successful
TRXSS experiment one of the first treatments of the data will usually
be to reduce the complexity of the set of difference scattering curves. At
this point TRXSS is no different than any other spectroscopic technique
and it is common to view each TRXSS difference scattering curve as a
linear combination of a set of basis spectra, representing the difference
scattering of particular intermediate conformations. The basis spectra can
be obtained in different ways: by singular value decomposition, principal
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component analysis or kinetic analysis in which a certain kinetic model is
imposed on the data. Frequently the decomposition of the TRXSS data
involves a combination of these methods.

Information content. When performing structural analysis of differ-
ence scattering curves it is important to remember that the information
content in a X-ray solution scattering curve is fairly low. The number of
independent data points (ns) can, based on work by Shannon [92], be
estimated by

ns = (qmax − qmin) · rmax
π

(3.1)

where qmin/qmax are the lowest and highest angles to which reliable data
have been collected and rmax is the maximum dimension of the protein
[93,94]. A typical X-ray scattering curve thus has about 10-50 independent
data points. This is considered to be the minimum number of parameters
that can be determined from the information in the scattering curve [93].

If it is possible to record anisotropic difference scattering data the
amount of information can be doubled [49, 65]. This, however, requires
that the TRXSS data is recorded before the protein reorients in the solu-
tion, which typically happens within tens of nanoseconds. In principle it
is also possible to retrieve more information by observing so called spa-
tial or angular correlations, as proposed by Kam in the 1970’s [95]. This
method, however, requires that the sample is frozen, either in space or in
time as well as a very large number of scattered photons, for statistical
reasons. Thus, this has today only been applied to very large structures
such as viruses [96] or synthetic structures [97], or very dense elements
such as gold [98] and primarily at XFELs. Clearly, in order to reach more
detailed insights into photoreceptor signaling, the X-ray scattering has to
be augmented with additional information.

Model free analysis. Evaluating what conformational changes that oc-
cur directly from the ∆I(q) curve is rather difficult. The information is lo-
cated in reciprocal space which is difficult for us to visualize. Fortunately,
this information can be transformed into real space, making it much easier
to comprehend (Figure 3.7). The scattering curve (I(q)) is the Fourier sine
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transform of the pair distance distribution function (P(r)), and by exten-
sion the difference scattering curve (∆I(q)) is the Fourier sine transform
of the change in the pair distance distribution function (∆P(r)) as shown
by equations 3.2a-b. The pair distance distribution function specifically
contains information about the pairwise distance between the electrons in
the sample.

∆P (r) =
r

2π2

∫ qmax

qmin

q∆I(q)sin(qr) · eq−2α2
dq (3.2a)

∆I(q) =
4π

q

∫ rmax

0

∆P (r)

r
sin(qr)dr (3.2b)

Since the q-range over which the scattering is collected is finite (qmin6 q6qmax)
the regularization/dampening function e-q

2α2
is applied and a value of α

chosen that generates a smooth ∆P(r) [30]. The only parameter that has
to be known a priori is an approximate estimation of the maximum dimen-
sion of the protein (rmax). The larger the protein (larger rmax) the smaller
qmin has to be so that the condition qmin6 π/rmax is fulfilled [93]. Struc-
tural evaluation of the difference scattering curve through this method
has usually been more common for significantly smaller molecules [99]
but it can still provide useful and model free information about structural
changes in proteins (eg. Paper III and Paper V).

Figure 3.7: ∆P(r) transformation. (A) The structure of lysine- arginine-
ornithine-binding protein (LAO) in apo and holo conformation (pdb id: 2LAO
and 1LST). (B) Predicted difference scattering curves for LAO (I apo-I holo).
(C) Transformation from ∆I(q) to ∆P(r) reveals what can be seen from the
structures in (A), more long and less short distances in the apo conformation.
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Chapter 3. Time-resolved X-ray solution scattering

A structural parameter that can be assessed directly from the scatter-
ing curve is the radius of gyration (Rg). The Rg is the root mean square
distance the the parts of the protein from its center of mass. This param-
eter will change if the general shape of the protein changes, but also if
the shape of the protein remains the same but there is redistribution of
mass within the protein [75]. The Guinier approximation is usually used
to calculate Rg from absolute SAXS curves. This strategy can also be ap-
plied to difference scattering curves, according to equations 3.3a-b. The
Guinier approximation describes the scattering at low angles as a Gaussian
function. In general this approximation is considered valid for q6 1.3Rg.

I(q) = I(q = 0)e−q
2R2

g (3.3a)

∆I(q) = I(q = 0)(e−q
2R2

g,B − e−q
2R2

g,A) (3.3b)

The Guinier approximation requires knowledge of the scattering intensity
at zero angle (I(q=0)). This is one of the standard parameters estimated in
a conventional SAXS experiment (as done in Paper II). It is also possible
to obtain an estimate of I(q=0) because it is proportional to the the excess
number of electrons in the scattering body compared to the surrounding
buffer squared (section 2.1). This strategy was chosen by Levantino et
al. in their study of protein quakes in myoglobin on femto- to picosecond
timescales following photo dissociation of the carbon monoxide. The au-
thors were able to observe oscillating values of Rg and the protein volume
following laser excitation [75]. If a measurement or an estimation of the
scattering, and thereby P(r) is available for one of the states, it is also
possible to calculate Rg from P(r) through equation 3.4, instead of using
the Guinier approximation.

Rg =

√∫ rmax
0 r2P (r)dr

2
∫ rmax
0 P (r)dr

(3.4)

The scattering at low angles is strongly dependent on the mass of the
protein. This enabled Cho et al. to investigate the volume changes and
mass transport in myoglobin on pico- to millisecond timescales as carbon
monoxide dissociates, following photoexcitation [62].
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Ab initio modeling. More detailed structural insights can be obtained
by ab intio modeling against scattering data. As stated previously; the in-
formation contained within a scattering curve is rather limited. Still, there
is enough information to reconstruct the overall shape of proteins. Cur-
rently ab initio modeling is exclusive for absolute scattering curves which
then has to be measured directly or recovered from a TRXSS difference
curve as in ref. [77] or Paper II. After retrieving absolute scattering curves
conventional SAXS analysis pipelines are used. First the P(r) is retrieved
using GNOM [100]. After this the ab initio modeling is done by for exam-
ple DAMMIN [101] or by GASBOR [31].

