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Résumé

Nous avons développé une méthode pour étudier la structure de molécules d’ADN étirées
mécaniquement. Les échantillons sont des films d’ADN constitués de macromolécules
bien orientées et produits par un procédé de filage en milieu humide. Du fait que les
molécules sont déjà orientées à la fabrication, les forces appliquées par la suite peu-
vent directement induire des transitions structurales. Latransmission des forces entre
molécules voisines est possible grace à la réticulation parle formaldehyde, l’éther digly-
cidique d’éthylène glycol ou des bis-intercalants. L’efficacité des produits réticulants est
testée par électrophorèse en gel et en étudiant les propriétés élastiques des films d’ADN
traités. Nous avons, pour la première fois, donné une preuvede la réticulation inter-
moléculaire d’ADN par le formaldéhyde. La structure du complexe ADN-formaldéhyde
a été caractérisée par diffusion Raman, ce qui nous a permis de distinguer entre réticula-
tion et dénaturation.
Le maintien à une valeur constante et à un niveau assez élevé de l’humidité relative des
films se traduit dans les échantillons par la présence d’ADN sous la forme B. La dy-
namique à basses fréquences pendant l’hydratation et la déshydratation sont suivies par
spectroscopie terahertz résolue en temps. Nous avons observé pour la première fois des
différences en transmission selon l’orientation, parallèle ou perpendiculaire au champ
électrique terahertz, des films. Les temps caractéristiques de la transition de la forme A
vers la forme B des échantillons sont confirmés par les résultats de la diffusion Raman.
L’inclinaison des paires de base pendant l’étirement des films d’ADN est étudiée par
biréfringence. Dans le cas des films réticulés, la biréfringence décroît. Le changement
de distance entre les paires de base est mesuré par diffraction X. Nous avons observé
des réflexions inconnues et discutons les possibles interprétations physiques et struc-
turales. Un reflet méridional qui correspond à une périodicité de 7,4 Å provient proba-
blement d’une conformation étirée et non-hélicoïdale. Le reflet disparaît quand on réduit
l’humidité relative et que l’on déshydrate l’échantillon.
Nous avons montré que l’enchevêtrement des molécules d’ADNdans les films induit
un certain degré de «réticulation», en accord avec ce qui a été rapporté dans la littérature.
L’augmentation du débit pendant le filage en milieu humide permet de commencer à étirer
l’ADN.





Zusammenfassung

In der vorliegenden Arbeit wird eine Methode zur strukturellen Untersuchung von me-
chanisch gestreckten DNS-Molekülen entwickelt.

Als Proben werden in einem Nassspinnverfahren hergestellte DNS-Filme, in denen die
Makromoleküle bereits eine hohe Orientierungsordnung besitzen, verwendet, so dass
Kräfte, die auf den Film einwirken, direkt zu Strukturänderungen der DNS führen kön-
nen. Eine Kraftübertragung zwischen den einzelenen Molekülen wird durch Vernetzung
erreicht, wobei Formaldehyd, Ethylenglykoldiglycidylether sowie verschiedene Bisinter-
kalatoren verwendet werden. Ein Vergleich der genannten Vernetzungmethoden wird mit-
tels Gelelektrophorese sowie durch Bestimmung des elastischen oder plastischen Verhal-
tens der Filmproben durchgeführt. Zum ersten Mal kann auch nachgewiesen werden,
dass Formaldehyd intermolekulare Verknüpfungen in DNS ausbildet. Die Sekundärstruk-
tur des Formaldehyd-DNS-Komplexes wird mit Ramanstreuungcharakterisiert, wodurch
auch eine eindeutige Unterscheidung von einem reinen Denaturierungsprozess ermöglicht
worden ist.

Durch Änderung der umgebenden Luftfeuchtigkeit kann die DNS in den Filmproben in
B-Form gebracht werden. Die niederfrequente Dynamik während der Hydratisierung
und Dehydratisierung wird durch Terahertz-Zeitbereichsspektroskopie vermessen, wobei
erstmals Transmissionsunterschiede in Abhängigkeit von der Orientierung der DNS gegen-
über dem elektrischen Terahertzfeld verzeichnet werden. Die Zeitkonstanten für einen A-
zu B-Übergang der Proben können durch Ramanstreuung bestätigt werden.

Die DNS-Filme werden beim Strecken durch Doppelbrechungsmessungen bezüglich der
Basenpaarverkippung untersucht. Vernetzte Filme zeigen beim Strecken eine Abnahme
der Doppelbrechung. Mittels Röntgendiffraktionsmessungwerden Änderungen der Basen-
paarabstände festgestellt. Es treten hierbei bisher unbeobachtete Periodizitäten auf, für
die Interpretationsvorschläge ausgearbeitet werden. Einmeridionaler Reflex, der einer
Periodizität von 7.4Å entspricht, stammt vermutlich von einer gestreckten, entwundenen
Konformation. Der Reflex verschwindet, wenn die Luftfeuchtigkeit, welche die Probe
umgibt, erniedrigt und der Film dehydriert wird.
Es zeigt sich jedoch, dass auch -wie bereits in der Literaturdiskutiert worden ist- Ver-
schlaufungen der DNS-Moleküle in Filmen zu Vernetzung führen. Auf diese Weise kann,
wenn etwa der Zufluss an DNS-Lösung beim Nassspinnen hoch genug gewählt wird, eine
Streckung der DNS erreicht werden.
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Chapter 1
Introduction

Deoxyribonucleic acid (DNA) carries the genetic information leading finally to the syn-
thesis of proteins via the ribonucleic acid (RNA), which carries one additional oxygene
atom, by the following processes [1]:

DNA −−−−−−→
transcripton

RNA −−−−−→
translation

protein

The information is encoded in a sequence of base pairs, whereby three base pairs spec-
ify an amino acid. A set of only 20 amino acids forms all proteins, which are involved in
almost every biological process. Understanding genetics is impossible without the knowl-
edge about the structure of molecules carrying the hereditary information. Having opened
this scientific area belongs to the most fundamental discoveries of the last century. Until
that time, genetics had only been described by statistics. ’For a time, indeed, genetics
itself was in danger of becoming almost a branch of mathematics.’, wrote S. Jones in his
introduction for J. D. Watson’s book about how the structureof DNA was elucidated [2].
Watson and Crick were able, after their discovery of the structure of DNA in 1953, to
derive a model about replication [3, 4]. Understanding biological processes is based on
chemistry on a molecular level. Structural information wasprovided by physical meth-
ods. Since, a lot of effort was spent to discover the structural properties of DNA, RNA
and protein folding.

In 1981, Stasiak at al. found by transmission-electron microscopy on a complex of plas-
mid DNA with a recombining protein recA that the double-stranded DNA was stretched
to a length of 1.5 times its relaxed contour length [5]. Up to its relaxed contour length,
the extension behavior of DNA could be described by entropicand stiff-rod elasticity
[6]. In 1996, two groups discovered independently a unique force-extension behavior of
double-stranded DNA: It was possible to over-stretch DNA upto about 70% of its relaxed
contour length [7, 8].
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1 Introduction

Beyond the contour length, the DNA molecule began to elongate at a constant force. The
view is shared that the plateau appears due to a structural change, but its origin is still
under debate. This behavior, which is not found in syntheticpolymers, is explained by
two main competing scenarios:

(i) transition to a new conformation characterized by stronglyinclined base pairs or an
unwinding of the helix [9]

(ii) denaturation [10, 11].

The plateau is supposed to be a coexistence of ’S-DNA’, a stretched conformation that has
to be specified, and regular B-DNA. In most cases, the plateauis understood to contain
a more and more increasing amount of S-DNA, while the DNA molecule is elongated.
Unfortunately, the presence of a plateau does not allow to discriminate between the sce-
narios(i) and(ii) . Clausen-Schaumann et al. found that the plateau force correlates with
the content of hydrogen bonds, i.e., the amount of G-C with respect to A-T base pairing
in the double-stranded DNA [12].

Single-molecule experiments can hardly decide this debate, because a birefringence or
X-ray diffraction measurement on a single DNA molecule doesnot give enough signal,
but stretching a larger amount of DNA molecules could allow acharacterization of the
over-stretched state or states of DNA.
Wilkins was the first to report about the extensibility of DNA[13]. Drying a DNA fiber
between crossed polarizers, he saw parts becoming dark and bright again. His conclusion
was a sign reversal of the birefringence under stretching. From X-ray diffraction data,
Wilkins suggested an extended helix resembling a twisted step-ladder with a nucleotide
spacing of 5.4 [14, 15]. These experiments were continued by Greenall et al. [16, 17, 18].
These experimental data are hard to be compared with data from single-moleccule stretch-
ing, since:

(i) the humidity is uncontrolled. Therefore, other conformations (A-DNA among others)
are probable to be found in the sample. This is reflected by thepoor quality of the
XRD spots.

(ii) the shape and the thickness of the fiber are uncontrolled.

In this work, we have stretched DNA samples keeping a high humidity, so that the DNA
can exist in its B-conformation during the experiment. Structural transitions must only
be induced by force. The used samples are highly oriented DNAfilms produced by a
wet-spinning method. Different chemical cross-linkers asformaldehyde, ethylene glycol
diglycidyl ether, as well as bis-intercalators are appliedto build a stable network, so that
stretching forces can be trasmitted via cross-links.
In Chapter 2, we describe biefly the chemical composition of DNA and present physical
properties, e.g., different DNA conformations, its birefringence, vibrational bands and
the interpretation of X-ray diffraction patterns of DNA films and fibers. In this context,
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we give an overview about the stretching experiments on DNA as well as simulations
and theoretical concepts that try to explain the over-stretching scenario. Furthermore,
we give an introduction to intercalation and DNA cross-linking. In Chapter 3, the wet-
spinning method for producing oriented DNA films and the usedcross-linking techniques
are presented. After that, we describe our sample cells and the methods for characteriza-
tion: the set-ups to measure birefringence, Raman scattering, and time-domain terahertz
spectroscopy, furthermore X-ray diffraction measurements. Chapter 4 presents the results
testing inter-helical cross-linking on DNA in solution andDNA films and elasticity of
DNA networks. The A-B transition is studied by means of terahertz spectroscopy and
Raman scattering, which provides a good method to characterize the effects of formalde-
hyde on DNA. Finally, we observe changes in birefringence stretching DNA films. From
X-ray diffraction measurements, force-induced structural changes in DNA are discussed.

3



Chapter 2
Fundamentals about DNA

Deoxyribonucleic acid (DNA) is a macromolecule that consists of a sugar-phosphate
backbone fulfilling structural properties and a sequence ofdifferent base pairs. DNA is
therefore not a homopolymer: The base-pair sequence has a special meaning and encodes
genetic information of life. This chapter gives an overviewover the chemical composition
of this molecule and its fundamental structural properties. Basics about the chemistry of
DNA and its composition can be found in a variety of literature and are taken especially
from [1, 19, 20]. In this context, a schematic of the experiments and theories to understand
its mechanics is presented.

2.1 Molecular structure of deoxyribonucleic acid

2.1.1 Chemical composition

The elementary part of DNA is adeoxyribonucleotidecontaining one (or more) phosphate
group(s), a sugar, and a base. The prefixdeoxymeans that one oxygen atom is absent in
the sugar in contrast to the ribose it is derivated from. The sugar calledβ -D-2-deoxyribose
is shown in Fig.2.1.
The bases are derived from purine (adenine and guanine) and pyrimidine (cytosine and
thymine). Figure2.2 demonstrates the constitutional formulae of the four bases, purine
and pyrimidine.
The base is bound to the sugar in the following way: The N-1 atom of pyrimidine bases

Figure 2.1: Structure ofβ -D-2-deoxyribose. The carbon atoms have been numbered.
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2.1 Molecular structure of deoxyribonucleic acid

Figure 2.2: The bases adenine (A) and guanine (G) are derivates of purine, cytosine (C)
and thymine (T) of pyrimidine.

and respectively the N-9 atom of purine bases is bound to the C-1 atom of the sugar. This
complexes are callednucleosideand are connected to each other by phosphate groups
bound to the C-5 of the sugar. Up to here, such a DNA molecule iscalled single-stranded.
This composition has already been found in [21]. The same reference indicates further-
more a distance between subsequent nucleotides of 3.4. Later on, structural examinations
could reveal the double-stranded configuration of DNA. The first essential observation
supporting such a structure was that the ratio between adenine and thymine as well as
between guanine and cytosine is exactly one [22]. Watson and Crick were the first to
derive a model from X-ray diffractograms that were taken by Franklin and Wilkins with
the following essential characteristics [4]:

• two helical strands wound around a common axis

• both strands in opposite direction

• The hydrophobic base pairs form the interior part screenedby the hydrophilic sugar-
phosphate backbone from the water molecules.

• For their observed DNA configuration (B-DNA), they found:

– a helical pitch of 34

– a diameter of the helix of 20

– the base planes all perpendicular to helix axis

– The sugars planes are nearly perpendicular to the bases.

– About 10 bases make the helical pitch. The angle between subsequent bases
seen parallel to the helix axis is therefore 36◦.

5



2 Fundamentals about DNA

– Base pairing appears between adenine and thymine, furthermore between gua-
nine and cytosine. The sequence along the molecule can be random.

The last conclusion was drawn for steric reasons and could directly be derived from the
X-ray pattern. Earlier suggestions like the one of a triple helix with exposed base pairs
made by Pauling [23] were rejected [3]. Figure2.3shows the whole structure of DNA.

Base pairing. Hydrogen bonds between the bases stabilize the structure inthe inte-
rior. The space between two bonds to the sugar of both strandsis 10.8 fitting exactly for
a pair of a purine and a pyrimidine base. An A-T base pair has two, a G-C base pair three
hydrogen bonds of the types N−H · · ·N and N−H · · ·O. A further type of base pairing
was found by Hoogsteen [24]. The latter one appears not often; its G-C binding is only
stable at low pH [19].

The sugar-phosphate backbone is negatively charged. The DNA complex as examined
by X-ray diffraction is salt and not the pure acid in order to compensate electrostatic
repulsion. Positive counterions preserve the stability [3].

Base-pair stacking. Bases or nucleosides in solution tend to stack forming columns.
Also intercalation of a base between two other bases resultsin stacking. The forma-
tion of double-stranded DNA does not only originate from base pairing, but just as well
from base-pair stacking [25]. The stacking of planar aromatic bases is accompanied
by hydrophobic interaction and Van der Waals forces. The binding energy per dinu-
cleotide is in the order of 15−65kJ/mol and comparable to that of hydrogen bonds with
12−30kJ/mol. Being slightly smaller than 3, the distances between the bases A-T or
G-C, which are connected via two respectively three hydrogen bonds, are very close to
distance between base pairs [20].

2.1.2 The helix and its conformations

X-ray diffraction suggested further stereochemical dependence of DNA. Varying the wa-
ter content, different types of conformation can be obtained. Figure2.4gives an overview
of the main conformations of double-stranded DNA with the corresponding X-ray pic-
tures, taken from [26].
The important configurations for natural DNA with a base pairsequence that can be con-
sidered as random are the transitions from C↔A↔B-DNA. Transitions involving D- and
Z-DNA require special DNA sequencing. The water content provoking a certain DNA
configuration depends also on the kind of DNA salt, i.e., the counterions. The weight of
water contained in Na-DNA films can be 50% higher than the weight of DNA at 98%
r. h. At 75% r. h., the water content is about a third with respect to latter value [27].
In a liquid, double-stranded DNA is supposed to be in B-form.The postulates Watson
and Crick brought up are maintained for different configurations, but the helical pitch and
the number of base pairs per turn are different (for data see also Fig.2.4). Furthermore,
Z-DNA is the only known left-handed configuration. It is under discussion if this confor-
mation plays a role in biology [28]. Differences in base-pair tilt will play an important
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2.1 Molecular structure of deoxyribonucleic acid
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Figure 2.3: Structure of a short piece of double-stranded DNA showing an adenine -
thymine (A - T, drawn in red color) and a guanine - cytosine (G -C, drawn in blue color)
basepairing. The green parts show the deoxyribose unit, thesugar, which are bound
together via phosphate groups. The directions in a DNA polymer can distinguished by
indicating the number of the binding carbon atom, i.e., 3’ or5’. The dotted lines connote
hydrogen bonds.
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2 Fundamentals about DNA

Figure 2.4: Overview of the five main conformations of double-stranded DNA. The above
pictures show helix models, whereas the pictures below showX-ray fibre diffraction pat-
terns. A-DNA normally appears below a relative humidity of 75%, whereas B-DNA is
the energetically favorite conformation in humid ambience. In case of very low relative
humidity, the C-form appears. These three conformations can be observed for natural
DNA with an non-specific base-pair sequence. Transitions tothe D- or Z-form require
specific sequences as A-T, T-A and e. g., G-C, C-G for the latter case[26].
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2.2 Physical properties

role in Sect.2.2.2discussing dichroism and birefringence. Appearing at highhumidity or
respectively in solution, B-DNA shows base-pair planes perpendicular to the helix axis
due to the above mentioned base-pair stacking.
From the geometrical point of view, both helical strands andthe helix axis intersect a
plane that is perpendicular to the helix axis at different points. These intersection points
do not lie on the same line. A consequence of such a structure is the presence of a major
and a minor groove. The major groove of B-DNA is 22, the minor groove 12 wide.
Up to now, many more intermediate configurations have been found, for example during
the A↔B transition [29]. For this reason, the supposition that discrete conformational
states were existing has been given up. The following table2.1 gives information about
the basic properties about A-, B-, and Z-DNA:

2.2 Physical properties

2.2.1 X-ray diffraction

Calculation of the diffraction pattern. For analysis in X-ray diffraction, the DNA
pattern can be divided into three structures:

• a regular equidistant spacing of base pairs along the helixaxis

• an interrupted helix

• maybe a regular spacing.

Figure2.5 shows how the diffractogram comes about. First, we considera continuous
helix choosing cylindrical coordinates with the z-direction along the helix axis, which is
called meridional. The helix pitch is indicated asP. The helix is composed of discrete
lattice points in the more realistic case of being discontinuous, so that the pitch can be
written asP = mdbp, wheredbp is the projection of the distance between neighboring lat-
tice points. The main contribution to X-ray diffraction comes from the phosphate groups.
Since the base pairs are directly linked to them, the index reminds that the base-pair dis-
tance is automatically determined with this variable. The pitch is given bym base-pairs
of this distance. The scattering amplitudeF~G and the corresponding structure factorS~G
are defined [31]:

F~G = N
∫

unit cell

dVρ(~r)exp(−i~G ·~r) = NS~G, (2.1)

whereN denotes the number of unit cells,V their volume,~r is the radius vector in cylin-
drical coordinates,ρ(~r) is the electron density, and~G is the scattering vector. Using the
analog coordinatesR, Φ andZ for r, φ andz in reciprocal space, the scattering amplitude
can be rewritten in cylindrical coordinates:

F(R,Z,Φ) =

∞∫

0

drr

2π∫

0

dφ
+∞∫

−∞

dzρ(r,φ ,z)exp[2πrR(cosφ cosΦ+sinφ sinΦ)+zZ]. (2.2)
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2 Fundamentals about DNA
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Figure 2.5: Interpretation of an X-ray diffraction pattern. DNA structure is divided into a
discontinuous helix and a regular pattern from the base-pair ladder. The calculation of the
structure factor leads to Bessel function. For symmetry reasons, intensity maxima form a
"X" pattern. X-ray diffractogram of B-DNA taken from [26].
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2.2 Physical properties

All lattice points are lying on the lateral surface with the radiusrh (cf. Fig. 2.5), so that
ρ(r 6= rh,φ ,z) = 0 [32]. Furthermore, one can replace the coordinatez= Pφ/(2π) and
also the reciprocal coordinateZ = n/P, as the lattice points are placed equidistantly on
the helix. The numbern counts the layer lines. Hence one gets:

F
(

R,Φ,
n
P

)

=

2π∫

0

dφ exp[2π irhRcos(φ −Φ)+ inφ ]. (2.3)

The equation can be conveyed into a the Bessel functionJn(x), which is defined as [33,
34]:

Jn(x) =

(
1

2π in

) 2π∫

0

dyexp[ixcosy+ iny]. (2.4)

Substitutingψ ≡ φ −Φ, dψ = dφ , andx = 2πrhR, the scattering amplitude gives finally:

F
(

R,Φ,
n
P

)

= 2πJn(2πrhR)exp[in(φ +π/2)]. (2.5)

The intensity profile in equatorial direction is calculatedI = |F|2 for each layer line in-
dicated asn. The layer lines is imaged in meridional direction in distances of 1/P in
reciprocal space. The amplitudes of the maxima decrease with increasing|x|. The first
ones are therefore the best visible. Considering the following symmetries:

Jn(x) = Jn(−x), (2.6)

Jn(x) = J−n(x) (2.7)

the diffractogram becomes its typical ”X” form of a helix. A continuous and a discon-
tinuous helix differ in the fact that this pattern is repeated again in meridional direction
with a distancem/P in reciprocal space for a discontinuous one. In the case of perfect
alignment of the DNA molecules inside the fiber or the film and an exact 90◦incidence of
the X-ray beam, the Ewald sphere [31] might not coincide with reciprocal lattice points.
The sample has to be tipped so that the helix axis forms an angle 6= 90◦with respect to
the incident beam. As a consequence of this tilt, the intensity is not equal for equivalent
reflections on both sides of the equator, especially for higher diffraction angles. The re-
flection indicating the base-pair distance on the meridian can be much weaker on the side
where the film is turn away from the incident beam.
The equatorial spacing can be analyzed, if the helix packingis known. The most dense
configuration is hexagonal, so that these reflections could be expected at 1/rh and at
1/

√
3rh in reciprocal space.
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2 Fundamentals about DNA

2.2.2 Dichroism and birefringence

Birefringence is defined as the difference in the refractive indices of the extraordinary
ne and the ordinary axisno [35]1:

∆n = ne−no. (2.8)

The larger the refractive index, the slower is the propagation of the electromagnetic wave
through the medium. In the case of negative birefringence, the direction of the optical
axis2 corresponds to the fast axis. In the analog way, the slow axisis the optical axis in
the case of a positively birefringent sample.

Two main contributions exist for the birefringence of oriented DNA with the optical axis
parallel to the orientational axis of the molecules:
The so-calledform birefringencearises from the fact that the maximum polarizability
can be found along the orientation of the DNA molecules, since the electronic charges
are aligned in this direction. The dielectric constantε of a suspension of parallel macro-
molecules (rods) in a solvent can be calculated according to[36]:

ε = εS+
f (εM − εS)

1+(1− f )
(

εM−εS
εS

)

A
, (2.9)

whereεM andεS are the dielectric constants of the macromolecules and the solvent, andA
the depolarizing factor depending on the orientation of themacromolecules. The volume
fraction of molecules in the suspension is indicated asf . If the field is parallel to the
orientation of the macromolecules,A‖ is zero, whereas in the case of perpendicular orien-
tation,A⊥ is 0.5. At high molecule concentration (f → 1), the influence of the anisotropic
depolarizing factorA is reduced. The anisotropy drops at high concentrations. Physically
speaking, it is counterbalanced by a higher field in the surrounding solvent. The form
birefringence has a positive sign. In the case of DNA fibers orfilms (see Sect.3.3.2),
the form birefringence is supposed to be small and depends onthe shape of the complete
sample.
The intrinsic birefringencearises from the bonds between the atoms. The influence of
the sugar can be neglected, since the anisotropy of four C-C bonds forming a tetrahedral
shape is small. The same is valid for the C-O bonds, and the anisotropy of C-H is further-
more small [37]. The diversity of bonds in the base pairs results in an anisotropy, which
depends therefore on their tilting angle.3 Maximum polarization occurs in the planes of
the bases. Intrinsic birefringence of DNA has a negative sign. The maximum absolute
value of intrinsic birefringence can be found, when the basepairs are perpendicular to the
helix axis, which is fulfilled for B-DNA (cf. Sect.2.1.1). The difference between A- and
B-DNA is schematized in Fig.2.6.

1The definition of ’(extra-)ordinary’ goes back to a proposition of Erasmus Bartholinus (1626-1692), see
also [35]: Mathematically spoken, the spherical wave is called ’ordinary’, the elliptical ’extraordinary’.

2Beside this meaning, the termoptical axisis used to describe the path of the (laser) light in an experi-
mental set-up. In order to avoid confusion, this term will becalledgeometric optical axisin this text.

3Experimental data for optical anisotropy can be found e.g.,in [38].
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2.2 Physical properties

A-DNA B-DNA Z-DNA

Handedness right right left
Pitch [Å] 28.2 34 43
Bp. / turn 11 10 12
Bp. distance 2.56 3.4 3.58
Bp. tilt [◦] 8-20 (-6) - 0 7
Helix diameter [Å] 23 20 18
Interstrand
phosphate-phosphate ≈6 ≈7 ≈7.4
distance [Å]

Table 2.1: Structural differences in A-, B-, and Z-DNA, drawn up from [26, 20, 30]. The
indications for bp. tilt refer to the angles of the normal of abase-pair plane with respect
to the helix axis.

A-DNA B-DNA

helix axis

Figure 2.6: For A-DNA, the base pairs lie completely out of helix axis and are tilted. In
the case of B-DNA, the helix axis goes directly through the base pairs, whose planes are
perpendicular to it. The intrinsic birefringence is maximum.
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2 Fundamentals about DNA

The difference in phase shift∆φ of a sample is:

∆φ = 2π
∆nd
λ

. (2.10)

The sample has a thicknessd, and the difference between the refractive indices of extraor-
dinary and ordinary axes (slow or fast) is∆n.
In the case of parallel DNA molecules, the birefringence4 ∆n depending on the concen-
trationc can be calculated according to [39]:

∆n = −0.05
cm3

g
c. (2.11)

For a dense sample, the factor−0.05cm3/g must be corrected because of a reduced form
birefringence:−0.09cm3/g [16].

Dichroism. Strong absorption of ultraviolet light atλ ≈260nm owing toπ − π∗

transitions [40]5 is used to determine experimentally the DNA concentration of a test
solution. Linear dichroismmeans an anisotropic absorption of linearly polarized light
[35]. The maximum absorption is obtained, if the polarization is parallel to the transition
dipole at a certain wavelength. This effect is analog to birefringence and can be used as
well to study the base-pair tilt.
Furthermore,circular dichroismexists and can be used to study the helical handedness
[42].

