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ZUSAMMENFASSUNG

Die Stabilität, Biokompatibilität und molekulare Erkennung von DNA
hat dazu geführt dass sich DNA zu einem vielversprechendem Bauma-
terial in der Nanotechnologie entwickelt hat. Besonders DNA Origami
nutzt die molekulare Erkennung von DNA um supramolekulare Struk-
turen beliebiger Form mit Genauigkeit im Nanometerbereich herzu-
stellen. Diese Positionsgenauigkeit bietet die Möglichkeit, biomoleku-
lare Systeme mit bisher unerreichter Kontrolle zu untersuchen. In dieser
kumulativen Dissertation fasse ich die folgenden drei DNA Origami
basierten Forschungsprojekte zusammen:

Im ersten Teil präsentiere ich die Nutzung von intakten Bakterio-
phagen M13 und λ as Quelle für einzelsträngige und doppelsträngige
Gerüststränge ohne vorherige Aufreinigung der genomischen DNA und
zeige desweiteren die erfolgreiche Herstellung von verschiedenen DNA
Origami Strukturen aus dieser Gerüststrangquelle.

Im zweiten Teil zeige ich eine DNA Origami basierte differentielle
molekulare Kraftwaage. Die wippenartige DNA Origami Struktur ver-
gleicht Bindungspartner auf einer Seite mit Referenzbindungspartnern
auf der anderen Seite. Das Bindungspaar mit der höheren Bindungsen-
ergie lässt die Struktur in einer geometrisch eindeutigen Form einrasten.

Im dritten Teil demonstriere ich wie man mit Hilfe von DNA Origami
eine nanometergroße Kraftklammer bauen kann welche autonom in Lö-
sung agiert und keinerlei Verbindung zur makroskopischen Welt hat.
Nach erfolgreicher Charakterisierung der Kraftklammer analysiere ich
die Schaltungskinetik der Holliday Struktur als Funktion der angelegten
Kraft. Daraufhin untersuche ich die Biegung von Promotor DNA durch
das TATA-Box Bindeprotein.
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ABSTRACT

The physical stability, biocompatibility, and molecular recognition have
made DNA a promising building material in nanotechnology. In partic-
ular, DNA origami uses the molecular recognition properties of DNA
to create supramolecular structures of virtually any geometry with
nanometer precision. This positional control offers the possibility to
investigate biomolecular systems at unequaled levels of control. In this
cumulative dissertation, I present the following three DNA origami cen-
tered research projects:

In the first part, I present the direct use of intact bacteriophages M13
and λ without further purification of the genomic DNA as a source of
single- and double-stranded scaffolds and show the successful one-pot
assembly of various DNA origami structures.

In the second part, I show a DNA origami structure as a differential
molecular force balance. The structure is a seesaw-like DNA origami
that compares a pair of binding partners on one side of the balance to a
reference pair on the other side. The binding pair with the stronger in-
teraction locks the structure in a distinct, geometrically distinguishable
conformation.

In the third part, I demonstrate the use of DNA origami to build
a nanoscopic force clamp that operates autonomously in solution and
has no connection to the macroscopic world. After characterization of
the device, I show how it can be used to study the Holliday junction
switching kinetics as a function of applied force. In a next step, I use
the force clamp to investigate the TATA-box binding protein mediated
bending of promoter DNA.
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1
INTRODUCTION

Nanotechnology is a tremendously interdisciplinary field that combines
concepts from various engineering and scientific disciplines, ranging
from surface chemistry to molecular self-assembly and semiconductor
physics. Nanotechnology aims to study and, more importantly, manip-
ulate matter on the nanometer length scale. Although experts from all
sciences have conducted research on the nanometer scale to gain fun-
damental knowledge, the ambition of nanotechnologists is to use that
knowledge to directly control matter on the atomic, molecular, and
supra-molecular scale to develop new materials, funcional systems, and
drugs.

Today, several applications of nanotechnology have found their way
into commercial products. Examples are silver nanoparticles as desin-
fection agents in food packaging, clothing, and various household ap-
pliances or titanium and zink oxide nanoparticles in sunscreen, food
products, and cosmetics. Nevertheless, all of these commercial prod-
ucts that are sold as “nanotechnology” are based on the bulk use of
passive nanomaterials, more a product of conventional material science
than of nanotechnology. Real world applications that require controlled
manipulation of matter on the nanoscale as envisioned by many of the
pioneers of nanotechnology have yet to be developed.