The limited information in the scattering pattern is not quite enough
to uniquely reconstruct even overall shapes and additional information
greatly enhances the reconstruction. One example is the dimeric nature of
phytochromes as described in Paper II. To assess the convergence of the
ab intio models it is recommended to perform several rounds of modeling
and compare the outcome using for example DAMAVER [102]. Despite the
coarse nature of the ab initio approach such models can reveal protruding
domains [77] or reorientation of domains [82].

Rigid body modeling. The availability of high resolution structure(s)
of resting, intermediate or active states of the protein opens up additional
possibilities to obtain detailed structural information. An early adopted
strategy for modeling TRXSS data was that of rigid body modeling. In
the first ever application of TRXSS to study conformational changes in
membrane proteins Andersson et al. recorded scattering data on bacteri-
orhodopsin and proteorhodopsin [50]. Based on available crystal structures
they defined rigid bodies whose relative orientation and position were re-
fined through iteratively reorienting the rigid bodies on a grid. Similar
strategies have been used several times since [66,67,78,103].

This modeling approach has two major drawbacks. The main one is
probably the restricted conformational sampling space. The other is that
it is difficult to judge whether the models are physically sensible if no
measures are taken to ensure this. One way to alleviate this is to add a
regularization step to the refinement algorithm as described by Malmer-
berg et al. [76]. The regularization step meant adjusting bond lengths,
angles and dihedral angles to acceptable values.
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Chapter 3. Time-resolved X-ray solution scattering

Molecular dynamics. During the last years, analysis of TRXSS data
has come to involve molecular dynamics (MD) simulations. Since MD
was initially developed in the 1970’s the typical simulation time has ex-
tended from a few picoseconds back then [17], to hundreds of nanosec-
onds or several microseconds (or even milliseconds) today [104, 105]. In
the MD simulations under consideration in this thesis Newton’s equations
of motion are solved, numerically and stepwise [106]. This means that the
simulations are classical (i.e. there are no quantum mechanical calcula-
tions). The forces are calculated from the potential energy, which in turn is
governed by the atomic coordinates and the forcefield chosen. The force-
field provides restraints in the form of bond angles, bond lengths, dihedral
angles etc. and thus ensures that the protein conformation is physically
sensible. Coupled with TRXSS, MD simulations can provide meaningful
insights into light-induced conformational transitions.

X-ray scattering guided molecular dynamics. In guided MD the scat-
tering data is used to alter the energy landscape imposed by the MD
forcefield. Done correctly this will bias the simulation towards structures
in agreement with the scattering data, whilst still obeying the physical
restraints of the forcefield, thereby generating physically meaningful struc-
tures. This strategy is by no means unique to TRXSS but is also used in
for example NMR refinement [107]. To analyze TRXSS data by using it as
a guide for MD simulations was an early idea. Already 2009 Ahn et al. [61]
analyzed a difference scattering curve of myoglobin recorded at 10 ns after
carbon monoxide photolysis using a rigid-body guided MD approach. The
feasibility of this method was further demonstrated as the X-ray scattering
guided MD tool was implemented in the MD software GROMACS [108].

This analysis scheme has the unfortunate drawback that it is computa-
tionally intensive and in the current implementation not easily parallelized.
In addition, the choice of weighting parameters (how the MD forcefield
is weighted with respect to scattering data) is still a complex task itself.
In general it appears that guiding MD simulations work well when large
parts of the protein undergo a concerted change, even if this change is
small [109]. If this method is allowed to mature it could definitely become
a major strategy for analyzing TRXSS data.
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X-ray scattering filtered molecular dynamics. An alternative ap-
proach to X-ray scattering guided MD could be termed X-ray scattering
filtered MD and this is the approach we took in Papers I and III-V.
Rather than biasing the MD forcefield with information from scattering
data, unperturbed equilibrium simulations are performed. The scattering
from the different structures in the MD trajectory is then calculated, dif-
ference scattering curves are generated and compared to the experimental
data and pairs of structures reproducing the difference scattering data are
analyzed further. Essentially, the TRXSS data supply restraints to obtain
the functionally relevant transitions from the sea of equilibrium fluctu-
ations provided by the MD simulation. If atomistic models of potential
intermediates are available from for example crystallography these can
preferentially be used as initial structures for the simulations (eg. Paper I
or [81]). However, in many cases there are no atomistic models avail-
able for these intermediate structures. Frequently the structures are only
transiently formed and this is also part of the reason why TRXSS is an at-
tractive technique; it provides structural information that is otherwise hard
to come by. If this is the case then the MD simulation typically has to be
biased in order to sample functionally relevant motions in addition to the
equilibrium fluctuations around a relaxed structure. In their study of ul-
trafast conformational changes in photosynthetic reaction center Arnlund
et al. generated biased simulations by depositing the energy of the ab-
sorbed photon as kinetic energy in the bacteriochlorophyll cofactors [73].
In our studies of light-oxygen or voltage (LOV) proteins (Papers III-IV)
and cryptochrome photosensors (Paper V) we have used dark and light
state parameters for the chromophore and active site to generate relaxed
and excited simulations.