2.2.3 Low- and high-frequency dynamics

The complexity of DNA hides a large variety of interesting properties that are not easily
accessible. Low-frequency dynamics can reveal the secondary structure of DNA, and thus
is of significance for biological functions [43], in particular for transcription and replica-
tion [44, 45, 46]. So-called ”breathing” modes are even able to induce DNA melting by
excessive stretching of H-bonds [47]. The term is derived from the two helix strands
moving toward and away from each other. Although a large number of modes can be
found by Raman spectroscopy and identified in a range above 600cm−1 [48, 49], definite
experimental verification of the modes beneath 100cm−1 is still lacking. Only a variety
of different theoretical predictions exist, e.g., [50].
One principle of modeling vibrations in DNA is based upon quasi-continuity model: The
main parts as the sugar-phosphate backbone and the bases areconsidered as continuous
mass distributions. The bases are connected via springs forbase pairing. This model has
been utilized e.g., by Chou [51, 52] and Wittlin et al. [53]. A second method using molec-
ular dynamics and normal mode analysis has for example been used by Eyster, Prohofsky
[54], Cheatham [55], furthermore Duong, Bykhovskaia, and Globus. As a characteristic
of molecular dynamics simulation, the latter authors have found mode densities close to

4Under physiological conditions, DNA in water can be found inB-conformation having negative birefrin-
gence.

5On top of that, base-pair stacking reduces the absorption wavelength slightly (hyperchromicity) in con-
trast to single bases [41].
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2.2 Physical properties

one per reciprocal centimeter in a range up to 250cm−1 for DNA [56, 57]. Neverthe-
less, Chou [43] finds in accordance with Painter et al., who was performing molecular
dynamics simulation, a mode at 30cm−1. However, Wittlin et al. found experimentally
IR-active modes at 45cm−1 for LiDNA and 41cm−1 for NaDNA film [53]. Their samples
were made by the same wet-spinning method as the films from NaDNA salt that are used
in this work.

Mode softening. The lowest frequency optical mode arises from a relative axial mo-
tion of one helix strand with respect to the other [58, 54, 59, 60]. This mode is softened
for enhanced electrostatic and van der Waals interactions,as it was calculated by normal-
mode analysis. Since this is the case, when the amount of intercalated water changes
during the A- to B-transition, mode softening is supposed tohappen, too. Determining
the velocity of high frequency sound waves by Brillouin scattering, Maret et al. could not
find any optical mode in the microwave range below 4cm−1 [59]. For higher frequencies,
a reliable marker for the A-to B- transition was experimentally determined by Urabe and
Tominaga [61] and confirmed for the case of DNA films by Lindsay et al. [62]. Later on,
the origin of the lowest-frequency mode was discussed againby Urabe et al. [63]. They
assign it directly to the motion of bases stacked in a column.The mode can, according to
their experimental results, exist without hydrogen bonds and phosphate groups.

Elastic (Rayleigh and Mie) scattering. In scattering experiments, the incident
light can in principle have any frequency. Scattering in general is a two-photon interac-
tion: a molecule is excited by an incident photon to a virtualstate and emits a photon,
when it is deexcited. If monochromatic light of a frequencyν0 is used, the uppermost part
of the scattered light will have the same frequency [25]. It originates from Rayleigh scat-
tering of molecules that are small in comparison with the wavelength. According to the
classical interpretation, the electromagnetic wave with an electric field~E = ~E0cos(2πν0t)
induces an additional dipole moment in molecules with a dipol moment~p0, when the elec-
tron shell is moved with respect to the core:

~p(t) = ~p0 + α̃~E(t) = ~p0+ α̃~E0cos(2πν0t), (2.12)

whereα̃ is the polarizability tensor (of second rank) and depends ofthe molecular symme-
try [64]. The additional coherent dipole radiation interferes with the primary beam, and,
in consequence of density fluctuations, can be scattered isotropically in space. Further
elastic scattering can arise from Mie scattering [65], which is induced by larger scattering
centers comparable to the wavelength as dust [66].

Raman scattering. A frequency shift of the scattered light can be explained in taking
coupled movements of the atoms as vibrations or rotations into account. This influences
the permanent dipole moment~p0 and the dipole moment induced by the incident light.
Introducing a time-dependent variable for the vibration ofthe atomi

qi(t) = qi,0cos(2πνit), (2.13)
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2 Fundamentals about DNA

one can expand the polarizability and the dipole moment for small oscillation
amplitudes6:

α̃ (qi(t)) = α̃(0)+
3N− f

∑
i=1

∂α̃
∂qi

∣
∣
∣
∣
qi + · · · , (2.14)

~p0(qi(t)) = ~p0(0)+
3N− f

∑
i=1

∂~p0

∂qi

∣
∣
∣
∣
qi + · · · . (2.15)

The summation is done over all normal vibrations of the molecule, whereN is the number
of atoms of the molecule andf = 5 for linear or f = 6 for non-linear molecules. Inserting
into Eq.2.12finally gives:

~p(t) ≃

~p0(0)+ α̃(0)~E0cos(2πν0t)+
3N− f

∑
i=1

∂~p0

∂qi

∣
∣
∣
∣
qi,0cos(2πνit)

+~E0

3N− f

∑
i=1

∂α̃
∂qi

∣
∣
∣
∣
qi,0{cos[2π(ν0+νi)t]

︸ ︷︷ ︸

Anti−Stokes

+cos[2π(ν0−νi)]
︸ ︷︷ ︸

Stokes

}

The first two terms describe the permanent dipole moment of the molecule and Rayleigh
scattering. The third term is not induced by the incident beam, but indicates activity of
the molecule in the infrared from molecular vibrations. Thelast term indicates induced
frequency-shifted bands due to inelastic Raman scattering. This effect was predicted by
Smekal [67] and experimentally proved by Raman [68, 69]. The line shifted to a higher
frequency is called anti-Stokes, the one shifted to a lower frequency Stokes band. If the
expansion is let to keep terms of higher order (see Eq. (2.15)), additional bands at±2νi ,
±3νi etc., called second-, third-rank, etc. Raman effect, appear. With increasing rank,
band intensity decreases. Detailed information about the classical description as well as
the partial quantum mechanical treatment of Rayleigh and Raman scattering can be found
for example in [66, 70, 71]. A scheme of the interlevel transitions for a Stokes- and anti-
Stokes can be seen in Fig.2.7.

Quantum mechanics furthermore provides us with information about intensity ratios that
cannot be explained by classical theory: The anti-Stokes bands are much weaker than
the Stokes bands. In the case of a Stokes band, the incident light gives energy to ex-
cite a virtual intermediate state, which leads then to an excited state of a higher energy
than the previous one. In contrast to that, an anti-Stokes process starts with an excited
state and leads to a lower-energy state. Its probability is much less, since it requires an
already excited state. The intensities of both processes differ by the Boltzmann factor
exp(−hν/kBT), whereh is Planck’s constant,kB is the Boltzmann constant andT the
temperature[64]. As the absolute values of frequency shifts are the same foranti-Stokes
and Stokes processes, the latter one is usually only measured in experiments. Raman

6For simplicity, the indications stay the same, although forexampleα̃(t) andα̃ (qi(t)) are mathematically
in general not the same functions or functionals.)
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virtual
level

vibrational
levelsv = 0

v = 1

hn0 hn0

h(n -n )0 i h(n +n )0 i

Stokes Anti-Stokes

Figure 2.7: Interlevel transitions in Raman scattering (cf. [64] via a virtual level for a
Stokes- and anti-Stokes process (selection rules:∆ν = ±1, further: ±2, ±3, but less
probable).

spectroscopy is done in a range of 10−1000cm−1 and has revealed a multitude of DNA
bands. The vibrational origin of most of them was assigned to, for example, purine and
pyrimidine vibrations (see Tab.2.2). Some of them can be used as characteristic markers
of several DNA conformations. Due to the symmetric sugar-phosphate stretch, A-DNA
can be identified by a band at 807cm−1 [72]. The band at 835cm−1, a localized vibration
of the phosphodiester group, which is typical for B-DNA, cannot be observed for A-DNA
[49]. It appears when the carbon atom at the 2’ position in the deoxyribose ring is inendo
position [73]. Both bands are absent in C-DNA, which shows an (up to now) unassigned
band at 884cm−1 [74, 75].

2.2.4 DNA as an extensible molecule

Figures2.8 and2.9 show the force-extension curve of a singleλ -DNA molecule. The
measurement shown in Fig.2.9 was done in collaboration with Sischka, University of
Bielefeld (see Sect.A.5 for experimental description). Three different region canbe dis-
tinguished:

1. entropic elasticity up to 10pN

2. stiff-rod elasticity

3. transition to force plateau (and an abrupt breaking at a relative length of 1.7, here
not shown)

Indicating the contour length asL0 and the extensionx of the molecule, thestraincan be
defined as:

ε =
x−L0

L0
. (2.16)

The entropic elasticity will play a role in determining the contour and the persistence
length of DNA molecules (see Sect.4.2.2).
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2 Fundamentals about DNA

B-DNA A-DNA C-DNA Assignment

597cm−1 597cm−1 592cm−1

618cm−1 622cm−1

645cm−1 645cm−1 646cm−1

670cm−1 667cm−1 671cm−1 T
683cm−1 683cm−1 G
708cm−1

729cm−1 731cm−1 731cm−1 A
751cm−1 750cm−1 746cm−1 T
787cm−1 784cm−1 785cm−1 C, T

807cm−1 sugar-phosphate symm. stretch
835cm−1 phosphodiester

884cm−1 unassigned
895cm−1 895cm−1 backbone
923cm−1 920cm−1

973cm−1 972cm−1

1015cm−1 1013cm−1 1014cm−1 sugar ring
1056cm−1 1058cm−1 1062cm−1 sugar C-O stretch.
1094cm−1 1101cm−1 1104cm−1 PO−

2 symm. stretch
1144cm−1 1145cm−1

1180cm−1 1183cm−1 1184cm−1 T, C
1214cm−1 1213cm−1 1212cm−1 T
1242cm−1 1242cm−1 1242cm−1 T
1259cm−1 1257cm−1 1257cm−1 C, A
1303cm−1 1303cm−1 1310cm−1 A
1320cm−1 1320cm−1 G
1340cm−1 1339cm−1 1335cm−1 A
1378cm−1 1376cm−1 1371cm−1 T, A, G
1420cm−1 1420cm−1 1420cm−1 A, G
1446cm−1 1446cm−1 1446cm−1 C-H deformation
1462cm−1 1462cm−1

1496cm−1 1496cm−1 1486cm−1 G, A
1511cm−1 1510cm−1 1510cm−1 A

1530cm−1 C
1577cm−1 1576cm−1 1577cm−1 G, A
1600cm−1 1600cm−1 C
1667cm−1 1665cm−1 1665cm−1 T: C=O stretch,δNH2

Table 2.2: Raman frequencies for films of genomic A-, B-DNA, and C-DNA (from [74,
72, 49, 75]). The bases adenine, thymine, cytosine, and guanine are indicated as A, T, C,
and G. An amino scissoring mode is indicated byδNH2.
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2.2 Physical properties

Figure 2.8: Force-extension curve ofλ -DNA . The plateau was measured for the first time
independently by Smith et al. [8] and Cluzel et al. [7]. This figure is taken from the latter
citation.
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Figure 2.9:Force-extension curve ofλ -DNA , measured together with Sischka (University of
Bielefeld). Up to 10pN, the extension behavior of the macromolecule can be described by entropic
elasticity. For higher forces, it behaves like a stiff rod and reveals finally a force plateau. This Sect.
will draw a schematic about experimental and theoretical contributions so far to find out the origin
of this plateau.
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Entropic elasticity. In a force range up to 10pN, the extension curve ofλ -DNA
can be described by the so-calledworm-like chain model[6]. The worm-like chain model
(WLC) is a modification from the following models (see [76]):

• Freely jointed chain (FJC): a Markovian chain ofN bonds with a fixed lengthl that
are jointed linearly. The bond angles are arbitrary with equal probabilities. The
model corresponds to a random walk.

• Freely rotated chain (FRC): It modifies the previous model in fixing one bond angle.

The worm-like chain model is the limit of FRC forl → 0. Being suitable for relatively stiff
polymers, it has been tried to describe DNA stretching nearly up to the contour length.
The effective energyE/kBT of a worm-like chain can be written [77]:

E
kBT

=

L0∫

0

ξ κ2(s)
2

ds−Fz, (2.17)

wherekB is the Boltzmann constant andT the temperature the experiment is performed
at. The persistence length is indicated asξ . Describing the space curve of the polymer as
~r(s) with the parametrization coordinates. Furthermore, the end-to-end distance that has
already been mentioned above, is defined:

z≡ ẑ· {~r(L0)−~r(0)} (2.18)

with the unit vector ˆz. Using this parametrization, it is possible to introduce the curvature
κ(s) =

∣
∣∂ 2

s~r
∣
∣. The forceF serves as a Lagrange multiplier in Eq. (2.17). The energy cost

of bending per length in units ofkBT is ξ κ2/2. The stretching force must basically act
against fluctuations of the tangent vectort̂ = ∂s~r. The curvature can be expressed in terms
of tangent-vector components. Those Fourier transforms decouple the energy into normal
modes. The calculus can be followed in [77], so that the force-extension behavior can be
described by:

F(z) =
kBT

ξ






1

4
(

1− z
L0

)2 −
1
4

+
z

L0




 . (2.19)

Further corrections of this formula do not necessarily haveto be taken into account ac-
cording to [78]. Especially for low salt concentrations, electrostatic effects of the charged
DNA stiffen the molecule due to self-repulsion [77]. The persistence length of DNA is
about 50nm [6]. It is important that already a large part of the stiffness of DNA is caused
by base pairing and stacking as described above in Sect.2.1.1.

Under large stress - early observations. In 1951, Wilkins was the first to pro-
pose DNA being an extensible molecule [13]. This conclusion was based on observing a
change in birefringence during drying a DNA fiber, until 50% r. h. in the environment has
been reached. In the central region where neck formation takes place being accompanied

20



2.2 Physical properties

by a fiber strain of 0.5 Wilkins reported to see a sign reversalfrom negative, as it is the
case for B-DNA, to positive birefringence. The relatively diffuse X-ray diffraction pattern
was published ten years later [14, 15] showing one layer line at 5.4 and a meridional spot
at 3.4. The interpretation suggested the helix being in a conformation comparable to a
twisted step-ladder with a base-pair distance of 5.4.
The experiment was repeated in more detail by Blakeley, Greenall, and Fuller [16, 17, 18].
The sign reversal was only accounted for nearly salt-free fibers at 60% r. h. or less7. These
samples could not be stretched reversibly. For all these experiments, it should be men-
tioned that the birefringence was simply detected using a compensator without taking into
account that the optical path led through an irregular roundshape of such necked fibers.
Apart form the axial 3.4 reflection due to the base-pair distance, no further feature of
B-DNA was observed.
However all these results have started a discussion about force-induced conformational
changes in DNA molecules. It was suggested that the changes in birefringence were due
to base-pair tilting, and the helix was more extended with anincreased base-pair distance
according to results form X-ray diffraction.

Combing DNA molecules. Another possibility to stretch DNA molecules is done on
a hydrophobic surface at pH = 5.5 with a receding meniscus. The latter can be generated
by drying a droplet on the surface or pulling it, e.g., by a moving cover slip. Bensimon
et al. [79] worked on silanated surfaces or further coated with bovineserum albumin,
protein A, or protein A/antidigoxigenine. Theλ -DNA contained YOYO-1 in order to
make the molecules fluorescent and visible at the surface. Inthis way, they were able to
stretch the DNA to 1.5 of its relaxed contour length. Varyingthe amount of intercalated
YOYO-1, they excluded that the observation was barely due tothe interaction with the
dye.

The force-extension plateau. In 1995, Smith et al. [80] stretchedλ -DNA even to
1.85 times its contour length using micropipettes. One yearlater, Cluzel et al. [7] and
Smith et al. [8] were the first to report about the force-extension curve of single λ -DNA
molecules stretched beyond the contour length. The DNA was grafted to a latex bead,
whose position can be controlled by a micropipette or an optical tweezers, or respectively
to a fiber cantilever, which allowed to measure the force by detecting the deviation of the
actual laser-beam position from the home position. Having reached the contour length,
the behavior is dominated by the elasticity of a stiff rod andthe force increases almost
linearly to more than 60pN. For a strainε = (L−L0)/L0 between 0.2 and 0.7, a plateau-
like region appeared. The actual end-to-end distance of thepolymer during stretching is
calledL andL0 the contour length. Up to this point, the stretching is reversible displaying
hysteresis [8]. Larger strains made the force increase immediately, and the molecule broke
at a strain less than 2.

7A salt as sodium chloride masks the electrostatic repulsionbetween the DNA molecules, prevents denat-
uration and permits sedimentation.
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Over-stretched and S-DNA. The unknown DNA conformation during the appear-
ance of a force plateau was calledover-stretchedDNA. Sometimes the termS-DNA is
used in literature being derived from ’stretchedDNA’. It should be mentioned that the
conformation of DNA in the force-extension plateau might becomposed of several states
whose one is S-DNA. Unfortunately, the term has not been reserved for only this mean-
ing: It had been used for a left-handed DNA conformation thathas been called Z-DNA
later on [30]. In other context, it marks the origin of the DNA, for example ’S-DNA’ for
salmon-sperm DNA, and ’H-DNA’ for herring-sperm DNA [81]. In the course of this
text, the term only stands for an (up to now unknown) over-stretched conformation.

2.2.5 Competing models about the stretching scenario

This section sketches different theoretical and simulation models on the way of under-
standing the structure of so-called ”over-stretched” DNA in the plateau of the force -
extension behavior. In order to find a suitable model, sequence effects concerning the
composition of AT and GC pairs must be taken into account [82]. Furthermore, many
other parameters as constraints on which strands of the double helix forces are acting or
the length of the molecules influence strongly the result. Experimentally for example, the
plateau could not be verified for DNA pieces shorter than 30 base pairs [83, 84].

2.2.5.1 The plateau as an own conformational state of DNA

Lebrun and Lavery simulated the stretching of only 16 bp longDNA molecules depend-
ing on which strands the force is acting and taking base-sequence effects into account
[9]. The different manners of stretching depending on which strand the force is acting
are explained in Fig.2.10. They obtained basically two different types of conformation,
before, at a strain of about 2.1, all the base pairs break:

Unwound, flat ribbon. This structure is observed for 3’3’ stretching with positively
inclined base pairs. A similar structure is obtained for stretching an alternating C-A se-
quence in the 5’3’ manner.

Narrow fiber with negatively inclined base pairs. This structure appears for 5’5’
stretching and 5’3’ stretching if only pure A-T or C-G sequences are present.
For 5’3’ stretching, the authors point out that a modulationof the right-handed twist of
the helix was an alternative to this narrow-fiber conformation. Recently, evidence for
overwinding during stretching has been found up to a maximumtwist under a tension of
30pN [85].
In all the cases, the deformation energy versus extension shows sharp jumps, which are
explained by conformational rearrangements during stretching.

Sarkar et al. built a model in accordance with the experimental observation of Léger et al.
[86], who compared the stretching behavior for underwound and overwound
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or

Figure 2.10: Different stretching scenarios depending on where the force is applied.

λ -DNA . The authors point out the importance of nicks inside the DNA molecule under
natural conditions, which allow an almost free twisting during stretching. Therefore the
scenarios are described by the use of five microscopically different structural states [87]:

• B-DNA

• S-DNA: underwound and overstretched

• P-DNA: overwound (plectonemical) and overstretched

• sc P-DNA: supercoiled P-DNA, contracted

• ”Z”-DNA: left-handed, more underwound than S-DNA, extended in a way compa-
rable to B-DNA8

The linking numberLk has to be introduced being the sum of the twistTw, how many
times one backbone wraps around the other, and the writheWr, the average over all
projections of the number of nonlocal self-crossings of thedouble helix [1]:

Lk = Tw+Wr. (2.20)

For a straight, unstressed molecule, the writhe is zero and the linking number is roughly
a valueLk0 being the total number of base pairs divided by the number of base pairs that
form one twist of the helix. The latter is about ten in the caseof B-DNA [88]. Therewith,
the excess relative linkageσ can be defined as:

σ =
Lk−Lk0

Lk0
, (2.21)

and the following cases are distinguished between another for fixed linking numberLk:

8The authors do not claim an exact identity to the termZ-DNA as it has been commonly established in
literature. It has been chosen due to the property of being left-handed.
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σ = 0: The experiment reveals a single plateau at about 65pN for nicked λ -DNA .
Sarkar and coworkers explain this by formation of underwound S-DNA. If no nicks are
present, only small parts of S-DNA (”bubbles”) can form because of the twist constraint.
Therefore, the plateau appears at a higher force of 110pN, which is sufficient to make
the DNA consist of S- and P-DNA. The amount of overtwisted andundertwisted DNA
satisfies the constraintσ = 0 again.

σ < 0: The fact of being globally underwound requires an undertwisted state, ”Z”-DNA,
which can have been formed already at low forces. A transition from ”Z” + B-DNA to B +
S-DNA gives rise to a first plateau appearing at 50pN. The extension range of this plateau
increases with an increasing amount of underwound DNA segments, until the plateau at
110pN has completely vanished, so that immediately a transition to an S + P-state sets in.

σ > 0: In the overwound state, the presence of sc P-DNA leads to a first transition from
sc P-DNA to P-DNA at 25pN. The size of this plateau depends on the degree of overwind-
ing and so the portion of sc P-DNA. The second plateau occurs due to a B-S-transition.

The authors underline that their model is still containing the possibility of secondary-
structure distortions by postulating the presence of P-DNA. Allemand et al. [89] postulate
that the bases are exposed without hydrogen bonding and basepairing in this state9.

2.2.5.2 The plateau as a melting process

In contrast to the previous models, Rouzina and Bloomfield describe the force-extension
curve by a melting process [10, 11], although unbinding between the double strands was
supposed to set in at higher forces, e.g., according to Clausen-Schaumann et al. [12].
However, such expectations are no longer valid out of thermal equilibrium. The exper-
iments being usually proceeded in a very fast manner (withina few seconds) are non-
reversible. The denaturation force increases with the logarithm of the loading rate [84].
Using the melting model, it is possible to obtain the same force-extension behavior as it
is known from experiments. The fact that hysteresis has beenobserved in force-extension
curves [8] and becomes more pronounced in lower salt, is consistent with melting, so does
the dependence on base-pair composition and sequence. Further arguments supporting the
melting scenario are:

• The stretching scenario is a one-dimensional transition.Therefore, there is no phase
separation, but a coexistence of two phases [90]. The average length of melted
segments is smaller than the average distance between two nicks in either of the
two backbones. This could explain the mechanical stabilityof overstretched DNA.

• The free-energy change to separate the two strands is aboutthe same for perpendic-
ular and parallel stretching, which means that the ratio between forces is roughly
the inverse of the necessary extension ratio.

9The nameP-DNAreminds of Pauling’s early suggestion about a DNA form with exposed bases, cf. p.6.
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• The experimental set-ups in [8, 7] permit a relatively high degree of freedom to the
polymer. Therefore, DNA melting might be the favored process because of entropy
reasons.

Rouzina and Bloomfield remark that competing modeling as in [9] should be more appro-
priate, if DNA is more fixated as e.g., in a recA complex.
Two other studies come to a similar result suggesting rathera melting process than a
transition to another double-stranded structure. Simulating a double-stranded dodecamer
d(ACTG)3−d(CAGT)3, Piana [91] finally explains a force-extension plateau during a
rupture of Watson-Crick base pairs, whereas a new DNA form isnot observed. The open-
ing depends on the sequencing, whereas AT base pairs (in his case the central region) tend
to rupture earlier than CG base pairs. The process is accompanied by a 52% unwinding of
the helix. Interestingly, the author describes the influence of the cantilever stiffness and
the loading rate on the rupture force in connection with the possibility of rebinding. The
force-extension plateau corresponds approximately to theexperimental result obtained for
λ -DNA : a plateau starting point at a strain of 0.1 - 0.2, complete rupture at 0.8.
Also according to simulations, Harris et al. describe the unknown S-state by formation
of ”denaturation bubbles” and an inclination of the base pairs of 38◦relative to the helix
axis [92]. The hydrogen bonds are breaking abruptly, and their distance does not increase
continuously.

2.3 DNA under stress: examples from biology

In biological systems, relatively high forces can be applied to DNA. Duringreplication,
the formation of linkages between nucleotides is done by an polymerase enzyme. T7
DNA polymerase catalyzes more than 100 bases per second. Thereby, forces of about
34pN pull on the DNA [93].
The exchange of a damaged DNA strand during repair as well as anew combination
of genetic material during reproduction are calledrecombination[94, 1]. It is a typical
example of the existence of overstretched DNA in biology.
In the 1980s, Stasiak, Di Capua, and Koller were the first to observe that theλ -DNA
elongates up to a factor of 1.5 of its contour length under theinfluence of the protein recA
[5, 95]. It catalyzes such an exchange10 of a single DNA strand. The energy is delivered
by adenosine triphosphate (ATP), see Fig.2.11.
The single-stranded DNA is surrounded by recA. Magnesium ions are needed to activate
the protein. This filament binds to the double-stranded DNA.ATPγS stabilizes the triple
helix. As soon as a complementary sequence to that of the single-stranded DNA is found,
the double-helix is unwound and the sequence is exchanged.
Nordén et al. examined the structure of flow-oriented double-stranded DNA-recA com-
plexes by means of linear dichroism and small-angle neutronscattering [96]. They basi-
cally found no base-pair tilt. The helical pitch rose to 90−110 according to their mea-
surement. Later on, single-molecule experiments showed that the longitudinal stiffness

10The nucleotide sequences are similar, the process is therefore calledhomologous.
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dsDNA

recA-ssDNA complex

Figure 2.11: Scheme of homologous recombination. The recA protein surrounds and
accumulates around single-stranded DNA and stretches it byabout 50%. For this process,
ATP hydrolysis is required. A complementary structure inside the double-stranded DNA
is searched and the strands are separated. The fitting single-stranded DNA is combined to
a new double-stranded molecule.

of the complex increases 6- to 12-fold in the presence of recA[97]. A small hysteresis
without force-plateau (cf. Sect.2.2.4is visible, when the complex is stretched and relaxed
(for detailed description cf. [98, 99]).