1.1 a brief (and incomplete) history of nanotech-
nology

Although nanotechnology is a relatively young discipline, pre-modern
examples of nanostructured materials date back to at least as early
as the 4th century. Often, craftsmen used their empirical understand-
ing to manipulate processes to produce materials with novel properties.
Striking examples are the 4th-century roman Lycurgus cup (figure 1a),
which contains colloidal gold and silver nanoparticles, and the Damas-
cus sabre blades, which already made use of carbon nanotubes more
than 400 years ago (figure 1b) [1].

More then a century ago, advances in colloidal and interface science
made the characterization of dispersions of nanometer sized particles
possible. Richard Zsigmondy was the first to study nanomaterials, espe-
cially colloidal gold, of sizes down to 10 nm using an ultramicroscope he
developed in the early 1900’s [5]. Langmuir introduced the concept of
monolayers, materials with the thickness of only one layer of molecules,
in the 1920’s [6]. Most of nanoscience’ development in the 1960’s and
1970’s was driven by the efforts of the electronic industry to increase

1
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a) b)

Figure 1: a) The Lycurgus cup is made of dichroic glass. Colloidal gold and
silver nanoparticles in the glass make it appear green when illu-
minated from outside (left) and red when illuminated through the
inside (right). Reproduced with permission from The British Mu-
seum [2] (CC BY-NC-SA 4.0). b) Sword maker in Damascus, Syria
(ca. 1900) and TEM image of remnants of cementite nanowires en-
capsulated by carbon nanotubes in a 400 year old sabre (scale bar
is 5 nm). Reprinted by permission from Macmillan Publishers Ltd:
Nature [1], copyright (2006).

the number of transistors on integrated chips, as described by Intel’s co-
founder Gordon Moore [7]. The term nanotechnology was used for the
first time by Norio Taniguchi in an article to describe the machining of
materials with atomic-scale dimensional tolerances [8]. But it was Eric
Drexler’s 1986 book Engines of Creation: The Coming Era of Nanotech-
nology [9] that made the term nanotechnology widely known. Together
with Drexler’s popularized conceptual framework for nanotechnology,
major scientific breakthroughs in the 1980’s lead to the emergence of
nanotechnology as its own field. The invention of the scanning tunnel-
ing microscope (STM) by Binning and Rohrer at IBM [10, 11] made
the visualization and later the manipulation of individual atoms by Ei-
gler [4] possible (a photograph of the first STM is shown in figure 2a
and the IBM logo made from individual atoms using the STM in figure
2b). Shortly after the invention of the STM, Binning developed another
scanning probe technique together with Quate and Gerber, the atomic
force microscope (AFM) [12]. Other influental advances include the dis-

a) b)

Figure 2: a) Photograph of the first STM, now on display at the Deutsches
Museum in Munich, Germany. Image source: [3] (CC BY-NC-SA
2.0). b) IBM logo made from 35 Xenon atoms. Each letter is 50 Å
in height. Reprinted by permission from Macmillan Publishers Ltd:
Nature [4], copyright (1990).

.

https://creativecommons.org/licenses/by-nc-sa/4.0/
https://creativecommons.org/licenses/by-sa/2.0/
https://creativecommons.org/licenses/by-sa/2.0/


1.2 top-down vs bottom-up 3

covery of Fullerenes in 1985 [13] and the description of nanocrystals of
a semiconducting material, the so-called quantum dots [14].

It nowadays seems to be widely accepted (and is often written) that
the origin of nanotechnology is Richard Feynman’s talk There’s plenty
of room at the bottom [15], which he gave at the American Physical
Society meeting at the California Intsitute of Technology in 1959. The
cultural anthropolgist Christopher Toumey, however, asks the follwo-
ing question in his work entitled Reading Feynman Into Nanotechnol-
ogy: A Text for a New Science: “Can we separate the early history of
nanotechnology from Feynman’s talk, and ask instead whether Plenty
of Room is retroactively read into the history of nanotechnology?” [16].
He points to alternative, more instrumentation centered narratives that
“could salute the STM as one of its founding ancestors”. Toumey ana-
lyzes the publication and republication history of Plenty of Room, its
scientific citation record, and comments from pioneers of nanotechnol-
ogy. When asked by Toumey about Feynman’s role in nanotechnology,
George Whitesides writes:

His enthusiasm for small science has certainly boosted its
[nanotechnology’s] general attractiveness, and made it in-
tellectually legitimate, especially in physics... I don’t think
that he was specifically important in the sense that Binnig /
Rohrer / Quate were. My sense is that most people in nano
became excited about it for their own reasons, and then...
have leaned on Feynman as part of their justification for
their interest.