3.4 Summary

Time-resolved X-ray solution scattering provides direct information on
structural transitions on timescales from femtoseconds to seconds. The
resulting difference scattering curves can be analyzed to reveal the na-
ture of the conformational change on a global, or if coupled with MD
simulations, a more detailed level.
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Chapter 4

Phytochromes

In Paper I and II we study the red light sensing proteins known as phy-
tochromes. These proteins give bacteria, plants and fungi the ability to
sense light, and absence thereof [110]. Phytochromes exist in two meta-
stable states termed Pr and Pfr, which absorb red and far-red light, respec-
tively [111, 112]. It is possible to reversibly switch between the two using
red (Pr to Pfr) or far-red (Pfr to Pr) light. This is used to guide the organ-
ism from the shade (high far-red:red ratio) to the light (low far-red:red
ratio). Typically, phytochromes have Pr as their resting state, these are
referred to as canonical phytochromes, but some bacterial variants relax
to Pfr in the dark and are called non canonical or bathy [113].

4.1 Phytochrome structure.

Most phytochromes are dimeric proteins and they exhibit a modular do-
main architecture. Following the discovery of bacterial homologs to plant
phytochromes a range of three dimensional structures of the different do-
mains were determined [71, 114–121]. The photosensory core consisting
of a Per-Arnt-Sim (PAS), a cGMP phosphodiesterase-adenyl cyclase-FhlA
(GAF), and a phytochrome specific (PHY) domain (Figure 4.1A) is con-
served between phytochromes found in plants, bacteria and fungi. The
PAS, GAF and PHY domains also share a similar structural core consist-
ing of a five stranded β-sheet.

A bilin chromophore, responsible for the absorption of light, resides
within the PAS or GAF domain, and is additionally in contact with the
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PHY domain. The PAS and GAF domains assume a tightly packed, glob-
ular structure, which is stabilized by a knot formed by the backbone [114].
The PHY domain is connected to the GAF domain through a long heli-
cal spine and through the so-called PHY arm or tongue, which reaches
back and contacts the chromophore on the outside of the dimeric pro-
tein [115, 116]. The PHY tongue is folded as a β-sheet in Pr and as an
α-helix in Pfr [71, 115,116].

On the C-terminal end of the phytochrome photosensor different out-
put modules can be attached [122]. Cyanobacterial and bacterial phy-
tochromes are usually sensor histidine kinases and the protein is the first
part of a two-component signaling mechanism [110, 123]. The histidine
kinase module comprises a dimerization and histidine-containing phospho-
transfer (DHp) domain and a catalytic ATP-binding (CA) domain. The
C-terminal domains of plant phytochromes resemble histidine kinases, but
they lack the crucial histidine for phosphorylation. Instead, they function
as serine/threonine kinases in vitro [124], which is just one of several bio-
chemical output mechanisms in vivo [125–127]. There are no available
three-dimensional crystal structures of complete phytochromes with their
kinase output domains.

Figure 4.1: Phytochrome structure. Overall structure of phytochrome photo-
sensory module.
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4.2 Phytochrome photochemistry.

Using optical spectroscopy the photoconversion of phytochromes has been
studied since the discovery of the protein in the 1950’s. Phytochromes
from different bacteria, cyanobacteria and plants have been investigated
revealing several different intermediates [111, 128–135]. It generally ap-
pears that bacterial phytochromes exhibit the fewest spectral interme-
diates, cyanobacterial phytochromes are more complex, and plant phy-
tochromes are the most complex.

The photoactivation of a bacterial phytochrome can be described by
three intermediates, usually termed lumi-R, meta-Ra and meta-Rc (Fig-
ure 4.2) [128]. The first intermediate, Lumi-R, forms on a femto- to
picosecond timescale [18] and converts into meta-Ra within microsec-
onds [128]. Then a proton is released to the solvent to form the meta-
Rc state within a few milliseconds and finally the photoproduct, Pfr, is
formed in tens of milliseconds. In the last step partial proton uptake oc-
curs [128, 131]. Structurally, the tetrapyrrole chromophore is thought to
isomerize within picoseconds of excitation with red light [18]. Probably
this step involves the Z -to-E isomerization of the C15=C16 double bond,
which leads to a rotation of the chromophore D-ring [11,135,136].

Figure 4.2: Phytochrome photocycle. The canonical photocycle of a bilin chro-
mophore within a bacteriophytochrome PAS-GAF domain. In the center, a
biliverdin in its binding pocket.
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4.3 Signal transduction through a bacterial phy-
tochrome

The photochemistry and local conformational rearrangements in the im-
mediate proximity of the chromophore have been studied in great detail
over the last decades. How these changes are relayed to the rest of the
protein is much less investigated. Whereas some of my collegues have un-
dertaken the challenging task of elucidating the atomistic rearrangements
within the photosensory domain at the very early timescales (<ns) follow-
ing light absorption using serial femtosecond crystallography (SFX) [137],
my focus has been on investigating the global conformational rearrange-
ments that follow using TRXSS. This work has resulted in Paper I and
Paper II.

In Paper II we investigated how the signal was relayed through the
phytochrome from the bacterium Deinococcus radiodurans (DrBPhy).
The protein was genetically separated into three fragments comprising
the i) PAS-GAF domains, ii) PAS-GAF-PHY domains or iii) the complete
protein. TRXSS experiments revealed conformational changes appearing
for all three constructs on a millisecond timescale (Figure 4.3).

Figure 4.3: TRXSS data for DrBPhy. (A) PAS-GAF, (B) PAS-GAF-PHY and
(C) full length protein. Adapted from Paper II.
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Figure 4.4: Photoconversion kinetics for
DrBPhy. (A) PAS-GAF, (B) PAS-GAF-
PHY and (C) full length protein. Red
lines show the absorbance at 754 nm and
the blue, green and black markers repre-
sent data collected at ID09b, BioCARS
and cSAXS respectively. Adapted from Pa-
per II.

In conjunction with the TRXSS
measurements, we also performed a
series of transient absorption mea-
surements in order to monitor the
chromophore state. Overlaying the
TRXSS kinetics with the absorp-
tion measurements puts the con-
formational transition between the
Meta-Ra and Meta-Rc states of
the chromophore (Figure 4.4). The
structural rearrangements between
Lumi-R and Meta-Ra are arguably
very small, perhaps on the order
of individual sidechain rearrange-
ments given the low detection limit
of TRXSS (eg. [62]).

