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Abstract
Proteins fold in very specific three-dimensional structures within a few
seconds. Highly complex and organized, their three-dimensional structure
is closely related and often essential for their function. They perform a
vast array of vital functions within organisms. Myoglobin, for example,
stores dioxygen within muscles, while photoreceptors, such as phototropins
or cryptochromes, respond to their light-environment to regulate growth,
metabolism or the circadian clock. Protein aggregation, misfolding and un-
folding have been associated with many pandemic pathologies. Therefore,
a crucial need for biophysical techniques investigating protein structure
and dynamics in real-time, has emerged over the past decades. Time-
resolved X-ray scattering in solution has the advantage of being directly
sensitive to structural changes happening on broad time scales from the
atomic level to the general shape of a protein.

In this thesis, time resolved X-ray solution scattering has been ap-
plied together with molecular dynamics simulations to address various
biochemical questions. These techniques were used to bring new insights
in the folding process of small globular proteins at the atomic level. By
following the conformational transitions of apomyoglobin unfolding, we
showed that globular proteins fold in defined pathways starting with the
hydrophobic collapse of non-conserved residues. Time-resolved X-ray scat-
tering has also been applied to establish a comprehensive mechanism of
signal transduction in the light-oxygen-voltage domain of two blue-light
photoreceptors: Ytva and phototropin. The data showed that the mech-
anism of signal transduction is conserved in photosensory domains. On
a greater length-scale, time-resolved solution scattering gave a detailed
picture of the signal relay in cryptochromes. The results provided a struc-
tural link between the conformational changes in cryptochrome, and the
interaction and regulation with its downstream partners.

This work demonstrated the potential and various applications of time-
resolved X-ray solution scattering. This technique allows the investigation
of protein structure and dynamics on different length-scales, with high-
temporal resolution.
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Sammanfattning på Svenska
Proteiner veckar sig i mycket specifika tredimensionella strukturer

inom några få sekunder. Dessa strukturer är mycket komplexa, organ-
iserade och ofta väsentliga för proteiners funktioner. Proteiner utför ett
stort antal viktiga funktioner inom organismer. Myoglobin, till exempel,
lagrar dioxygen i muskler, medan fotoreceptorer, såsom fototropiner eller
kryptokromer, svarar på deras ljusmiljö för att reglera tillväxt, ämnesom-
sättning eller dygnsrytmen. Proteinaggregering, felveckning och att pro-
teiner vecklar ut sig har kopplats ihop med många pandemiska patologier.
Därför har ett avgörande behov av biofysiska tekniker, som undersöker
proteinstruktur och dynamik i realtid, utvecklats under de senaste decen-
nierna. Tidsupplöst röntgendiffraktion i lösning har fördelen av att vara
direkt känslig för strukturella förändringar som sker på breda tidsskalor från
atomnivån till den generella strukturen för ett protein. I denna avhandling
har tidsupplöst röntgendiffraktion tillämpats tillsammans med molekylära
dynamikssimuleringar för att adressera olika biokemiska frågor. Dessa tek-
niker användes för att få nya insikter i strukturveckningsprocessen för små
globulära proteiner på atomnivå. Genom att följa övergångarna mellan
olika konformationer av apomyoglobin under dess utveckling, visade vi
att globulära proteiner veckas i definierade vägar som börjar med den hy-
drofoba kollapsen av icke-konserverade aminosyror. Tidsupplöst röntgen-
diffraktion har också använts för att upprätta en omfattande mekanism
för signaltransduktion i ljus-syre-spänningsdomänen för två blåljuskänsliga
fotoreceptorer: Ytva och fototropin. Resultaten visade att mekanismen
för signaltransduktion bevaras i fotosensoriska domäner. Sett i ett större
längdskalor gav tidsupplöst röntgendiffraktion en detaljerad bild av sig-
nalreläet i kryptokromer. Resultaten gav en strukturell koppling mellan de
konformationella förändringarna i kryptokromer, och interaktionen och re-
gleringen med dess nedströmspartners. Med detta arbete demonstrerade vi
de potentiella och olika tillämpningarna av tidsupplöst röntgendiffraktion.
Denna teknik möjliggör undersökning av proteinstruktur och dynamik på
olika längdskalor, med hög upplösning.
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IR Infra-Red
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Chapter 1

Introduction

At the core of any biological process lie proteins. Composed of amino-
acids, proteins are essential biological macro-molecules. Proteins perform
a large variety of vital functions such as sensory perception, evolution-
ary selection, immune defense or energy transformations. To ensure their
functionality, many proteins spontaneously fold into a well-defined three-
dimensional structure, dictated by their primary sequence. However, the
question arises as to how do protein fold into an organized structure on a
biologically relevant time scale, when billions of possible conformations are
available. As of today, solving this question still remains one the biggest
challenges in structural biology and is known as "the protein folding prob-
lem". Over the past 20 years, cancer and neuro-degenerative diseases,
such as Alzheimer or Parkinson, have been associated with protein mis-
folding and aggregation. These discoveries highlight the vital importance
of understanding protein structure and their folding mechanism. The de-
termination of the three-dimensional structure of a protein can now be
resolved at very high resolution by various biophysical techniques. How-
ever, the folding and conformational rearrangements of proteins happen
on a time-scale hardly reachable by those methods. New approaches need
to be developed in order to study the relationship between the structure
and dynamics of a protein.

1.1 How do proteins fold?

A protein structure is defined at four levels. The primary structure
(Figure 1.1 A) is the unique sequence of the twenty naturally occurring
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Chapter 1. Introduction

amino-acids, composing a protein. This polypeptide chain associates in
secondary structure motifs, sheets or helices for example (Figure 1.1 B),
which pack together in a highly organized three-dimensional structure.
The overall folding and shape of the protein characterizes the tertiary
structure (Figure 1.1 C), essential for its specific function. The secondary
structure is primarily stabilized by hydrogen bonds between the amide
groups of amino acids that are close in sequence [1,2], whereas the tertiary
structure is maintained by hydrophobic interactions among side-chains of
more distant parts of the chain [3]. One or several protein tertiary sub-units
can assemble in a multi-domain structure forming a quaternary structure
(Figure 1.1 D).

Proteins spontaneously fold into their specific three-dimensional
native structure after they emerge from the ribosome. Cyrus Levinthal
demonstrated in 1968 [4] that proteins can fold in an astronomical
number of possible conformations due to the very large degree of freedom
in the unfolded state. Additionally, the number of conformations increases
exponentially with the chain-length. Anfinsen also pointed out in the
early 60’s that a protein refolds to its native state when the optimal
environmental conditions (such as pH, solvent or ionic strength) are
restored [5]. The question arises as to how a protein spontaneously folds
into its defined and highly organized three-dimensional structure. If a
protein were in fact to randomly explore every different conformation to
attain its correctly folded state, it would require more than the age of
the universe. However, the folding process of proteins naturally occurs in
less than a few seconds [6]. Furthermore, folding converges to a unique
and conformationally stable state, at least for small globular proteins, in
which the Gibbs free energy of the entire system is the lowest [7]. This
is defined as the "Levinthal paradox" and remains, to this day, a big
challenge in structural biology. In the last 50 years, tremendous efforts
have been carried out to understand the mechanism of protein folding
and different models have been proposed.

The “classical view” suggests that, since proteins cannot sample the
millions of possible conformations within observed folding times, they
must fold in predetermined pathways [4,7]. Therefore, there must exist a
high conformational bias in the protein primary sequence, to accelerate

2



1.1. How do proteins fold?

Figure 1.1: Overview of the four levels of organization of a protein structure.
The primary sequence, a unique combination of amino-acids, is presented in
A. The polypeptide backbone of a protein forms secondary structural motifs
(B), that pack together in a highly organized three-dimensional structure (C).
Several subunits of a protein can assemble in a quaternary structure (D).

the folding process (Figure 1.2 A). This theory describes the folding
pathway as a predefined succession of events, from an unfolded to a
native state passing by a few obligatory intermediate structures.

Along the technical advances, a “new view” of protein folding arose
in the 1990’s. Different partially folded forms were observed and it was
suggested that proteins fold into their native states by following multiple
unpredictable routes instead. This theory is known as the funnel shape
energy landscape [8,9]. As opposed to a well-defined sequence of events,
the folding funnel hypothesis assumes that proteins essentially fold
downhill in an unpredictable succession of trajectories towards a global
minimum. Conformational sub-ensembles can thus coexist (Figure 1.2 B).

More recently, it has been proposed that proteins are built from sep-
arately cooperative foldon units [10–13]. Foldons are defined as a strip of
polypeptide that folds cooperatively [10] and contains about 25 residues.
Foldons would collapse together in the initial stage of folding, forming
a native-like structural nucleus lowering the folding energy barrier (Fig-
ure 1.2 C). The protein would then fold in its native state, as soon as
enough unfolded segments simultaneously adopt the native structure. This
model is very similar to the “folding upon binding” theory of disordered
proteins [14]. This current view partially solves the Levinthal Paradox since
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Chapter 1. Introduction

the initial random search would not be needed for the entire protein but
only for the formation of native-like foldons instead. This guided approach
would therefore prominently accelerate the search for the native confor-
mation.

Figure 1.2: The classical (A) view of a defined folding pathway and the fun-
nel energy landscape (B) approach through multiple routes. The new view of
protein folding by foldon association is depicted in (C).

1.2 Protein Dynamics

The overall protein structure is defined by its primary, secondary,
tertiary and quaternary structure. As trivial as this may sounds, virtually
nothing was known of the three-dimensional structure of proteins until a
few decades ago. The first structure to be solved was for sperm whale
myoglobin in 1958 [15]. Since then,over 150,000 protein structures have
been described at the atomic level, largely by X-ray crystallography [16].

X-ray crystallography records the diffraction of electromagnetic
radiation passing through repeated objects, or proteins in this case [17].
For this purpose, proteins need to be periodically aligned and oriented in
a crystal. The obtained diffraction pattern, consisting of constructively
interfering scattered waves from the proteins, is a finger print of the
protein structure [18]. However, it is important to keep in mind that
proteins are not static objects but rather dynamic entities with internal
motions. Proteins can adopt different conformational states, both at
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1.2. Protein Dynamics

equilibrium and under perturbation, which play an essential role for their
functions [19, 20]. A full understanding of the protein structure-function
relationship demands, therefore, an analysis of their dynamic behavior in
addition to their static picture.