Toumey concludes his article with the following:

Alternatively, one could accept that the history of nanotech-
nology will not fit neatly into the standards of the natur-
wissenschaften. Nanotech need not be one thing with one
beginning and one neat line of historical causation. It could
be a deep, rich, nuanced and sometimes contradictory body
of scientific thought and practice that we understand partly
by seeing it through different historical documents, and
through different readings of the same document, namely,
Richard P. Feynman’s There’s Plenty of Room at the Bot-
tom.

1.2 top-down vs bottom-up

Within the field of nanotechnology, two fundamentally different strate-
gies exist: top-down and bottom-up. In top-down nanotechnology, ex-
ternally controlled manipulation tools are used to remove and shape
material from larger substrates. This principle is heavily applied in the
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semiconductor industry and has reached a sophisticated level of pre-
cision. As structures decrease in size, however, the limitations of top-
down nanotechnology start to become apparent: all top-down meth-
ods are inherently serial and parallelization comes with a great cost.
Bottom-up nanotechnology, in contrast, is inspired by nature: all bio-
logical systems rely on self-assembly to produce ordered systems as a
function of molecular recognition without any external guidance. The
work presented in this thesis relies solely on the bottom-up approach
and self-assembly in particular. A short introduction to self-assembly is
given in the next section (1.3), followed by a brief overview of structural
nucleic acid nanotechnology in section 1.4.

1.3 self-assembly

In self-assembly, order forms from a disordered system of pre-existing
building blocks. The resulting complexity is completely internal to the
system and emerges from the characteristics of the components. Self-
assembly can only happen in open systems: the interaction with the
outside world has to compensate for the decrease in entropy due to the
creation of order. Each organism in the living world is self-assembled.
In each cell of each organism, a multitude of molecular machines floats
around and each of these machines performs tasks on an atomic scale.
All these machines are examples of sophisticated (bio-)nanotechnology.
They were, however, not intentionally designed, but rather emerged by
billions of years of evolution. One key feature of all of these molecular
machines is the atomically precise positioning of its constituent compo-
nents. This positional control typically accounts for their function.
One striking example of a self-asssembled biological nano-machine is

the ribosome (a visualization of the structure of the ribosomal subunits
is shown in figure 3). The ribosome is responsible for the synthesis

Figure 3: Small (left) and large (right) ribosomal subunits with RNA in or-
ange and yellow and proteins in blue. The active center where the
polypeptide synthesis takes place is colored green. Image by David
Goodsell [17, 18]

.
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of proteins in cells: it translates the genetic information coded on a
messenger RNA (mRNA) into a chain of amino-acids. The ribosome
itself is a molecular complex of proteins and ribonucleic acid (RNA)
and its size ranges from 20 nm to 30 nm (it varies from prokaryotic
to eukaryotic cells). It consists of a small and a large subunit. The
ribosome can be produced by self-assembly in its simplest form: when
mixing the building blocks together in a test tube under the right pH,
temperature, and salt conditions, it assembles itself [19]. The RNA folds
into a secondary structure and afterwards the proteins attach to the
RNA “scaffold” and stabilize it.
Nanotechnology can learn a great deal from nature and the way vir-

tually everything in the living world is self-assembled from nanoscale
components. Over the last decades, deoxyribonucleic acid (DNA) and
other biomolecules have been established as promising and powerful
materials for bottom-up nanotechnology. Nadrian Seeman, the pioneer
of DNA nanotechnology, stated the follwoing in an interview after being
awarded the Feynman Prize in Nanotechnology in 1995:

Nanotechnology is a very fancy buzzword for the chemistry
of the next century. To a certain extent, we’re going to
emulate the way things are done in cells. [20]