These data also revealed that
the timescale of the structural pho-
toactivation is similar for the three
constructs (ca. 1, 2 and 6 ms half-
rise time). This is a clear indication that it is the structural rearrange-
ments within the PAS-GAF domain that are the rate limiting steps and
that rearrangements involving the PHY and HK domains are only slightly
affecting this. The Meta-Ra to Meta-Rc transition has previously been as-
sociated with a proton transfer to the surrounding solvent [128,131] and
it is possible that this event ultimately controls the structural activation
of phytochromes.
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4.4 Structural activation of the photosensory
module

Figure 4.5: Crystal structures of DrBPhy.
Three dimensional structures of the pho-
tosensory module DrBPhy in dark and
light adapted states as determined by X-
ray crystallography (pdb id: 4O01 and
4O0P). The tongue region (marked in teal)
switches between β-sheet and α-helix and
the PHY domains are separated.

To pin down the structural events
of phytochrome photoactivation we
also conducted a combined crys-
tallography and solution scattering
study (Paper I) on the photosen-
sory module of DrBPhy, the PAS-
GAF-PHY fragment. The three di-
mensional structures of dark and
light adapted DrBPhy were deter-
mined by X-ray crystallography and
revealed two intriguing details (Fig-
ure 4.5). The first one is the PHY-
tongue, which appears as a β-sheet
in the dark adapted structure but
becomes an α-helix under illumi-
nation. This was the first time these configurations were observed in
the same phytochrome as they had previously only been observed sep-
arately [11, 115, 116, 118]. Since then this has been confirmed with spec-
troscopy [138–140] and through crystallography [121]. The second major
feature is the increased separation of the PHY domains. In response to
light the PHY-PHY distance increase by more than a nanometer.

We verified the crystal structures against TRXSS data through the use
of filtered MD simulations starting from either the dark or light adapted
crystal structure (see section 3.3). The scattering was calculated and com-
pared to the experimental data in a pairwise manner (Figure 4.6A). This
analysis revealed that the crystal structures actually do not fit the scat-
tering data particularly well. They do however, capture the essence of the
structural change. The difference between the crystal and solution struc-
tures lies in the more pronounced separation of the PHY domains in the
light adapted state in solution compared to crystal as well as in the more
"relaxed" or extended dark adapted state (Figure 4.6B). Presumably, this
discrepancy is a result of the packing in the crystal.
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Figure 4.6: Refinement of crystal structures against TRXSS data. (A) The fit
between calculated and experimental data for the 100 best pairs, compared to
the fit of the crystal structures. Adapted from Paper I. (B) Structural ensembles
of the photosensory module DrBPhy in dark and light adapted states based on
crystal structures refined against TRXSS data. The separation of the PHY
domains is even more pronounced in the light adapted state than in the crystal
structure and also the dark adapted state is a bit extended.

TRXSS measurements have also been performed for phytochromes
from other bacteria [141]. The purpose was to investigate whether or not
similar conformational rearrangements could be seen in different members
of this protein family. The proteins investigated were the photosensory core
of phytochromes Agp1 and Agp2 from Agrobacterium tumefaciens, where
Agp1 is a canonical and Agp2 a non canonical phytochrome [113], P1 and
P2 from Stigmatella aurantiaca as well as a tyrosine to histidine mutant of
P1 that rescues the loss of photochromicity exhibited by wildtype P1 [142].

Interestingly, all of these phytochrome fragments showed highly similar
red light-induced difference scattering pattern to that of DrBPhy, indicat-
ing that they all undergo similar conformational rearrangements. This is
especially interesting as it shows that for the bathy phytochrome Agp2,
only the chromophore photocycle acts in reverse, whilst the global confor-
mational rearrangements do not. The behaviour of P1 and the P1 Y→H
rescue mutant shows that complete photochromicity is not a prerequisite
for global conformational rearrangements in response to light and shows
the need for techniques complementary to absorption spectroscopy when
studying signal transduction.
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4.5 Modulation of the output domain

Ultimately, the structural signal has to modulate the activity of the out-
put domain, which for many phytochromes is a histidine kinase (HK).
Whether or not the output module of DrBPhy is a HK is unclear. The
output domain certainly shows sequence homology with other histidine
kinases [123], but there is no conclusive evidence for kinase activity. In
the interest of keeping things simple, and because sequence similarity
would suggest a highly similar structure, I will regard the output module
of DrBPhy as a histidine kinase in this thesis.

There are no crystal structures available for the full length phytochrome,
probably due to the internal flexibility of the HK domain or the flexi-
bility between the HK and sensory domain. Studies using electron mi-
croscopy [143, 144] show how the HK is placed on top of the sensory
module in the dark, but in the light it appears that in some of the mi-
crographs the HK domain cannot be distinguished properly [143, 144].
The dramatic separation of the PHY domains of the photosensory mod-
ule suggested that one possibility would be the complete separation of
the two kinase monomers. Indeed, mutating a couple of residues at the
GAF-GAF interface results in a protein where the HK-HK interface is bro-
ken in response to red light illumination [145]. On the other hand, there
are several structures available for isolated HK domains which all show an
intact HK dimer interface, regardless of whether or not the HK is in an
active or inactive state [146]. In addition, a recent study on a different
phytochrome, Agp1, using EPR showed no pronounced change in distance
between subunits [147].

In Paper II we investigate the structure and structural activation of
full length DrBPhy using a combination of TRXSS and conventional SAXS
(section 3.3). The limited data in a SAXS curve was sufficient to recon-
struct the overall shape of the protein, approximately on a similar level
of resolution as the electron micrographs in refs. [143, 144]. This analy-
sis revealed a dark adapted state in which the photosensory module and
a typical HK module can easily be docked (Figure 4.7). It is clear that
the scattering data does not support a model where the HK dimer breaks
apart upon light activation. Instead the HK domains appear to rotate with
respect to the sensory module. At this resolution it is not possible to say
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whether the HK rotates completely or whether it rearranges internally, but
reorientation of the CA domains on the DHp helices have been suggested
as an important conformational change in HK regulation [146,148].