Going beyond the static structure of a single protein has proven to be
difficult. Tremendous efforts have been made over the years to develop
techniques to study those motions. Among these, nuclear magnetic
resonance (NMR) is a powerful technique where NMR relaxation, as
a consequence of local fluctuating magnetic fields within a molecule,
provides information on the dynamics of a protein [21, 22]. However,
as larger molecules tumble slower, traditional NMR is currently limited
to protein under ca. 35 kDa [23]. Another powerful technique to study
dynamics, is absorption spectroscopy (infrared and visible), which gives
information about electronic and vibration transitions [24, 25]. As crucial
as they are to understand the function of proteins, these spectroscopic
techniques generally do not directly relate to the protein structure.
Time-resolved X-ray crystallography has developed within the past
decades providing information about internal flexibility [26, 27], but still
requires the formation of crystals and very powerful X-ray sources (X-ray
Free-Electron Lasers or XFEL). Consequently, computational solutions
for the prediction of protein dynamics have emerged. Molecular dynamics
(MD) simulations currently provide dynamical information with high
spatial resolution [28]. MD simulations also produce details of protein
motions on time scales that are difficult to access with experimental
techniques. Nevertheless, MD simulations still remain computationally
intensive and need to be combined with other techniques to enhance
conformational sampling of large molecules.

X-ray solution scattering measures the intensity of the scattered elec-
trons of a sample, in solution [29]. As opposed to X-ray crystallography,
it does not require the formation of crystals and can be performed under
physiological conditions [30]. Furthermore, the scattering signal provides
direct information on the three-dimensional shape and conformation of
the protein [31, 32]. X-ray solution scattering can be used in real time,
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Chapter 1. Introduction

on time scales hardly accessible by other techniques, from nano- to sec-
onds. Time-resolved X-ray solution scattering (TRXSS) can, therefore,
detect global conformational rearrangements, secondary-structure move-
ments and changes in the hydration layer of a protein over time [33, 34].
Unfortunately, TRXSS retrieves only low-resolution information. Com-
bined with MD simulations, these methods are particularly suited to study
the kinetics of proteins in solution (Chapter 3), ultimately providing further
understanding on how a protein structure relates to its function [35–37].

1.3 An example of structure-function relation-
ship: Blue-light photoreceptors

Figure 1.3: Examples of photoreceptor spectral ranges. Depending on the en-
closed chromophore moiety, photoreceptor proteins absorb light ranging from
ultra-violet (UV) to infra-red (IR) wavelengths.

The dynamic changes in a protein structure are closely related to its
function. Photoreceptors, or photosensors, are a great example of such
structure-dynamic relationship. Photoreceptors are essential proteins,
which can sense and respond to environmental light cues [38, 39].
Crucial in many organisms, they are for instance responsible of shade
avoidance and phototropism in plants [40, 41], or regulation of the
circadian-clock and vision in animals [38]. To be able to react to light,
photoreceptors contain, in addition to the protein moiety, a photopigment
called chromophore. These non-proteinic entities can absorb visible light,
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1.4. Scope of this thesis

ranging from near-UV to IR wavelengths (Figure 1.3). Examples of
chromophores are flavins, absorbing blue-light, and bilins that absorb
far-red-light. Upon the absorption of a photon, delocalized electrons
along a conjugating π system, drive the system into an excited state [40]
and provide the molecule with absorption in the visible region. The
change in chromophore configuration, alters its vicinal environment, by
bond-isomerization or -reduction with the protein. Light-absorption by
the chromophore induces changes in the protein conformation enabling
the interaction with downstream partners.

By their nature, photoreceptors are particularly suited to study the
protein structure-function relationship. Biological signaling starts with the
association of a ligand with an activated receptor protein. Triggered by a
laser, of relevant wavelength, the photochemistry and mechanism of such
an interaction in photoreceptors, can thus easily be explored by a wide
range of biophysical methods. An example is the study of the signal relay
in blue-light photoreceptors by TRXSS [42–44]. As many photoreceptors
are modular and conserved in nature, they can be great tools and have
several promising applications. Photoreceptor engineering can be an as-
set in optogenetics for example, the manipulation of cellular events by
light [45–47].

1.4 Scope of this thesis

This thesis focuses on the various applications of time-resolved X-ray
solution scattering to understand the true essence of proteins. It is
organized into two parts. The first sections (Chapters 2 and 3) describe
the principle of this method and the second parts (Chapters 4 to 6)
present TRXSS applications to gain mechanistic insight into the protein
structure-function relationship.

Chapter 2 introduces the basics of X-ray scattering in solution and
explains how it can be applied to protein structure prediction.
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Chapter 1. Introduction

Chapter 3 describes how a time-resolved X-ray solution scattering
is conducted. It also provides a guide on how scattering data can be
processed and analyzed to retrieve high resolution protein structural
information.

Chapter 4 shows how time-resolved X-ray solution scattering can
help solving the mystery of protein folding. Paper I provides new insights
into the folding mechanism of the well-studied model: apomyoglobin.

Chapter 5 and 6 focus on the structural and dynamics infor-
mation that time-resolved X-ray solution scattering can provide for
different blue-light sensitive proteins. Paper II and Paper III describe
the photochemistry and signal transduction in Light-Oxygen-Voltage
photoreceptors while Paper IV aims to Cryptochromes.

Finally, Chapter 7 summarises, concludes and gives future outlook of
the work presented in this thesis.
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Chapter 2

X-ray Scattering

With a regular confocal microscope, we can only resolve objects larger
than a micrometer. However, the wavelength of the light we use, must be
no larger than the molecule we want to analyze [48]. To observe atoms
and chemical bonds of ca. 1 Å, we must therefore use X-rays, which are
electromagnetic waves possessing a wavelength ranging from 0.1 Å to
100 Å. In section 2.1 of this Chapter, I will introduce the principle and
fundamentals of X-ray scattering. I will then discuss, in section 2.2, how
small-angle X-ray scattering can be used in solution to study proteins.

2.1 The principle of X-ray scattering

Elastic scattering
When a beam of X-ray photons strikes a molecule, its electrons start

to oscillate, emitting (diffracting) a wave with an amplitude given by fun-
damental constants [48]. This phenomenon is known as elastic scattering
whereby the diffracted wave recorded by a detector has the same energy
as the incident photon.

Let’s consider two points A and B (Figure 2.1). The amplitude mea-
sured at a point of observation P, is the sum of the waves emitted from
A and B. Each wave has distinct phases as they travel a different distance
from the plane front to the point of observation P. The scattered waves
emitted from A and B add and interfere.
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Chapter 2. X-ray Scattering

Figure 2.1: Scattering from two points.

Scattering of a group of electrons.
If we consider a group of electrons positioned at O (Figure 2.2), the

distance between the sample and the detector is much greater than the
distances within the sample. The elastic scattering can then be described
as an incident plane wave !k0, with |!k0| = 2π

λ , scattered in the direction of
!k. The difference of!k−!k0 defines!q, the momentum transfer. The modulus
of !q is equal to 4π

λ sin(θ), where λ is the incident X-ray wavelength and
2θ is the scattering angle. With all the phases taken into account, the
sum of the scattered waves for N electrons placed at a distance rn from
an atom centered at O (Figure 2.2), is described by equation 2.1.

Figure 2.2: Scattering by an assembly of electrons, or a single molecule.

F(q) =
N

∑
n=1

feeiq·rn (2.1)

10



2.1. The principle of X-ray scattering

Scattering in solution.
During X-ray solution scattering experiments, one measures the scat-

tering of a large number of identical molecules (Figure 2.3). Since the
distance between two molecules is not fixed in solution, the intensities are
measured instead of amplitudes. The atomic scattering factor f (q) is a
measure of the scattering amplitude of a wave by an isolated atom. For an
object with a spatial density distribution ρ(r), f (q) is given by Equation
2.2.

f (q) = 4π
∫

ρ(r)r2 sin(qr)
qr

dr (2.2)

The scattering factor per electron fe, from Equation 2.1, can then
be exchanged by the atomic scattering factor fq, from Equation 2.2, to
calculate the Fourier transform, F(!q). The intensities are obtained by
multiplying F(!q), of the electron density ρ(r), describing the scattering
object, by its complex conjugate (Equation 2.3).

I(!q) = F(!q)F(!q)∗ (2.3)

As the molecules tumble freely in solution, the scattering of all
their possible orientations is simultaneously recorded (Figure 2.3). Con-
sequently, the detector image in a solution X-ray scattering experiment
will show a spherical, uniform and essentially one-dimensional pattern; as
opposed to a clear single-crystal X-ray diffraction pattern, when all the
molecules are well ordered in a crystal.

Figure 2.3: Scattering from an ensemble of molecules randomly oriented in
solution. The detector image shows a spherical averaging of the intensities.
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Chapter 2. X-ray Scattering

In solution, particles are more disordered than in solids. Therefore,
all possible positions and orientations are simultaneously recorded by the
detector. A spherical averaging can be performed to obtain the one-
dimensional intensity, leading to the Debye formula (Equation 2.4).

I(q) = ∑
m

∑
n

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

qrmn
(2.4)

where fm and fn are the atomic scattering factors of groups of atoms
located at rm and rn, respectively, and rmn = |rm − rn|.

Equation 2.5 defines the relationship between real (r) and reciprocal
(q) space distances.

r =
2π
q

(2.5)

As a matter of fact, the Debye formula (Equation 2.4) gives a positive
contribution for q < 2π/r (Figure 2.4). The sin(qr)/(qr) term decays for
higher q values, to finally oscillate around 0. This means that long dis-
tances in real space, will contribute more to the scattering at lower angles
in reciprocal space while, short distances in real space will contribute to
high-angle scattering. Two experimental ranges of distances are then de-
fined in solution scattering experiments: small-angles (SAXS), for typically
q<0.2 Å-1 and wide angles (WAXS), for q>0.2 Å-1.

0 1 2 3
q (Å-1)

0

1

2

si
n(
qr
)/(
qr
)

r=1 Å

r=5 Å

r=20 Å

Figure 2.4: The q dependence of the Debye term for three different distances.
The three curves are offset with respect to each other for better visibility.

12



2.2. Small-Angle X-ray solution scattering

One drawback of X-ray scattering, is the ambiguity of the resulting
data. As we have seen, only the scattering intensities are collected and not
the phases of the photons. In turn, this prevents the full retrieval of the
original structure and is commonly known as the "phase problem" [17,
49]. Despite this drawback, SAXS is a powerful method to probe protein
structures on multiple length scales [50]. SAXS can provide information on
interactions between protein molecules, on the global shape of the protein
and on the tertiary and secondary structure of the protein [51–54]. To
gain further atomic details, SAXS can be combined with other techniques
such as X-ray crystallography or MD simulations [30].

2.2 Small-Angle X-ray solution scattering

Running an experiment
When running a SAXS experiment, the sample of interest must be

monodisperse, meaning that all the molecules must be of the same shape
and size. In addition, the sample is considered ideal when inter-particle
interactions are not predominant. As shown in Section 2.1, the intensities
of the scattered waves, as a function of q, can be collected from the de-
tector image. In order to obtain the scattering of the protein of interest,
the contribution of the solvent must be subtracted first. To do so, the
scattering of the solvent alone before and after each sample measurement
is recorded. The solvent scattering comprises the scattering contribution
of the bulk solvent, but also the hydration layer, which is the solvent layer
close to the solute. The hydration layer possesses a different density com-
pared to that of the bulk solvent and must therefore be treated differently.
The scattering of the protein only can be derived from Equation 2.6.