2.4 Intercalating substances

Intercalators have many and diverse functions from fundamental DNA research to med-
ical treatment. Small, flat aromatic molecules tend to be taken up in between two base
pairs, as a wedge can be driven into wood [78]. The gap between the base pairs is enlarged
after intercalation. A prominent application is that of fluorescent dyes. Beside ethidium
bromide as an intercalator used for gel electrophoresis, the bis-intercalator YOYO-1 [100]
is used for confocal microscopy (cf. Sect.A.3). The absorption maximum is located at
458nm in the free state and at 489nm, if the molecule is bound to DNA. The fluorescence
maximum can be found at 564nm for the free and at 509nm for the bound molecule [101].
The intercalators set in between two base pairs, which are more distant after intercalation,
involving furthermore local unwinding. All cross-linkersin this work separate neighbor-
ing base pairs by additional 3.4 [102, 103]. Saturation can is reached, when every second
pocket between the base pairs is occupied at the utmost [78]. The phosphate groups are
more separated, so that the local charge density is decreased. Hence, counterions can be
released in an easier way. Intercalators consist typicallyof planar, non-polar polycyclic
rings. The process is therefore a hydrophobic effect. Coulomb repulsion is reduced as a
result of the polyelectrolyte effect. Moreover, van der Waals-interaction,π-stacking in-
teraction and hydrogen bonding are involved. The binding isnon-covalent11 [104].

Intercalation and stretching. Smith et al. examined the effects of inter-strand cross-
linking by psoralen to corroborate the melting hypothesis [8]. In the presence of high salt

11Such intercalating substances are able to cause frame-shift mutations during replication [94]. Hindering
transcription, they are used for cancer therapy in medicine[1].
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concentrations, hysteresis disappeared while the overstretching force where the plateau is
situated increase. Salt ions were supposed to screen electrostatic repulsion between phos-
phates and rise thereby the stretching forces. The intercalating psoralen let the length of
the DNA molecule rise by 5%. Cluzel et al. [7] found out that the common intercalator
ethidiumbromide provokes disappearance of the plateau. Expanding on this study, Sis-
chka et al. suppressed the B-S transition in the same way intercalating YO-1 and YOYO-1
[105, 78]. Mono- and bis-intercalation can be distinguished in their force-extension be-
havior: Bis-intercalators provoke a hysteresis, when the DNA molecule is stretched and
relaxed, mono-intercalators do not.

2.5 Cross-linking of DNA

Concept and purpose. Applying a force to DNA gels or films results in plastic
flow: Stress relaxes due to reorientation or slip of domains in the polycrystal, and very
few DNA chains might actually feel forces large enough for a B- to S-transition. In order
to expose as many DNA chains to high forces, we have to preventplastic flow. Therefore,
cross-links at high enough concentration are required, so that a space-spanning network
of ’force chains’ develops. As long as the cross-linking density forms a network without
being too dense, the structure will be an elastomer. The following properties are the
necessary conditions forrubber-like elasticity [106]:

• a three-dimensional network of long-chain molecules

• a high enough degree of freedom (freely rotating links, connections at only few
places per molecule)

• weak secondary forces between the molecules.

The interaction between the molecules (cf. last item) depends e.g., on the fact whether
the DNA sample is a crystal or a gel in the liquid-crystallinephase [107]. A DNA crystal
breaks at a certain elongation, before the DNA can undergo conformational changes. This
is unlike in a rubber-like DNA gel, which could be reversiblystretched and relaxed and
would be free from plastic deformations, if the applied force was not too high. Deviations
from the rubber-like force-strain behavior could be attributed to structural transformations
inside the DNA molecules, potentially a B- to S-transition (cf. Sect.2.2.4).
In the following part, different chemical methods of inter-helical cross-linking will be
presented. The degree of crystallinity in the DNA films produced by wet-spinning may in-
volve some degree of interlocking between the DNA molecules. Entanglement and cohe-
sion form cross-links in DNA fibers and films. This has already
been subject of discussion in literature, e.g., [108, 109, 110]. To which extent this prop-
erty plays a role or even if the films are suitable for stretching experiments as planed, is
part of the characterization in the following chapter.

The termcross-linkingmeans in general the formation of connections between (macro-
)molecules and is cited in many contexts from vulcanization[106] to covalent binding
between nucleotides [111]. In some literature, the term is also used for non-covalent
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(a) (b) (c)

Figure 2.12: Scheme of (a) inter-strand, (b) intra-helical, and (c) inter-helical cross-
linking in double-stranded DNA. Dotted lines represent hydrogen bonding. The cross-
linkers are represented by red lines.

linkages [112]. Other cross-linkers are known to form reversible linkages as a Schiff
base between glutaraldehyde and amines [113]. Double-stranded DNA consists of two
complementary macromolecules that are combined via hydrogen bonds. In this context,
the following terms of cross-linking are to be specified to prevent confusion:

(a) inter-strand : Two or more strandsare linked together, for example: A hydrogen
bond between two bases is replaced by a covalent bond.

(b) intra-helical : Two or more places of thesame double-stranded DNA helixare linked.
The distance between the linkage sites is comparable to the spacer length between
the reactive moieties.

(c) inter-helical: Two or more different helicesare linked. If loops inside the double
helix are formed, so that the distance between the linkage sites measured along the
helix axis is larger than the spacer length, the term ”inter-helical” is used, too (see
Sect.3.1.4).

Figure2.12schematizes the differences.
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Chapter 3
Experimental methods

The following chapter gives an introduction to chemical cross-linking, which is devel-
oped for formation of DNA networks. The concept of stretching DNA networks has been
discussed in the previous chapter, cf. Sect.2.5. Linearization and funtionalization ofλ -
DNA , which will be used for combing experiments (cf. Sect.3.1.5) and in a surface-force
apparatus (see AppendixA), are explained. Our samples, highly oriented DNA films, are
produced by means of a wet-spinning method. A partially new concept of the apparatus
was developed. The used experimental apparatus for X-ray diffraction, birefringence, Ra-
man scattering, and time-domain terahertz spectroscopy are described. For this purpose,
humidity chambers for stretching and simultaneous characterization were designed.

3.1 Cross-linking techniques

3.1.1 Formaldehyde

The interaction between formaldehyde and DNA, especially regarding cancer research,
has been studied extensively, e.g., [114, 115, 116, 117, 118, 119]. Formaldehyde is known
as a denaturing substance for double-stranded DNA, bindingto the thymine imino group
or other amino groups of a base [114, 115, 120, 121, 122]. Inter-strand cross-linking
occurs in a second stage by formation of methylene bridges between these products [114,
123, 124] as shown in Fig.3.1.
Apart from the literature concentrating basically on denaturation, new adducts were found
in reactions between DNA and formaldehyde during the last years [125, 126]. Our method
was performed according to a suggestion by Möller to check inter-helical cross-linking.

3.1.2 Ethylene glycol diglycidyl ether (EGDE)

Figure 3.2 shows the constitutional formula ofethylene glycol diglycidyl ether
(EGDE) [B.7.2]. The protocol for DNA treatment in [127] is adopted for experiments
in this work. DNA can react with EGDE solved in Milli-Q water at different concentra-
tions at pH 11, 55◦C, for three hours. DNA cross-linking using this protocol has been
proven in [128, 129] for swelling behavior. In preliminary tests with DNA of 50-80 base
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Figure 3.1: Binding of formaldehyde to amino/imino groups and formation of methylene
bridges for inter-strand/inter-helical cross-linking.
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Figure 3.2: Constitutional formula of ethylene glycol diglycidyl ether (EGDE).

pairs, concentrations of 9:1 and 3:1 of DNA:EGDE with respect to weight gave very ef-
fective cross-linking [103]. Bead formation as a test for a cross-linked gel in accordance
with [127] was checked furthermore by M. Kwak in exposing the gel to 2:1aceton-water
mixture. The chemical binding mechanism is described in [130, 113]. The epoxide group
reacts with nucleophiles e.g., amine, exocyclic nitrogen of guanine) by opening the ring.
The linkage is covalent.

3.1.3 Bis-acridines

Acridines are flat heterocyclic aromatic compounds, which intercalate into DNA. Two
acridine molecules are connected by the amino groups of the diamines NH2(CH2)nNH2,
wheren = 5,10 as aspacerto the C-9 atom.

A long spacer might reach neighboring DNA molecules in a better way than a short spacer,
but can also fold back and cause intra-helical intercalation. A short spacer cannot fold
back, but is more limited in reaching neighboring DNA molecules. Figure3.3 show the
used bis-intercalators with different spacers. The question arises if such a linkage is sta-
ble enough to withstand forces high enough to overstretch a molecule. According to
[131], the binding energy of an acridine is about 26kJ/mol or 4.3 ·10−20 J≈ 10kBT per
base pair. The applied forces to reach a conformational change are in order of or higher
than 10kBT/nm≈40pN. When several cross-linker molecules are attached to one DNA
molecule, the linkage should be strong enough (see [B.7.6] for an estimation how much
cross-linker is to be used in experiments).
The molecules were synthesized by Kwak and Herrmann (Max-Planck Institute for Poly-
mer Research, Mainz). The notations BA1, BA2, and BA3 will beused in the further
context as well. This bis-acridines appear in yellow, the latter one in more greenish color.
BA3 reveals better water solubility than BA1 and BA2, because of the additional NH
group in the center of the spacer. BA1 and BA2 can easily be dissolved in methanol.
Intercalation can in principle be used for intra- and inter-helical cross-linking, for example
with bis-acridines as reported in [132]. According to this reference, the probabilities of
these intercalation types can be affected by temperature. Above 90◦C, pure intra-helical
intercalation is preferred.

3.1.4 Photoreactivale bis-intercalators

In order to obtain covalent bonding, chemical modification leading to photoreactivable
cross-linkers is possible [133]. Photochemical linkage to nucleic acids has already been
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Figure 3.3: Structure of the bis-acridine compounds BA1, BA2 and BA3 used for cross-
linking. BA1 and BA2 have poor, whereas the additional NH group in BA3 induces good
water solubility [103].
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Figure 3.4: Structure of the photoreactivable bis-intercalator BAMO.

reported in 1978 by the use of ethidium monoazide [134]. A few years later, DNA-DNA
cross-linking was observed in injecting bis(monoaidomethidium)octaoxahexacosanedi-
amine1 (see Fig.3.4) into λ -phages [135]. For simplicity, the cross-linker is called
”BAMO”. The isolatedλ -DNA revealed additional loops with points of contact. The fact
that indeed linkages are present was proved by means of gel electrophoresis. Here,λ -
DNA molecules inter-helically cross-linked with themselves are more mobile than usual
λ -DNA . The scenario can be called ”inter-helical” cross-linking, because the size of the
loops can be of thousands of base pairs and therefore much larger than the spacer length.

The cross-linker was synthesized by Liebmann and Marx (University of Konstanz). They
provided us with molecules of two different types: a polyethylene-glycol trimer and non-
amer as spacer (n = 3,9, see Fig.3.4). The cross-linking conditions suggested by [135]
are two hours for incubation at room temperature in the dark and irradiation with visible
light (> 400nm) [B.1.7] for one hour. As a filter to absorb light in the ultraviolet and most
of the infrared range, a 5.8M sodium-nitrite solution was filled into an optical cuvette2

1IUPAC name: 6,6’-[1,26- (3,6,9,12,15,18,21,24-octaoxahexacosanediyl)bis(iminocarbony1-4,1-
phenylene)]bis(3-amino-8-azido-5-methylphenanthridinium chloride) dihydrate.

2Hellma, Müllheim.
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of a thickness of 10mm according to [134]. A test in UV/Vis spectrometer showed that
it serves as a sharp edge filter at exactly 400nm. In the visible range, absorption was
negligible, at wavelengthes< 400nm, the absorption is higher than a factor of 103.

3.1.5 Cross-linking efficiency tests

Gel electrophoresis. In a first step, the cross-linker is reacted with DNA in solution.
PCR marker DNA meets for example such demands. The length of the cross-linking
products can be measured by means of gel electrophoresis [136]. DNA molecules are
migrating through the pores of an agarose gel (here: 1 or 1.8%agarose in 0.5M TBE, for
λ -DNA and marker DNA [B.7.5] respectively), driven by a voltage (usually about 40−
50V). The gel is in a buffer solution (here: 0.5M TBE). Depending on the voltage and
the agarose concentration in the gel, the migration velocity of the molecules is adapted.
The DNA sample solutions are diluted in TBE, whereby the sixth of the total volume is
loading dye. The DNA that is inside the gel in separated lanesalong the current direction
can be labeled with fluorescent ethidium bromide [101].
Conclusion can be drawn about the molecular weight in comparing the distances that
have been covered by molecules with those covered by a reference marker. Such a marker
with DNA molecules of defined known lengths is running through the gel simultaneously
with the sample. This lane defines length-scale bands the samples can be compared with.
However, one has to note that circular DNA or DNA with loops formed by cross-links
migrates faster than linear DNA of the same molecular weight(cf. [135]) . According to
[137, 138], the distances from the origin in the untreated marker lanecan be fitted by the
relation

M = α exp(β (x−x0))+M0, (3.1)

whereM is the molecular weight of molecules in a certain band of a lane,x is the distance,
this band has covered from the starting point of the lane. Theparametersα, β , x0, and
M0 are fitting parameters and offsets. The function with the obtained fitting parameters
has been used to identify the related molecular lengths in the cross-linked sample.
In the case of successful inter-helical cross-linking in solution, the corresponding cross-
linker has fulfilled the first condition for being applied to aDNA film.

Combing. It is tried to visualize the cross-linking in combingλ -DNA with free sticky
ends on a hydrophobic surface. A confocal microscope is usedfor observation [B.3.6].
This method has already been mentioned in Sect.2.2.4. According to [139], hydrophobic
surfaces are prepared by spin-coating polysterene dissolved in toluene at 3 000 rpm. onto
them. The concentration of the polymer solution (molecularweight> 50 000) was 50 or
100mg/ml. The DNA solution is adjusted to a pH of 5.5, and a droplet ispipetted onto the
glass surface. Combing can be realized by simple drying of the droplet, so that the DNA
is stretched radially towards the center, where the dropletwas placed. Alternatively, the
method shown in Fig.3.5can be used: The DNA droplet is pulled and the DNA stretched
in a receding meniscus.
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motion

DNA solution
(pH 5.5)

stretching by
receding
meniscus

polystyrene-coated glass

Figure 3.5: Combing on a hydrophobic polystyrene-coated surface by a receding menis-
cus. A droplet of DNA solution (pH 5.5) is pulled in one direction. The meniscus makes
the DNA elongate and, under this condition, attach on the surface.

-GGGCGGCGACCTCGCGGGTTT...   ...CGACAGGTTACG-

|||||||||...   ...||||||||||||

-GCGCCCAAA...   ...GCTGTCCAATGCCCCGCCGCTGGA-

121 48502

}

"sticky end"

5'

5'3'

3'

Figure 3.6: Sequence of linearizedλ -DNA . Both ends consist of complementary 12-
basepair single-stranded overhangs, so calledsticky ends[140, 111]. The 5’ and 3’ labels
are standing for carbon atoms of the backbone sugar group andindicate the directions of
the helix (cf. Fig.2.3).

The observation in a confocal microscope requires fluorescence-labeling with e.g., YOYO-
1. In particular, if bis-intercalators are used for cross-linking, there is competition between
the cross-linking intercalator and YOYO-1.

3.2 Functionalization of λ -DNA

This section is devoted toλ -DNA [B.4.2], which was particularly used for optical tweez-
ing and combing experiments. Some of its properties make it favorable especially for a
surface-force apparatus (see App.A), and turns out to be the usual material in most of
the single-molecule experiments, as for example [79, 8, 7, 139, 141]. λ -DNA can be
purchased in comparable qualities. The molecules can be considered as equal concerning
length and base-pair sequence. Furthermore, they can be easily linearized and functional-
ized using standard protocols.
This DNA is extracted from a bacteriophageλ 3. It infectsEscherichia coli. Inside the
virus particle, the DNA is present in linear form, but becomes circular after an infection
into a host bacterium [111]. In the linear form, both end of the molecule consist of twelve
overhanging single-stranded bases (see Fig.3.6). These so-calledsticky endsare comple-
mentary and can recombine to the circular form [111]. The molecule consists of 48502

3Such viruses are specialized in infecting bacteria [94]. The termphagecomes from the Greek infinitive
φαγεØν, which can be translated as ’to eat’, cf. also the aorist formêφαγον [142].
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Figure 3.7: a) Linearization ofλ -DNA , which is nicked at two defined places. DNA is
heated to 75◦ for 15 min. and chilled afterwards on ice. The single-stranded end of the
molecule are called "sticky ends". b) Annealing of oligomers, whose sequence fits to the
sticky ends. Finally, T4 ligase closes the backbone.

base pairs and has a length of 16.5 µm in B-conformation [140].

Linearization. We can make use of its structural properties to add functional groups
to the ends of the molecule. The purchased DNA in buffer solution is present in circular
form. To linearize it, the stock solution (concentrationc= 0.5 or 0.3mg/ml) is heated for
15 min. at 75◦C. The strands start to melt, but this process sets in first at the sticky ends
(see Fig.3.7). Afterwards, the melting is quenched by rapid chilling for5 min. on ice.

Labeling. For functionalization, 33 µl of the linearized stock solution in TE buffer are
mixed with 1 µl of each complementary oligomer (concentration c =
100 nmol/ml). Taking only one type of oligomers into account, there is an excess of
about 250 oligomers per DNA molecule. The hybridization lasts one hour at 50◦C. The
nicks between the 3’ end and the attached oligomer are still present. As the oligomers
are phosphorylated, the nicks can be closed using T4 ligase [B.4.3]. 1 µl of the T4 ligase,
5 µl T4 ligase reaction buffer (10x concentrated) [B.4.4], and 9 µl Milli-Q water [B.4.1]
are added. The solution is reacting during one hour at room temperature. Gel filtration
chromatography [B.4.5] is used to remove the excess oligomers [143]. The elution can
be done with any suitable buffer the DNA should be taken up (e.g., PBS, TBE, Milli-Q
water with 150mM NaCl).
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3.3 Wet-spun films of oriented cross-linked DNA

Oriented DNA samples have been developed especially for physicochemical investiga-
tions and provide DNA material in large amounts to facilitate optical experiments and
X-ray diffraction [144]. This section presents the chemical and technical concepts for
their preparation.

3.3.1 Ethanol precipitation

DNA in solution can form a solid, when it gets in contact with ethanol. This behav-
ior is used to extract DNA rapidly from a solvent and dissolveit in another buffer. In
the following chapter, it will be used to remove excess cross-linker from DNA solution.
Precipitation takes place because ethanol displaces waterfrom DNA and makes the back-
bone ’collapse’. A standard protocol is given in [B.5.1]. A certain percentage of DNA
gets lost during precipitation, when the supernatant is removed from the pellet of precipi-
tated DNA.
The precipitation technique of the wet-spinning method differs slightly from the standard
protocol, but is based on the same principle. In general, ethanol concentrations above
70 vol.-% are required for precipitation.

3.3.2 The wet-spinning method

The following method was developed in the 1960s in the Ph.D. thesis of Rupprecht [145].
It combines ethanol precipitation and wet-spinning, a common technique in polymer in-
dustry, to fabricate highly-oriented DNA films. Until then,such samples could only be
prepared by shearing highly concentrated DNA between two coverslips or by pulling a
DNA fiber between two glass rods [146, 16, 17]. Within the framework of this thesis and
together with Fischer, a new concept for spinning-bath recycling and the mechanics of the
apparatus has been developed.
An aqueous solution of DNA from salmon testes or calf thymus [B.5.2] is prepared. The
concentration is adjusted to an optical density of 22 or higher at 260nm. Typically the
used concentrations were 1.58g/l and 1.37g/l. A protein analysis [B.5.3] showed that
the protein concentration in this sample material is less than the limit of detectability
[147]. Furthermore, the solution contains 0.15M sodium chloride, 3mM sodium citrate
tribasic dihydrate and 0.05mM EDTA disodium salt4 at pH≈ 7. The salt induces counter-
ions binding to the phosphate groups of the DNA backbone. This influences particularly
the amount of water that binds to DNA, so that DNA conformation at a certain rela-
tive humidity in the environment of the sample strongly depends on the used electrolyte
[109]. Moreover, it can influence the low-frequency spectrum [148]. The work with DNA
sodium-salt is the most established method and less critical in keeping the necessary ex-
perimental conditions (e.g., concentrations, bathing times) than using lithium salt [149].
Further ion-exchange is not necessary [145, 148]. As mentioned before, EDTA removes

4 EDTAstands forethylenediaminetetraaceticacid. It is used for complexation of divalent metal cations,
which proteins of serum origin as BSA can be contaminated with. Furthermore, it inactivates metal-
dependent enzymes (DNases) that can damage DNA [1, 113].
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3.3 Wet-spun films of oriented cross-linked DNA

doubly charged cations from the solution. Sodium citrate isused for buffering at neutral
pH. DNA solution is oriented, when pumped through a spinneret, which has 720 holes of
70 µm in diameter.

It is necessary to choose the right parameters for the pump rate through the spinneret in
accordance with the viscosity of the solution and the hole size, so that stream broadening
directly after the spinneret is avoided. This could lead in particular to disorientation of
the polymers [150].

Precipitation and spinning. The spinning bath contains an electrolyte solution with
75% ethanol and 0.2M NaCl. DNA precipitates in the electrolyte solution (see Fig. 3.8)
and forms fibers, which fall down the spinning column. They can be taken up by suitable
glass rod and wrapped around a rotating teflonr cylinder. The length of the column of
1m warrants enough time for contact with the ethanol solution and therefore precipitation.
Experiments with smaller columns were hardly able to produce films, whereas columns
longer than 1m did not bring any further advantage [149]. A continuous rotation of the
cylinder that is adapted to the DNA flow through the spinneretpulls the fibers, which are
bundled then by a fiber guide. The first precipitated materialis normally a ’ball’ of DNA
fibers, but as soon as a steadily homogeneous fiber reaches thecylinder, a film can be
made by translating the cylinder along its axis forward and backward to form a film layer
by layer.
The spun fibers have to be treated afterwards to form a film. First, the electrolyte content
is adjusted to the desired value by bathing it at 5◦C overnight for up to 24 hours.

Dialysis. The solution consists of 77% ethanol with 0.03M sodium chloride. The so-
lution is agitated slowly by a magnetic stir bar.
Then, the fiber deposit must be dried to form a film. Therefore,the teflonr cylinder is
dried with paper and carefully around the film with Q-tipsr without touching the films.
The cylinder is placed into a desiccator containing a few grams of silica gel.

Drying. At 5◦, the procedure lasts typically overnight. Afterwards, thefilms should not
be sticky anymore.
The last step is a rehydration at about 75% r. h. This allows todetach the films from the
teflonr cylinder. This is also the humidity the films can be stored at over several years.

Rehydration. At first, the cylinder with the dry films is placed into a desiccator con-
taining saturated solution of sodium chloride in its reservoir to adjust the relative humidity
to 75% at room temperature. The re-hydration needs about three days at room temper-
ature. The films can be cut by a scalpel and are then easily removed. Low adhesion is
another reason for building the cylinder from teflonr. For storage, the films should hang
in a box adjusted to the same relative humidity at room temperature.

Storage. Being dried, the films tend to corrugate and shrink. Being hydrated, they can
twist and coil up, and might stick together, when humidity ishigh. It is therefore neces-
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sary to stretch them gently, which can easily be realized fixing clips from office supplies
to the ends. The film will hang then on one end and cannot wrap around itself, when it is
exposed to a humidity change [151].

Remarks and experimental parameters. Typical feed rates for pumping the DNA
solution through the spinneret are about 45ml/h. The teflonr cylinder (diameter: 80mm)
makes one turn in 3 sec., while the axial translation is about2.5mm/s. It turned out, that
X-ray diffraction with the used instrument and the sample cell, both will be described
below, makes it necessary to use films of at least about fifteenlayers to obtain a reasonable
signal. Most of the films typically consist of twenty to fortylayers. The capacity of the
syringe with DNA solution is about 120ml, lasting hence for two or three hours.

Recycling. Since the system is not completely closed, ethanol evaporates out of the
spinning bath. The ethanol concentration must be readjusted from time to time to be
maintained at constant level, the electrolyte solution must be recycled. Rupprecht com-
bined this cycle with degassing [146, 151]. According to his concept, solution (1 l) is
pumped every 14 min. from the spinning bath with the teflonr cylinder into a tank by
underpressure using a vacuum pump. Thereby, it is degassed5. After that, pure ethanol is
continuously pumped into this tank (10ml/min, cf. [145]), while the solution from this
tank is pumped into the upper part of the glass column. Instead of pure ethanol, a spin-
ning solution with high ethanol concentration can be used, too [152]. However this needs
to be adapted to the parameters of the recycling pumping etc.For lithium-DNA films, it
was advantageous to use a flask with pure ethanol and pump additionally usual electrolyte
solution from a second flask into the spinning bath [145, 152]. During these 14 min., the
ethanol content rises continuously inside the tank. A peristaltic pump removes contin-
uously solution from the tank and pumps it to the top of the column (≈ 72ml/min, cf.
[145]). Hence the concept involves a flow from the top of the columntoward the spinning
bath.

The new recycling concept allows continuous recycling always under the same con-
ditions. A comparative scheme is shown in Fig.3.8. A peristaltic pump drives the solution
through a semi-preparative degasser6 into the upper part of the column, which is hermet-
ically closed all the time, so that the spinning bath stays inside at constant hight. The gas
is diffusing via teflonr membranes out of the solution. Before the degasser, ethanolis
added. This recycling concept has several advantages:

• No need of expensive, unusual glass tanks.

• Much more effective degassing, since not only large air bubbles are removed.

• No concentration gradients with time, since recycling is done continuously.

5This tank is therefrom called ”degasser” in [145].
6It allows higher flow rates than the analytical version.
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Figure 3.9: Translational and rotational motion of the teflonr cylinder DNA fibers are
wrapped around. A stepper motor controls the rotation, whereas the linear stage [B.5.4]
is able to translate the cylinder along the axis up to 150 mm.

• No ensnarling of the fiber around the fiber guide due to large flows every 14 min.

The parameters can be chosen equivalently to those given by Rupprecht (ethanol:
10ml/min, recycling flow: 72ml/min). During the spinning process, the ethanol con-
centration can be measured by an alcoholometer that is calibrated to a solution with the
actual salt content (0.2M NaCl). The rate of the peristaltic pump that adds pure ethanol
can be adapted correspondingly.
In both systems, an additional ’garbage can’ is used to remove surplus electrolyte solution
by means of the vacuum pump as described before.