Figure 4.7: SAXS derived envelopes of full length DrBPhy. (A) Envelopes of
the dark and light adapted DrBPhy reveals a rotation of the HK module with
respect to the sensory module. (B) Light absorption causes the refolding of the
PHY arm (1) and the rotation of the kinase domain (2).

4.6 Summary

Using TRXSS we probed the structural photoactivation and signal trans-
duction in DrBPhy. This work has resulted in Paper I and II and revealed
that the photoactivation of the photosensory core module involves the
refolding of the PHY-arm as well as the separation of the PHY domains.
The large light-induced separation of the PHY domains may be an arti-
fact of the truncation and is likely smaller in the full-lenght protein. The
PHY domain separation feeds into the HK output domain, causing the
apparent rotation of the entire domain. All these events happen within
milliseconds of light absorption suggesting that the chromophore is in the
transition between meta-Ra and meta-Rc. This transition has previously
been associated with a deprotonation reaction, which may be the ultimate
trigger of the structural photoactivation of DrBPhy.
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Chapter 5

Photoreceptors with
light-oxygen-voltage
domains

In Paper III and IV we investigated the blue light sensing photorecep-
tors that contain a Light-Oxygen-Voltage (LOV) domain. These proteins
mediate diverse processes such as phototropism in plants [149], DNA
binding [150], and virulence and stress response in bacteria [151, 152].
The photosensory core of a LOV photoreceptor is the LOV photosensor
domain. The domains can be functionally coupled to a wide range of
transducer and effector domains [153]. The inherent modularity of LOV
receptors also makes them prime candidates for the construction of ge-
netically encoded light-sensitive proteins [154].

5.1 LOV domain structure.

The first LOV domain structure solved was that of Adiantum capillus-
veneris neochrome 1 [155]. The structure can be seen in Figure 5.1 and
comprises five anti parallel β-strands and four α-helices and has structural
homology with the widespread Per-Arnt-Sim (PAS) sensory domain. The
flavin chromophore is wedged between the β-sheet and helices Eα and Fα.
In many cases the LOV core domain is flanked by α-helices or β-strands.
These are important for signal transduction and will be further discussed
in section 5.3.
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Figure 5.1: LOV domain structure. The structure of LOV2 domain from Adi-
antum capillus-veneris neochrome 1 (pdb id: 1G28).

5.2 LOV domain photochemistry.

Figure 5.2: LOV domain photocycle. The
canonical photocycle of an FMN chro-
mophore within a LOV domain, with the
FMN chromophore in its binding pocket.

A flavin chromophore, usually flavin
mononucleotide, resides within the
LOV domain. This chromophore is
responsible for the absorption of
blue light around 450 nm [156–
158]. The primary photochemical
events have been elucidated primar-
ily using absorption spectroscopy.
A photon is absorbed by the dark-
adapted state (FMNA450), form-
ing an excited flavin singlet state
(FMN*) on a picosecond timescale
(Figure 5.2) [159]. This state de-
cays into a triplet state (FMNT)
over several nanoseconds [160]. Within microseconds a covalent
thioadduct (FMNA390) is formed between the flavin atom C4a and a con-
served cysteine residue of the LOV photosensor [161], likely via a radical
intermediate. Depending on the chromophore environment, temperature,
and solvent conditions the flavin-cysteinyl adduct is stable for several sec-
onds, minutes or even hours [158]. Along with adduct formation, the
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flavin N5 nitrogen is protonated [19, 159]. Recent studies show that N5
protonation, rather than thioadduct formation, is required for signal trans-
duction [162]. N5 protonation causes the rotation of a nearby conserved
glutamine residue further relaying the signal [163–165].

5.3 Signal transducing elements in LOV pho-
toreceptors.

While the LOV photochemistry is well understood, and the vast majority
of LOV receptors exhibit the same photochemistry. The way in which these
events are relayed through the protein are not as conserved [158,166,167].
Depending on the protein architecture, LOV activation can result in dimer-
ization [168] or monomerization [169] of the entire photoreceptor protein,
or it can lead to repositioning of the LOV domains [170]. A closer look
shows that all these different signaling modes are similar in one aspect;
LOV activation modifies a binding site on the surface of a β-sheet adjacent
to the chromophore. This binding site can be occupied by the C-terminal
Jα helix, the N-terminal extension, or the A’α helix. This is exemplified
by the structures of Avena sativa (oat) phototropin 1 [171] (Figure 5.3),
VIVID from the fungus Neurospora crassa [165,168] and aureochrome 1a
from the diatom Phaeodactylum tricornutum [170]. In all these cases,
photoactivation of the LOV domain leads to dissociation of the bound
element.

Figure 5.3: Signal transduction in LOV domains. LOV domains and the flanking
signal transducing elements for AsLOV2 (pdb id: 2V0U), NcVVD (pdb id:
2PD7) and aureochrome 1a (pdb id: 5DKK).
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5.4 Structural photoactivation of the YtvA-LOV
domain

Figure 5.4: structure of BsYtvA. LOV do-
mains and the Jα-helix of BsYtvA in the
construct lacking A’α (pdb id: 2PR5), and
as present in YF1 (pdb id: 4GCZ).

In Paper III we investigated the
structural photoactivation of the
LOV domain from Bacillus subtilis
YtvA (BsYtvA). Next to the three
modes of signal transduction men-
tioned in section 5.3, this dimeric
protein represents yet another sig-
naling strategy. Each monomer of
BsYtvA consists of a LOV domain,
an α-helical linker denoted Jα, and
a Sulfate Transporter and Anti-
Sigma factor antagonist (STAS)
domain. The structures of both
the dark and light adapted form
of BsYtvA (lacking the STAS do-
main) were solved already about 10
years ago [164]. This study suggested a minute light-induced rotation of
the two LOV domains, with respect to each other. Because the crystallized
construct was lacking the N-terminal A’α helix, which can be expected
to be important for signal transduction as mentioned in section 5.3, the
relevance of these findings may be questioned. Later the light-gated his-
tidine kinase YF1 was engineered based on BsYtvA [172] and when the
structure of this protein was solved by crystallography [25] it displayed
a completely different interface between the two LOV monomers (Fig-
ure 5.4). Specifically the A’α helix of the neighboring monomer occupies
the binding site on the β-sheet opposite the chromophore, thus entangling
the two monomers.