I Protein = I Sample− I Solvent

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

The terms in parenthesis represent the average over all orientation
of the scattering amplitudes from the solute scattering in vacuum, Fvac.,
from the bulk solvent, Fexcl. and from hydration layer, Fhyd..
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Chapter 2. X-ray Scattering

Figure 2.5: The scattering intensities (logarithmic scale), in panel A, provide
information on the particle shape without previous knowledge. The Kratky plot
(B) can identify flexibility of a protein and especially unfolding. Figure adapted
from [55].

Extraction of structural parameters
Without any prior knowledge of the protein of interest, shape infor-

mation can be directly obtained from the intensities (Figure 2.5 A). In
addition, the flexibility and folded state of a protein can be assessed by
analyzing the Kratky plot (Figure 2.5 B) given by plotting q2 ∗ I(q) as a
function of q.

The scattering intensity of a protein is described by a Gaussian curve
in the vicinity of the origin. The radius of gyration (Rg), defined as the
distribution of atoms of a particle around its axis [56], can be directly
extracted from the experimental data by the Guinier law given by Equation
2.7.

ln[I(q)]∼= ln[I(0)]−
R2

g

3
q2 (2.7)

where I(0) is the scattering intensity at zero angle (q=0). The Guinier
approximation is valid for q ≤ 1.3 Rg.

Similarly, the molecular weight (MW ) of a particle can be estimated
by different procedures. Equation 2.8 is an example of MW estimation of
a molecule, independent of its concentration [57], where QR, is the ratio
of the square of the Volume of correlation (Vc) to Rg in Å3, e is the Euler
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2.2. Small-Angle X-ray solution scattering

number and the parameters k and c are empirically determined.

MW =

(
QR

ec

) 1
k

(2.8)

The one-dimensional detector image, only gives information in the
reciprocal space. To obtain direct structural details of the real distances
within a protein, an indirect Fourier transform can be done and is given
by the pair distribution function (P(r)) in Equation 2.9.

P(r) =
r2

2π2

∫
q2I(q)

sin(qr)
qr

dq (2.9)

In addition to the Guinier approximation, the Rg can also be estimated
from the pair distribution function (P(r)) without previous knowledge of
I(0) (Equation 2.10).

Rg =

√∫ Dmax
0 r2P(r)dr

2
∫ Dmax

0 P(r)dr
(2.10)

Modelling
The distances, calculated with the pair distribution function (∆P(r)),

can be used to create three-dimensional models (Figure 2.6), select
ensembles of structures or even validate MD simulations models.

Ab-initio modelling.
From the low-information content scattering curves, ab-initio mod-

elling can be used to reconstruct the overall shapes of a protein. This
can be done without any prior knowledge of the protein of interest. Con-
ventional SAXS analysis pipeline comprises the DAMMIN and GASBOR
programs for ab-initio modelling [31,54]. Both programs, create ab-initio
low-resolution shapes of randomly oriented particles in solution. The soft-
ware searches a volume that encloses the protein. This volume is filled
with N densely packed spheres of radius r, referred to as dummy atoms
or residues, for DAMMIN and GASBOR respectively. The programs use
simulated annealing (SA) to perform a global minimization of the dis-
crepancy between the experimental data and the calculated scattering of
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the dummy-atom model. Several consecutive runs need to be iterated
to refine models. Multiple runs of the modeling process significantly de-
crease the risk of over interpretation of underdetermined, low resolution
and ambiguous models.

Figure 2.6: Three-dimensional models, characterizing the shape and size of
apoMb, can be obtained from the one-dimensional scattering curve (A). Two
different methods can be used: ab-initio modelling (DAMMIN, GASBOR) with-
out any prior knowledge of the protein (B) or rigid body modelling (SASREF)
when a high resolution structure is available (C). The crystal structure of myo-
globin (PDB code: 1BVC) was used for the rigid body modelling, after biliverdin
ligand removal.

Rigid body modelling.
Another method can be applied, when the high-resolution structure of

the protein is known. In rigid body modelling, the high-resolution struc-
ture is used as template to create rigid bodies that are then reoriented and
fitted against the experimental scattering data. Even though this method,
computed for example with SASREF [32], provides higher resolution mod-
els, it has several major drawbacks. Since the reconstruction uses an ex-
isting structural model, the entire conformational space is not sampled.
Furthermore, it cannot be verified whether the models are physically and
biologically sensible.
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2.3. Summary

2.3 Summary

X-rays are high-energy electromagnetic radiations that can be used to
study the structure of proteins. At small angles, X-ray solution scatter-
ing (SAXS) characterizes the overall molecular shape and assembly of
molecules. The lower resolution results can be used to describe flexibil-
ity and answer biological questions that enforce a single conformation.
However, if higher resolution is needed for structural interpretation, SAXS
can be combined with other methods such as MD (Chapter 3) or X-ray
crystallography ( [58]).
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Chapter 3

Time-Resolved X-ray
Solution Scattering

As discussed in Chapter 1, the function of a protein is closely related to
its structure. Over the years, many biophysical techniques have been de-
veloped to explore the three-dimensional structure of proteins. However,
many of these techniques, such as static NMR and X-ray crystallogra-
phy, provide only a snapshot of a steady-state structure at equilibrium, or
inform indirectly on the structure and kinetics of the protein such as circu-
lar dichroism (CD) or spectroscopy [59–65]. Time-resolved X-ray solution
scattering (TRXSS) was recently introduced to study light-induced confor-
mational changes in proteins [33, 34]. X-ray solution scattering measures
distances between scattered electrons in a sample in solution (Chapter 2).
Therefore, TRXSS measures the change in distances between atoms oc-
curring after an induced perturbation. Examples of such a trigger can be
a temperature jump or a UV-vis laser pulse. This technique is sensitive
and more capable to detect subtle changes than conventional X-ray solu-
tion scattering [33, 52, 66–68] as it focuses on the observable differences
between two states. TRXSS has many applications and has been used in
this work to study the unfolding process of apomyoglobin and the signal-
transduction pathway of blue-light sensitive proteins. In this chapter, I will
first describe and explain how to conduct a TRXSS experiment in section
3.1. I will subsequently discuss the different steps of data processing in
section 3.2. Finally, section 3.3 describes the tools and methods that have
been used in this thesis to structurally interpret time-resolved data.
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3.1 Conducting a TRXSS experiment

Generating X-rays
To carry on TRXSS experiments, and investigate protein conforma-

tional changes with a pico- to millisecond time resolution, a very high
X-ray flux is necessary. As such, TRXSS experiments are performed in
synchrotron X-ray laboratories. A synchrotron is a particle accelerator
ring in which accelerated electrons produce a very intense light. Electrons
are generated by an electron gun and gather speed in a linear accelerator,
where they reach the near-speed of light. The electrons travel billions
of kilometers per hour around the ring to produce intense synchrotron
light. The ring possesses end-stations (or beamlines), where a particular
light wavelength is selected to suit experimental purposes, from infrared
to X-ray. TRXSS experiments in this thesis were realized in BioCARS
beamline at APS and in cSAXS at PSI.

Triggering and detecting a conformational change
TRXSS investigates conformational changes in protein, triggered by

a sudden perturbation. The experiments presented in this thesis, consider
two different types of trigger: a temperature-jump (T-Jump) and a laser
flash of appropriate wavelength. In Paper I, the unfolding mechanism of
apomyoglobin (apoMb) was investigated. ApoMb is stable and folded up
to 50°C after which the equilibrium gradually shifts towards the unfolded
state. Accordingly, conformational change in apoMb has been triggered
by a nanosecond T-Jump generated by an IR laser pulse (Figure 3.1).
The laser pulse rapidly (<10 ns) increased the sample temperature from
50°C to 60°C. The proteins studied in Paper II-IV are blue-light pho-
toreceptors. Their function is to sense and respond to ambient light, with
a wavelength ranging from 400 to 495 nm. Consequently, conformational
changes in the signaling pathway of blue-light photoreceptor proteins
were initiated by a blue-light laser flash. The energy of the laser needs
to be carefully selected to excite enough protein to observe a significant
scattering signal. Yet, a too high laser power leads to a very high
thermal solvent response (see Section 3.1) and potentially harms the pro-
tein. Laser-energy titration is therefore often required for each experiment.

20



3.1. Conducting a TRXSS experiment

Figure 3.1: Representation of a TRXSS/T-Jump experiment set-up. The cap-
illary is connected to a peristaltic pump (See Figure 3.2). Reproduced from
Paper I.

Sample delivery and recovery
For the data collection, we circulated the sample in a round capillary

made of quartz (Figure 3.1). The circular capillary had an inner diameter
of 1 mm and a wall thickness of 10 µm. It is important to choose a thin
capillary wall to limit background scattering emanating from the capillary
itself. This was especially true in the T-Jump experiment (Paper I). The
sample had to be aligned with the laser and X-rays, and stay in position
during each measurement. We therefore mounted the capillary on a mov-
able goniometer. Additionally, the sample environment temperature, at
the cross-section of laser and X-rays, had to be constantly regulated and
monitored in a T-Jump experiment. To do so, the sample capillary was
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mounted on a temperature-controlled capillary-holder ensuring a stable
sample temperature in-between the laser pulses (Figure 3.1).

Figure 3.2: Representation of the sample environment and delivery. The sample
reservoir is connected to a chiller to control and adjust the temperature. The
speed and activity of the peristaltic pump can be locally or remotely adjusted.

To avoid pressure changes in the system, we delivered the sample
by the means of a peristaltic pump (Figure 3.2), as opposed to syringe
pumps in other experiments [36, 66, 69, 70]. The sample was circulating
in a closed-circuit, to avoid producing and preparing large quantities of
proteins. The speed of the pump was set such that the laser-activated
sample would be expelled from the probing volume after each collection
series but not before the triggered response could be measured at the
desired time-delay.