Further replacements concern the mechanics for translational and rotational motion of the
teflonr cylinder. A scheme is drawn in Fig.3.9. The cogwheel gear is substituted by
a stepper motor that is mounted on a translation stage. Such asystem is not only much
easier to maintain, but takes a huge advantage of the fact that the rotational speed can be
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freely programmed:
Accidental deposits from precipitation, air bubbles, and inhomogeneous DNA concentra-
tions at the spinneret can hinder the fiber formation. Duringspinning, the fiber is then
under more or less tension and can become for example longer than the distance of about
1m between the spinneret and teflonr cylinder. Usually this can be regulated by chang-
ing the angle of the fiber guide, so that the fiber is slightly bent and again under tension.
Otherwise, the fibers are not bundled and deposit on the teflonr cylinder in a non-regular
way. In addition, the fiber can ensnarl around the fiber guide:Spinning is interrupted.
However, if the fiber becomes too long, it is now possible to increase the uptake velocity
by increasing the rotational speed.
The glass syringe is replaced by a stainless-steel syringe with a glass-cylinder inset that
serves as a window. The steel parts are screwed together and can be disassembled for
cleaning. Sealing rings are made of chemically robust Vitonr. The glass inset is com-
mercially available and can be replaced easily. Temperature changes in the laboratory
(e.g., different seasons) are sufficient to make the teflonr piston leak. It should be re-
placed by an equivalent part from stainless steel.

Remarks about the used DNA salt. During the first wet-spinning experiments, it
turned out that properties of DNA films, e.g., crystallinityand orientation, depend strongly
on the used DNA salt. This is in agreement with experiences made by Rupprecht and
Grimm. Discussions with suppliers revealed that the quality of purity and further devia-
tions as molecular lengths might differ from specifications. The viscosity of the DNA so-
lution depends - among other parameters - on the concentration and the molecular weight
distribution. Too small molecules might not be oriented fora given set-up configuration
(hole diameter of the spinneret, feed rate etc.), whereas too large molecules might be
entangled and form loops.

3.3.3 Film cross-linking

Being dipped into water, wet-spun DNA films dissolve completely. When an aqueous
cross-linker solution comes into contact with a DNA film, thefilm dissolves and looses
its order first, since the cross-linking, especially a covalent process, takes more time.
Formaldehyde is usually available a saturated aqueous solution with a concentration of
37%, stabilized with 10-15% methanol [B.7.1]. The effect of dissolving the films can
be avoided by brushing them carefully with sufficiently small amounts of cross-linking
solution. In the case of formaldehyde, the cross-linker canbe evaporated onto the film.
Thereby the film must have already been placed into the holderto avoid mechanical stress
during a transport. But the film should not be clamped at this moment to guarantee a good
exposure to the cross-linker. The dose can be varied particularly with the exposure time
and temperature.
Apart from brushing, it is advantageous to nebulize the solution onto the film [153]. For
this purpose, a nebulizer with a flow of 100 µl/min at 2.5bar, controlled by a two-stage
pressure reducer, is used [B.7.3]. Nebulizing is used for film cross-linking with EGDE.
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3.4 Birefringence measurements on DNA films

Since DNA films are soluble in water, but not in methanol, it was tried to place the entire
film into a bis-acridine solution in methanol for incubation. Diffusion from the solution
into the film was proceeding overnight. The color of the film became yellow, whereas the
solution is clearer and rather colorless. In characterization, this method is not indicated
explicitly, because there was no remarkable difference in nebulizing solution to the films.
This observation might change, if extremely thick films wereused. Usually, DNA films
in this work consist of not more than ten to forty layers7.
After test experiments [103], it was suggested to incubate the intercalators at 55◦C over-
night.
BAMO can be dissolved in methanol applied for example by a nebulizer as described be-
fore.

The effectiveness of cross-linking a DNA film can be checked mechanically. The princi-
ple of the set-up is shown in Fig.3.10and remains the same for all stretching experiments.
Force-extension behavior can show, if rubber elasticity orplastic behavior is dominant.
The films are mounted between a linear actuator [B.2.2] and a force sensor [B.6.1]. Volt-
ages from the sensor are measured with a data-acquisition card [B.6.2]. The axis of the
arrangement is vertical to prevent friction effects as muchas possible. Additionally, the
whole set-up is placed on an optical table with vibrational damping. The film is sur-
rounded with a box to adapt the relative humidity, which is also measured by a sensor.
Here it is advantageous not to use a saturated salt solution (see Tab.3.1), but to control hu-
midity by a flow of air or nitrogen gas. The experimental arrangement was built according
to [154].
Wet films are clamped between plastic holders with a saw-tooth profile of 1− 1.5mm
tooth depth and spacing [156].

3.4 Birefringence measurements on DNA films

The orientation of the DNA molecules in a wet-spun film definesthe optical axis. The
films have thickness variations of≈ 10% over length scales of a few micrometers [146],
which makes it difficult to get accurate values of the birefringence∆n in contrast to DNA
solutions in an optical cuvette with parallel-plane walls.Oriented DNA films are highly
birefringent, as shown in Fig.3.11. The film is mounted between crossed polarizers
with the optical axis directed at 45◦with respect to the polarizers. Illumination is realized
using white white light [B.1.7]. Colored stripes indicate thickness-phase variations inthe
film. The phase shifts differ for different wavelengths and thicknesses. Hence, at different
positions on the film, different wavelengthes can fulfill theconditions to penetrate through
the whole configuration. Variations in the measured phase shift due to thickness changes
or conformational changes of the DNA are indicated as∆(∆φ(λ )) in the following.

7Choosing a film width of 5mm the maximum number of layers will be 80, until the volume of the
available syringe is used up at a feed rate of 45ml/h. One had to refill the syringe and spin additional
layers on top of it to increase the number of layers.
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Saturated salt solutionRelative humidity
NaCl 75 %

K2SO4 98 %

Table 3.1: Relative humidities for saturated salt solutions according to [155].
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Figure 3.10: Basic experimental set-up for all stretching experiment of films in a humidity
cell. For X-ray diffraction, the humidity cell can be covered with polyimide or PET
foil (thickness:≈10 µm). For birefringence measurements, polarizer foils (crossed, each
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Figure 3.11: Highly birefringent DNA film between crossed polarizers. The optical axis
(fiber / helix axis) is horizontal in the picture.
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Figure 3.12: Absorption spectrum of a polarizer foil measured in a UV/Vis spectrome-
ter[B.1.8].

The theoretical form of the transmission intensity behaveslike I(λ ) ∝ sin2(∆φ/2) with a
phase shift∆φ(λ ) = 2π∆nd/λ induced by birefringence, which is given by the difference
between the refractive indices of the extraordinary and ordinary axes∆n= ne−no, see Eq.
(2.8). The sample thickness is indicated asd, andλ is used wavelength. The spectrum is
multiplied with the transmission characteristics of the used polarizer foil and of the film
itself (see Fig.3.12).

Thickness-phase variations as explained above make it difficult to measure the phase shift
∆φ and calculate birefringence∆n. In particular, the beam is likely to cover regions on a
film with different thicknesses. The detected intensity canbe the sum of signals resulting
from completely different phase shifts. It is furthermore unclear how the thickness and the
orientational degree of DNA molecules inside the film change, when the film is stretched
or cross-linked. In order to measure the phase at different position on the film, the whole
sample mounted between crossed polarizers is observed by a stereo-microscope (see Fig.
3.13) using white light or alternatively monochromatic laser light for illumination (here:
λ =632nm, cf. [B.1.6]).

By means of a Babinet-Soleil compensator, it is possible to compensate the phase shift for
monochromatic illumination. This allows to follow the relative change in birefringence
during stretching. In order for differences∆(∆φ(λ )) to be smaller than 2π (which is re-
quired to assign a value∆(∆n), small stretching steps and continuous observation of the
change in light intensity at the fixed position are required.
The measured phase shift∆φ is always a value modulo 2π . An estimation of the birefrin-
gence can nevertheless be made in recording a transmission spectrum between crossed
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Figure 3.13: Set-up to measure the phase shift of a wet-spun DNA film during stretching.
The film is mounted between crossed polarizers. Birefringence can be compensated by
means of a Babinet-Soleil compensator. Observation is realized with a stereo-microscope.
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3.5 X-ray diffraction (XRD)

polarizers, e.g., in a UV/Vis spectrometer (see [B.1.8]). The position of absorption min-
ima and maxima can be fitted usingI(λ ) ∝ sin2(∆φ/2). This gives a value for∆nd.

3.5 X-ray diffraction (XRD)

A rotating anode source [B.8.1] operated at 40kV with a current of 100mA at 1.54 Å(Cu -
Kα line) was used. For detection served an image plate with a diameter of 345mm [B.8.2].
The sample cell has already been described before. It was hermetically sealed with thin
polyimide [B.8.3] or polyethylene terephthalate [B.8.4] windows with a thickness of sev-
eral micrometers in order to superpose only a minimum of parasitic diffraction of the foil
to the diffraction of the DNA.

3.6 Raman scattering

This range of low-frequency dynamics is going to be observedby terahertz spectroscopy
in this work.
A grating microspectrometer [B.9.1] with a frequency-doubled Nd:YAG laser at 532nm
for excitation and a cooled CCD detector was used for the measurement. The intensity
was typically chosen to be 10mW focussed to a spot about 4 µm indiameter in order not
to destroy the sample in accordance with [148]. Usually, ten spectra with an exposure
time of 60s were averaged, except in the case of time-resolved observation of a B- to A-
transition (see Sect.4.1.1). DNA is in general not fluorescent, because the excited state
can decay via non-radiative transition due to an overlap with the ground state [157]. In
addition, the set-up provides two notch filters to suppress stray light and intense elasti-
cally scattered light. Therefore it was not possible to measure in a wavenumber range up
to about 200cm−1. This filter were nevertheless necessary. It was not possible to resolve
the weak DNA bands with a set-up used in [158] without any notch filter. Other groups
were confronted with similar problems [148].
The spectral resolution was approximately 2.5cm−1. As a sample cell, a similar set-up as
shown in Fig.3.10was used.
In Sect.4.1.1, the time-resolved measurements to follow the B- to A-transition of DNA
were done in the following way:
The NaDNA film has been mounted into a humidity cell and hydrated at 98% r. h. The
sample cell has been opened and a flow of dry air pumped into thecell to imitate condi-
tions in the flow box of the THz spectroscopy set-up. In order to reach 20% r. h., it was
necessary to add silica gel. The measurements were done without sampling and averag-
ing over several spectra. The exposure time was 90 sec. The measurements were neither
sensitive to the origin of the DNA (salmon sperm or calf thymus), nor the thickness, nor
the orientation in this frequency range.
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Figure 3.14: Set-up for time-domain terahertz spectroscopy. The left part describes the
frequency control for the repetition rate of master and slave laser for asynchronous optical
sampling. The box in the right part is kept at low relative humidity to avoid absorption in
the THz frequency range. The THz beam is generated by the pumpbeam, and detected
by a ZnTe(110) crystal. It is guided through a sample together with the probe beam. An
analog figure of a gas spectrometer can be found in [159].
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3.7 Time-domain terahertz spectroscopy

Figure 3.15: Sketch of the THz emitting metal - semiconductor - metal structure: (1) inter-
digitated finger electrodes, (2) semi-insulating GaAs substrate, (3) opaque metallization
shadowing one direction of THz electric field. The electric field directions are indicated
by arrows. Figure taken from [163].

3.7 Time-domain terahertz spectroscopy

THz gap. Low-frequency dynamics are measured by time-domain terahertz spectros-
copy. Over a long period, there was a gap in the generation of frequencies in the range be-
tween 1 and 10THz: Smaller frequencies can be generated by electric oscillators, higher
frequencies by photonic devices owing to quantum transitions, e.g., lasers [160]. The ap-
plication of this new and rapidly developing method to examine low-frequency dynamics
of biological matter represents an alternative to known techniques as Brillouin or thermal
neutron scattering [59, 161].
The experiments were performed together with Kistner, Thoma, and Dekorsy (University
of Konstanz). A basic feature of the set-up is the dual Ti:sapphire femtosecond laser. The
master laser is guided through the sample and used as a probe beam.

THz emitter. The slave laser is used as a pump beam. It has to pass a large-area
emitter to generate a THz signal. THz emission is induced, when a femtosecond pulse
hits an interdigitated metal - semiconductor (GaAs) - metalstructure [162, 163]. The
ultashort laser pulses excite free charge carriers, which are accelerated between the metal
electrodes and induces dipole radiation. Destructive interference is blocked by covering
every second period of the metal - semiconductor - metal sequence (see Fig.3.15). The
THz electric field is perpendicular to the orientation of themetal digits. If the field is
high enough, the band gap can be overcome and free charges aregenerated. The induced
current emits a THz pulse parallel to the direction of the current. Destructive interference
of the parts between the metal digits is suppressed by covering every second of these
structures. The emitted light is gathered by to parabolic gold mirrors and guided through
the sample.
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Figure 3.16: Principle of the asynchronous optical sampling (ASOPS). Pump and probe
beam are time-delayed, so that two cases of coincidence determine the temporal frame of
one measurement. Figure according to [B.11.1].

ASOPS. In contrast to other setups, sampling has not been realized by means of a
variable mechanical delay, but byasynchronousoptical sampling (ASOPS), see Fig.3.16
[164]. Each beam is divided by a beam splitter and a portion of the signal is fed to a
photodetector. These signals give the repetition ratefR of the lasers. The signal from
the master laser (probe laser) is frequency-upshifted by∆ fR and, together with the non-
shifted pump beam of the slave laser (pump laser), analyzed in a double-balanced mixer
(DBM) to detect their phase difference. The output passes a loop amplifier and modulates
the position of the cavity mirror of the slave laser via a piezo transducer (PZT). In order
to reduce the signal-to-noise ratio, it is also possible to use the third harmonic.

Suppose that pump and probe beam coincide att = 0. The next pulses are therefore
delayed by a timeτ:

τ =
1
fR

− 1
fR+∆ fR

, (3.2)

and so forth, until two pulses coincide again. This is the temporal frame of one measure-
ment. Typically one choosesfR =1GHz and∆ fR=10kHz, so that a measurement lasts
100 µs. The large number of measurements in short time, 10 000s−1, results in a good
signal-to-noise ratio through averaging.
The advantages of this set-up can be summarized:

• no unprecise mechanical delay line

• fast measuring and averaging over large data sets

• size of spot stays constant8,

8In contrast to mechanical delay line, which requires displacement of optical mirrors.
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3.7 Time-domain terahertz spectroscopy

whereas the following disadvantages have to be accepted:

• The time interval of a measurement cannot be increased infinitely, because the fre-
quency shift is limited.

• The set-up is very sensitive to external perturbations causing jitter and unprecise
locking of the slave laser.

The repetition rate from the decoupled laser beams provide a9kHz trigger signal for the
detection electronics.

THz detection profits from the electro-optic effect of a (110) zinc- telluride crystal
[165]. The THz pulse modifies the refractive index, so that it becomes birefringent for the
probe beam. The signal is analyzed by a polarizing beam splitter (PBS) and recorded by
a photo-receiver and a subsequent sampling oscilloscope.

Temporal resolution∆τ is given by the the ratio of the frequency shift and the repetition
rate, and the bandwidthB of the sampling oscilloscope:

∆τ =
∆ fR
fRB

. (3.3)

With B =100MHz, for the experimental temporal resolution follows∆τ =100fs. The
signal-to-noise ratio is 37dB for a data acquisition time of1s and rises linearly to 57dB
for 100s [166]. The usual data acquisition time in experiments is 10s.

The sample cell used for terahertz spectroscopy is similar to the one shown in Fig.3.10.
It has to be paid attention that the strongly focused beam does not hit the sample hold-
ers. Low absorption can be guaranteed in using PET windows, comparable to [B.8.4],
but with a thickness of 100 µm. It is furthermore necessary toacquire a reference data set
for each measurement, i.e., measuring through the sample cell beside the DNA film. The
windows must hence be large enough. A fast Fourier transformof the signal and the refer-
ence signal are divided to obtain the transmission spectra.Otherwise, the result would be
influenced by many substances that absorb in THz frequency range, for example the PET
foil, but in particular water vapor in the sample cell. Wateris always present, although
the optical path between the THz emitter and detector is enclosed by a box that is purged
with dry nitrogen. In some transmission spectra, the intensity can be slightly larger than
1.0; this is due to intensity fluctuations of the laser.
The Fourier transformed data used to calculate the transmission spectra were limited to a
time range of 14ps in order to get rid of artificial resonancesfrom the Fabry-Pérot reflec-
tion in the optical set-up. Hence, the spectral resolution is reduced to 70GHz.
The set-up permits to record transmission spectra in one-minute intervals. Once the sam-
ple is mounted in the humidity cell, the reservoir is filled with saturated K2SO4 solution
and immediately closed with PET windows. This moment is defined as starting point
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Figure 3.17: Experimental transmission spectrum of water vapor. Figure taken from [166]

t = 0. In order to follow the temporal behavior, certain time intervals have been chosen to
show averaged transmission dynamics: 200−300GHz, 620−710GHz, 800−900GHz,
and 1.29−1.38THz. These frequency intervals are free from water absorption lines that
can cause additional, mistakable features.
The absorption from water has already been mentioned to be animportant systematic er-
ror. Figure3.17shows a transmission spectrum of water vapor. Especially the frequency
intervals with a high density of absorption lines are difficult to be completely eliminated
from sample spectra, even though each measured spectrum is divided by a reference spec-
trum, as explained above.
In order to obtain an estimation of the statistical and systematical error of the spectra, the
reproducibility was checked by measuring several times andat several positions (see Fig.
3.18).
The spectra are quite reproducible, when the measurement isrepeated, and also at differ-
ent positions on the same sample. The error increases at higher frequencies from zero to
about 15% at 2.5THz. Position dependencies play only a role, when the film for example
swells during hydration. The motion controller that is usedfor sample displacement can
reproduce the position to an accuracy smaller than 1 µm [B.2.2].

3.8 Optical tweezers and micropipettes

We had the possibility of using the optical tweezers set-up of Sischka (University of
Bielefeld) [167, 78]. The sample cell (see Fig.A.13) is flushed with buffer solution9.
Streptavidin-coated colloids with a diameter of 3.18 µm areadded to the cell, until one of
the colloids is trapped by the optical tweezers. This colloid can then be immobilized by
a micropipette, being sucked on. A second bead is trapped again by the optical tweezers,

9Composition: 150mM NaCl and 10mM TRIS/HCl, pH 8.
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Figure 3.18: Reproducibility of transmission spectra of wet-spun NaDNA films from
salmon sperm. The spectra are measured for two different positions.
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Figure 3.19: Flow cell for single-molecule stretching according to [167, 78].
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3 Experimental methods

before the biotinylated DNA is flushed in. When a DNA moleculelike λ -DNA or of sim-
ilar length binds to the trapped colloid in the flow, a force jump of a few pN is detected.
It is necessary to keep a constant flow inside the cell to avoidgrafting of both DNA ends
to a single colloid. Furthermore, remaining colloids oughtto be removed of the cell and
the supply pipes. Excess colloids could bump accidentally into the colloid trapped by the
optical tweezers and disturb the measurement.
An exact force calibration implies an exact knowledge aboutthe diameter of the colloid.
A reliable check is to observe the force on such a trapped colloid, while the cell is moving
with respect to it.
Finally, the bead on the micropipette approaches the bead inthe trap and is continuously
moved slightly forward and backward. The DNA molecule is elongated, but not to its full
contour length. As soon as the molecule bind to the bead on themicropipette, the motion
of the micropipette causes immediate force jumps and provesthat DNA is grafted on both
ends.
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Chapter 4
Results

The first section of this chapter is separated from the subject of over-stretching DNA.
Benefiting from a recently developed method for time-domainterahertz spectroscopy, we
observe low-frequency dynamics of the A- to B-transition. We try to find time scales of
this conformational change in our samples and compare the results measuring typical A-
and B-marker bands by Raman scattering.
Cross-linking DNA solution and its dependence on pH is checked using gel electrophore-
sis. Intercalation properties could be analyzed in the particular case of bis-acridines by
means of single-molecule stretching.
The properties of cross-linked DNA films are characterized:the secondary structure with
Raman scattering, the base-pair tilt with birefringence, and base-pair distances with X-ray
diffraction.

4.1 Low- and high-frequency dynamics of the A-

to B-transition

The conformation of DNA in wet-spun films depends on relativehumidity. For natural
DNA with arbitrary or quasi-random sequence, A-, B-, and C-DNA are the expected
conformations. This section is not connected to the question how over-stretching changes
the structure of DNA, but rather devoted to conformational changes in a DNA film during
hydration and dehydration. The A- to B-transition is studied recording low-frequency
dynamics in the DNA film.
In the context of over-stretching DNA, attention is turned to B-DNA, because this is the
conformation of DNA in an aqueous environment [7, 8]. Later on, DNA in the films
has to be transformed from A- to B-conformation. Therefore,we must know important
parameters, e.g., hydration time.

4.1.1 Transmission characteristics up to 3 THz

NaDNA films do not always transform to B-form easily, even at relative humidities higher
than 92%. Rupprecht has once observed rather transformation to C-DNA for a set of sam-

55



4 Results

0.5 1.0 1.5 2.0
0.2

0.4

0.6

0.8

1.0
16.7 33.3 50.0 66.7

  dehydrated parallel
  dehydrated perpendicular
  hydrated parallel
  hydrated perpendicular

 

wave number [cm-1]

Tr
an

sm
is

si
on

Frequency [THz]

Figure 4.1: Transmission spectra of hydrated and dehydrated NaDNA films from salmon
sperm for parallel and perpendicular orientation of the THzelectric field.

ples, but light tension is reported to support a transition to B-form [144]. On top of that,
the time necessary for such transitions can vary between several hours to six months [62].

4.1.1.1 Orientation and hydration dependency of transmission

The term ’dehydrated’ will be used in the following context for dry DNA films at about
20% r. h. or less, whereas ’hydrated’ means at about 98% r. h. Figure 4.1 shows the
difference between hydrated and dehydrated DNA films mounted with orientation of their
helix axes parallel or perpendicular to the electric field ofthe THz beam for salmon-sperm
and Fig.4.2 for calf-thymus DNA.
The transmission is in general lower for hydrated samples. For the given spectral range,
transmission decreases with higher frequencies. Wittlin et al. [53] expected, but could
not confirm experimentally orientational dependencies of far-infrared transmission. How-
ever, the set-up for THz time-domain spectroscopy used herehas allowed to identify for
the first time such differences. For salmon-sperm DNA, transmission parallel to the ter-
ahertz electric field is higher than perpendicular in a frequency range up to about 1THz
and the opposite for higher frequencies. For calf-thymus DNA, polarization dependence
is much more pronounced. Perpendicular arrangement reveals two absorption maxima
(see Fig.4.2): one at about 400GHz and a second at 1THz for a hydrated and 1.5THz
for a dehydrated sample. Due to the fact that a 70 µm thick dehydrated film could cause
a Fabry-Pérot resonance at 1.65THz or respectively at a slightly lower frequency in a
hydrated state, this absorption can in principle be caused by such an additional optical ef-
fect of the set-up. Orientation-depending differences in average transmission for hydrated
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Figure 4.2: Transmission spectra of hydrated and dehydrated NaDNA films from calf
thymus for parallel and perpendicular orientation of the THz electric field.

samples are weaker than in the previous cases, apart from a rise in transmission at higher
frequencies for perpendicular orientation. The degree of hydration changes the electro-
static and van der Waals interactions between atoms and is predicted from normal-mode
analysis to influence low-frequency modes in a strong way (see Sect.2.2.3).

4.1.1.2 Hydration and dehydration dynamics

During hydration, the transmission spectra are changing continuously from the dehy-
drated to the hydrated forms shown above. Nevertheless, transmission is not monotonously
decreasing, while the film is hydrating. For perpendicular orientation (cf. Fig.4.3), trans-
mission decreases during dehydration over the almost entire frequency range, but with
an irregular behavior after one hour: Transmission increases again between 0.5THz and
2THz. It is not clear if this deviation is an artefact of reproducibility errors (cf. Fig.3.18).
At least, there is no continuous increase of the error to higher frequencies observable.
The averaged transmission in the mentioned frequency ranges decreases monotonously,
excepting irregular behavior between 60 and 90 min. (cf. Fig. 4.4). The transmission
spectrum after 4min. for perpendicular orientation shows some features at frequencies
higher than 1.5THz due to water absorption lines, see Fig.4.3 and3.17. In general, the
most irregular averaged transmission changes can be seen for the frequency range from
1.29−1.38THz. The critical humidity to bring the DNA into the B-format about 92%
r. h. has been reached after 7 min., in the following experiment with parallel orientation,
after 17 min.
All other observed frequency ranges 200−300GHz, 620−710GHz, and 800−900GHz
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Figure 4.3: Transmission spectra during hydrating a NaDNA films from salmon sperm
for perpendicular orientation of the THz electric field.
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Figure 4.4: Temporal transmission behavior during hydration. The averaging has
been taken over frequency intervals without water absorption lines (200− 300GHz,
620− 710GHz, 800− 900GHz, and 1.29− 1.38THz) for perpendicular orientation of
the THz electric field. The DNA was extracted from salmon sperm. Spectra (apart from
1.29−1.38THz) were fitted by:T = T0+T1exp(−(t− t0)/τ). Characteristic decay times
are shown in Tab.4.1, the other fit parameters in Tab.B.11.2.
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Figure 4.5: Transmission spectra during hydrating a NaDNA films from salmon sperm
for parallel orientation of the THz electric field.

behave quite monotonously in decreasing transmission withtime. Only for 1.29 - 1.38THz,
the transmission fluctuates over a larger range. In the transmission spectra, a sudden rise
in transmission after 9 min. happens in a range from 0.5THz; from 1.5THz, transmission
is even larger than the transmission of a dehydrated sample.Then, transmission drops
again over the entire frequency range, but rises after more than 50 min. in a frequency
range from 1.3THz on. The transmission in the hydrated state for the shownfrequency
range from 2THz on is finally larger than the transmission of adehydrated sample in this
range.

Furthermore, hydration dynamics has been observed in parallel orientation for a calf-
thymus DNA film. After 6 min., the value of 92% r. h. has been reached. Here, the
transition from dehydrated to hydrated DNA is relatively monotonous in contrast to the
salmon DNA sample (cf. Fig.4.7). All the averaged transmissions saturate after at least
40 min. (cf. Fig.4.8).