In a TRXSS experiment we detected global conformational rearrange-
ments about 2 µs after laser exposure (Figure 5.5). This is the same
time as the formation of the flavin-cysteinyl adduct [173]. The Fourier
sine transform of the data suggested a light-induced separation of the
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5.4. Structural photoactivation of the YtvA-LOV domain

two monomers. More extensive structural modeling based on TRXSS-
filtered MD simulations revealed that this indeed was the case. The LOV
monomers splay apart at the connection site of the Jα -helix, whilst the
A’α domains hardly move at all (Figure 5.5D).

The maximal separation was only about 3 Å, therefore it was very
reassuring to see that an EPR study revealed the very same conformational
change, in the context of full-length YF1 [174]. We compared the light-
induced changes refined against TRXSS data to those found in the crystal
structure [164]. Despite the lack of the A’α helix much of the changes
are in qualitative agreement. Apparently the essence of the light-induced
conformational changes are encoded within the LOV domain core, but the
A’α helices are necessary for amplification of this signal.

It is also interesting to note that the conformational change in BsYtvA-
LOV is qualitatively similar to that found in the DrBPhy photosensory
module, but about ten times smaller in magnitude. It appears plausible
that light-induced splaying apart of dimeric sensory domains may be a
general strategy for signal transduction.

Figure 5.5: TRXSS data and refined conformational changes for BsYtvA-
LOV. (A) A difference signal appears about 2 µs after light absorption and
remains for several seconds. (B) The rise of the signal is simultaneous with
the formation of the chromophore photoproduct state. (C) The corresponding
change in P(r). (D) The refined conformational change, dark state shown in
blue and light state in yellow. Adapted from Paper III.
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Chapter 5. Photoreceptors with light-oxygen-voltage domains

5.5 Signal transduction and modulation of the
effector domain

We also collected scattering data for full-length YF1. This revealed, like
for the sole sensory domain, conformational rearrangements following the
formation of the photoproduct state at about 2 µs (Figure 5.6). In addition
the data also revealed a second conformational transition at about 250 ms.
This was something that had not been observed in BsYtvA-LOV alone,
suggesting that the secondary change was mainly localized to the HK
output domain. Structural refinement against the scattering data revealed
a left-handed rotation of the output domain with respect to the kinase
domain. Additionally, the secondary state showed rearrangements within
the output domain, specifically it appeared that the CA domains rearrange
on the DHp domains.

This is only one set of models that agrees with the data, and there
may be other ones which we did not observe. However, the model that
we propose is in agreement with the current understanding of SHK reg-
ulation. The structure of YF1 reveals a coiled-coil forming between the
two Jα-helices [25]. Coiled-coils are well known signal transducing ele-
ments found in for example the thermosensor DesK [175] and HAMP
domains [176]. The 3 Å photo induced separation at the base of the Jα-
helices identified for BsYtvA-LOV ought lead to an increased left-handed
supercoiling of the Jα-helices. Previous work has, through biochemical
assays, established that the angular orientation of the helices in the linker
region is of paramount importance for signal transduction in YF1 [177],
further suggesting that it is a change of the supercoiling that is regulating
the kinase activity. The left-handed supercoiling is also in agreement with
biochemical [176] and structural data [29] for other systems.

A model in which increased separation at the base of the Jα-helices
causes increased left-handed supercoiling also provides a rationale for the
inverted signal polarity of a YF1 mutant [25]. In a parallel study, this mu-
tant was investigated by EPR [174]. This investigation revealed an altered
dimer interface in the sensory domain, nevertheless the two monomers
splay apart in response to light also in this case. An explanation, in line
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5.5. Signal transduction and modulation of the effector domain

with our proposed model, is that light in this case causes right-handed su-
percoiling. Although supported by current data, this explanation is rather
speculative at the moment.

The second phase of structural rearrangement that is localized to the
HK domain is also in agreement with the general understanding of HK
regulation. Studies have shown that the positioning of the CA domains on
the DHp helices are important for HK activation [146,148,178]. Because
many photoreceptors are constructed based on modular principles, where
a selection of sensory domains can be coupled to a variety of effector
domains [179], it is possible that the mode of regulation revealed in Paper
IV will be found in several photoreceptors.

Figure 5.6: TRXSS data and light-induced conformational changes in YF1. (A)
A difference signal appears about 2 µs after light absorption. (B) Two states are
sufficient to reproduce the data. (C) The first conformational transition occurs
simultaneously with the formation of the chromophore photoproduct state,
after ca. 250 ms another conformational transition occurs. (D) Absorption of
light causes the sensory domain to splay apart, resulting in supercoiling of the
α-helical linker and the rotation of the output domain. A secondary structural
transition involves the repositioning of the CA domains on the DHp domain.
Adapted from Paper IV.
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Chapter 5. Photoreceptors with light-oxygen-voltage domains

5.6 Summary

Using TRXSS we show that the absorption of blue light causes the two
monomers of BsYtvA-LOV to splay apart by ca. 3 Å, simultaneously with
the formation of the flavin-cysteinyl photoadduct state. In YF1, this sep-
aration feeds into the connecting Jα-helices causing a left handed su-
percoiling, that alters the binding mode of the CA domains on the DHp
domains. After about 250 ms the CA domains rearrange on the DHp
domain, thereby modulating the activity of the kinase output domain.
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Chapter 6

Cryptochromes

In Paper V we examined a member of the cryptochrome family, specif-
ically the cryptochrome from Drosophila melanogaster (DmCry). Cryp-
tochromes are blue light sensing photoreceptors that were initially dis-
covered in Arabidopsis thaliana [180] and have since been found in most
higher plants and animals but only in a few prokaryotes [181].