Furthermore, since the sample was circulating in a closed loop, it had
to be reverted back to its resting-state after each data collection event.
Different strategies were employed depending of the sample of interest.
Conveniently, the light-oxygen-voltage (LOV) domain of Chlamydomonas
reinhardtii phototropin spontaneously reverts back to its dark-adapted
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3.1. Conducting a TRXSS experiment

state in few seconds after its photoconversion. For the other samples
studied in this thesis, the resting state could not be recovered so easily.
For the T-Jump experiment, apoMb was reverted back to the initial folded
state by circulating the sample in a "cooling" tube, set to 50°C. Tempera-
ture control was also used to revert the LOV domain from Bacillus subtilis
YtvA. The photoproduct state of LOV BsYtvA is highly dependent on the
temperature and is stable at 20°C up to thousands of seconds. However,
the photoproduct state reverts to the resting state at temperatures above
20°C. The sample reservoir (Figure 3.2) was then maintained at 35°C.
An additional problem arises with the reversion of the cryptochromes that
were not particularly sensitive to temperature changes. Instead, potas-
sium ferricyanide was added to the buffer as oxidizing agent to recover
the dark-adapted state of cryptochromes.

Sample concentration and scattering signal are linearly correlated. As
such, a high concentration is preferred to obtain high-amplitude signals.
However, a high concentration comes with side effects. As seen in Chapter
2, section 2.2, the sample in a X-ray solution scattering experiment
must be monodisperse and ideal. At high concentrations, aggregation
and inter-particle interactions may appear, altering the scattering at low
angles (q<0.1 Å-1). To account for these effects, X-ray scattering data
were collected for a dilution series and extrapolated to infinite dilution [70].

Solvent thermal contribution
When a laser-pulse is used to trigger a conformational change in a

sample, the energy of the absorbed photons will dissipate into the sol-
vent. This energy will cause an increase in temperature and a conforma-
tional/structural change of the solvent that needs to be accounted for
in the processing of the data ( [34, 71]). The scattering that we directly
observe in an experiment will thus comprise both the scattering of the
solute and the scattering of the heated solvent (Figure 3.3). The con-
tribution of the solvent is particularly important in a T-jump experiment
and needs to be quantified. To do so, it is necessary to record the "pure
heat" scattering signal. The solvent contribution can then be subtracted
(Section 3.2), from the convoluted data, to obtain only the scattering of
the particles in solution.

To record the scattering of the heated solvent, we used an IR laser

23



Chapter 3. Time-Resolved X-ray Solution Scattering

Figure 3.3: Thermal solvent response to an IR laser pulse. After triggering the
sample with a laser energy, in the form of heat, is absorbed by the solvent.
The signal measured (purple) contains the contribution of the scattering of the
protein (red) and the scattering of the heated sample (blue).

pulse directly on the solvent [71]. This can also be done by heating a sol-
vent dye (Paper IV) instead of the protein buffer [72]. For light-sensitive
protein experiments, measuring the heat contribution of the solvent also
confirms that the protein conformational changes measured are solely
light-induced rather than heat-induced.

Recording the signal
During a TRXSS experiment, a sample is exposed to an intense X-

ray beam (Figure 3.1). The laser and X-rays spots are aligned on an
intersection of several µm2 on the sample. The scattered waves are readout
by a detector placed at a set distance from the sample. Two different
methods were used in this work depending on the time scales investigated:
a rapid readout approach (Figure 3.4 A) or a pump-probe acquisition
(Figure 3.4 B). In the latter, the laser-trigger is synchronized with the X-
ray pulse in order to record images at desired time-delays (∆(t)). This way,
all the measuring power of the beamline can be dedicated to one delay-
time. This method allows a higher time resolution in practice. Very short
time scale such as pico- to nano-seconds can be reached, opening the field
to the observation of very fast biological processes [73, 74]. In the rapid
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3.1. Conducting a TRXSS experiment

Figure 3.4: Representation of the different acquisition mode in a TRXSS exper-
iment. Panel A represents a rapid readout acquisition while panel B represents
the pump-probe acquisition. The time delays (∆t) of each data series, are pre-
cisely adjusted and synchronized with the X-ray pulse

readout mode on the other hand, continuous X-rays are delivered. The
time limit of this experiment is defined by the detector read-out in itself
and the time required to count the photons in each pixel. Therefore, the
measurable time points will depend on the time spent for integrating the
images. Currently, the readout of such detectors is on the microsecond
time scale [75, 76]. Consequently, this rapid readout mode can be used
to measure kinetics on a time range of several microseconds to seconds.
Different beamlines offer different detectors. The pump-probe experiments
were carried out at BioCARS (APS) while fast readout mode was done at
cSAXS (PSI).
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3.2 Processing the data

After an experiment, the images read by the detector need to be processed.

Figure 3.5: Radial integration of 2D detector images. The beam stop, that can
be seen in the center of the detector image, stops the flux of excess X-rays not
interacting with the sample. The beam center, together with the artefacts, need
to be masked before obtaining the 1D scattering curve by radial integration.

Radial integration of the detector images
As seen in Chapter 2, the detector produces a two-dimensional

spherical image of the average scattering. Even though the scattering
pattern observed is an average over all directions, the scattering should
be isotropic at a defined angle. As such, the one-dimensional profile
of the scattering pattern is obtained by radial integration of the two-
dimensional detector image (Figure 3.5). We reviewed in Section 3.1,
the different acquisition modes: pump-probe or rapid readout approach.
In a pump-probe experiment, a polychromatic beam is used as the
entire X-ray flux is going through. Since the X-rays contain a number of
different wavelengths, a smearing of the data will be observed and should
be treated during the analysis. This is particularly true when comparing
experimental and predicted scattering curve [33]. A monochromatic
scattering curve can be transformed to a polychromatic beam when the
wavelength distribution is known [77]. Furthermore, manipulations of the
images need to be performed to mask some brighter pixels, along with
the pixels in the vicinity of the beam stop (Figure 3.5). As those artefacts
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are specific to each detector used at a specific beamline, software to
mask them are provided by the beamline scientists.

Producing difference data

Figure 3.6: Even though very little devi-
ation is observed in the scattering of the
resting and activated states, a clear differ-
ence scattering signal is obtained highlight-
ing structural changes.

Once the one-dimensional
scattering curves are obtained,
difference scattering curves can be
computed. In a conventional SAXS
experiment, the buffer scattering
is scaled and subtracted from the
sample scattering. Similarly, the
finger print of a conformational
change, occurring after a per-
turbation (light or temperature),
can be obtained over-time, by
subtracting the scattering of the
sample before laser excitation, to
the scattering of the sample at
each time-delay. The scattering of
all curves also needs to be scaled
and normalized before subtraction.
It is common to normalize the
data for 2<q<2.2 Å-1. In this q-range, the scattering of the solvent does
not change with respect to the heating, and the protein difference WAXS
signal is usually negligible. Unlike a regular SAXS experiment, the buffer
scattering does not need to be subtracted as it will automatically be
removed when difference scattering curves are generated (Equation 3.1)

∆ I = (IRestingState + IBu f f er)−(IActivatedState + IBu f f er) (3.1)

X-ray solution scattering is a very sensitive technique. Even though
the absolute scattering of the protein in the resting and the activated
state are very similar, due to the overall agreement of their global shape,
changes can be highlighted in the difference scattering curves (Figure 3.6).
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Outlier rejections
Like in any experiments, anomalies exist in the data and have to be

accounted for. Anomalies can be caused by an air bubble in the capillary
or by protein aggregation on the capillary walls for example. To remove
outlier frames in each data-set, we analyzed the q-range (2<q<2.5 Å-1)
where the scattering of water molecules predominates. For the study of
photoreceptors, the conformational changes are triggered by a laser of a
particular wavelength. In an ideal experiment, the water scattering should
be the same for each time delays. Outliers were removed for scattering
curves shifting more than a set percentage or standard deviation from the
median. The data has to be treated differently in a T-Jump experiment,
as the water scattering evolved during the course of the experiment.
Typically, the solvent scattering is very high after the T-Jump and
decays after ca. 1 ms when the heat starts to dissipate (Figure 3.7 A).
The outlier rejection was then performed, based on the same criteria
mentioned above, on the difference scattering data binned for each time
delay instead of the entire data-set.

Figure 3.7: The relative slow heat contribution/concentration over time in a
T-Jump experiment is shown in A. The slow heat difference signal produced in
a regular TRXSS experiment (LOV1 in orange) and in a T-Jump experiment
(ApoMb in purple) are depicted in B.
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Subtracting the heat contribution
After the outliers have been removed, the heat contribution had to

be measured and subtracted. As discussed in section 3.2, the heat con-
tribution is particularly substantial in a T-Jump experiment (Figure 3.7
B) compared to a regular light-induced experiment. The fingerprint of the
water scattering is conveniently located at 1.5<q<3, where the protein
scattering is hardly visible. The difference signal of the "pure" heat (Sec-
tion 3.1) can thus be scaled and subtracted from the regular experiment
difference data, in this particular q-range, to observe the conformational
changes of the "pure" protein.

3.3 Analyzing and Interpreting the data

Aside from the radius of gyration (Rg), maximum dimension (Dmax), and
molecular weight (MW ), described in Chapter 2 for conventional SAXS,
a lot of information can be derived from a one-dimensional difference
scattering curve. Different analysis strategies can be adopted depending
on the information that is sought and the available knowledge of the
system. Several strategies that have been adopted in this research are
presented in this section.

Kinetic decomposition
Photoreceptors respond to ambient light. The chromophore moiety,

embedded in their matrix, absorbs photons and undergoes conformational
changes. For the majority of photoreceptor proteins, the photo-induced
structural conversion occurs within seconds [39]. The reversion to their
dark-adapted state, on the other hand, can take anywhere from a few
minutes to a few hours. Due to this difference in time scales between
photo-conversion and reversion, the photo-activation of a photoreceptor
can be treated as an apparent forward reaction within the time frame of
our experiments (nanoseconds to milliseconds). This simplifies greatly the
search for a kinetic model. The difference scattering in a photoinduced
experiment can conveniently be described with a sequential combination
of basis spectra. These spectra can be obtained by singular value
decomposition (SVD), principal component analysis (PCA) or kinetic
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analysis, for instance. A mix of these methods is usually employed to
find a kinetic model representing the experimental data and were used in
Paper II, III and IV.

Information Content
Only a certain defined number of independent datapoints can be used

to reliably interpret the experimental scattering data. The number of inde-
pendent points (ns) generally equals the number of independent Shannon
channels [78] and can be estimated by Equation 3.2.

ns = (qmax −qmin)
Dmax

π
(3.2)

Where Dmax is the maximum dimension of the particle, and qmin and
qmax represent the lowest and largest angle respectively that can be used.
This means that a scattering curve has typically 10 to 50 independent data
points after spherical averaging. Their information content is usually insuf-
ficient to determine all degrees of freedom and infer a three-dimensional
molecular model without prior physical knowledge.

However, like in conventional SAXS analysis, an inverse Fourier trans-
form can be performed on the difference scattering (Equation 3.3) to
obtain the "difference pair-distribution function" (∆P(r)). Since, the pair-
distribution function measures distances in real space between scattered
electrons in regular SAXS, ∆P(r) will consequently measure the changes
in distances between electrons in different conformational states.