Figure4.9 and4.10show the corresponding transmission spectra and temporal behavior
of the averaged transmission for salmon-sperm in the case ofdehydration. Figure4.11
and4.12represent the analog graphs for calf-thymus DNA. The time intervals for averag-
ing have been kept the same as before. For salmon-sperm DNA, the rise in transmission
is only monotonous in a frequency range up to 1THz. After 4 min., transmission drops
down again, especially at higher frequencies. Immediatelyafter 10 min., the overall trans-
mission has suddenly risen and is in the almost entire frequency range larger than the final
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Figure 4.6: Temporal transmission behavior during hydration The averaging has been
taken over frequency intervals without water absorption lines (200− 300GHz, 620−
710GHz, 800−900GHz, and 1.29−1.38THz) for parallel orientation of the THz electric
field. The DNA was extracted from salmon sperm. Spectra (apart from 1.29−1.38THz)
were fitted by:T = T0 + T1exp(−(t − t0)/τ). Characteristic decay times are shown in
Tab.4.1, the other fit parameters in Tab.B.11.2.

60
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Figure 4.7: Transmission spectra during hydrating a NaDNA films from calf thymus for
parallel orientation of the THz electric field.
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Figure 4.8: Temporal transmission behavior during hydration. The averaging has
been taken over frequency intervals without water absorption lines (200− 300GHz,
620−710GHz, 800−900GHz, and 1.29−1.38THz) for parallel orientation with respect
to the THz electric field. The DNA was extracted from calf thymus.
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Figure 4.9: Transmission spectra during hydrating a NaDNA films from salmon sperm
for parallel orientation with respect to the THz electric field.
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Figure 4.10: Temporal transmission behavior during dehydration. The averaging has
been taken over frequency intervals without water absorption lines (200−300GHz, 620−
710GHz, 800−900GHz, and 1.29−1.38THz) for parallel orientation with respect to the
THz electric field. The DNA was extracted from salmon sperm.
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Figure 4.11: Transmission spectra during hydrating a NaDNAfilms from calf thymus for
parallel orientation with respect to the THz electric field.

transmission at equilibrium, i.e., a hydrated sample. The temporal behavior of the aver-
aged transmissions is monotonous, apart from the frequencyrange of 1.29−1.38THz,
and again similar dynamics for calf-thymus DNA. Here, the averaged transmission is
extremely uncorrelated. The whole spectra look relativelymonotonous, except smaller
deviation after 30 min. For all the spectra, the frequency range of 2− 2.5THz is rela-
tively unequal, which can be explained by the high density ofwater-absorption lines in
this range.
From the theoretical point of view, the expected mode softening of the lowest mode, i.e.,
a decrease in frequency for this mode, (see p.15 and [58, 54]) is expected to take place
near the transition point for the A-B or B-A transition. Later on, it has been found out

Freq. range [GHz] perpendicular parallel
orientation [min] orientation [min]

200-300 28.7 33.8
Salmon 620-710 36.4 33.8

800-900 66.3 34.1
200-300 - 12.9

Calf 620-710 - 10.6
800-900 - 5.9

1290-1380 - 2.2

Table 4.1: Characteristic decay timesτ for hydration of DNA films from salmon sperm
and calf thymus.
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Figure 4.12: Temporal transmission behavior during dehydration. The averaging has
been taken over frequency intervals without water absorption lines (200−300GHz, 620−
710GHz, 800−900GHz, and 1.29−1.38THz) for parallel orientation with respect to the
THz electric field. The DNA was extracted from calf thymus.

Freq. range [GHz] parallel
orientation [min]

200-300 1.3
Salmon 620-710 2.0

800-900 3.1
200-300 3.5

Calf 620-710 2.9
800-900 3.2

Table 4.2: Characteristic decay timesτ for hydration of DNA films from salmon sperm
and calf thymus.
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4.1 Low- and high-frequency dynamics of the A- to B-transition

that the transition is not an abrupt process [55], and at least one further intermediate stable
state exists [29]. Crystallographic changes during such transitions for different humidities
have been observed by Fuller et al. [26]. The transmission is therefore unsteady and not
monotonous.
Table4.1shows the decay timesτ from the fit curve for temporal transmission behavior
(cf. Fig. 4.4 and 4.6) during hydration. The decay times are all 30min., apart from
one constant in frequency range between 800− 900GHz, which is twice as large. The
averaged transmissions for this frequency range and especially for 1.29−1.39THz show
large deviations from a monotonous behavior in contrast to the lower frequncy ranges (cf.
Fig. 4.4). The decay times are shorter in the case of calf-thymus DNA,but of the same
order of magnitude.
In the case of dehydration (see Tab.4.2), the time scales are only 10% as large as for
hydration. Usually the volume in a sample cell itself needs some time to be adjusted to
a high relative humidity. Conclusively a conformational change from A- to B-DNA (and
the inverse process) seem to happen on the time scale of minutes. This result is compared
with Raman spectroscopy in the following section.

4.1.2 Conformational markers in Raman spectrosocopy

The studied low-frequency transmission spectra and their temporal changes have to be
compared with a scale that indicates known conformational changes. For this purpose,
Raman lines serve as markers. The line at 807cm−1 is very pronounced in the A- confor-
mation [62, 148]. Meanwhile, it disappears for relative humidities at about 20% or lower
and at high relative humidities of 92% or more, i.e., in the B-form. Figure4.13shows a
dehydration process followed by Raman spectroscopy. This conformation is indicated by
a distinct line at 835cm−1 [62, 148].

The hydrated film shows the 835cm−1 line that is typical for B-DNA. After 9 min., the
characteristic lines of A-DNA appear. The dehydrated conformation after about 30 min.
has neither the 807cm−1 nor the 835cm−1 line any more. B-conformation passes via in-
termediate conformations into A-form, and a further conformation [168, 169, 170]. Con-
clusively, at least three different stable conformations occur in the hydration and dehydra-
tion experiment. The time scale needed to induce a B to A transition for an overwhelming
part of DNA molecules inside the film is of the order of severalminutes up to 20 min.
This results fits very well with the temporal changes in averaged low-frequency transmis-
sion presented above. Only transmission in the 1.29−1.38THz range has behaved in an
irregular way over the whole 30 min. of tracking time. Together with the observations
from Raman scattering, one could guess that further structural transitions take place, even
at low relative humidities around 20%. Probably, C-DNA in involved in the hydration and
dehydration scenario as a third conformation. The characteristics of this conformation is
the absence of the band at 807−814cm−1 and at 835cm−1, but the appearance of a weak
band at 884cm−1 [74].
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Figure 4.13: Raman spectra of a NaDNA film during dehydration. The relative humidity
was reduced using a flow of dry air and silica gel. The line at 807cm−1 is a clear A-DNA
marker, whereas 835cm−1 is pronounced for B-DNA.
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4.2 Cross-linking and DNA networks
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Figure 4.14: Agarose gel electrophoresis of (a) untreated PCR marker DNA [B.7.5] and
(b) PCR marker DNA cross-linked in formaldehyde solution atpH =7. The numbers
denote the molecular weightM in units of basepairs. They were determined in (b) by the
relationM = α exp(β (x− x0))+ M0 [137], determining the parametersα = 1.83×104,
β = −0.012,x0 = 32.09 andM0 = −247.9 from the covered distancesx of the marker
bands in (a).

4.2 Cross-linking and DNA networks

4.2.1 Cross-linking efficiency analyzed by gel electrophoresis

In the previous chapter, the importance of cross-linking for preparing highly elastic DNA
samples has been discussed. Before applying the cross-linker to a DNA film, their ef-
ficiency has been checked in cross-linking DNA in solution and detecting the obtained
length distribution by gel electrophoresis.

Formaldehyde. Solutions of PCR marker DNA (50, 150, 300, 500, and 766 base pairs)
[B.7.5] and of linearizedλ -DNA (48502 base pairs) [B.4.2] were mixed with formalde-
hyde solution (37%) [B.7.1] at equal volume ratios and incubated overnight. Furthermore,
pH dependences were checked in adjusting the pH of the the cross-linking solution with
sodium hydroxide and hydrochloric acid. In order to preventλ -DNA from combining to
concatamers or combination to the usual circular form, it isnecessary to label its sticky
ends with oligomers.

In all cases of treatment, DNA bands tend to shift to higher molecular weights with re-
spect to the untreated DNA sample, but for relatively high and low pH values (pH 11-12),
we observe only weak bands (see Fig.4.16) It is not certain, if the products were dam-
aged under such extreme conditions or if the cross-linking was so effective that most of
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Figure 4.15:Agarose gel electrophoresis of (a) untreated PCR marker DNA[B.7.5] and (b) PCR
marker DNA cross-linked in formaldehyde solution at pH 9. The numbers denote the molecular
weight M in units of basepairs. They were determined in (b) by the relation M = α exp(β (x−
x0)) + M0 [137], determining the parametersα = 3.13× 103, β = −0.018, x0 = −12.48 and
M0 = −177.56 from the covered distancesx of the marker bands in (a).

resulting molecules were too large to be able entering the gel. This remaining solution
was washed out, when the gel is dyed in ethidium bromide solution. As the electrophilic
behavior of formaldehyde and the nucleophilic behavior of amino groups depend on pH,
an optimal cross-linking around pH 9-10 could be expected according to this results. Fig-
ure 4.14shows the intensity profiles along the lanes in an agarose gelof marker DNA
treated with formaldehyde solution and the corresponding untreated solution, whereas
the same experiment, but only for pH 9 is demonstrated in Fig.4.15. The reduction in
intensity for the sample treated with cross-linker is due tomaterial loss during ethanol
precipitation (see Sect.3.3.1). Owing to different influences (e.g., linear or circular form)
on the mobility of the molecules (see Sect.3.1, it is required to be careful in relating the
covered distances in a gel to fragment length. The molecularweights were determined by
fits using Eq. (3.1). The indicated lengths of the products lead to the conclusion that in-
deed inter-helical cross-linking has taken place. The 50-base pair band has been depleted
entirely. The others can be composed by combining especially dimers of the original
educt molecules.

Molecules longer than 50kbp are hard to be analyzed by gel electrophoresis [136]. Specif-
ically for λ -DNA with already more than 48 000 base pairs, a fit with Eq. (3.1) is no
longer possible to determine for example the molecular weight of concatamers. Never-
theless, the cross-linked molecules travel slower in the gel and form a smeared part of the
lane at higher molecular weights than normalλ -DNA (see Fig.4.17). The length distri-
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4.2 Cross-linking and DNA networks

Figure 4.16: Agarose gel electrophoresis of untreated PCR marker DNA [B.7.5] (M) and
cross-linked in formaldehyde solution at different pH values.

0 30 60 90 120 150

 

In
te

ns
ity

 [a
. u

.]

 

Covered distance [a. u.]

(b)

 

 

 

 

48 kbp (a)

Figure 4.17: Agarose gel electrophoresis of (a)λ -DNA and (b)λ -DNA cross-linked in
formaldehyde solution at pH 9.
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Figure 4.18: Agarose gel electrophoresis of (a)λ -DNA end-labeled with an amino group
and (b) the same DNA cross-linked in formaldehyde solution at pH 9. The cross-linker
binds to amino groups, resulting in preferential dimer formation.

bution of combined molecules is relatively broad. Here, biotin-thiol-labeledλ -DNA has
been used. In order to show the preferential binding to aminogroups, amino-end-labeled
λ -DNA was subjected to the same test. As shown in Fig.4.18, discrete dimer formation
has occurred without any smeared length distribution.

EGDE. As shown in Fig.4.19(b), the bands of EGDE-crosslinked DNA solution are
broader and seem to overlap. Interestingly, the 300- and 500-base pair band are not only
visible, but also reveal increased intensity. This might have happened due to the fact that
150-base pair fragments combine with each other, furthermore with 300-base pair pieces,
too. New bands at 700 base pairs and more than 900 base pairs, probably originating from
cross-linking between the two smallest bands with those at higher molecular weight, e.g.,
150 bp + 766 bp and 150 bp + 50 bp + 500 bp. At higher concentrations of EGDE, the
cross-linking leads presumably to high-molecular products, so that they do not penetrate
into the gel any more. The DNA solution is then washed out fromthe pocket in the gel it
was filled in or fluorescence is seen directly near the pocket because the DNA could not
propagate far in the gel (see Fig.4.20).

Bis-acridines. In the case of BA2, the most probable formations are dimer combi-
nations as 50 bp + 150 bp, 150 bp + 300 bp and 766 bp + 300 bp and possibly 500 bp +
150 bp, because the new 700-base pair peak is appearing with ashoulder towards lower
molecular weight. On top of that, a trimer formation 50 bp + 150 bp + 500 bp or poten-
tially 300 bp + 50 bp + 50 bp are suggested by the data from gel electrophoresis (see Fig.
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Figure 4.19:Agarose gel electrophoresis of (a) untreated PCR marker DNA[B.7.5] and (b) PCR
marker DNA cross-linked in EGDE at pH 11. The numbers denote the molecular weightM in
units of basepairs. They were determined in (b) by the relation M = α exp(β (x−x0))+M0 [137],
determining the parametersα = 4612.51, β = −0.0027,x0 = −126.59 andM0 = −1082.78 from
the covered distancesx of the marker bands in (a).

Figure 4.20:Agarose gel electrophoresis of (M) untreated PCR marker DNA [B.7.5], (I - VI)
PCR marker DNA cross-linked in EGDE at pH 11 overnight. The volume ratios between marker
DNA and cross-linking solution were 3:1. The cross-linkingsolution was EGDE in water at the
following ratios: I 1:10,II 1:8, III 1:6, IV 1:4,V 1:2,VI pure.
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Figure 4.21: Agarose gel electrophoresis of (a) untreated PCR marker DNA [B.7.5]
and (b) PCR marker DNA cross-linked in BA2 at 55◦C overnight. The numbers de-
note the molecular weightM in units of basepairs. They were determined in (b) by the
relation M = α exp(β (x− x0)) + M0 [137], determining the parametersα = 3662.65,
β =−0.0068,x0 =−18.28 andM0 = −20.76 from the covered distancesx of the marker
bands in (a). The weight ratio of cross-linker to DNA is 3:1.

4.21).
As described on p.34, combing a cross-linked DNA can visualize how DNA molecules
are linked together. These points of contact can exist as well in non-crosslinked sam-
ples, but together with the flow-dependent orientation, it might be a hint if the sample is
compared to combing without any cross-linker. Figure4.22shows the result: In part b),
the cross-linked sample, tree-like structures with many points of contact can be observed,
whereas the non-crosslinkedλ -DNA is directed much more parallel by combing with
much less contact.
The bis-acridine BA1 shows similar possible combinations as 50 bp + 150 bp, 50 bp +
150 bp + 300 bp, 766 bp + 300 bp (see Fig.4.23). For the bis-acridine BA3, the shifts
are less pronounced. Some of the small shifts might be due to monointercalation of bis-
acridines (see Fig.4.24).

BAMO. The bands are slightly shifted, but a clear disappearance ofsingle bands or
a remarkable shift that could be attributed to dimer or oligomer formation is only ob-
served, if the the number of cross-linker molecules is 300× larger than the number of
DNA molecules (see Fig.4.25). In the latter case, no bands are observed. This could
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4.2 Cross-linking and DNA networks

Figure 4.22: Combedλ -DNA on a (hydrophobic) polystyrene-coated surface (pH 5.5),
fluorescence-labeled with YOYO-1. The pictures have been taken in a confocal micro-
scope. a)λ -DNA labeled with several biotin molecules and a thiol groupon the other
end. b) The same DNA cross-linked with BA2. Some cross-linksare indicated by white
arrows.
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Figure 4.23:Agarose gel electrophoresis of (a) untreated PCR marker DNA[B.7.5] and (b) PCR
marker DNA cross-linked in BA1 at 55◦C overnight. The numbers denote the molecular weightM
in units of basepairs. They were determined in (b) by the relation M = α exp(β (x− x0)) + M0

[137], determining the parametersα = 6658.0, β = −5.4×10−3, x0 = 98.97 andM0 = −384.88
from the covered distancesx of the marker bands in (a). The weight ratio of cross-linker to DNA
is 3:1.
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Figure 4.24:Agarose gel electrophoresis of (a) untreated PCR marker DNA[B.7.5] and (b) PCR
marker DNA cross-linked in BA1 at 55◦C overnight. The numbers denote the molecular weightM
in units of basepairs. They were determined in (b) by the relation M = α exp(β (x− x0)) + M0

[137], determining the parametersα = 5547.0, β =−8.12×10−3, x0 = 53.59 andM0 =−297.17
from the covered distancesx of the marker bands in (a). The weight ratio of cross-linker to DNA
is 3:1.
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4.2 Cross-linking and DNA networks

Figure 4.25: Agarose gel electrophoresis of (M) untreated PCR marker DNA [B.7.5], (C)
a control sample of marker DNA with methanol, (I - III) PCR marker DNA cross-linked
in BA1 at 55◦C overnight:I 3 BAMO molecules per DNA molecule,II 30, andIII 300.

mean that the cross-linking products are to large to penetrate into the gel.
At lower ratios, the tiny shifts to higher molecular weight could be explained by mono-
intercalation of several cross-linker molecules into the same DNA molecule. The cross-
linker with the same spacer length as presented in [135] has a molecular weightMW =
1116g/mol, nearly twice the weight of a base pair. Intercalation ofseveral cross-linker
molecules in one single DNA molecule would therefore make its mobility slightly de-
crease with the result that all bands are still present, but alittle shifted. Therefore it can
be concluded, that under such conditions bis-intercalation might happen, but is not an ef-
fective process. Mono-intercalation only means increasedfriction for the DNA molecule
where the intercalation has taken place.
Of course, taking into account only this effect, the depletion of whole bands cannot be
explained. To a greater extent, it gives reason to broadenedbands and shifted maxima,
especially for high molecular weight, cf. the 930- and the 430-base pair bands in Fig.
4.21and4.19.

4.2.2 Single-molecule stretching and bis-acridine binding

Intercalators influence the stretching behavior of DNA, as it has been explained in2.2.4.
For our purposes, bis-acridines are used as cross-linkers in DNA films. In addition, the
bis-intercalator YOYO-1 was used to observe single DNA molecules by fluorescence mi-
croscopy. Therefore, a few phenomena associated with stretching DNA under the influ-
ence of bis-intercalators shall be mentioned in the following: Y.-Y. Liu et al. reported
having evidence for force-induced melting in combing single DNA molecules on surfaces
[171]. This explanation is maybe corroborated by Vladescu et al., who reported about
a similar observation using ethidium bromide [172]. The group interpreted fluorescence
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Figure 4.26: Fluorescence gap during stretching in biotin-thiol-labeled DNA. a) Stretched
molecule just before breaking. The gap is marked by an arrow.b) Shortly after breaking.
The lower part has already been resiled, the upper part is resiling apart.

gaps inside stretched DNA molecules in such a way. In a very similar way, the same effect
has been substantiated in stretching DNA molecules that were grafted to glass surfaces
via gold-thiol and biotin-streptavidin binding by Koota [173] and additionally later on
during this present thesis (see Fig.4.26). Nevertheless, Liu’s interpretation is contradic-
tory to Auzanneau et al. who were able to mark single-stranded DNA with YOYO-1 and
detected their fluorescence by video-microscopy [174].

Koota discussed furthermore that photocleavage could be responsible for nick formation
in DNA with YOYO-1 intercalator [173, 175]. However, the controversial subject under-
lines the fact that stretching DNA is indeed not completely understood.

The question arises if bis-acridines indeed mono-intercalate into a single DNA molecule
as it is necessary for later inter-helical cross-linking orif intra-helical cross-linking (like
for YOYO-1) appears. This can be checked by single-moleculestretching (cf. Sect.3.8).

Figure4.27shows force-extension behavior forλ -DNA treated with bis-acridine interca-
lator in comparison with untreatedλ -DNA . The bis-intercalator is added to the DNA at
room temperature by a flow of 10µM intercalator in the described standard buffer solution.
As it can be expected for intercalators, the force plateau vanishes[7, 105, 78]. Interest-
ingly, relaxation reveals no hysteresis, although bis-intercalating molecules are present
-for example in contrast to YOYO-1-. Indeed, a preferentialmono-intercalation has hap-
pened, but in a way, as it is a necessary condition for inter-helical cross-linking between
a multitude of molecules. Only at temperatures higher than 90◦C, intra-helical cross-
linking, i.e., binding with both intercalating ends to the same DNA molecule, is likely
to happen [132]. On top of that, the spacers between the acridine groups arerelatively
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Figure 4.27: Single-molecule stretching ofλ -DNA with all the three used bis-intercalators
and untreatedλ -DNA . The concentration of the intercalator solution was 10µM.

short and stiff, a fact that hinders intra-helical binding.Conclusively, the intercalation of
bis-acridines at temperatures<90◦ provides DNA with molecules that make docking and
inter-helical binding of further DNA possible. In a force range up to 10pN, DNA stretch-
ing can be sufficiently described by the worm-like chain model for semiflexible polymers
[6, 78].
Table4.3gives an overview about the three bis-acridines and the mechanical effects they
have onλ -DNA . The contour lengthL0 and the persistence lengthξ have been deter-
mined in fitting the force-extension curve for the interval[0,10pN] using Eq. (2.19) from
the worm-like chain model. The contour lenth ofλ -DNA is 16.5 µm and its persistence
length about 50nm. Having reached saturation, the contour length ofλ -DNA in presence
of binding bis-acridines is increased to≈ 20 µm for all used types of bis-acridines. This
means that the spacer length hardly influences the number of intercalated bis-acridines at
saturation. Knowing the separation between base pairs after intercalation (cf. Sect.2.4),
the degree of intercalation can be determined from the contour length.

4.2.3 Force-strain curves

Cross-linking techniques have been presented in Sect.3.1.
The degree of cross-linking has been varied by changing evaporation time and tempera-
ture at the sample. Figure4.28shows, how a film becomes more and more elastic due
to higher degrees of cross-linking: Plastic deformation makes an untreated, virgin film
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properties intercalated λ -DNA
spacer [Å] water- contour degree of

length soluble length [µm] intercalation [%]

BA1 7.2 − 19.6±0.2 17.5
BA2 13.8 − 19.9±0.2 19.2
BA3 13.8 + 20.1±0.2 20.6

Table 4.3: Overview about the three used bis-acridine cross-linkers: contour and persis-
tence lengthesL0 andξ of λ -DNA (48502 bp) after incubation. The number of incubated
molecules has been calculated from the difference in contour lengths betweenλ -DNA
in the presence of bis-acridine and without. Saturation hadbeen reached so that larger
concentration did not change this results.
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Figure 4.28: Force-strain curves for different degrees of cross-linking. (a) Untreated DNA
film revealing a broad plateau-like region for the first stretching. This can be attributed
to plastic flow. DNA films cross-linked in formaldehyde vaporfor 40 min. at 50◦C (b)
and 60 min. at 80◦C (c). Differences in the absolute force scales are due to different film
thicknesses.
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Figure 4.29: Force-strain curve for formaldehyde cross-linking during 40 min at 50◦C un-
til a strainε ≈ 2. Hysteresis is not so pronounced as for shorter elongations, cf. Fig.4.28
b).

elongate along a force plateau, see Fig.4.28 (a). This region is mainly due to floating
molecules. Relaxing the tension on the film, the force decreases, but the shape of the film
has irreversibly changed. The higher the degree of cross-linking, makes this plastic flow
vanish, when the film is stretched, see Fig.4.28(b) and (c). After a 60-minute treatment
at about 80◦C (Fig. 4.28c), force-strain curves for stretching and relaxing look basically
the same, no hysteresis. The film has become an elastomer in a strain range up toε = 1.6.
When such a film is kept at a fixed strain, in the experiment atε ≈ 1.7, it showed no
reduction of the force over ore than three hours. For intermediate treatment, here about
40 min. at 50◦C, the behavior seems to be elastic, too, but demonstrates hysteresis for
repeated stretching and relaxing. For strains larger thanε = 1, hysteresis becomes less
pronounced (see Fig.4.29).
Thus, one can reach mixed behaviors between plastic and elastic elongation by changing
exposure time and temperature. Figure4.30shows a film exposed for 25 min. at about
80◦C to formaldehyde. After a strainε ≈ 2, plateau-like elongation sets in. As the films
were slightly longer than before stretching and repetitiondoes not give any sign of hys-
teresis, this behavior can be explained by plasticity.
Strongly cross-linked films do not dissolve in water, as virgin wet-spun films do. Fig-
ure4.31(a) shows how a virgin film is completely dissolved after 2 min., whereas (b) a
strongly cross-linked film (using formaldehyde, 60-min. treatment at 80◦C) only swells
due to an increasing water, here after 7 min. Even after one day in water, the cross-linked
film was not dissolved.
It was not possible to form such elastomers by the use of bis-acridines and BAMO nor
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Figure 4.30: Force-strain curve for formaldehyde cross-linking during 25 min at 80◦C. A
plateau-like region because of plastic elongation appears.

(a) (b)

Figure 4.31: Dipping DNA films into water: (a) The virgin DNA dissolves in water after
2 min. (b) A film strongly cross-linked with formaldehyde (60-min. treatment at 80◦C)
does not dissolve, but swells only in water.
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Figure 4.32: Force-strain curves of DNA films cross-linked with bis-acridines (a) BA1,
(b) BA2, and (c) BA3), as well as (d) EGDE.

with EGDE (see4.32). In the latter case, this result can be the consequence of forming a
too strong network with many links per molecule. Unfortunately, as EGDE is dissolved
in water, the film is at risk of being non-reversibly dissolved, whereas the cross-linker
should have penetrated as homogeneously as possible through the film. This fact limits
the possibility to vary the cross-linking density.

4.3 Structure of cross-linked DNA films

4.3.1 Secondary structure and Raman scattering

For our purposes, it is necessary to preserve as much of the physical and structural prop-
erties of the DNA as possible during cross-linking. Raman scattering provides us with
information about vibrational bands of the DNA material andis therefore sensitive to
the secondary structure. Typical Raman bands have been shown and assigned before (cf.
Tab.2.2). The Raman spectrum of a hydrated NaDNA film at 98% r. h. is presented for a
wave-number range between 600−1800cm−1 in Fig. 4.33(a).