Cryptochromes have about 45% sequence similarity and a high struc-
tural similarity with photolyases, a family of proteins that repair UV-
damaged DNA using light energy [182]. Compared to photolyases, cryp-
tochromes have no, or very little DNA repair abilities and are mainly
functioning as photoreceptors [149]. Cryptochromes provide light signals
to the circadian clock [183, 184] and may also function as magnetosen-
sors [185].

DmCry is a type I insect cryptochrome, meaning that it is primarily a
photoreceptor. In D. melanogaster it is a main component of the circadian
clock and it coordinates interactions between Timeless (TIM) and the E3-
ubiquitin ligase Jetlag (JET) [183,184,186,187].

6.1 Cryptochrome structure

The three dimensional structure of cryptochromes is highly similar to that
of the DNA repair enzyme photolyase (Figure 6.1) [188–190]. The protein
consist of two globular domains, one assuming the so called Rossman fold,
with both helix and sheet structures (α/β domain) and one that is only he-
lical (helical domain). There is a cleft between α/β domain and the helical
domain. In a subfamily of cryptochromes known as DASH-cryptochromes,
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Chapter 6. Cryptochromes

this cleft has been shown to bind a folate antenna cofactor [191], but no
such binding was observed in DmCry [192].

The helical domain holds a FAD chromophore responsible for light
absorption. The two domains are connected by a linking region that is
different in photolyases compared to cryptochromes. A region called the
phosphate binding loop also adopts different confirmation in the solved
cryptochrome and photolyase structures [192,193]. Interestingly, if a part
of the so called protrusion motif is deleted, the phosphate binding loop
in DmCry adopts a position similar to that found in photolyases. Cryp-
tochromes also have an extension at their carboxy-terminus, called the
CTT (C-terminal tail), that is not found in photolyases. In fact, the CTT
in cryptochromes occupy the region that in photolyases is the DNA binding
pocket. Specifically, it is phenylalanine 534 of the conserved FFW motif
that takes the place of the DNA substrate [192, 194, 195]. The length of
the CTT varies between organisms and can be several hundred residues
long [181]. In DmCry the CTT consists of about 50 residues [192,195].

Figure 6.1: Cryptochrome structure. (A) Overall structure of cryptochromes
(pdb id: 4GU5). The α/β domain shown in blue, the linking region in gray,
the helical domain in green and the CTT in red. (B) Overall architecture of
photolyases, here represented by Drosophila 6-4 photolyase (pdb id: 3CVY).
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6.2 Cryptochrome photochemistry

The FAD chromophore found in cryptochromes can adopt a range of dif-
ferent redox states. In plant cryptochromes the FAD exists in the oxidized
form in the dark. In response to light the neutral semiquinone radical
(FADH•) is formed [149]. In animal cryptochromes such as DmCry the
FAD is purified in the oxidized state and forms an anion radical (FAD•−)
in response to light. There has been some debate as to what is the resting
and signaling state of DmCry [196,197], but over the last years the litera-
ture is converging towards the model with the oxidized flavin in the resting
state and FAD•− in the signaling state. Recent studies have also pointed
out that even if DmCry mostly forms FAD•− under constant illumination,
it also forms a small amount of FADH• [198,199].

Blue light exposure of the FAD triggers electron transfer along a series
of tryptophan residues [149] (Figure 6.2). In plant cryptochromes this is a
conserved triad of tryptophan residues, whilst it in animal cryptochromes
a fourth tryptophan was recently discovered [199,200]. The electron trans-
port along the four tryptophan residues (TrpA-TrpD, in DmCry Trp420,
Trp397, Trp342, Trp394) is fast and finished within a few nanoseconds. On
a microsecond timescale TrpD is deprotonated [201]. The oxidized state of
the chromophore is recovered by reoxidation by oxygen or another electron
acceptor such as ferricyanide.

Figure 6.2: Cryptochrome photocycle. FAD photochemistry in animal cryp-
tochromes.
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6.3 Signal transduction in cryptochromes∗

Using limited proteolysis, SAXS [202] and transient grating [203] it has
been suggested that the final event of cryptochrome structural photoacti-
vation is the undocking or unstructuring of the CTT. This enables interac-
tion with downstream proteins, presumably by exposing a new interaction
surface. Consistent with this interpretation, ∆CTT mutants appear con-
stitutively active [197]. The FFW motif in the CTT has also been shown
to be of great importance for the correct functioning of DmCry [202].

There is little detail on the structural events that follow photon absorp-
tion and ultimately lead to CTT release. In between the FAD and the CTT
lies a highly conserved histidine residue. In DmCry this is His378. In pho-
tolyases a histidine residue at the equivalent position has been shown to be
a prerequisite for DNA repair [204,205] and light-induced conformational
changes [206]. A recent mutational and computational study revealed that
exchanging His378 in DmCry for large charged residues destabilizes the
CTT and makes it more accessible to proteases [198]. The authors could
also see that in the dark His378 was most likely singly protonated and
that flavin reduction promoted the formation of the doubly protonated
form. This caused a changed position of His378, which effectively pushed
on the FFW motif and caused the CTT to undock.

In Paper V we used TRXSS to investigate what overall conformational
rearrangements are involved in signal transduction, and experimentally as-
sess whether His378 is involved. In the experiment we examined wildtype
DmCry as well as a histidine to alanine mutant, DmCry H378A. Addition-
ally, the experiment was conducted at two different pH, at pH 7 and at
pH 9. If the protonation of His378 is involved, altering the pH should in
some way inhibit the formation of the signaling state.