∆ P(r) =
r

2π2

∫ qmax

qmin

q∆I(q)sin(qr).exp(q−2α2)dq (3.3)

where qmin has to be chosen such that the condition qmin ! πDmax is
fulfilled, with Dmax being the maximum dimension of the protein [79].

Molecular Dynamics Simulations
It has become common usage to integrate molecular dynamics (MD)

simulations in the TRXSS analysis pipeline. TRXSS generates only low-
resolution scattering curves providing shape, size and kinetics information.
However, TRXSS data can be used to filter relevant models generated by
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MD simulations in order to supply insights of dynamic processes at the
atomic level [35–37].

MD simulations were initially developed in the 1970’s and have thrived
with the increase of computational power [80].

In this thesis, Classical MD simulations have been run to simulate the
unfolding of apomyoglobin and the photoactivation of blue-light photore-
ceptors. The applied Classical MD simulations resolve Newton’s equation
of motion, numerically and stepwise for all particles simultaneously [81],
meaning that quantum mechanics are not involved. The CHARMM force-
field [82] has been used to ensure that the generated models are sensible,
by specifying the form of bond angles, bond lengths, dihedral angles etc.
The forces are calculated from the potential energy, inevitably governed
by the chosen forcefield and the atomic coordinates. The pKa of polar
residues are estimated at the TRXSS experimental pH and adjusted ac-
cordingly. Finally, the salt concentration of the system is fixed to neutralize
the net charge.

A homology model of the protein of interest has to be built prior to
any MD simulations, if a refined deposited three-dimensional structure
is not available. This is especially true for photoreceptors, where atomic
models of intermediates in the light state are not always accessible.
Furthermore, different forcefields have to be adapted manually depending
on the chromophore conformational state. The flavin mononucleotide
(FMN) (Paper II-III) and the flavin adenine dinucleotide (FAD) (Paper
IV) chromophores and their environment, were modeled in their dark
and light adapted conformations to simulate the resting and excited states.

Restricted MD Simulations
Although MD simulations are generally accepted to accurately model

protein dynamics [83], in-silico simulations are often limited to a few
microseconds [84, 85]. However, many biological processes associated
with large conformational changes like in unfolding for example, happen
in a few milliseconds to seconds. Furthermore, the high energetic barriers
and cost to brake bonds make it very difficult to simulate the unfolding
of large systems such as apomyoglobin with the computational power
currently available. The system remains trapped in a local minimum
of the energy landscape when using regular MD simulations at high
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Figure 3.8: If a system is trapped in a local energy minimum (A), moving
restraints (B) can be applied to force the system to cross higher energetic
barriers.

temperatures (Figure 3.8 A). Over the years, different solutions have
been developed [86] to overcome this limitation. In Paper I, we applied
moving restraints on the MD simulations. PLUMED [87,88] was used to
add a time-dependent, harmonic restraint on the radius of gyration (Rg)
which evolved from the folded to the experimentally determined unfolded
values. This form of bias permits to cross the high energy barriers and
eventually forces the protein to unfold at a lower computational cost
(Figure 3.8 B).

X-ray scattering filtered MD
In the course of MD simulations many physically relevant models are

generated. To select the conformations that best represent the experi-
mental data, it is also possible to bias the energy landscape imposed by
MD simulations with the X-ray scattering [89]. As an educated guess,
this sampling method will guide the simulations towards the experimen-
tal data and will more likely create correct models. Used by many other
biophysical techniques, such as NMR [90], this guiding method has un-
fortunately the major drawback of being very computationally intensive
for large molecules. Generally, if further developed, this method could be-
come a major strategy for the analysis of TRXSS data as it is sensitive to
concerted conformational changes, even very small, in large parts of the
protein.

We used a different method to overcome the lack of computational
power (Paper I-IV). Instead, the experimental difference X-ray scattering
data were used to filter the structural models generated by classical
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and unbiased MD simulations. Different fitting strategies have been
used. For photoreceptors (Paper II-III), the theoretical scattering of the
dark and light models (see Section 3.3) were compared pair-wise to the
experimental difference scattering. On the other hand, for the unfolding
studies (Paper I) the average scattering of an ensemble of models
has been fitted to the experimental scattering data to select relevant
structures (see Section 3.3).

Scattering predictions from atomic coordinates
To gain structural and mechanistic understanding of a protein, the dif-

ference X-ray solution scattering can be compared to theoretical predicted
curves derived from three-dimensional models. Several software suites ex-
ist to compute the scattering from atomic models such as CRYSOL,
SASTBX, WAXSiS [54, 91, 92]. They differ principally on the spherical-
averaging method, the hydration-layer representation and the excluded-
solvent treatment. CRYSOL [54] was used in Paper I-III to calculate the
scattering from models generated with MD simulations. This program is
fast and is probably the most widely-used software for theoretical scatter-
ing computations. It uses multipole expansion of the scattering amplitudes
to calculate the spherically-averaged scattering pattern. One drawback of
CRYSOL, is the assumption that the hydration shell has a homogeneous
and uniform density, which, in reality, is not the case. This consideration
will in fine affects the scattering at q<0.1 Å-1. Furthermore, due to the
introduction of an excluded-solvent correction factor for the calculation of
the theoretical X-ray scattering, artificial scattering features can appear
at higher q. For this reason, CRYSOL was essentially used to calculate
the X-ray scattering for 0.1<q<0.8 Å-1 of the generated models.

In Paper II and Paper III, the theoretical scattering of the dark
and light adapted state models of CrPhot and BsYtva LOV domains
were calculated. Theoretical difference-scattering data was generated by
considering the scattering of every possible pair of models. The difference
data of each pair was then compared to the experimental scattering data.
The best pairs were selected based on the minimum discrepancy, defined
by the lowest R-factor, between experimental and theoretical difference
data. This method, although very useful, is restricted to homogeneous
states since only one structure representing a defined conformation is
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Chapter 3. Time-Resolved X-ray Solution Scattering

selected.

Ensemble fitting
Thermal unfolding of a protein occurs in a succession of discrete equi-

libria. As such, a mixture of conformational states is observed for each
delay-time rather than one single state, as opposed to light-driven TRXSS
experiments.

A different approach to the selection of a single model was used to
fit the experimental scattering data in unfolding studies (Paper I). In-
stead, an ensemble of structures was fitted to the experimental difference
scattering by the means of an adapted genetic algorithm. Analogous to bi-
ological evolution, a genetic algorithm is an optimization method based on
natural selection. In this genetic algorithm, similar to that of the ensemble
optimization method (EOM) in the ATSAS suite of analysis tools [93],
ensembles of structures evolve towards the optimal solution (Figure 3.9).
The scattering of each MD-simulated structure is calculated with CRYSOL
(Section 3.3) to form the initial pool of available models. Parents (ensem-
bles of MD structures) are selected, exchanged and mutated randomly
from the initial population to produce children (best ensembles) for the
next generation. The minimum discrepancy between the experimental and
average calculated scattering of the ensemble Chi-square is defined as the
selection criteria for the best ensembles. The algorithm is iterated for a
set number of generations.
Once the ensembles of structures best representing the experimental data
are selected, a clustering of the models can be performed considering de-
fined structural parameters such a, Rg, solvent accessible surface (SASA),
root-mean square deviation (rmsd), helicity etc. As opposed to photore-
ceptor studies, where a sequential model is assumed, a kinetic model can-
not be easily derived from the difference data due to the non-homogeneous
mixtures of states. To extract the time constants of the conformational
changes occurring during the unfolding process, it is possible to perform a
temporal decomposition of each cluster population (Paper I). This allows
the identification of "true" kinetic intermediates.
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Chapter 3. Time-Resolved X-ray Solution Scattering

3.4 Summary

Time resolved X-ray solution scattering is a powerful method to obtain di-
rect information of the particle shape, size, molecular weight, and protein
flexibility. Since TRXSS is a low-resolution technique, it is often combined
with another biophysical technique such as molecular dynamics simula-
tions. The kinetics and dynamics of essential biological mechanisms can
be obtained at atomic level and in great detail, using TRXSS in combi-
nation with MD simulations. I will present a few examples of application
of these methods in the next chapters.
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Chapter 4

Apomyoglobin

In Paper I, we applied time-resolved X-ray scattering to investigate
and comprehend the unfolding mechanism of apomyoglobin. The three-
dimensional structure of myoglobin, protein responsible of the dioxygen
storage in muscle, was the first protein structure to be solved by X-ray
crystallography [15]. Weighing only 17 kDa, and stable at a wide range of
temperatures, apomyoglobin (without the heme) is particularly suited for
three-dimensional structure and dynamics investigation. Apomyoglobin is
a well-characterized α-helical globular protein that has been extensively
used as a model system for protein folding and stability studies [94–99].
The folding field has particularly been reinforced by the growing interest
in neurodegenerative diseases that result from protein unfolding, misfold-
ing and aggregation, which range from Alzheimer’s disease [100] to can-
cer [101, 102]. As most of the available biophysical techniques are only
providing indirect structural information, or only focus on the equilibrium
of stable intermediate states, TRXSS is notably adapted for the charac-
terization of protein folding transient states. TRXSS can ultimately gain
insights into the kinetic and thermodynamic relationships between protein
folding and unfolding.

4.1 Apomyoglobin structure

Myoglobin is a protein which belongs to the globin family, and is found
in the muscle tissue of many animals. Similar to hemoglobin, it contains
a heme prosthetic group that binds dioxygen. Myoglobin accepts oxygen
from the red blood cells and transports it to the mitochondria of muscle
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Chapter 4. Apomyoglobin

cells. Apomyoglobin (apoMb), corresponds to myoglobin in which the
porphyrin ring (heme) has been removed. ApoMb consists of eight
alpha helices (80% helicity [96, 103]) folding into a compact and globu-
lar structure (Figure 4.1). It has a Rg of ca. 18 Å and a Dmax of 56 Å [103].