Formaldehyde. Formaldehyde binds covalently to the base pairs. NaDNA filmstreated
with formaldehyde solution (see Fig.4.33(b)) and formaldehyde vapor (see Fig.4.33(c,
d)) reveal characteristic changes compared to B-DNA. The purine and pyrimidine vibra-
tion bands at 788cm−1 and 1580cm−1 are broadened, but preserve their frequency. A
large amount of nucleobases remains conclusively intact. The intensity of the band at
1343cm−1 is enhanced and, meanwhile, the intensity of the band at 1378cm−1 decreases.
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The characteristic band at 835cm−1 from B-DNA becomes very weak. For moderate
cross-link densities, i.e., brushing with formalin and exposing to formaldehyde vapor
during 10 min., the band at 1092cm−1 is nearly unchanged, too. It appears due to the
symmetric stretch vibration of PO−2 . The phosphate backbone seems therefore not being
involved into cross-linking. The thymine carbonyl stretchband at 1668cm−1 is split. Its
intensity remains basically the same. There is indication of the presence of A-DNA as the
vibration band at 807cm−1, nor for C-DNA as the band at 884cm−1.
Strong formaldehyde-treatment, here for about 30 min. at 80◦C, masks most of the typical
vibrational bands of DNA (see Fig.4.33(d)). This can probably be explained by a strong
background due to luminescence from salt ions. The bands at 788cm−1 and 1580cm−1

have vanished. Washing the sample in desalted water could not change this effect. Fig-
ure4.33(e) shows the Raman spectrum of pure formalin solution with the characteristic
lines at 907cm−1, 1041cm−1, and 1492cm−1. The vibrations agree with literature [176].
For this reason, the prominent bands at 923cm−1 and 1495cm−1 in DNA films are likely
to be explained by paraformaldehyde.
For a frequency range of 600-800cm−1, NaDNA films treated with different cross-linkers
revealed neither pronounced changes nor new vibrational bands during stretching. The
fluorescence signal is in all cases increased, so that only few bands were experimentally
registered for BA1 and BAMO (e.g., see Fig.B.9.2in the Appendix).

4.3.2 Base-pair orientation from birefringence in stretched
films

A spectrum of a film that has been mounted between two crossed polarizers with an optical
axis of the sample adjusted 45% with respect to the axes of thepolarizers (see Fig.4.34).
In Fig.4.34, a fit (cf. p.47) suggests an optical path difference through the sample∆nd≈
3.8 µm, ifd is the sample thickness. Supposing∆n ≈ 0.1 for maximum orientation, the
thickness of the film is about 38 µm. According to the value given above from Fig.4.34,
the absolute phase shift for red light withλ = 632 nm would be about 12π for this film. As
shown in Fig.4.35, birefringence decreases monotonously during stretching, but probably
without sign reversal from negative to positive birefringence, if the estimation for the
absolute birefringence was not much smaller than the expected value of 12π , e.g., owing
to a mismatch in position. The force applied to the sample is relaxed again in order to
see if the induced changes in phase shift are reversible. Since this is the case, thinning
of the sample due to plastic flow of the DNA molecules is unlikely to cause this result
of decreasing phase shift; neither is a higher degree of orientation, which would have
led to an increasing phase shift for an approximately constant thicknessd. Furthermore,
stretching is supposed to cause reorientation of the base pairs.
According to Sect.2.2.2, form and intrinsic birefringence of DNA (∆nform and∆nintr)
induce a phase shift:

∆φ(λ ) =
2πd

λ



∆nintr
︸ ︷︷ ︸

≤0

+∆nform
︸ ︷︷ ︸

≥0



 . (4.1)

Negative birefringence induced by intrinsic birefringence depends on the base-pair tilt and
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Figure 4.33: Raman spectra of (a) an untreated NaDNA film at 98% r. h.; (b) film treated
with formaldehyde solution; (c,d) films exposed to formaldehyde vapor during 10 min.
and 30 min., respectively. Under stretching, films (b) and (c) show new meridional X-ray
diffraction spots corresponding to periodicities of 4.2 Å and 7.8 Å (see Fig.4.42). X-ray
diffraction on film (d) shows no discernible X-ray reflections. The strong bands in (c) and
(d) at 923cm−1 and 1495cm−1 are probably due to paraformaldehyde, cf. also the Raman
spectrum of pure formalin (e). Spectra (b) and (c) are background-corrected data.
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Figure 4.34: Absorption spectrum of a dry NaDNA film (thickness about 30 layers) be-
tween crossed polarizers measured in a UV/Vis spectrometer[B.1.8] and a fit curve (dot-
ted line) neglecting the intensity profile.

reaches its maximum absolute value, when the base-pair planes are perpendicular to the
helix axis, as it can be found in B-conformation. Simulations done by Lebrun and Lav-
ery [9] suggest a helical conformation of almost half of the diameter with very inclined
base pairs (cf. Sect.2.2.5.1). The birefringence of a sample that consists of DNA in
such a conformation would be dominated by form birefringence: Over-stretching would
be accompanied by a sign reversal of the birefringence. Since the network structure and
the distribution of cross-links can be complicated, one expects a mixture of B-DNA with
∆n < 0 and an ’S-DNA’ with∆n > 0. On top of that, intermediate states could exist, e.g.,
with ∆n = 0. A conformational transition to S-DNA would decrease the absolute value
of the birefringence (which is negative in the presence of B-DNA). A sign reversal can
only be observed if the amount of S-DNA is large enough at a certain moment. Molecules
that break during stretching could potentially return to B-conformation. The presence of
a mixture of B-DNA and a stretched form of DNA is corroboratedby X-ray diffraction in
Sect.4.3.3.

The measured phase shift decreases in Fig.4.34. This effect is reversible, when the stress
is released. This gives reason to believe that the sample is an enough elastomeric network,
that it does not become thinner due to plastic flow under stress. Under such conditions,
the decrease of the measured phase shift could be explained by a decrease in birefringence
due to inclination of base pairs, when DNA is mechanically stretched.
As the previous experiments have demonstrated, the relative inhomogeneity of DNA films
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Figure 4.35: Phase-shift compensation, while the NaDNA filmfrom salmon testes cross-
linked by formaldehyde vapor for 40 - 50 min. at 50◦C is stretched. The black curve
shows the stretching process, whereas the red points indicate relaxation.

masks the quantitative birefringence properties. Figures4.37, 4.38, 4.39, and4.40show
DNA films during stretching between crossed polarizers withwhite-light illumination. A
sketch of the experimental configuration is shown in Fig.4.36.

Cross-linking was realized in different ways as indicated.If birefringence changes its
sign during the experiment, it has necessarily to pass through a point without any bire-
fringence. For this moment, extension conditions are fulfilled for any possible wavelength
and the observed point vanishes. The negative intrinsic birefringence is reduced by me-
chanical stress. When its absolute value is equal to that of form birefringence, the total
birefringence becomes zero, the moment of a sign reversal.
The treated films equilibrate in a chamber at 98% r. h. for several hours. The films have a
thickness of about 45 layers. Without stretching, the films appear colored. During stretch-
ing, they become, in common for all types of cross-linkers, white in the case of thicker
films (cf. Fig.4.37and4.38) or transparent in the case of thinner samples (cf. Fig.4.39
and4.40). Presumably there are variations in thickness and therefore in phase shift over
small ranges, so that observation by a stereo-microscope makes it appear white.
It could in principle be explained as well by a low degree of orientation, when the optical
axis of the whole sample is no longer defined. However, as the appearance is not effected
by further stretching, which could lead to re-orientation of the molecules, the latter ex-
planation is less probable. Furthermore, the effect is reversible, when tension is released
(on purpose or after having been broken, cf. Fig.4.37). The edges near the holes appear
in white color. The reversible change in birefringence coincides with the results of the
compensation experiment (cf. Fig.4.35) and could be explained by inclination of base
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Figure 4.36: Schematic sketch of stretching a film between crossed polarizers. The helix
axes (parallel to the fiber axes) are oriented in stretching direction, at 45◦ to the polarizer
/ analyzer.

(a) (b) (c) (d)

2 mm

Figure 4.37: Stretching a NaDNA film treated with 10% (vol.) EGDE solution. About
500 µl of the solution were nebulized onto the film and incubated at 55◦C overnight. The
original length of the film is about 2 mm between the holders. The film is mounted in a
chamber at 98% r. h. between two crossed polarizers and illuminated with white light.
Parts that have been broken under stress are indicated by white arrows.

pairs. Nevertheless, it is not possible to analyze the results in a detailed quantitative way.
Precise information about thickness and orientational degree at exactly defined positions
would be necessary. The only hints for sign reversal can be found at tiny positions, that
reappear colored, when the sample is stretched further, cf.Fig. 4.38(d) and4.39(d). It
is not clear, if orientation by plastic flow combined with a rupture in the DNA network is
responsible.
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Figure 4.38: Stretching a NaDNA film treated with BA1 (concentration: 3mg/ml solu-
tion. 500 µl of the solution were nebulized onto the film and incubated at 55◦C overnight.
The original length of the film is about 2 mm between the holders. The film is mounted
in a chamber at 98% r. h. between two cross-polarizers and illuminated with white light.

(a) (b) (c) (d)

2 mm

Figure 4.39: Stretching a NaDNA film treated with BA3 (concentration: 3mg/ml solu-
tion. 500 µl of the solution were nebulized onto the film and incubated at 55◦C overnight.
The original length of the film is about 2 mm between the holders. The film is mounted
in a chamber at 98% r. h. between two cross-polarizers and illuminated with white light.
Holes appear in the film under large stress (d).
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(a) (b) (c) (d)

2 mm

Figure 4.40: Stretching a NaDNA film treated with formaldehyde vapor 10 min. at 80◦C.
The original length of the film is about 2 mm between the holders. The film is mounted
in a chamber at 98% r. h. between two cross-polarizers and illuminated with white light.

4.3.3 Base-pair distances from X-ray diffraction in stretched
films

Virgin unstretched films. X-ray diffractograms of a virgin NaDNA film, which has
not been stretched before, are shown in Fig.4.41: (a) at 75% r. h., consisting basically of
A-DNA, and (b) at 98% r. h., in B-conformation (cf. also the overview of different DNA
conformations, Fig.2.4).

Stretching films cross-linked with formaldehyde. Figures 4.42as well as4.43
show from X-ray diffraction patterns of DNA films cross-linked with formaldehyde vapor.
The typical B-DNA pattern is preserved after moderate cross-linking by formaldehyde va-
por for 10 min. at 80◦C and for 40 min. at 50◦C. At relative humidity of 98%, both of them
show especially a strong meridional reflection atqz = 2π/a≈ 1.85−1 from the base-pair
spacinga = 3.4 Å and further the corresponding off-meridional reflections characteris-
tic for helical symmetry [177]. It was possible to reach a higher degree of cross-linking
reducing the temperature during cross-linking at the DNA sample, but increasing the ex-
posure time. Applying a force to the films led to sharper reflections because of increased
ordering inside the film. On top of that, new reflections atqz ≈ 1.5−1 andqz ≈ 1.81−1

corresponding to periodicities of 4.2 and 7.8 are observed for 10 min. exposure. In par-
ticular, the reflection at 7.8 is afflicted with uncertainty. For 40 min. exposure, the similar
additional reflections are detected atqz ≈ 1.5 −1 andqz ≈ 1.85−1 corresponding to 4.2
and 7.4.

Longer exposure times at 80◦C lead to a strong disturbance of the order and the crystalline
structure of the films (see Fig.4.44). The film in Fig.4.44has been treated for 25 min. A
halo reveals disorder in the film, what could not have been improved by stretching.
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4.3 Structure of cross-linked DNA films

(a)

3.4 Å

(b)

Figure 4.41: X-ray diffractograms of a virgin NaDNA film, which has not been stretched,
from salmon testes: (a) at 75% r. h., mainly consisting of A-DNA, and (b) at 98% r. h. in
B-conformation. Sample-detector distance: 250 mm. The direction of the helix axis is
indicated by a solid line. Feed rate during wet spinning: 60ml/h.

(a)

34 Å
7.8 Å

meridional
axis

3.4 Å

4.2 Å

(b)

Figure 4.42: (a) X-ray diffractogram of a NaDNA film from salmon testes, cross-linked
in formaldehyde vapor for 10 min. at 98% r. h., at strainε = 0.05. (b) Corresponding
reflection identification: The dotted lines indicate the meridional and equatorial axis. The
reflections are marked by dashes. Sample-detector distance: 250 mm. The direction of the
helix axis (solid line) coincides with the stretching direction. Note the stretching-induced
broad meridional reflection at about 0.81−1 corresponding to a periodicity of about 7.8 Å.

89



4 Results
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Figure 4.43: (a) X-ray diffractogram of a NaDNA film from salmon testes, cross-linked
in formaldehyde vapor for 40 min. at 50◦C, stretched at 98% r. h. to a strainε ≈ 0.45.
(b) Corresponding reflection identification: The dotted lines indicate the meridional and
equatorial axis. The reflections are marked by dashes. Sample-detector distance: 250 mm.
The direction of the meridional axis coincides with the stretching direction. Note the
broad meridional reflection at about 0.85−1 corresponding to a periodicity of about 7.4 Å.
The basepair spacing of B-DNA at 3.4 Å gives rise to the meridional reflection atqz =
1.85−1.

Figure 4.44: X-ray diffractogram of an unstretched NaDNA film from salmon testes,
cross-linked in formaldehyde vapor for 25 min. at 80◦C at 98% r. h. Sample-detector
distance: 250 mm. The halo is probably due to dissolving by water during the cross-
linking.

In the previous chapter, possibilities to apply the cross-linkers to DNA films were dis-
cussed. Figure4.45shows the XRD pattern of a film that has been brushed with formalin.
Interestingly, two different sets of off-meridional reflexes appear, e.g., the relatively sharp
reflections corresponding to periodicities of 17 Å and 31 Å indicated in Fig.4.45. Both
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4.3 Structure of cross-linked DNA films

are not compatible with a single conformation, but indicatea coexistence of two confro-
mations.
Rupprecht and Forslind reported about difficulties in transferring sodium-DNA films from
A- to B-DNA [109], because C-DNA appeared in some of their experiments. Compar-
ing with known DNA conformations (cf.2.4), the film contains both, B- and C-DNA.
The periodicity of 31 Å is characteristic for the C-form. Nevertheless, two additional
meridional reflexes are clearly visible atqz = 0.77−1 and atqz = 0.83−1 corresponding
to periodicities of 8.2 Å and 7.6 Å. None of these can be related to A-, B-, or to C-DNA.

(a)

x

xx

x

31 Å

8.2 Å

7.6 Å

17 Å

20 Å

meridional
axis

(b)

Figure 4.45:(a) X-ray diffractogram of a NaDNA film from salmon testes cross-linked by brush-
ing with formaldehyde solution and stretched at 98% r. h. to astrainε ≈ 2 and (b) corresponding
pattern identification. Sample-detector distance: 400 mm.The helical (meridional) and equa-
torial axes are indicated by dotted lines. Reflections originating from C-DNA are marked by
”x”, equatorial spacing by ”o”, all further reflections by dashes. The meridional axis coincides
with the direction of stretching. The arrows show the meridional reflections atqz = 0.77−1 and
atqz = 0.83−1 corresponding to periodicities of 8.2 Å and 7.6 Å. The off-meridional reflections at
17 Å and 31 Å point out that B- and C-DNA are present in the film.

Stretching virgin films by drying. The first observation having led to the hypoth-
esis that DNA was an extensible molecule was made by Wilkins during drying a DNA
fiber, and later on performed in more detail by a group at the University of Keele (see
Sect. 2.2.4). A comparable experiment is shown in Fig.4.46. The DNA film had been
fixed in a wet chamber at 98% r. h. (see Fig.4.46(a)), which was opened afterwards (see
Fig. 4.46 (b)). The DNA film was mounted that the sample was prestressedin humid
ambiance, so that drying induces necessarily stresses inside. Finally, the sample cell is
hermetically closed again and the previous humidity (98% r.h.) reestablished (see Fig.
4.46(c)).
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(a) (b)

(c)

7.2 Å

3.4 Å

34 Å

(d)

Figure 4.46: X-ray diffractogram of an uncrosslinked hydrated (a), dried (b) and rehy-
drated (c, d) NaDNA film from salmon testes. The diffractogram in the dried state at
about 40% r. h. (b) was recorded about 1.5 hours after openingthe wet chamber, the first
diffractogram in the rehydrated state (c) about 3.5 hours after resealing the sample cell,
the one in (d)after waiting again overnight.

The film crystallinity is relatively poor, but increased, when the sample is under stress,
in comparison between the diffractograms before and after drying(a, c). The dried film
contains mostly A-DNA, as judged from the inner off-meridional reflection of the first
layer line atqz ≈ 0.22−1, corresponding to a periodicity of about 28. The pattern shows
A-DNA being the underlying conformation(cf. Fig.2.4). Having reached high humidity
again, a meridional reflection atqz ≈ 0.88−1, similar to those observed above for cross-
linked films, is observed. It corresponds to a periodicity of7.2. For this reason, this
reflection depends on relative humidity, i.e., on the DNA conformation, or on the crys-
talline structure of DNA in the film. Two weak meridional reflections are observed at
qz≈ 1.65−1 andqz≈ 1.5 −1, corresponding to periodicities of about 3.8 and 4.2 respec-
tively. Moreover, the film was hydrated overnight without mechanical tension. The 7.2 Å
reflection vanishes.

Stretching films cross-linked with bis-intercalators. The same meridional re-
flections at periodicities of 4.2 Åand about 7.4 Åthat have not been attributed to a known
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4.3 Structure of cross-linked DNA films

(a)
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Figure 4.47: X-ray diffractogram of a NaDNA film from salmon testes cross-linked (a)
by BA2 at a strainε = 1.3 and (b) BAMO at a strainε = 0.87, both patterns recorded at
98% r. h.

DNA conformation were observed using bis-acridines or BAMOas cross-linkers (see also
Fig. 4.47).

Stretching during wet-spinning. Interestingly, they also appeared in an unstretched
film without cross-linker that were prepared at a higher feed-rate of about 80ml/h instead
of 60ml/h (see Fig.4.48).
Obviously, the spots are a characteristic feature of this kind of DNA structure that appear,
if stress along the orientation axis of the film is applied. Especially, a periodicity between
7.2−7.8 has always appeared in the mentioned examples.
As far as it is known from literature, this feature has nothing in common with the usual
DNA conformations (cf. Fig.2.4) apart from left-handed Z-DNA. Indeed, this one shows
a meridional reflection at 7.4 originating from the axial rise per dinucleotide repeat unit
[30]. However, this DNA form usually requires a special sequence, namely alternating
dC-dG pairs. The DNA salt from salmon sperm or calf thymus is natural DNA with a so-
called ”random” sequence and hence, the presence of Z-conformation is rather unlikely.
However, the Z-form is relatively similar to the B-form whose distance between adjacent
phosphate groups is 7, approximately the distance of stacking base pairs. The simulation
by Lebrun and Lavery [9] yielded smallest distances of 7.5 between neighboring phos-
phate groups for B-DNA. For this reason, this periodicity that we observe might originate
in a conformation with an extremely stretched helix, so thatthe strands are lying nearly
parallel to the helix axis.
Cross-linkers form a statistical network structure with the DNA molecules, which is more
or less unknown, but could still form regular structures because of commensurability
[178]. But the reflexes seem to arise independently from the cross-linker. Furthermore, in
stretched films, periodicities at about 3.7 and 4.2 are visible. According to [30], the peri-
odicity of 3.7 could arise from a slight invariance in base-pair tilt. If one base-pair is lying
exactly perpendicular to the helix axis, the next one is supposed to have different tilting
angle, resulting in the mentioned increased distance. The assumption that those come
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3.4 Å
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4.1 Å
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7.2 Å

Figure 4.48: X-ray diffractogram of an uncrosslinked and unstretched NaDNA film from
salmon testes, but spun at a higher feed-rate of about 80ml/h instead of 45-60ml/h.
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4.3 Structure of cross-linked DNA films

from enlarged base-pair distances or, more generally speaking, a conformation different
from stacking base-pairs as in B-DNA is standing for reason.
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Chapter 5
Discussion

5.1 Cross-linking and stretching wet-spun DNA
films

X-ray diffraction revealed that B-DNA is still present in stretched DNA films. In addition,
we see new sharp meridional reflections. As soon as they have appeared, their spacings
do not vary any more, even if the strain is further increased.The measurements indicate
that stretching itself does not affect the hydration shell of DNA, since the reflection spac-
ings are not changed and a part of B-DNA is preserved, whereasDNA conformation is
in general influenced by changes in the relative humidity. Drying a hydrated DNA film,
B-DNA transforms to A-DNA and furthermore, the new reflections disappear, too.
The X-ray diffraction patterns we have recorded are quite different from the observations
that Greenall et al. made [18]. They observed the first layer line of a helical structure with
a periodicity of 5.4 and very diffuse meridional reflections corresponding to periodicities
of 6.5Å and 3.4ÅṪhe authors interpreted these results as an extremely stretched helix.
The origin of the reflection corresponding to 3.4Å is not clear. Since a helical pattern
of corresponding periodicities as in B-DNA cannot be found,Greenall at al. might have
found an unwound conformation. However, these structures are relatively difficult to be
interpreted, because low relative humidities induce conformational changes. Therefore,
the X-ray diffraction patterns become extremely complicated [62]. Interestingly, Greenall
et al. observed equatorial spacings of only 13Å which are surprisingly smaller than the
diameter of double-stranded DNA [18]. We observe typical equatorial spacings of 20Å
which fits typical DNA.
In our X-ray diffraction measurements, we cannot discriminate if the periodicity of 7.4Å
comes from double-stranded or denatured DNA. The fact that no additional cross-like
pattern is visible indicates a non-helical conformation. The reflection is relatively sharp
and intense, which might indicate that double-stranded DNAis present. This meridional
reflection is known from Z-DNA [30], a conformation that is unlikely to occur in natural
DNA with a random base-pair sequence. Furthermore, Z-DNA isa left-handed confor-
mation. We suppose that the periodicity reflects (as in Z-DNA) the distance between
neighboring phosphate groups according to [9]. We interpret the periodicities of 3.7Å
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5.1 Cross-linking and stretching wet-spun DNA films

and 4.2Å as slightly stretched base-pair distances. Saenger explained this observation of
a base-pair distance of 3.7Å by a slight base-pair tilt in B-DNA provoking larger spacing
between the base pairs [30]. These reflections are relatively weak in our patterns.

From birefringence measurements, we observed a decreasingabsolute value of the phase
shift during stretching. This effect was reversible, when the sample is relaxed. Therefore,
one concludes that the effect does not come from thinning of the sample due to plastic
deformation under stress. Estimating the thickness or respectively the total phase shift in-
duced by the sample, we could not see a sign reversal. It was proven by X-ray diffraction
that a certain amount of B-DNA is still present during stretching. In accordance with the
model that the base-pair tilt increases under stretching [9], a sign reversal in birefringence
would be observable, because the intrinsic birefringence would become zero. It is ques-
tionable if we were able to see a sign reversal, as long as a sufficient amount of B-DNA
contributes to intrinsic birefringence. Unfortunately, if the stretching were accompanied
by denaturation [10, 11], a similar decrease in the total birefringence would be expected
under stretching: The base tilt after denaturation is probably random, so that the absolute
value of the intrinsic birefringence is reduced.

The most effective cross-linking was realized using formaldehyde. Gel electrophoresis
proved the formation of molecules of largely reduced mobility. Cross-linked DNA films
became elastomeric. Ethylene glycol diglycidyl ether (EGDE) showed similar results,
whereas some of the bis-intercalators seemed to tend effectively only to mono-intercalate,
especially BAMO. Bis-intercalators show reduced linkage strength of simple intercala-
tion in contrast to covalent bonding. In the case of formaldehyde cross-linking, distinct
changes in Raman bands gave hints to the chemical binding andthe secondary structure
of the cross-linking product, especially the splitting of the thymine vibrational band. It is
possible to differentiate the effect from thermal denaturation [179]. The overall structure
of B-DNA seemed to be preserved, since most of the characteristic bands were still present
after treatment. This result is consistent with the formation of methylene bridges between
nucleobases induced by formaldehyde [124]. The disadvantage of strong formaldehyde
cross-linking is a disordering of the DNA molecules inside the wet-spun films, probably
due to large amounts of water, when formalin is evaporated. Cross-linking is an inho-
mogeneous process with region, where the density of cross-links increases more rapidly
than at other parts of the sample [180]. This explains why B-DNA is still present and
unaffected in stretched films seen by X-ray diffraction.
It turned out that the wet-spun films themselves contain intrinsic cross-links due to entan-
glements. Similar hints can be found in literature [181, 109]. X-ray diffraction of DNA
films spun at higher feed rates than normally used revealed similar patterns to stretched
films that were treated with cross-linkers.

In general, the question arises if a force-extension plateau, as it is known from single-
molecule experiments, can be expected, when a wet-spun (cross-linked) film is stretched.
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This plateau must not be confused with plastic deformation [182]. Due to disorder and
random formation of cross-links, such a plateau would be at least strongly disturbed, if it
were visible at all. Supposing the ideal case of cross-linking, i.e., all DNA molecules form
parallel, separated chains through the whole film and dense packing of DNA molecules
over the cross-sectional area of the film, the force acting oneach molecule can be calcu-
lated. Although being only a rough estimation, the calculated force is in the same order
of magnitude than the force necessary for over-stretching,but at least 10pN. Networks as
used in our experiments are suitable to apply forces large enough to over-stretch DNA.