These experiments revealed the existence of several structural inter-
mediates and up to four species, termed DmCryα-DmCryδ, were needed
explain the data (Figure 2 of Paper V). Conformational transitions were
observed at ca. 2.5-6 µs, 420 µs, and at 2.5 ms. The final state (DmCryδ)
showed remarkable similarity to the steady state difference scattering (Fig-
ure 3 of Paper V and ref. [202]), suggesting that this is the signaling state

∗This section describes unpublished work and the primary data are therefore not
reproduced. Instead, the text refers to figures in the attached manuscript, Paper V.
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with an undocked CTT. Interestingly, both the wildtype and the H378A
mutant form this state. This is a clear indication that His378 is not a cru-
cial residue for signal transduction in DmCry. In addition, the formation
of DmCryδ can only be seen at pH 7 and not at pH 9. This would suggest
that some residue needs to be protonated before the final conformational
transition.

Through the use of MD simulations we were able to propose a function
for the conserved His378. In the dark, when FAD is oxidized, His378 forms
a hydrogen bond to Trp536 in the FFW motif (Figure 6.3A). This prevents
the CTT from detaching and thus stabilizes the dark adapted state. When
FAD is photoreduced to FAD•−, His378 instead binds to the chromophore,
thereby releasing the CTT (Figure 6.3B). As His378 is mutated to an
alanine the CTT is less stable in general and in one trajectory it departed
completely, despite the chromophore being in its dark state. This is an
indication that the main purpose of His378 is to stabilize the dark adapted
structure of DmCry.

Figure 6.3: Hydrogen bonding network around FAD. (A) In the dark His378
forms a hydrogen bond to Trp536. (B) After light absorption this is disrupted
and His378 instead binds to the FAD chromophore. Adapted from Paper V

The results of Paper V lead us to propose a sequence of events in
DmCry photoactivation (Figure 6.4). In the dark His378 forms a hydro-
gen bond with Trp536, thereby keeping the CTT fully attached. Light
absorption by the FAD triggers electron transfer along the tryptophan
tetrad. This leads to the formation of a positively charged tryptophan
radical at TrpD (Trp394) [201]. This residue is close to the surface and
the altered surface charge cause an increased density of the hydration
shell (DmCryα). The density of the solvation layer decreases as TrpD is
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deprotonated (DmCryβ). Flavin reduction also causes His378 to break
the hydrogen bond to Trp536. This renders the CTT more flexible and
results in a local decrease in the hydration layer density around the CTT
(DmCryγ). The more flexible CTT still remains within or close to its
binding pocket until the protonation of some residue causes it to release
completely (DmCryδ).

Figure 6.4: Proposed photoactivation of DmCry. A schematic representation
of the main events during the photoactivation of DmCry.

6.4 Summary

By combining all atom MD simulations and TRXSS in Paper V we are
able to resolve the global conformational rearrangements in DmCry fol-
lowing photoexcitation. In addition we are able to propose that the main
role of His378 is to stabilize the dark adapted state of the protein, and
that complete structural photoactivation hinges on the protonation state
of some residue.
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Chapter 7

Concluding remarks

All the work in this thesis has in different ways made use of time-resolved
X-ray solution scattering to investigate how the energy of a photon is con-
verted into conformational rearrangements in different photoreceptor pro-
teins. The investigated proteins differ in which wavelength is absorbed as
well as size and oligomeric state. The length scale of the investigated con-
formational rearrangements have varied from sub Ångström to nanometer
scale and the time range from a few nanoseconds to several hundreds of
milliseconds.

It is evident that, in many ways, TRXSS is a fantastic technique for
studying conformational changes and signal transduction in for example
photoreceptor proteins. It is a direct structural probe (a highly sensitive
one), solution based, requires no labeling, and it is possible to predict the
scattering from atomic coordinates. One of the drawbacks of the method
is no doubt the limited information. Because of this it is important that any
detailed structural models are validated by additional data. In Paper I this
was achieved by comparing them with a crystal structure, in Paper III
the results were validated by comparing to those obtained by EPR, in
Paper IV they were corroborated by biochemical assays and in Paper V
we used the limited information from TRXSS to guide the interpretation
of MD simulations. In Paper II the structural models are more global an
qualitative. Therefore there is not as high a risk of over fitting the data.

By combining absorption spectroscopy and TRXSS it is possible to
investigate both the local environment of the chromophore as well as
the global conformation of photoactive proteins. I believe that inline and
online combinations with for example absorption spectroscopy could be
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greatly beneficial to TRXSS experiments. This would in several ways be
preferable to performing separate sets of experiments, each with their own
uncertainties, and afterwards attempt to correlate the results. Combina-
tions with other structural techniques such as EPR or NMR should also
be further investigated, as even sparse structural restraints would greatly
aid the interpretation of the scattering data.

The detailed analysis of TRXSS data relies on the ability to effi-
ciently and accurately calculate the scattering pattern from atomic co-
ordinates. The software available today is either predominantly fast (eg.
CRYSOL [35] or FoXS [38]) or accurate (eg. WAXSiS [39]). For much of
the analysis sufficient speed is an absolute necessity, rendering the more
accurate methods virtually unusable. MD simulations provide valuable in-
formation on an atomistic scale and are likely going to be (and should
be) a major part of the TRXSS data analysis [108, 207, 208] but this too
needs to be explored further.

Photoreceptor and generally photosensory proteins account for only
a small part of the proteome and if TRXSS is to succeed as a general
technique it needs to be able to target other proteins as well [209]. One
of the main challenges will no doubt be the triggering of the reaction.
Currently there are microfluidic devices available that can mix solutions
of protein and for example a ligand in a few microseconds. In this case
an additional challenge will be to either prepare huge amounts of sample
as it can only be used once, or to devise strategies to reuse the sample.
Another idea is to induce conformational changes using infrared [210] or
terahertz radiation [211] or electrical fields [212]. In these cases, extreme
care must be taken to ensure that the triggered conformational changes
are relevant, and not just an artifact of the excitatory method.

If these obstacles can be overcome and advances are made towards
more general ways of structural interpretation of the data, I can defi-
nitely see TRXSS as a widely applicable and complementary technique for
studying protein dynamics.
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