Figure 4.1: Apomyoglobin three-
dimensional structure and surface
obtained by X-ray crystallography (PDB
code: 1BVC after biliverdin ligand removal)

Composed of 154 amino
acids, many residues are conserved
among globins [104] and especially
between myoglobins in animals
(Figure 4.2). Indeed, Ptitsyn and
Ting [104] have analyzed 728
globin sequences and found two
groups of residues. One group
composed of 10 conserved func-
tional positions is involved in the
binding of the heme (Figure 4.2).
Another group, more distant does
not show any involvement in
primary oxygen-carrying function.
This group comprises three pairs
of non-functional residues (V11
and W15, I112 and L116, and

M132 and L136), all located on α-helices. The residues of each pair
are precisely separated by four residues, forming a complete helix-turn.
Interestingly, they are also located on helix A, G and H that form a com-
pact hydrophobic core in the early event of apoMb folding [97]. Several
mutation studies showed that the stability of the native state was greatly
reduced when those non-functional residues were substituted [105, 106].
Therefore, they have been suggested to promote the rapid and correct
folding process to the native tertiary structure.
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Chapter 4. Apomyoglobin

4.2 Folding intermediate states in apomyoglobin

Proteins spontaneously fold from randomly unfolded conformations to bi-
ologically active structures in a hierarchical manner. The folding pathway
of apoMb has been intensely studied mainly by NMR [94–99] and cir-
cular dichroism [107, 108], under kinetic and equilibrium conditions. A
three-step mechanism of unfolding has been proposed from a folded (F)
through an intermediate (I) to an unfolded (U) state:

The intermediate state, found under equilibrium conditions, has been
characterized at the atomic level as a molten globule [107]. This latter
corresponds to an extended but condensed form of the native-state config-
uration, with a reduced content of native-like secondary structures [103].
The topology of a molten globule is also similar to that of the native
state. The residue side-chains are more mobile, so that a molten globule
is generally seen as a looser native state. Molten globules have been un-
detected for a long time due to their transience and the limitations of the
available biophysical techniques to attain early timescales, such as micro-
or even nano-seconds. With the technological advances, new examples of
molten globules have been seen and they are now believed to be essential
intermediates in the folding pathway of proteins [62,109,110].

For example, the molten globule existing in the apoMb unfolding
pathway, has been described under equilibrium conditions at low pH
[97,103,111–114]. It has been depicted as compact but lacking secondary
structure. Even though it remains relatively folded and condensed, the
apoMb molten globule, has a helicity of only 40-50% [96,103]. The Rg of
the molten globule have been characterized by X-ray solution scattering
to 23 Å [103,113].
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4.3. Structural characterization of apomyoglobin unfolding

4.3 Structural characterization of apomyoglobin
unfolding

In Paper I, we combined TRXSS and a T-Jump to investigate the un-
folding process of apoMb. Due to the experimental set-up, the system
temperature could only be raised by 10°C with the provided IR-laser. To
select a reasonable equilibrium temperature, from which a 10°C devia-
tion could sample unfolding, we evaluated the folding state of apoMb by
measuring the intrinsic fluorescence under thermal denaturation. It was
mostly folded at 50°C, while more than 50% of apoMb was unfolded at
60°C. Therefore, we measured steady-state SAXS on apoMb at 50°C for a
dilution series. We then collected TRXSS data, after a 7 ns IR-laser pulse,
raising the system temperature by 10°C, inevitably shifting the equilib-
rium towards unfolding. The results showed three states in the unfolding
pathway of apoMb as previously observed: a folded, a molten globule and
an unfolded state (Figure 4.3 A-C). By combining MD simulations and
TRXSS, we could create models to interpret and characterize the unfold-
ing process of apoMb. The time-resolution of the events allowed us to
order the events with great details.

We found that the molten globule, prevailing in the solution 100 µs
after the T-Jump, qualitatively resembles the molten globule intermediates
found under equilibrium conditions at low pH. However, the kinetic molten
globule that we observe is also quantitatively different. Indeed, it is folded
(ca. 60%) with a slightly expanded Rg, only 6% increase compared to
the resting state. Furthermore, we observe that helix E is substantially
folded in the kinetic molten globule and docked on helix A. The MD
simulations provided us with great detail of the atomic positions. While
the surface of the protein is getting looser and most of the helices are
unfolded, especially helices B, C and D, the molten globule keeps a tight
and compact hydrophobic core.

We observed that even though the protein has the same shape and is
relatively folded, less native-contacts persist in the molten globule com-
pared to the native state. Particularly, we discovered that the remainder
of the contacts are precisely the conserved non-functional residues high-
lighted by Ptitsyn already in 1999 [104].
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Chapter 4. Apomyoglobin

Figure 4.3: Unfolding pathway of apoMb. Upon a T-Jump, the native state of
apoMb (A) expands to the molten globule state (B). Finally, the molten globule
unfolds to form the unfolded state (C). As helix F has been shown not to be
folded in myoglobin in the absence of heme, it is represented with dashed lines
in B. The relative concentration of each state is represented in D. Adapted
from Paper I.

In conclusion, the kinetic molten globule resembles the native state and
can be seen as looser. As the molten globule unfolds, buried and desta-
bilized residues start getting exposed to solvent. It is normal to observe
some differences between the kinetic and the equilibrium molten globule
as they have been observed under different experimental conditions. Fur-
thermore, most of the studies considered the population at equilibrium to
be the molten globule, but one can expect to also have a proportion of
unfolded and folded in the mixture, affecting the values of the obtained
structural parameters. By performing a decomposition of our data over
time (Figure 4.3D), we could access the "pure" molten globule.
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4.4. Summary

4.4 Summary

In Paper I, we have shown the application, potential and the advantages
of using TRXSS in protein unfolding studies. TRXSS can identify tran-
sient intermediates on very early timescales and on wide length scales. By
combining TRXSS and MD simulations, these techniques allow the iden-
tification and characterization of true kinetic intermediates at the atomic
level. We have identified three states in the unfolding pathway of apoMb
in accordance with previous studies: a native, a molten globule and an un-
folded state. We have shown that the kinetic molten globule we observed
is quantitatively different from the equilibrium molten globule previously
described. Thereby, we have proposed and validated a powerful method
to study unfolding mechanisms that can be applied to a wide range of
proteins.
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Chapter 5

LOV receptors

Blue-light photoreceptors, except cryptochromes, are by nature very mod-
ular in their architecture. These photoreceptors comprise typically one or
two modules, conserved during evolution, that contain the chromophore
and are responsible for the light absorption. Another module that ex-
hibits light dependent catalytic activity or binding, serves as an output
domain. The different modules are covalently linked and assembled in a
relatively compact three-dimensional structure. The inherent modularity
of blue-light photoreceptors makes them prime candidates for genetic ma-
nipulation and coupling to diverse output domains [115]. The elucidation
of their photoreactions, structures, and signaling mechanisms have re-
cently enabled applications in biotechnology and protein engineering, for
example in optogenetics [45–47]. In the continuation of those new appli-
cations, TRXSS has been applied in Paper II and Paper III on light-
oxygen-voltage (LOV) photoreceptors to understand their mechanism of
signal transduction.

5.1 LOV photoreceptors

5.1.1 LOV domain structure

Light-oxygen-voltage (LOV) sensor proteins use a flavin mononucleotide
(FMN) cofactor to absorb and respond to blue-light. They regulate many
physiological processes including phototropism [40,116] and plant growth
optimization [41]. LOV domains, members of the large and diverse super-
family of PAS (Per, ARNT, Sim) domains, are structurally conserved from
unicellular algae to higher plants. LOV domains (Figure 5.1) comprise five
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Chapter 5. LOV receptors

Figure 5.1: Structure of the LOV1 domain from Chalmydomonas reinhardtii in
the dark state (PDB: 1N9L).

anti-parallel β-strands (Aβ, Bβ, Gβ, Hβ and Iβ) and four α-helices (Cα to
Fα). Helices Eα and Fα pack against the β-sheet to shape a binding-
pocket for the flavin isoalloxazine ring. Over the years, many residues
have been identified to be essential for the phototransduction through
modification of the hydrogen bonding [117]. They are mostly localized
around the chromophore, within the binding pocket. Particularly, a cys-
teine located on Eα within the conserved sequence GXNCRFL(Q), forms
a covalent bond with the FMN upon blue-light illumination.

5.1.2 Photoreceptor structure

LOV photoreceptors contain typically one or two LOV domains joined
by linkers of different sizes and an output domain. Even though the
LOV domain structure is very conserved, the spatial arrangement of the
full-length protein and mechanism of phototransduction vary between
photoreceptors. Phototropin from Chlamydomonas reinhardtii (CrPhot)
and the light photosensor YtvA from Bacillus subtilis (BsYtvA) have
been under investigation in Paper II and Paper III, respectively.

CrPhot
Chlamydomonas reinhardtii possesses only one phototropin gene.

CrPhot acts as a monomer [118] and mediates blue-light dependent sex-
ual differentiation [119] and photosynthetic gene expression [120]. Two
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5.1. LOV photoreceptors

LOV domains (LOV1 and LOV2) in the N-terminal part of CrPhot form
the sensory domain and a serine threonine kinase (STK) domain com-
poses the C-terminal effector domain (Figure 5.2 A). In agreement with
previous studies (Figure 5.2 B, [118]), our SAXS data (Figure 5.2 C)
shows that the CrPhot full-length is arranged in tandem. However, the
exact spatial positioning of the different domains is unknown, as no high-
resolution structure has yet been provided for the phototropin full-length.
Additionally, two helices, namely the A’α helix and the Jα helix, at the N-
and C-terminal ends of the LOV2 domain, respectively, have been shown
to be important for signal transduction [121]. The Jα helix, with con-
served residues among phototropins, is embedded on the surface of the
α/β-scaffold at the opposite side of the FMN binding pocket [122,123].

Figure 5.2: Organization of the three functional domains: LOV1, LOV2 and
STK of CrPhot full-length (A). Low resolution models of CrPhot full-length
in the dark obtained by SAXS are presented in B (adapted from [118]) and
C (SAXS data measured at APS, not published). Homology modeled Ser/Thr
kinase (N-lobe: red, C-lobe; green), LOV2 (blue) and the crystal structure of
LOV1 (yellow) are fitted to the restored SAXS models in B [118].
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BsYtvA
The photoreceptor BsYtvA is a dimer in solution. Each monomer con-

sists of a LOV domain, a C-terminal Jα helix and a Sulfate Transporter
and Anti-Sigma factor antagonist (STAS) domain. In contrast to CrPhot,
it is the N-terminal A’α helix that docks on the β-sheet (Figure 5.3). The
receptor dimerizes in parallel through the LOV domain β-sheet surface and
the A’α helix.

Figure 5.3: Crystal structure of the dimer BsYtvA. The STAS output domain
is replaced by a histidine kinase in this case (PDB: 4GZC)

5.2 LOV domain photochemistry

The photochemistry of LOV domains has been very well resolved [124–
127]. In the dark state, the FMN chromophore (FMN450, Figure 5.4) is
fully oxidized and has a typical absorption spectrum with λmax ranging
from 445 to 450 nm (Figure 5.5). Upon absorption of a photon, an initial
singlet-excited state (FMN*, Figure 5.4) is formed within picoseconds,
rapidly switching through intersystem crossing to a triplet-excited state
(FMNT, Figure 5.4).
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5.2. LOV domain photochemistry

Figure 5.4: The photocycle of LOV do-
mains. PDB: 1N9L

An adduct is formed within mi-
croseconds, between the sulfur of a
conserved cysteine residue and the
C(4a) carbon of the isoalloxazine
ring. This adduct, characterized by
a maximum absorption at 390nm
(Figure 5.5), constitutes the sig-
naling state enabling the activa-
tion of the output domain. The
formation of the cysteinyl adduct
induces a tilt of the FMN chro-
mophore and the protonation of
the nitrogen N5. The proton could
come from the cysteine itself [128].
Recent publications actually sug-
gest that the protonation of N5
rather than the formation of the cysteinyl-adduct is required for the sig-
nal transduction [129]. Finally, the signaling state reverts through thermal
process to the dark state within seconds to hours depending on the re-
ceptor (Figure 5.5). Recovery to the dark state requires the breakage of
the flavin-C(4a)-cysteinyl adduct bond and the protonation of N5 and S
of the FMN and cysteine respectively [130].