5.2 THz spectroscopy

Interpreting data from THz spectroscopy, water dynamics depending on the hydration
degree of the sample must be taken into account. The fact thatwe do not observe oscilla-
tions can probably be explained by a strong coupling betweenDNA and water dynamics,
leading to damping. The model of coupled dynamics between the collective vibrational
mode of the DNA and the relaxational mode of the secondary hydration shell has already
been studied depending on temperature by Tominaga et al. [183]. Wittlin et al. assigned
a pronounced absorption band at about 10cm−1 to relaxation processes. They observe for
NaDNA films, similar samples as we use, a lowest-lying IR-active vibrational mode at
41cm−1 corresponding to a lowest Raman-active mode at 15cm−1 [53]. Grimm et al. ob-
serve an optic band at about 0.6THz (corresponding to 20cm−1) for dehydrated samples
at low temperatures [161]. The lowest-lying mode in DNA is often explained by a relative
motion of the strands in the DNA duplex with respect to each other [58, 54, 59, 60]. It
should be mentioned that Urabe et al. suggested another origin of the lowest-frequency
mode of DNA being assigned to the motion of bases stacked in a column [63].
We see, especially in the case of calf thymus DNA, a broad absorption band around
0.4THz or 13.2cm−1 (cf. Fig. 4.11), which is most pronounced in the dehydrated state.
In contrast to Wittlin et al. [53], we observe orientation-dependent differences with re-
spect to the terahertz electric field, which are more pronounced in the case of dehydrated
samples. Below 250GHz, parallel polarization exhibits stronger transmission than per-
pendicular polarization showing that electronic conductivity along the DNA chains is
negligible in this frequency range [184]. Transmission averaged over frequency intervals
without water-absorption lines saturates during dehydration. Characteristic time constants
are corroborated by times necessary for a B- to A-transitionin the films, recorded by Ra-
man scattering.
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Chapter 6
Outlook

Continuing this work, it could be helpful to control the formation of elastomeric DNA
films in more detail to achieve a more homogeneous network. This could be done by
cross-linking DNA in a liquid-crystalline phase [185]. Relative short molecules (less than
100 base pairs in length) are required to establish this phase. With increasing concen-
tration, DNA liquid crystals transform from isotropic to cholesteric to columnar hexago-
nal phase [186, 187, 188]. For X-ray diffraction, it is necessary to preserve crystallinity,
which can be achieved using extremely high DNA concentrations of typically>300mg/ml
(columnar hexagonal phase) [186]. The density of DNA films is on the order of 1g/ml.
This method has a good chance to improve at least the birefringence measurements.
Furthermore theoretical modeling of the network formationin our samples could help
understanding the force-strain curves of DNA films, since itis not clear, if a force-strain
plateau can be observed or not.

Similar to the method of stretching DNA molecules grafted toa surface by means of an
atomic-force microscope, a DNA carpet could be stretched grafted to two surfaces in a so-
called surface-force apparatus. A set-up with convex surface geometry was built up at the
University of Strasbourg and a second one with plane surfaces at the University of Kon-
stanz. Carpet densities that were reached up to now are in theorder of 0.2 molecules/µm2.
This method is promising, especially for birefringence measurements using an apparatus
like the one developed by Maret (cf. Fig.A.1), if the carpet density can be further im-
proved. Kékicheff, Zinck, and Iss were recently able to measure a force stretching DNA
grafted between two surfaces using the apparatus in Strasbourg [189]. Unfortunately, the
number of stretched molecules was not enough yet for furthercharacterization. In ad-
dition, it might be necessary to produce DNA by polymerase-chain reaction (PCR) as
shown in Sect.A.5 in the Appendix, although the synthesis of such long DNA molecules
is at the limits of this method. However, an extremely good quality of the sample material
is required.
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Chapter 7
Summary

A method for structural investigations of mechanically stretched DNA is developed.

The samples we use are highly oriented wet-spun DNA films. This pre-orientation gives
the possibility that forces applied to the film can lead more or less directly to struc-
tural transitions instead of orienting the molecules. Transmission of forces between the
molecules is reached by cross-linking using formaldehyde,ethylene glycol diglycidyl
ether, and several bis-intercalators. Comparing these different types of cross-linkers, the
effectiveness is checked by means of gel electrophoresis aswell as a study of the elas-
ticity of the samples. For the first time, a proof of inter-molecular cross-linking of DNA
induced by formaldehyde, the most effective cross-linker in our tests, has been produced.
The secondary structure of the DNA-formaldehyde complex ischaracterized using Ra-
man scattering, allowing a discrimination from denaturation.

DNA in wet-spun films is present in its B-conformation at an appropriately high ambi-
ent relative humidity. Low-frequency dynamics during hydration and dehydration are
recorded by means of time-domain terahertz spectroscopy. For the first time, differences
in transmission depending on the orientation of DNA with respect to the terahertz electric
field have been observed. Characteristic times necessary for an A- to B-transition in the
samples are corroborated by Raman-scattering measurements.

Stretching the DNA films, we profit from birefringence measurements to study the base-
pair tilt. Stretching a cross-linked DNA film, a decrease in birefringence was observed.
Changes of the base-pair distances are measured by X-ray diffraction. We find unknown
periodicities in this stretched DNA films and discuss their physical and structural mean-
ing. A meridional reflection corresponding to a periodicityof 7.4Å is probably the result
of an unwound, stretched conformation. This reflection disappears, when the sample is
dehydrated.
We found that entanglements of the DNA molecules in the film can already induce cross-
links as already discussed in literature. Choosing, e.g., high enough feed rates, DNA can
already be stretched during wet-spinning.
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Appendix A
DNA stretching in a surface-force
apparatus

Es geht auch anders, aber so geht es
auch.

Mackie Messer in Bertolt Brecht:
Die Dreigroschenoper

An alternative to stretching a complicated DNA network, which is closer to single-
molecule stretching, profits from a surface-force apparatus. A DNA carpet or brush has to
be grafted between the two surfaces. The experimental conception is presented as well as
the limitations, which have led to problems in its realization. The main requirement the
set-up ought to fulfill is the possibility of measuring birefringence during DNA stretching.

A.1 Birefringence and experimental limitations

The following set-up for a high-resolved birefringence measurement was developed by
Maret [41]. In particular, it permits detecting the sign of the birefringence. The simplest
optical arrangement to detect birefringence is to place a sample between two crossed
polarizers, and let monochromatic light with a wavelengthλ pass the set-up (used laser:
see [B.1.6]). Let us consider further an optically anisotropic samplewith a defined optical
axis. If the optical axis of the sample is parallel to either the axis of the polarizer or of
the analyzer, the polarization of the beam is kept and the beam extinguished, as if no
sample were present. The maximum light signal due to the birefringence of the sample
is obtained, when the optical axis has a 45◦angle with respect to the polarizer or the
analyzer axis. Thereby, the polarized probe beam is consisting of two components (of
equal intensity), one parallel to the slow, the other one parallel to the fast axis of the
sample. The intensity behind the analyzer can be expanded for small phase shifts:

I = I0sin2
(

∆φ
2

)

≈ I0

(
∆φ2

4
+ ...

)

(A.1)
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Figure A.1: Birefringence set-up permitting a resolution of ∆φ = 5×10−4 rad. The prin-
ciple is based on compensating the birefringence of the sample by a Pockels cell. A
photoelastic modulator makes the polarization change between linear and circular polar-
ization at 50 kHz. This modulation frequency is used for a lock-in detection. Any signal
detected by the photodiode is transferred back via feed-back loop to the Pockels cell. The
Babinet-Soleil compensator is only necessary to compensate large birefringence offset
due to optical components of the set-up. Red lines indicate the optical axes.

102



A.1 Birefringence and experimental limitations

The intensity behind the polarizer is indicated asI0. The precision depends strongly on
the accuracy of alignment for all optical components and theintensity measurement after
the analyzer. In order to avoid measurements of absolute intensity and increase the reso-
lution, it is favorable to compensate the intensity to zero.This task can be fulfilled with a
Pockels cell. In this special case, a direct current voltageis used for operation. A Pockels
cell is based on the electro-optic effect: The birefringence of a - in this case: potassium
dideuterium phosphate (KD*P) crystal is proportional to anapplied electric field. Switch-
ing the Pockels cell typically happens within times shorterthan 10 ns [35].

A photoelastic modulator (PEM) acts as a birefringent device, whose thickness could
be periodically decreased to zero and increased again. Birefringence changes with the
thickness of the device, the maximum phase shift isλ/4. This is realized for a specific
wavelength in applying mechanical stress via a piezo to the photoelastic crystal [B.1.2].
In this set-up the modulation frequency isν =50kHz. The optical axis of the PEM is
oriented at 45◦with respect to the polarizer / analyzer axis. The phase shift induced by the
photoelastic modulator changes therefore periodically with the angular frequencyω =
2πν: ∆φM = ∆φ0sin(ωt). If the sample contributes with a constant phase shift∆φS, the
total amount is∆φ = ∆φS+∆φ0sin(ωt). Using Eq. (A.1), it follows:

I ∝
∆φ2

0

8
cos(2ωt)− ∆φS∆φ0

2
sin(ωt)+ ... (A.2)

The first term of the intensity series is very large compared to the rest of the expansion
and is modulated with the doubled frequency 2ν. The second term is modulated with
only ν and is furthermore proportional to the birefringence of thesample∆φS. Therefore,
isolating the latter term experimentally is equivalent to measuring the birefringence of the
sample. To realize the concept of phase-shift compensation, this signal will be used to
control the voltage applied to the Pockels cell. The lock-intechnique [B.1.1] allows to
detect the signal arising from the second term in Eq. (A.2). The frequencyν = 50 kHz
from the photoelastic modulator control is used as a reference signal. The circuit diagram
of a lock-in amplifier can in principle be replaced by a multiplication of the probe signal
with a reference signal in order to transform the wanted term, which is modulated at a
frequencyν, into a constant signal. A following low-pass filters out this constant resid-
ual term. The resulting voltage at the output of the lock-in amplifier is proportional to
the birefringence of the sample, cf. Eq. (A.2). This voltage can be measured precisely
[B.1.4].
Typical voltages that can be applied to Pockels cells are in the order of a few kV. The out-
put of the lock-in amplifier must therefore be amplified again. Furthermore, a necessary
element of the feed-back loop is an integrator [B.1.5], which allows to keep the intensity
at zero1. In practice, additional phase shifts can arise from optical components of the set-
up. Moreover, a sign reversal in birefringence means that the output voltage of the lock-in
amplifier changes its sign, too. As the used high-voltage amplifier [B.1.3] usually only
amplifies for a given polarity of its input, an offset in birefringence is necessary, which
can be induced by the Babinet-Soleil compensator.

1The integrator has to be used in order to reduce the steady-state error to zero [190, 191].

103



A DNA stretching in a surface-force apparatus

0.0 0.5 1.0 1.5 2.0 2.5
0

1

2

3

4

5

 

 

In
te

gr
at

or
 o

ut
pu

t [
V

]

Phase shift S [rad]

Figure A.2: Calibration diagram shows the output voltageUout of the integrator and the
corresponding phase shift∆φS, here for a Babinet-Soleil compensator as reference sample.
The curve is fitted usingUout = (−0.04±0.01)V +(2.26±0.01)(V/rad)∆φS.
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Figure A.3: Test experiment: Orienting genomic DNA by mechanical shearing between
two cover slips. The upper one moves at a velocity of 3.3mm/s. The time interval when
the motor was running is indicated with ’M’.

FigureA.2 shows the calibration of the output voltage of the lock-in amplifier. The sam-
ple phase shift∆φS has been defined by using a Babinet-Soleil compensator as reference
sample. The noise is in the order of 1mV, corresponding to∆φ < 5×10−4 using green
light with λ =532nm. The alignment of the Pockels cell is described in [B.1.9].

FigureA.3 shows the phase shift induced by genomic DNA that has been oriented by
shearing. The DNA solution is between two cover slips with a distance of about 1mm.
A motor moves the upper cover slip at a velocity of 3.3mm/s. The average length of the
molecules is larger thanλ -DNA . This was the maximum signal that could be obtained
for different velocities. The saturation level is supposedto prove the full orientation of the
DNA. Using Eq. (2.11) and (2.10), one can re-calculate the density of the DNA sample
and obtains about 9.3g/l. The mechanical stress to the glass of the cover slips induces
additional birefringence. This systematic error can be estimated by using Milli-Q water
instead of DNA solution. In the ideal case, no birefringenceis observed. Indeed, a phase
shift of about 0.09rad is measured with conventional cover slips. The error in this shearing
experiment was therefore relatively high, about 10%. It canof course be reduced in using
different cover slips (e. g. quartz glass) or minimizing themechanical stress to the glass.
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A.2 Coupling a birefringence experiment and a
force apparatus

In the 1930s, Derjaguin calculated a direct equivalence between the force and the interac-
tion free energy between convex surfaces [192]. Later on, in the 1950s, the first surface
apparatus has been developed by Overbeek and Sparnaay [193], who were working on
flat surfaces, furthermore by Derjaguin and Abrikosova [194], who in contrast to the lat-
ter were using an upper convex surface. The absolute distance between the surfaces has
already been measured by white light interferometry with anaccuracy up to 10 Å. Espe-
cially Tabor and Israelachvili were able to establish asurfaceforceapparatus (SFA) using
two crossed cylinder covered with mica foil [195, 196, 197]. Mica interfaces were studied
in more detail [198] and also long-range electrostatic forces were measured [199]. Up to
now, these instruments achieve the highest resolution withaccuracies for separation in
the range of 1 Å and for the force 10nN [200]. Today they represent a powerful tool for
physicochemical studies in soft matter physics, e. g. for micellar systems [201].

A.2.1 Experimental requirements

The first point to be clarified is the question what kind of sample, i. e. DNA molecules,
should be used. For our purpose, a compromise has to be found with respect to the
following main conditions:

• DNA material:

(a) monodisperse length distribution

(b) possibility to be functionalized for surface grafting

(c) molecules as long as possible (beam not scattered by the surface)

(d) not too long molecules to avoid breaking during pipetting

• sample cell in the surface-force apparatus:

(a) surfaces that can be functionalized

(b) small surface for grafting (beam not scattered by the surface)

(c) surface large enough for sufficiently high signal-to-noise ratio

(d) availability of an optical path for the probe beam.

According to [202], the waist of a Gaussian beam is given by:

w(z) = w0

√

1+

(
λz

πnw2
0

)2

, (A.3)

wherew0 is the minimum radius of the beam waist,z is the longitudinal distance away
from the minimum waist, andn is the refractive index of the sample medium, which
is basically the refractive index of watern = 1.33 (see Fig.A.4). The resolution of a
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Figure A.4: Surfaces the DNA is grafted to and waist profile ofthe Gaussian beam. The
notations are explained in the text.

birefringence measurement increases with decreasing wavelength, cf. Eq. (2.10). Fixing
the wavelength at an arbitrary value in the visible range, e.g. λ =457nm, the maximum
width of the cantilever and its counterpart 2b are calculated using Eq. (A.3), shown in
Fig. A.5 as a function of the beam waist 2w0 and the separation length (DNA length)L0.
The local maximum is situated at a waist 2w0 ≈ 14 µm.
The contour length ofλ -DNA is 16.5 µm. The maximum width 2b as a function of the
wavelength is shown in Fig.A.6.
The maximum width decreases with an increasing wavelength.For λ =457nm, 2w0 =
14 µm, andL0=16.5 µm, the width of the cantilever and the counterpart must be≈0.6mm.
The birefringence of a DNA carpet can be calculated using Eq.(2.11). The surface area in
the SFA may therefore be 0.6mm×0.6mm with elongatedλ -DNA in between. Suppos-
ing a resolution of∆φ ≈ 5×10−4 rad at that wavelength in the blue range for the birefrin-
gence measurement, the grafting density ofλ -DNA must be at least 0.4 molecules/µm2

using Eq. (2.11) and (2.10). Usually, grafting densities of only about 0.2 molecules/µm2

can be achieves at the moment [203]. It is possible to enlarge the cantilever slightly, if
the measurement is only done in the force-extension plateau, e. g. 2b =0.8mm at a sur-
face separation of 20 µm. A slight improvement can also be achieved in using a smaller
wavelength, e. g. with a 405nm frequency-doubled diode laser.

A.2.2 A force balance for coupling with optical experiments

The force-apparatus constructed by Clausen has been designed according to the require-
ments in Sect.A.2.1 [204]. FigureA.7 shows the essential parts: sample cell, fiber inter-
ferometer to measure forces, and the alignment optics. A much more detailed description
can be found in [204].

Mechanical arrangement. The upper surface is mounted on a tripod, which is
supported on the three motor axes. Thereby the surface can betilted freely and aligned
parallel to the lower surface. The latter one is fixed to a piezo table [B.2.3], so that precise
stretching can be obtained, when DNA is attached to both surfaces.
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Figure A.5: The maximum width 2b of the cantilever as a function of the beam waist 2w0

and the separation length (DNA length)L0.
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Figure A.6: The maximum width 2b of the cantilever as a function of the wavelength for
2w0 =14 µm andL0=16.5 µm.
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Figure A.7:Principle of the DNA-force apparatus by Clausen [204]. The DNA is to be grafted between
two functionalized glass surfaces. The cantilever can be tilted with the motors that support the tripod. Mov-
ing down the counterpart by the use of a piezo table provokes stretching. Inset, bottom: Force measurement
by a fiber interferometer between a gold-covered fiber and thegold-layer on top of the cantilever. Bending
under tension provokes a change in the distance between the reflecting parts. Alignment: The counterpart
is covered by a thin gold-layer acting similarly as a beam splitter. Hence, the beams reflected at the coun-
terpart and the cantilever interfere on the quadrant diode.The maximum interference contrast is reached
for parallel alignment between cantilever and counterpart.
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The sample cell consists of a cuvette that contains the surfaces DNA is attached to.
Both are not in contact with the cuvette. The cuvette itself is filled with buffer solution.
The upper surface is a gold-covered cantilever from glass [B.2.1]. The cantilever is 30 µm
thick, the gold layer on top of the cantilever about 50nm. Thelower surface is a 1.5mm-
thick glass counterpart. The gold cover on top of the counterpart is only 6nm thick. The
λ -DNA is functionalized with oligomers containing a thiol group at one end and a biotin
molecule at the other end. The thiol group can bind to the goldpart of the counterpart. The
under-side of the cantilever has to be functionalized chemically with streptavidin. This
bio-functionalization of surfaces for DNA stretching has been established in particular by
Zimmermann and Cox [205].

The fiber interferometer has been integrated directly into the sample cell. The end
of a single-mode fiber is covered with a 6nm gold layer. The fiber is mounted over the
cantilever so that its end is parallel to the cantilever (seeFig. A.7). The force constant
of the cantilever is typicallyk =1.3 N/m [204]. The gold cover of the fiber allows that a
part of the light is reflected back, but furthermore some partof the laser light can come
through the gold layer. The most part of the latter is reflected at the thicker gold layer
(50nm) on the upper side of the cantilever. After that, it canbe reflected again at the gold
layer of the fiber or couple into the fiber again. This part interferes with the light that had
been directly reflected back at the gold layer of the fiber and therefore not left the fiber.
The back-reflected light is separated by a 2x2 fiber coupler, detected, and normalized with
respect to a reference signal from the diode-laser source toavoid influences by intensity
fluctuations. The laser is also temperature controlled to minimize wavelength drift.
Bending the cantilever under tension induces an intensity variation due to path-length
change in the sample arm. It was found experimentally that neither the described gold
covers nor chemical functionalization changes the mechanical properties of the cantilever
such as its bending moment.

Surface alignment. The most difficult part of the experiment is a satisfying align-
ment of the cantilever with respect to its counterpart. The alignment is necessary to bring
both surfaces of about 1mm2 as close as possible. Only in this way, grafting conditions
are equal for all molecules. Moreover, stretching should take place in a homogeneous way
so that elongation is rather equal over the whole surface. Under physiological conditions,
DNA grafted with one end to a surface is coiled [203, 206] with a radius of gyration of
approximately 0.86 µm [25, 206]. To ensure that the free end of the grafted molecules can
come into contact with the cantilever surface, it might be necessary to reach a distance
of this order of magnitude between both surfaces. The alignment is based on the same
principle as the fiber interferometer. A laser beam from below (see Fig.A.7) is focused
onto the counterpart, which is covered with a 6nm gold layer on the upper side to serve
two purposes: grafting of thiol-labeled DNA and reflection of a laser beam. The reflected
light hits a four-quadrant photodiode, which allows to control a alignment and tilt of the
counterpart in all experiments. As the gold layer is only 6nmthick, the light can propa-
gate through it, but is reflected at the cantilever almost entirely. This light gives a second
spot on the quadrant diode. Both signals can be superposed inaligning the cantilever with
respect to the counterpart. For perfect alignment, the superposed signals interfere in such
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A.2 Coupling a birefringence experiment and a force apparatus

a way that the interference fringes get their maximum amplitude (cf. [204]).
The cantilever can be aligned according to Sect.A.2.2. The cantilever is tilted, until the
reflections from the counterpart and the cantilever overlap. Then the maximum intensity
of the interference fringes has to be found by precise tilts in small steps. This procedure
takes very long time and is difficult. The cantilever is movedtoward the counterpart.
As soon as the distance is only several micrometers, the fiberinterferometer recognizes
forces or rather vibrations of the cantilever that are decreasing with time. Moving down
towards the counterpart, solution has to be displaced from the reduced volume between
the cantilever and the counterpart. The cantilever is bent upwards and starts a damped os-
cillation, when the movement stops. Approaching the counterpart should be done slowly
and carefully in order not to bump into the surface and, as these forces act on the DNA
molecules in the same way, not to destroy the carpet. A measurement of the absolute
distance between the surfaces is not foreseen2. In contact with the surface, the fiber in-
terferometer indicates a constant force because of a slightchange of the distance between
cantilever and the gold-covered fiber end. The set-up needs to relax mechanically over
more than one hour [204]. Meanwhile, the DNA has the possibility to bind to the second
surface. The motion of the cantilever is driven by the linearactuators [B.2.2], whereas
the separation of the surfaces for stretching is performed by a piezo table. The cantilever
cutting could be replaced by precise diamond-milling (Schott) [B.2.1]. The smallest force
detected by the apparatus was 1.3nN, but typically, 10nN or less can be expected to be de-
tectable. This means that the force plateau can be measured,when at least 160 molecules
are grafted to both surfaces.

A.2.3 Sample preparation: Functionalizing glass substrates

Several methods of silanization have been tried out during this thesis in collaboration with
Koota. At this point, only one of these methods is discussed as an example [173, 113].

Cleaning. First, glass is washed with isopropanol and acetone, then bathed in Milli-
Q water and sonicated. In general, glass surfaces can be cleaned in a 1:1 solution of
concentrated sulfuric acid (97 %, [B.4.6]) and hydrogen peroxide (30%, p. a., [B.4.6]).
Especially grease can be removed in this way [207]. The glass is washed with ethanol
(98%, p. a., [B.4.6]) serveral times.

Silanization. The glass is bathed again in a solution of 98 vol.-% ethanol and 2.5 vol.-
% (3-aminopropyl)triethoxysilane (APTES) [B.4.7] for two hours. Alternatively the silane
is evaporated in a hermetically sealed chamber (desiccator), where the glass is placed, too
(see Fig.A.9). This procedure lasts three hours.

2It is possible in a force apparatus with convex mica surfacesby means of white-light interference, e. g.
[195].
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Figure A.8: Double-end grafting of DNA between a streptavidin- and a gold-
functionalized surface. (i) Silanization with (3-aminopropyl)triethoxysilane (APTES).
(ii) Binding of the cross-linker glutaraldehyde to the exposed amino group. (iii) Bind-
ing of streptavidin. This molecule provides four binding sites for biotin [113]. (iv) and
(v) The biotin end of the functionalizedλ -DNA grafts to the streptavidin-coated surface
on one side and with its thiol group to the gold surface. Figure taken with permission
from [173].
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A.2 Coupling a birefringence experiment and a force apparatus

Figure A.9: Silanization via evaporation. Before startingto heat (3-
aminopropyl)triethoxysilane (APTES) by a thermal resistor (U =4.8V, I =1.7A),
the desiccator is evacuated with a water-jet pump several times and flushed with nitrogen
to reduce the humidity.

Streptavidin coating. The glass is washed with ethanol (98%, p. a.) several times,
then with Milli-Q water, and finally dried in an oven at 75◦C.
The glass is rinsed three times with phosphate buffer solution (PBS) at room temperature
and covered with glutaraldehyde (8%) [B.4.8] as a cross-linker for 30 min. Thereafter,
the glass is washed three times with PBS and covered with strepavidin (concentrationc=
0.1 mg/ml in PBS) [B.4.9] for one hour and washed again in PBS. Streptavidine forms
a tetrameric complexe [205], offering four binding sites to a biotinylated DNA end. In
order to prevent DNA from unspecific binding onto the glass, the free surface is blocked
with bovin serum albumin (10% in PBS from the stock solution)for 30 min. [B.4.10].
The surface is washed and stored in TBE3.

In the experiment,λ -DNA that is functionalized as described in Sect.3.2is first incubated
on the gold-covered counterpart surface. To cover surfaceswith gold, a chromium layer
of one up to a few nanometers depending on the thickness of thegold layer is evaporated
first onto the corresponding surface. Thereto, a droplet of DNA solution is pipetted onto
the cantilever. If the gold surface is exposed too long (morethan about 15 min.) to air,
the thiol binding is strongly inhibited. Binding can be reactivated by means of plasma
cleaning [208]. When, after approximately 30 min., the cuvette (cf. Fig.A.7) is filled
completely with TBE buffer, remaining free molecules in thedroplet are washed away.
The volume of the cuvette (more than 3 ml) is too large that they could block binding sites
on the cantilever by only one-end attaching.

3TRIS-borate-EDTA buffer.TRISis the abbreviation fortrishydroxymethylaminomethaneor 2-amino-2-
hydroxymethyl-1,3-propanedioland is a buffer suitable at pH 7.2 - 9 [113].
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A.3 A test set-up using confocal microscopy

Although the described functionalization allows to graftλ -DNA on a surface, as it has
been shown also for the glass samples used in this force apparatus (cf. [203, 206, 173,
204]), no force due to double grafting between both surfaces wasdetected. Possible
explanations for this observation are:

• poor or no grafting to both surfaces.

• bonds between DNA-substrate withstand only very low forces.

In order to find out about the problems of such a surface-forceapparatus, a test set-
up was designed and constructed. This instrument is mountedonto a confocal micro-
scope [B.3.6]. Its design has been taken over from the SFA described above(see A.7),
but does not include a force sensor. Only the distance between the surfaces can be mea-
sured. If DNA is already disrupted before reaching the forceplateau, this fact could
be recognized in comparing actual and expected rupture lengths. Moreover, the DNA
is labeled with YOYO-1, so that observation in the confocal microscope is possible (cf.
[B.3.1]).