Figure 5.5: Typical absorption spectrum of a LOV domain in the dark (black)
and after 445nm light illumination (blue). The protein reverts back to the dark
state within seconds to minutes depending on the receptor.
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5.3 Signal transduction in the LOV domain

Even though the photochemistry of the LOV domain is quite well un-
derstood, it is still unclear how the signal is relayed to the effector do-
main. Additionally, the vast majority of the mechanisms of signal relay
are not conserved among blue-light photoreceptors [127]. Depending on
the architecture and the output domain, LOV photoactivation can lead
to photoreceptor dimerization [131,132] or monomerization [133] and the
re-positioning of the LOV domains with respect to each other [134]. Very
similar in structures, the LOV domains may even have different functions
within the same protein. In CrPhot for example, LOV1 and LOV2 pos-
sess different roles. LOV2 has been shown to be responsible for blue-light
dependent auto-phosphorylation of the kinase domain [135] through the
release of the Jα helix upon adduct formation. While LOV1 is thought
to act as a dimerization site in higher plants [132, 136], it must possess
a different function in CrPhot since only one isoform exists in the green
algae and the photoreceptor functions as a monomer. As of today, the
difference in functional role among LOV domains is still unclear.

Figure 5.6: Cα distance difference maps between light and dark for CrPhot (A)
and BsYtvA LOV domains (B). The conformational movements associated with
photon absorption are shown in C (PDB: 1N9L).

We measured TRXSS on both CrPhot LOV1 (Paper II) and BsYtvA
LOV domain (Paper III) to elucidate their mechanism of signal relay. For
both samples, we observe small but global conformational changes in LOV
that can be well explained by a mono-exponential kinetic model, with a
time constant of 1 to 2 µs. The time scale of these events corresponds to
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the formation of the cysteinyl adduct as described by spectroscopy [124].
We assumed that the major conformational rearrangements that we see
in the LOV domain, leading to the signaling state, are concomitant to
the formation of the cysteinyl adduct. Structural modeling of the dark
and light states based on TRXSS filtered MD simulations show that the
initial events of signal relay from the chromophore to the β-sheet surface
are conserved among LOV domains. Indeed, we observed small but signifi-
cant and similar concerted movements upon adduct formation for CrPhot
(Figure 5.6 A) and BsYtvA (Figure 5.6 B) that are characterized by the
spacing of helix Cα and Fα, and the movement of Iβ, Aβ and Bα towards
the FMN binding pocket. These movements are summarized in Figure 5.6
C.

Figure 5.7: Hydrogen bonds involving the conserved GLN120 in the dark (A)
and light state (B).

Through the generation of high resolution models of the CrPhot LOV1
domain (Paper II), we could also gain atomic details on the mechanism
of signal relay. It has been shown in previous studies that a rearrangement
of the hydrogen bond network occurs upon adduct formation [137–139].
More specifically, a conserved glutamine has been proposed to play a
key role in signal transduction by changing its conformation in the light
state [140]. In our models representing the dark state, Q120 (in CrPhot
LOV1 numbering) forms a hydrogen bond with flavin-O4 (Figure 5.7 A).
In the light state, the side chain flips to form a hydrogen bond with the
protonated flavin-N5. The hydrogen bond that we see in the dark trajec-
tory between Q120 and N99, on Gβ is broken in the light (Figure 5.7 B).
As we observed major movements in the Iβ,Aβ/Bα region, we concluded
that the change of conformation of Q120 is responsible of this movement,
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in agreement with other studies [141]. Likewise, we found that the move-
ment of Iβ also induces a change of electrostatic surface on the outer
surface of the β-sheet precisely where Jα lies on the CrPhot LOV2 (Fig-
ure 5.8).

Figure 5.8: Electrostatic surface computed for the dark (A) and the light state
(B). Blue surfaces indicate a positive surface charge while the red displays a
negative surface charge.

In Paper II, we have demonstrated that even though LOV domains
possess different roles, the initial events of signal transduction from the ab-
sorption of a photon to the conformational changes are conserved among
LOV domains. Blue-light induced chain movements alter the hydrogen
bond network and electrostatic surface. We suggest that the difference
in role and function of LOV domains is associated with the nature of
the linkers and the structural arrangement and placement of the LOV
domains. Indeed, the binding site on the surface of the β-sheet can be
occupied in LOV2 by the C-terminal Jα helix, the N-terminal extension
or the A’α helix as seen for BsYtvA [142]. Phototropin from the green al-
gae Chlamydomonas reinhardtii functions as a monomer and is organized
in tandem [118]. However, the exact positioning of the LOV1 domain
with respect to the LOV2 domain is not known. In the light of the TrXSS
and MD simulations results, we suggest that the LOV1 and LOV2 domains
are in close proximity or interact through their β-sheets. As LOV1 presents
similar conformational changes and feature than the LOV2 domain upon
blue-light absorption [143], we do not exclude that LOV1 also interacts
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Figure 5.9: Light induced conformational change in BsYtvA. (PDB: 2PR5)

with the A’α and the Jα helix. The CrPhot LOV1 domain, even though
not essential for the activation of the STK domain, has been suggested
to extend the lifetime of the signaling state [144]. We propose that LOV1
participates in Chlamydomonas reinhardtii to the destabilization of the
A’α and Jα helices.

5.4 Structural photoactivation of the YtvA-LOV
domain

LOV activation alters a binding site on the surface of a β-sheet adjacent
to the chromophore. While the modification of this binding site in LOV2
leads to the release of Jα in CrPhot, our TRXSS data does not show any
undocking of the A’α in BsYtvA. Instead, the scattering data together
with MD simulations revealed a light-induced separation of the two LOV
monomers (Figure 5.9). The two domains splay apart at the level of the
transition between the C-terminal part of the LOV domain and the Jα he-
lix, while the A’α helices barely move. The separation of the two domains
was only about 3 Å, in agreement with previous results [145]. As blue-light
absorption leads to a change in the electrostatic surface of the β-sheet in
CrPhot, we can suggest that the same phenomenon happens in BsYtvA
leading to the repulsion of the two LOV domains. Increased separation
of the Jα helices causes supercoiling of the effector domain regulating its
kinase activity [53].
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5.5 Summary

Despite the difference in function and structural arrangements of the dif-
ferent LOV domains we show with TRXSS that the light-induced con-
formational changes are conserved among LOV domains. Through the
generation of high-resolution models by MD simulations we could analyze
and identify crucial residues in the mechanism of signal transduction in
LOV domains. As the LOV domains associate with different linkers and
display different functions in spite of their similar activation mechanism,
we suggest that their function is associated with their three-dimensional
arrangements and the nature of their surrounding linkers. This is partic-
ularly promising for further photoreceptor manipulation. Added to their
modularity and ubiquity, LOV domains could easily be recombined with
different output domains to engineer new photoreceptors, like the light-
gated histidine kinase YF1 for example [146].
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Cryptochromes

Cryptochromes are blue-light sensing photoreceptors present in all king-
doms of life. Playing a key role in development and growth, they also par-
ticipate in the animal circadian clock and are proposed as magnetorecep-
tors in migratory birds. Interestingly, cryptochrome structures are closely
related to photolyases (45%), evolutionary ancient flavoproteins that cat-
alyze light-dependent DNA repair. Cryptochromes, which have lost the
ability to repair DNA, function instead as signaling molecules, that reg-
ulate various biological responses. In Paper IV, we employed TRXSS to
understand the mechanism of phototransduction and associated confor-
mational changes, proffering the cryptochromes with this novel role.

6.1 The family of Photolyases/Cryptochromes

The Photolyases/Cryptochromes family is broad, diversified, and present
throughout the biological kingdom. This family contains three major
categories of proteins: the cyclobutene pyrimidine dimer (CPD) pho-
tolyases, the (6-4) pyrimidine-pyrimidone adduct photolyases and the cryp-
tochromes. Photolyases are proteins that utilize the light energy for the re-
pair of UV-damaged DNA. Cryptochromes, descending from photolyases,
were first discovered in Arabidopsis thaliana and subsequently found in
higher plants and animals. Even though photolyases and cryptochromes
are structurally closely related (Section 6.2), cryptochromes have lost the
ability to repair DNA and have instead gained a novel role in signal-
ing [38]. In the course of evolution, two classes of cryptochromes have
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been differentiated. Cryptochromes from plants (cry1 and cry2) and cryp-
tochromes from animals (type I in insects and II in mammals). However,
since mammalian cryptochromes of type II participate in light-independent
transcriptional regulation, they will not be further described. This thesis
has focused on the insect cryptochrome from Drosophila melanogaster
(DmCry) and comparison has been made with the (6-4) Xenopus laevis
photolyase (XlPho).

6.2 Cryptochrome Structure

Cryptochromes and photolyases present a great sequence similarity in
their N-terminal domain. This is reflected in the common protein fold-
ing and binding of the flavine adenosine mononucleotide (FAD) chro-
mophore (Figure 6.1). The first crystal structure of a member of the
Photolyases/Cryptochromes family was that of the E. coli class I pho-
tolyase [147]. This structure displayed a bilobal architecture divided in
two subdomains. One domain forms the well-known Rossmann fold, with
a mixed α/β topology, whilst the second domain is mostly helical. The he-
lical domain binds the FAD chromophore. As of today, this structural fold
appears to be analogous in all the refined structures of class I DNA pho-
tolyase [148], (6-4) photolyases [149, 150], plant [151] and animal [127]
cryptochromes and DASH cryptochromes [152] (Figure 6.1). The length
and nature of the linker, between the α/β domains and the helical domain,
differ between proteins.

Compared to photolyases, cryptochromes also possess a carboxy-
terminal tail (CTT) of typically 10-100 residues [38]. Interestingly, the
CTT occupies precisely the DNA binding pocket present in photolyases.
Through a Phe-Phe-Trp (FFW) conserved motif, and especially phenylala-
nine 534, the CTT positions analogously to the (6-4) photolesion on the
photolyase homology domain (PHD) [127] (Figure 6.1 A and B). Upon
blue-light illumination, limited proteolysis assays and SAXS [153] measure-
ment have suggested that the CTT of DmCry undocks or unfolds from
the PHD to educe a binding site for interacting partners. The FFW motif
has also been indicated to be instrumental in this process. However, by
which mechanism is the CTT released after the light absorption remains
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Figure 6.1: Crystal structures of D.melanogaster cryptochrome (A),
D.melanogaster(6-4) photolyase in complex with the non-natural N4-methyl
T(6-4)C lesion (orange) (B), T.thermophilus class I photolyase (C) and mem-
ber of the newly identified class, S. sp. PCC 6803 DASH cryptochrome (D).
The α/β and helical domain are colored in blue and beige respectively while the
linker between the two domains is in light blue. The C-ter tail of cryptochrome
is depicted in pink. The PDB access codes are given in parentheses.
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largely unclear. Histidine 378 (H378) in DmCry has particularly been scru-
tinized, as its homolog in (6-4) photolyases is essential for the DNA repair
activity [154,155]. This H378 lies between the isoalloxazine moiety of the
FAD chromophore and the CTT. Recently, a proton uptake by this his-
tidine in DmCry has been suggested to alter the surrounding hydrogen
bond network, ultimately leading in the release of the CTT [156].

6.3 Flavin photoreduction

Even though photolyases and cryptochromes present very similar struc-
tural features, they do not undergo the same reactions. While photolyases
can perform a light-driven DNA repair and flavin-photoreduction, cryp-
tochromes can only do the latter. Many studies have been carried out
to understand these different functionalities. The FAD chromophore has
be found in different redox states, namely fully oxidized (FADox), fully
reduced (FADH-), and radical (FADH•). It appears that cryptochromes
and photolyases have different photoactivation reactions. The FAD ac-
tive form is fully reduced in photolyases, while it is fully oxidized in in-
sect cryptochromes [38, 157]. In DmCry, an electron transfer is triggered
upon blue-light illumination, from the FADox along a series of trypto-
phan residues [147, 151]. Three of the tryptophan residues are conserved
among photolyases. In animal cryptochromes, a fourth tryptophan has
been recently discovered to participate in the electron transfer [127]. The
electron transfer is very fast (few nanoseconds) and go through W420,
W397, W342, and W536 eventually leading to the CTT release in DmCry.

6.4 Signal transduction

DmCry regulates the circadian function by inducing the light-dependent
ubiquitin degradation of the timeless protein (TIM). It was suggested that
the release of the CTT, after photoactivation, opens a binding site for
TIM. This hypothesis is reinforced by the fact that DmCry CTT deletion
mutant (ΔCTT) is constitutively active [158]. Light also activates DmCry
degradation but on a longer timescale. In Paper IV, we used TRXSS to
study the conformational changes of DmCry upon blue-light absorption,
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and assess the role of H378 in signal transduction. We recorded TRXSS for
wild-type DmCry and a histidine 378 to alanine mutant (DmCry H378A)
at pH 7 and 9. If H378 was to uptake a proton, the solution pH should
then have an effect on the formation of the signaling state.

The difference scattering signals of DmCry and DmCry H378A,
evolved over time and were very similar at pH 7 (Figure 2, A and B in Pa-
per IV). Five intermediates were found for DmCry by spectral kinetic de-
composition namely, DmCryα, DmCryβ, DmCryγ, DmCryδ, DmCryε (Fig-
ure 6.2 A,B and E).

Figure 6.2: Kinetic analysis of the TRXSS data for wild-type DmCry (A) at pH
7. The time-dependent contributions of the different structural intermediates
are presented for wild-type DmCry (B), DmCry(H378A) (C) and wild-type
XlPho (D). The model outside the probed time region is shown as dotted lines.
The basis spectra of the different intermediates are shown for DmCry (E),
DmCry(H378A) (F) and wild-type XlPho (G), with the same color code.

Conformational transitions were calculated at ca. 100 ns, 770 ns,
259 µs and 2.5 ms. Only four species were found for ΔCTT (Figure 6.2 C
and F), resembling DmCryβ - DmCryε. Since TRXSS data was recorded
from 3 µs for ΔCTT, we assumed that DmCryα was not directly ob-
served due to the experimental time scale and was convoluted together
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with DmCryβ. Clear difference signals, up to 300 µs, were observed in the
low q region (q<0.1 Å-1) indicating small but concerted changes of the
global protein structure. From 1 ms, difference signal started to appear
in the intermediate q range (0.1<q<0.2) for DmCryε, indicating major
secondary structure rearrangements that we associated with the confor-
mational change of the CTT. We thus attributed DmCryε to the signaling
state. This was supported by the fact that we did not observe such change
in XlPho (Figure 2C in Paper IV), which does not possess a CTT. Only
one state, resembling the early DmCryβ, was found in XlPho (Figure 6.2 D
and G). This correlated well and confirmed that the two proteins undergo
similar electron transfer reactions after photoactivation.

Together, these results demonstrated that H378 is not essential for
the formation of the signaling state. We proposed that H378 is instead
stabilizing the CTT in the resting state, by forming a hydrogen bond with
W536 in the conserved FFW motif (Paper IV, Figure 4F). This would
prevent a signal leaking in the dark state and a constitutive activation
of TIM. Nonetheless, DmCryε was not observed at pH 9 for DmCry and
DmCry H378A (Figure S4 A and B in Paper IV). This indicated that a
proton uptake was still required for the formation of the signaling state
and that this reaction is very much pH dependent. The identity of this
proton donor is still unknown.

Finally, in the light of the results of Paper IV we propose the following
sequence of events in the photoactivation of DmCry (Figure 6.3). In the
first events of photoreaction (DmCryα-γ), the hydration layer rearranges.
Simultaneously, the photo-excited state corresponding to the radical pair
FAD•-...W394• is formed. The protein corresponds then to DmCryγ, which
is slightly more compact than the resting state. As a consequence of the
reduction of FAD, the hydrogen bond between H378 and W536 is broken.
Subsequently, the CTT loosens up or becomes unstructured (DmCryδ).
The protonation of a yet unknown residue leads eventually to the release
of the CTT (DmCryε). The formation of this signaling state finally enables
the interaction with downstream partners.
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Figure 6.3: Proposed structural photocycle for DmCry (in grey) and structural
rearrangements in the different intermediates based on our TRXSS data. The
associated photochemical photocycle of the FAD chromophore (in blue) as
determined by transient absorption (TA) spectroscopy is presented in the outer
circle.

6.5 Summary

Through Paper IV, we have shown another example of application for
TRXSS in combination with MD simulations. We could study the global
conformational rearrangements of DmCry upon blue-light illumination.
Thanks to the atomic details provided by MD simulations, we could high-
light the role of H378 in the stabilization of the CTT in the dark state,
eventually gaining new insights in the signal transduction mechanism in
the cryptochrome family. As deregulation of the circadian clock consti-
tutes a significant factor in tumorigenesis for example [159], this study
could bring new perspectives into the origin of non-functional copies of
cryptochromes.
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Conclusions and Outlook

This work has presented the potential and power of time-resolved solution
X-ray scattering to study protein structure and dynamics. This method has
allowed us to address various biological questions on different time and
length scales.

For example, this technique has brought new insights into the "pro-
tein folding problem" of small globular proteins (Paper I). Partially folded
and misfolded proteins that escape the cellular quality-control mechanism
have a high tendency to form inter-molecular hydrogen bonds resulting in
aggregation. This could have drastic consequences and lead to neurode-
generative diseases and cancer. With this work, we have demonstrated that
apomyoglobin unfolds in a succession of defined steps. We have also char-
acterized the molten globule intermediate at the atomic level. Finally, we
have suggested that conserved, non-functional residues initiate the mech-
anism of apomyoglobin folding. We hope that these results contribute to
the broader understanding of conformational diseases.

In this thesis, we also have applied TRXSS to study the signal trans-
duction mechanism in blue-light photoreceptors (Paper II-IV). In Paper
IV, we have identified new structural intermediates in the photoactiva-
tion of Drosophila melanogaster cryptochrome. Photoreceptors not only
govern diverse adaptive responses in organisms, but as light-regulated ac-
tuators, they also provide the foundation for optogenetics. The modular
nature of blue-light photoreceptors has been particularly attractive for the
design and engineering of new photoreceptors. Particularly, understanding
the signal relay from the photosensory domain to the effector domain of
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blue-light photoreceptors could help the fusion of new photoreceptor do-
mains exhibiting different properties. In Paper II and Paper III we have
examined the signal transduction from the chromophore to the outer sur-
face of the light-oxygen-voltage domains from Chlamydomonas reinhardtii
and Bacillus subtilis. We have shown that the essence of the conforma-
tional changes occurring upon photon absorption are conserved among
LOV domains. We have proposed a new structural arrangement of the
full-length CrPhot and suggested a new role of the LOV1 domain. In the
dimer BsYtvA, we have demonstrated that the conformational changes
lead to the separation of the two LOV domains at the anchoring of the
effector domain. We suggest that the movement of the LOV domains
enable the activation of the effector domain.

A fundamental asset of X-ray solution scattering is that it provides the
overall structure, both in architectural arrangements and conformations,
in the 10–50 Å resolution range. It can be used in near-physiological con-
ditions. With this work, we have demonstrated that TRXSS has a wide
field of applications. TRXSS offers also significant potential advantages
for the structural analysis of membrane proteins in lipid bilayers and de-
tergents. Due to their size and level of complexity, membrane proteins
represent a great challenge for X-ray crystallography and NMR, which
can be addressed with by X-ray solution scattering [34]. However, TRXSS
also possesses major drawbacks that hopefully can be overcome in the
future.

For example, the low-resolution retrieval of information has already
been surmounted by the combination of TRXSS with high-resolution tech-
niques such as X-ray crystallography or MD simulations (as used in this
thesis). With the constant advances of computational power, we expect
to see tremendous progress in the understanding but also the prediction
of the structure and function of biological macromolecules. We will be
able to simulate in-silico larger systems on even broader time-scales. The
emergence of X-Ray Free-Electron Laser Facility appears to be particu-
larly promising for TRXSS as well [160]. Nevertheless, there is also much
room for improvement in the TRXSS data collection and processing, es-
pecially in automation. Aside from the practical problem of triggering a
reaction, TRXSS could benefit from the development of sample delivery
devices, which are up to this day, mostly "homemade". The development

64



Chapter 7. Conclusions and Outlook

of even faster read-out detectors could potentially allow investigations on
even shorter time-scale [75]. Furthermore, there is a need for the devel-
opment of high-throughput structural analyses, which have already been
implemented for X-ray crystallography [161].

To conclude, I hope that TRXSS together with technological advances
will become a widely adopted tool. This technique can play a great role in
cutting-edge structural research. I hope that this technique will not only
provide answer to existing problems but also explore new challenges and
discoveries in structural biology.
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