Extension of DNA carpets. The set-up is shown in Fig.A.10. The main com-
mon feature, apart from the same functionalization, is the tripod for surface alignment.
For lack of space on the confocal microscope, it was not possible to use the same linear
actuators as in the SFA. Their length is larger than 100mm. Instead of them, the tripod
is moved and tilted by PicomotorsTM [B.3.2]. Each of these piezo motors has a maxi-
mum load capacity of 22N and a minimum step size< 30 nm. PicomotorsTM can only
be driven in single steps. In contrast to the SFA, the motors are mounted to the tripod,
which is standing on anx-y table [B.3.3] with a larger aperture in its center. Therein, a
cylinder is fixed, going down to the level where the microscope objective is situated. At
the lower end of the cylinder, the counterpart, a round glassslide is mounted. This design
allows to move the counterpart and, simultaneously, the tripod horizontally with respect
to the objective. Thereby, the whole surface can be scanned and observed. As there is no
necessity for measuring forces, the cantilever can be replaced by a polished glass rod with
plane ends [B.3.4]. The rod is clamped into a stainless-steel holder in the column. The
latter can be screwed to the tripod. A window in the mentionedcylinder that is holding
the counterpart and an additional window in the base plate allow to observe the cantilever
approaching the counterpart.

We used a commercial confocal fluorescence microscope (Zeiss Axiovert 200, [B.3.6])
for observation.
Figure A.11 shows the control panel of the LabVIEW program for the motionof the
piezo motors [B.3.5]. The confocal microscope observes the sample from below through
the objective lens. The left part in the panel shows a scheme where the motors are situated
on the camera screen, furthermore, in which direction thex-y table is translated with the
micrometer screws. This makes the alignment easier, when the tripod has to be tilted. The
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tripod

x-y table

objective
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Figure A.10:Test-setup for DNA-stretching designed to be mounted on a confocal microscope.
The tripod, holding a polished glass rod (coated with strepavidin), can be moved inz-direction
and tilted by piezo actuators. The tripod is standing on ax-y table (CAD file taken from Newport
GmbH, see [B.3.3]), where a cylinder holding the counterpart, a gold-coatedcover slide, is fixed.
This ensemble can be moved horizontally and allows to scan the surface.
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Figure A.11: Description of the control panel for the test set-up on the confocal microscope
(written in NI LabVIEW [B.3.5]).
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motion controller permits no simultaneous motion of several motors. Therefore, subse-
quent signals have to be sent, so that one motor moves after another. The motion can be
smoothed out in reducing the number of steps an activated motor has to do in one turn
(see Fig.A.11, ”steps / signal sent to motion controller”). The directioncan be chosen
by the sign of the step number. Further on, the current position of all motors is tracked.
Different tilts of the tripod and parallel lowering are automated.

The glass rod is mounted on the tripod, before being functionalized. The counterpart is
fixed likewise to the cylinder. This allows to pre-align the surfaces. The whole proceeding
as described in Sect.A.2.3 is done a closed chamber, where the tripod including the glass
rod is set onto. The chemicals can be put into suitable cups, which can be installed into
a holder that one is guided vertically, so that the rod can be dipped into the chemical
solution. The cylinder can be placed into an evaporation chamber and covered with about
1nm of chromium and 14nm of gold. DNA is incubated on the gold surface, which
remains always covered with TBE-buffer solution. In order to take freely swimmingλ -
DNA molecules out of this droplet, the surface is carefully washed several times with
buffer. If the liquid were completely removed at any place onthe gold surface, one would
risk to comb the DNA or make it attach unspecifically to the surface. The rod is moved
slowly towards the gold surface. By means of changing the confocal plane, it is possible
to determine the distance between both surfaces.

A.4 Substrate roughness from electron microscopy

Although the surface was covered with DNA carpets of about 0.2 molecules per µm2, it
was difficult to approach both surfaces to distances less than 3 µm for parallel alignment.
Furthermore, double-end grafting of DNA to both surfaces could not be observed. There-
fore, functionalized rods were kept in a dust-free box, evaporated with gold and their
surface scanned with an electron microscope. The results are shown in Fig.A.12. The
left inset shows a new rod that has been covered with gold. There is almost no uneven-
ness (≤1 µm) on the end plane. On the other hand, functionalized rodsreveal connected
crystal-like structures of a height up to 5 µm are visible (see Fig.A.12 b).

After silanization, similar structures appear with a height of several micrometers. Fig-
ureA.13 shows examples for silanization in ethanol and by evaporation.

If obstacles of several micrometers in height are between the surfaces,λ -DNA molecules,
whose radius of gyration is smaller than 1 µm, can hardly bindto both surfaces. Other-
wise, if the surface is convex, there is no necessity for difficult alignment and the proba-
bility to reach contact is much higher. Such experiments have already been done with a
rounded glass rod with a diameter of about 5 mm [173]. The principle of the set-up can
be the same as described before.
Functionalization in the described manner can induce unevenness of surfaces and hinder
them approaching, so that no or only very few molecules can bind to both surfaces.
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20 µm500 µm
(a) (b)

Figure A.12: Electon microscopy of (a) a non-functionalized and (b) a completely func-
tionalized polished glass rod [B.3.4], without any grafted DNA. After functionalization,
crystal-like structures of a height of several micrometersare visible.

50 µm 50 µm

2 µm

(a) silanized in ethanol (b) silanized by evaporation

5 µm

Figure A.13: Silanization (APTES) in (a) ethanol solution and (b) by evaporation. The
experimental procedure is described in Sect.A.2.3.
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Figure A.14: (a) Stretching a singleλ -DNA molecule which is labeled with four biotin
molecules at one and a single biotin molecule at the other end. (b) Stretching a single
20 kbp-long DNA molecule by PCR synthesized.

A.5 The biotin-streptavidin bond

Although the previous discussion can in principle already explain why no force was de-
tected by the SFA, the DNA-substrate grafting chemistry must be additionally checked.
Biotin-streptavidin binding is one of most stable biological linkages, but of non-covalent
manner [209]. First experiments on DNA stretching with the same funcionalization as
used here found resisting forces of at least 11pN [205]. Merkel et al. found a eminent
dependence of the bond strength on the loading rate. With increasing stretching velocity,
the rupture forces could also be increased from 5 to 170 pN [209].
The strength of DNA-substrate grafting can only be tested, if the quantity of attached
molecules does not play any additional role. The first test isperformed in a single-
molecule stretching experiment.

We have usedλ -DNA and shorter PCR DNA of a length of 20 000 base pairs produced by
Seuffert. All molecules are labeled with oligomers by meansof the method, cf. Sect.3.2.
The DNA is biotinylated on both ends, but one oligomer is carrying four biotin molecules,
whereas the other one at the second end only one biotin. Providing more possible linking
sites to streptavidin can lead to increased linkage stability. The synthesis of such DNA
molecules is described as follows:

PCR DNA of 20kbp. It must be mentioned that multi-biotin labeling itself does
not require DNA synthesis. In Sect.3.2, it was mentioned that oligomers during their
hybridization are present in an overwhelming surplus with respect to DNA molecules.
If the subsequent cleaning process via so-called nick columns [B.4.5] is not efficient
enough, such functionalized oligomers can block the surface. In consequence, the density
of grafted DNA onto the surface will be reduced. In order to obtain purer functionalized
DNA without free oligomers, a method of DNA synthesis calledpolmerase-chain reac-
tion can be used. Its principle can only be briefly discussed, further information can be
taken from literature, for example [111]. Initial DNA and fitting primers are denatured. A
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5'-     T      TCTG A G AGT  CG TGT CCG  AC AAC  GG CGT AAT CT       T            -3'

B B B B

Figure A.15: Primer sequence labeled with four biotin molecules at the thymine bases.

primer provides 3’-OH ends where further bases can anneal tothe single-stranded DNA
matrix. This annealing process is called DNA synthesis. Afterwards, the products are
denatured and the cycle restarts again. The synthesis is proceeding in 5’-3’ direction.
Furthermore, an enzyme, the so-calledTaq polymerase4, is needed for binding. Unfor-
tunately, PCR synthesis is limited to DNA molecules of 20−40kbp [111] because the
number of errors in writing the DNA sequence increases with time and the enzyme does
not work long at the usual temperatures (70◦C for hybridization, 94◦C for denaturation).
For our purposes, a primer with the following sequence can beused [B.10.1]:
Each primer is biotinylated at four thymine molecules, so that a more stable linkage

to the streptavidin surface is possible (see Fig.A.15). Another synthesis with five bi-
otin molecules per primer was successfully done. Nevertheless, although the primer se-
quence contains more thymine bases, the binding effectiveness is reduced the more biotin
is linked to the primer [147]. Hence, the degree of modification is limited. The protocol
for PCR synthesis can be found in the Appendix [B.10.2].

Force-plateaus were measured for DNA molecules that were multiply biotinylated, e. g.
using Klenow polymerase [8, 7, 78]. We chose stretching velocities of 3-4 µm/s, so that
the loading rate is sufficient to reach the force-extension plateau [78].
Indeed, in all the cases of the experiment, the linkage broke, before the plateau at 63pN
was reached (see Fig.A.14) at forces of≈40−50pN. However,λ -DNA biotinylated
by Klenow polymerase is able to withstand higher forces, so that the expected force-
extension plateau can be seen [78]. Sticky ends are filled with single bases. Each cytosine
carries a biotin molecule, so that conclusively four biotinmolecules will be at the one,
and six at the other end.

It has been shown in Sect.A.4 that functionalization releases obstacles on micrometer
scale that prevent surfaces from parallel approaching. Nevertheless a DNA stretching set-
up with at least one round surface can to graft DNA molecules to both surfaces. For this
purpose, a set-up as used in [173] is sufficient. The molecules can be stretched in horizon-
tal direction. The glass rod is chemically modified as shown in Sect.A.4. The cover slide
λ -DNA is grafted onto is covered with 14nm gold. The stretching velocity was 1 µm/s.
The DNA, which is labeled with thiol and streptavidin, is incubaed with YOYO-1.
FigureA.16 shows the rupture length distributions for molecules end-labeled with oligo-
mers carrying four and one biotin. All molecules, apart froma few ones, broke at the end
with streptavidin-biotin grafting. Unspecific grafting cannot totally be excluded. This

4It turned out that Klenow polymerase denatures at higher temperatures as they can be found during
denaturing and hybridization. ”Taq” is an abbreviation forThermus aquaticus, a bacterium that can live
in hot springs and provides this thermo-stabile enzyme.
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A.5 The biotin-streptavidin bond
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Figure A.16: Distribution of rupture lengthes forλ -DNA that is end-labeled with
oligomers carrying a single and four biotin molecules. The other end is thiol-labeled. The
lengthes are measured on a confocal microscope. For single-biotin labeling, molecules
break on average at 20 µm, which is comparable to the contour length ofλ -DNA with
YOYO-1. In the case of labeling with four biotin molecules, the rupture length on aver-
age is 4 µm larger.

might be the reason why certain molecules broke at about 10 µm. With only single-biotin
labeling, most of the molecules break at the contour length of about 20 µm (cf. [78]). In
the other case, the maximum is clearly shifted towards larger length, about 24 µm. Few
molecules were found to break at much larger lengthes, even more than 40 µm. However,
it is not clear, if this observation can be explained by formation of concatamers, especially
by dimer formation. After linearization (cf. Sect.3.2), there is a probability of about 5%
that twoλ -DNA molecules can combine having still two different sticky ends, that can be
functionalized [173]. Such molecules break at the double length ofλ -DNA monomers.
However, Sischka suggested piecewise denaturation and occasional re-basepairing for an
overstretchedλ -DNA molecule, which could be stretched by the same order of magni-
tude [78].
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Appendix B
Technical Appendix

B.1 Birefringence set-up

B.1.1

DSP Lock-in Amplifier 7260, EG&G Instruments, Gaithersburg(Maryland).

B.1.2

Photoelastic Modulator PEM-90, Hinds Instruments, Hillsboro (Oregon).

B.1.3

High-voltage amplifier, Kepco APH 2000 M, Flushing (New York).

B.1.4

Keithley 2700 Multimeter, Cleveland (Ohio).

B.1.5

Integrator circuit diagram :

B.1.6

Coherent Laser Compass 415 M,λ =532nm, Dieburg.

B.1.7

White-light source, KL 1500 LCD, temperature: 3300K, Leica, Solms.
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B.1 Birefringence set-up
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Figure B.1: Integrator circuit. The integration times can be chosen as 1 s, 10 s or 100 s.
The reset button erases the stored integration value. Offsets can be varied by the poten-
tiometer.

B.1.8

UV/Vis spectrometer, Ultrospec 2100+, 190−900nm, Amersham Bioscience, Munich.

B.1.9

Pockels cell, LM 8 IM, Linos Photonics, Munich.

Alignment of the birefringence set-up [156]:

1. All optical devices are to be installed that the geometricoptical axis hits them in the
center.

2. Install the axis of the polarizer in vertical direction and the axis of the analyzer
perpendicular to it (by extinction of the laser light passing both devices).

3. Install the PEM between the polarizer and analyzer.The PEM is tilted so that its
back-reflection only deviates slightly from the geometric optical axis.

4. The optical axis is aligned in good way when the laser lightthat passes the three
devices is still extinguished. The PEM has to be turned / tilted for that reason.
Eventually, the back-reflection has to aligned again.

5. The Babinet-Soleil compensator is put between the polarizer and analyzer, too.

6. Its back-reflection is furthermore adjusted as describedbefore.
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7. The micrometer screw is turned into a position, where somebrightness is visible
behind the analyzer.

8. The Babinet-Soleil compensator is turned around the geometric optical axis, until
its optical axis coincides with the axis of the polarizer or analyzer, i. e. extinction
of light behind the analyzer.

9. The Pockels cell is set between the polarizer and analyzer.

10. A diffuse beam is generated in holding e. g. lens tissues in front of the Pockels cell.
An interference pattern similar to a Maltese cross appears behind the Pockels cell.

11. The cylindrical cell is turned around its axis until the light spot in the center of the
Maltese cross is extinguished. This should be the case independently if a voltage is
applied to the cell or not.

12. The polarizer is turned by 45◦, the analyzer adjusted perpendicular to it.

B.2 DNA force apparatus

The description in detail can be found in [204].

B.2.1

Glass cantilever (length:(15.0± 0.2)mm, width: (1.3± 0.1)mm, thickness:(30.0±
0.8) µm), from borosilicate glass D 263 T, manufactured by diamond-milling, Schott AG,
Mainz. For physical and chemical properties, see (link as at15 June 2007):
http://www.schott.com/fpd/english/products/fpd/d263t.html.

B.2.2

Linear actuators CMA-12CCCL, motion controller ESP 300, Newport, Darmstadt.

B.2.3

Piezo table PZ 100 SG T-105-01, IRS Scientific Instruments, Zwillikon (CH); power
supply ENT40/20, amplifier ENV40 (modified to 1 mA max. outputcurrent), PID-control
ER1 (modified to a time constant of 1 sec.), piezosystem jena,Jena.

B.3 Test set-up on confocal microscope

B.3.1 Fluorescent labeling with YOYO-1

For most experiments, about 20% of the pockets in a DNA molecule are occupied. Using
YOYO-1 in a concentration of 0.02mM, 1.5 µl of the dye are added to 100ng DNA and
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B.3 Test set-up on confocal microscope

incubated for at least 15 min. at room temperature in the dark. Photobleaching by the
laser in a confocal microscope can be reduced by an antibleaching solution (see [207] and
[B.7.4]).

B.3.2

• Picomotor NFO-8301, 0.5” MRA (adjustable travel: 12.7mm, maximum velocity:
0.64mm/min), Laser 2000 GmbH, Weßling.
Working principle : A screw as actuator axis is driven by two threaded jaws that
are moved in oppsite directions. Therefore, they are mounted to the opposite end of
a piezo transducer (U.S. Patent # 5,410,206).

• 3-axis controller, NFO-8753, (max. pulsrate: 2kHz, interface: RS-232) and power-
supply unit NFO-8755, Laser 2000 GmbH, Weßling.

• Set for controlling via RS-232 port NFO-8761, Laser 2000 GmbH, Weßling.

B.3.3

x-y table, M-406, Newport, Darmstadt.For CAD file (downloaded on 25 January 2005),
see:
http://www.newport.com/store/genproduct.aspx?id=140117&lang=1031.

B.3.4

Polished glass rods (diameter:(0.75± 0.05)mm, length: (30.0± 0.2)mm, maximum
angle between the normal of the end planes and the cylinder axis: 1mrad, roughness:
< 0.3 µm), glass: Schott BK7, Hellma Optik GmbH, Jena.

B.3.5

Motor control: National Instruments LabVIEW 7.1.

B.3.6

• Microscope: Axiovert 200, Carl Zeiss MicroImaging GmbH, Jena.
Objective: 100× immersion oil objective, Carl Zeiss MicroImaging GmbH, Jena.

• Nipkow disk: PerkinElmer, Waltham, Massachusetts.

The principle of confocal microscopy:

Confocal scanning is achieved by a rotating Nipkow disk, synchronized with a microlens
array disk (see Fig.B.2). The microlens disk focuses the laser light on about 20 000
pinholes of a Nipkow disk. The pinholes are arranged on a spiral. The radial number
of holes defines the number of row of the image, which is scanned from the outer edge
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Figure B.2: Scheme of a confocal fluorescence microscope. The sample is scanned by a
rotating system of a Nipkow disk and a microlens array. The fluorescence light is gathered
in backscattering and filtered out by a dichroic mirror.

toward the center. This system is rotating at 1800 rpm; 360 frames per second can be
captured. The light is focused by an objective lens onto the object plane. Detection
is performed in backscattering geometry. Between the two disks, a dichroic mirror is
mounted with its plane normal 45◦with respect to the disks. The laser light can pass
through, but the frequency-shifted fluorescence light is reflected and focused onto a CCD
chip.

B.4 Functonalization of λ -DNA

B.4.1

Milli-Q water: resistivity at 25◦C: 18.2 MΩcm, purified in a Millipore system, Schwal-
bach.

B.4.2

λ -DNA : Fermentas, SD0011, St. Leon-Roth, and New England Biolabs, N3011, Frank-
furt am Main.

B.4.3

Ligase, M0202, New England Biolabs, Frankfurt am Main.
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B.5 Wet-spinning

B.4.4

T4 Ligase Reaction Buffer 10x, B0202, New England Biolabs, Frankfurt am Main.

B.4.5

Nick Column, Amersham Bioscience, Munich.

B.4.6

Riedel-de Haën, Seelze: ethanol (98%, p. a.), sulfuric acid(97%, p. a.), hydrogen perox-
ide (30%, p. a.).

B.4.7

(3-Aminopropyl)triethoxysilane (APTES): Fluka, 09324, Munich.

B.4.8

Glutardialdehyde (8%), 00216, Polysciences, Eppelheim.

B.4.9

Streptavidin from recombinant production, 1721666, RocheDiagnostics - Applied Sci-
ence, Mannheim.

B.4.10

Bovin Serum Albumin (BSA), B9001, New England Biolabs, Frankfurt am Main.

B.5 Wet-spinning

B.5.1 Ethanol precipitation

A standard protocol for ethanol precipitation can be used asfollows [210]:

• Adjust DNA solution with 3 M sodium acetate (pH 5.2) to a concentration of 0.3 M
sodium acetate.

• Centrifuge for short time.

• Add 2 - 2.5 volumes of -20◦C cold ethanol (p.a., 96%).

• Store 30 min. at -70◦C.

• Centrifuge for 20 min. at 13000 rpm. at 4◦C.
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• Remove the supernatant.

• Add (usually) 500 µl of ethanol (70%).

• Centrifuge for 5 min.

• Remove supernatant and dry in a low-vacuum spinning system(e. g. SpeedVacr).

• For example: Solve DNA pellet in another buffer solution.

B.5.2

• DNA sodium-salt from salmon testes, 31163, Fluka, Munich.

• DNA sodium-salt from calf thymus, D1501 (molecular weight: ≈15-23 000 bp),
Sigma, Munich.

• DNA sodium-salt from salmon testes, D1626 (molecular weight: ≈2 000 bp on
avg.), Sigma, Munich.

B.5.3

BCATM Protein Assay Kit, 23225 / 23227, Pierce, Rockford (Illinois).

B.5.4

Physik Instrumente, PI M-403.62S, translation stage, max.travel: 150mm, Karlsruhe/Palmbach.

B.6 Stretching experiments

B.6.1

Force sensor: 31E, range: 10N, Althen, Kelkheim.

B.6.2

Data acquisition card: PCI-6221 (16 bit, 250kS/s, 16 analog inputs), National Instru-
ments, Munich.

B.7 Intercalators, dyes, and cross-linkers

B.7.1

Formaldehyde solution (37 %), Riedel-de Haën, Munich. .
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B.7 Intercalators, dyes, and cross-linkers
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Figure B.3: Nebulizer with a flow of 100 µl/min to spread the cross-linker over the film.

B.7.2

Ethylene glycol diglycidyl ether (EGDE), E27203, 50%, Aldrich, Munich.

B.7.3

Nebulizer, CGN MicroMist 100 µl/min, No. 503-61, AHF analysentechnik AG, Tübin-
gen.

B.7.4

Antibleaching: 0.1mg/ml glucose oxidase (Sigma, G2133), 0.04mg/ml catalase (Sigma,
C40), 5mg/ml D(+)-glucose (Merck), 0.1M dithiothreitol (Roche, 708984) in TBE.

B.7.5

PCR Marker DNA, N 3234 (766bp, 500bp, 300bp, 150bp, 50bp),c =0.3mg/ml, New
England Biolabs, Frankfurt am Main.For technical information, see (link as of 4 July
2007):
http://www.neb.com/nebecomm/products/productN3234.asp

B.7.6 Estimation about the amount of cross-linker molecules
to apply

The minimum amount of cross-linker applied to a sample can becalculated as follows:
There should be at least two cross-linker molecules per DNA molecule; in the case of
non-covalent binding, e. g. simple intercalation, the number should be higher, so that the
linkage can withstand forces during over-stretching (cf. Sect.3.1.3). Using a typical PCR
maker (c=0.3mg/ml), this would e. g. mean for a volume of 1ml of a given composition
of DNA molecules:
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Molecular size [bp] DNA mass in marker [ng] Number of molecules[×1010]

766 62 7.5
500 40 7.4
300 48 14.8
150 61 37.7
50 89 165.0

The applied cross-linker solution should contain at least≈ 2.32×1012 molecules. In the
case of DNA films, the amount of cross-linker molecules are much harder to estimate:
The inner part of the film can only be reached by diffusing molecules. On top of that, the
molecular-length distribution, which can be different from indication in the provided data
sheet, has to be estimated.

B.8 X-ray diffraction

B.8.1

Rotating anode source, J. Schneider Elektrotechnik GmbH, 77652 Offenburg.

B.8.2

Image plate: Mar345, marresearch, 22850 Norderstedt.

B.8.3

Polyimide foil, IM 301080, thickness: 8 µm, Goodfellow, 61213 Bad Nauheim. .

B.8.4

Polyethylene terephthalate foil (PET), ES 301030, thickness: 3 µm, Goodfellow, 61213
Bad Nauheim; (alternatively: partly suitable for X-ray diffraction due to some reflection
at small angles: Kalle ’Gar- und Bratschlauch - Gans & anders’, PET, thickness: 15 µm,
65025 Wiesbaden1)
For THz spectroscopy: polyethylene terephthalate foil of thicknesses up to 100 µm was
used (ES301400, Goodfellow).

B.9 Raman scattering

B.9.1

LabRAM HR 800 microspectrometer, HORIBA Jobin Yvon, Bensheim.

1Information provided by A. Plech.
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B.10 PCR

B.9.2

Raman spectrum of a NaDNA film treated with BAMO (spacer length: n = 9), 10x 10 s,
filter: D1:
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B.10 PCR

B.10.1

Primer, biotinylated at postion 5, 10, 19, and 25, IBA Nucleic Acids Synthesis, Göttingen.
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B.10.2 Protocol, length: 20kbp

Source:Long PCR Control Set, K0201, Fermentas, St. Leon-Rot.

Reagent Quantity for 50 µl Final concentration
Milli-Q water 29 µl -
10x long PCR buffer with MgCl2 5 µl 1x
2mM deoxyribonucleic triphosphate mix 5 µl 0.2mM of each

nucleotide
Primer 5 µl 0.4 µM
Reverse primer 5 µl 0.4 µM
λ -DNA , 2.5 ng/µl 0.5 µl 1.25 ng / 50 µl
Long PCR enzyme mix 0.5 µl dep. on enzyme activity

Sequence of the reverse primer:5’- GTG CAC CAT GCA ACA TGA ATA ACA GTG
GGT TAT C -3’.

Segment Temp. [◦C] Duration N0. of cycles

Initial denat. 94 2 min. 1
Denaturation 94 20 sec. 10
Annealing elongation 68 14 min.
Denaturation 94 20 sec. 15
Annealing elongation 68 14 min. + 10 sec./cycle
Final elongation 68 10 min. 1

Since the activity of the enzyme deteriorates with time, theannealing time must be in-
creased with each cycle.

B.11 THz spectrometer, ASOPS

B.11.1

Gigaoptics GmbH, Konstanz.
www.gigaoptics.com
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B.11 THz spectrometer, ASOPS

B.11.2

Fit parameters for hydration of salmon-sperm and calf-thymus DNA films:

Freq. range [GHz] parameters perpendicular parallel
orientation [min] orientation [min]

200-300 T0 0.50 0.69
T1 0.23 0.14
t0 -29.7 4.93
τ 66.3 33.8

600-700 T0 0.55 0.53
Salmon T1 0.22 0.11

t0 -13.8 6.04
τ 36.4 33.8

800-900 T0 0.68 0.49
T1 0.23 0.09
t0 -4.9 -0.33
τ 28.7 34.1

200-300 T0 - 0.28
T1 - 0.23
t0 - 0
τ - 12.9

600-700 T0 - 0.13
Calf T1 - 0.22

t0 - 0
τ - 10.6

800-900 T0 - 0.08
T1 - 0.17
t0 - 0
τ - 5.9

1290-1380 T0 - 0.03
T1 - 0.05
t0 - 0
τ - 2.2
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Fit parameters for dehydration of salmon-sperm and calf-thymus DNA films:

Freq. range [GHz] parameter parallel
orientation [min]

200-300 T0 0.93
T1 -1.36
t0 0
τ 1.3

600-700 T0 0.72
Salmon T1 0

t0 -0.44
τ 2.0

800-900 T0 0.65
T1 0
t0 -0.21
τ 3.1

200-300 T0 0.71
T1 -0.61
t0 -1.86
τ 3.5

600-700 T0 0.69
Calf T1 -1.18

t0 -2.72
τ 2.9

800-900 T0 0.67
T1 -1.07
t0 -2.6
τ 3.2
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