1.4 structural nucleic acid nanotechnology

Nucleic acids have unique molecular recognition properties that can be
used to make self-assembled branched DNA or RNA complexes [21, 22].
Construction materials in the macroscopic world require, amongst oth-
ers, the following properties: (I) robustness, (II) stability over a long
period of time, (III) ease of operation, (IV) affordability, (V) modular-
ity, and (VI) formability into custom shapes. It tourns out that DNA
as a construction material for the nanoscale fullfills these requirements.
DNA is robust and stable under a wide range of conditions and can be
stored easily for a long period of time (I & II). It is easy to handle in
water and a variety of buffers (III) and is commercially available for a
low price and short sequences up to 100 bases in length can be easily
synthesized on a large scale (IV). It is biocompatible, modular, and
the most important feature: it has a programmable sequence and offers
molecular recognition (V). These features are employed to generate self-
assembled structures of a designed shape from artificially designed DNA
molecules (VI). A short overview of the field of structural nucleic acid
nanotechnology with a focus on DNA is given in the next passage. A
detailed description of the molecular structure of DNA is given in the
section 2.1.
Nadrian Seeman, a crystallographer by training, wrote in 1982 in a

theoretical work:
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It appears to be possible to generate covalently joined three-
dimensional networks of nucleic acids which are periodic in
connectivity and perhaps in space. [23]

Although genetic engineers have made linear DNA constructs out of
two or DNA molecules using sticky-end ligation techniques since the
1970’s [24], more than just one-dimensional constructs are possible. In
nature, branched DNA molecules are intermediates in the process of ge-
netic recombination. Seeman realized that these DNA branches “...allow
us to make something that is not just a long piece of spaghetti” [20].
Driven by the frustration that came with the crystallization of interest-
ing biological macromolecules for X-ray crystallography experiments,
his vision was, and still is, to design periodic three-dimensional (3D)
lattices from DNA to host and orientate proteins (a cartoon illustart-
ing this concept is shown in figure 4a), which would otherwise not be
solluble on their own in aequous solutions. To create a basic motif
for the construction of orderly, crystal-like structures, Seeman exam-
ined a motif found in biological recombination systems, the Holliday
junction. Holliday junctions are covalent phosphate linkages between
two DNA duplexes. In organisms, these junctions are important for the
recombination of homologous sequences during cell division. During re-
combination, the junction can freely slide along the two connected DNA
double helices. Sequence asymetry immobilizes the junction and can be
used to create a spatially fixed connection between two DNA duplexes.
Several immobilized junctions can be stitched together via sticky-end
hybridization (figure 4b illustrates this concept). Sticky-ends are short,
single-stranded DNA (ssDNA) overhangs with sequences complementary
to each other.

Seemans group presented the first DNA based supramolecular assem-
bly with connectivity greater than two in 1991: a 3D cube made of six

b)a)

Figure 4: a) Vision of a DNA lattice as scaffolding for biological macro-
molecules. The macromolecules are arranged parallel to each other
within the DNA lattice, rendering them amenable to structure deter-
mination by X-ray crystallography. b) Immobilized Holliday junc-
tion made from four ssDNA strands with sticky-end overhangs. Four
of these branched junctions cohere based on the orientation of their
complementary sticky ends and form a square unit with unpaired
sticky-ends on the outside. More units can be added to the four
sides to make a periodic, 2D crystal. Reprinted by permission from
Macmillan Publishers Ltd: Nature [21], copyright (2003).
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b)a)

Figure 5: a) Seemans DNA Cube. Each of the six cyclic interlocked ssDNA
strands is linked twice to each of its four neighbors. Reprinted by
permission from Macmillan Publishers Ltd: Nature [21], copyright
(2003). b) Left: 2D schematics of the tensegrity triangle motif. The
over-under configuration of the three connected duplexes makes each
of the three arms point to a different plane in space, resulting in a
periodic 3D arrangmenet. Right: Optical image of the rhombohedral
tensegrity triangle crystals. Reprinted by permission from Macmil-
lan Publishers Ltd: Nature [29], copyright (2009)

ssDNA loops (figure 5a) [25]. The first periodic two-dimensional (2D)
lattices were build from DNA double-crossover (DX) tiles by Erik Win-
free in 1998 [26]. Other milestones of structural DNA nanotechnology
include a tetrahedron by the Turberfield group [27] and an octahedron
made from a 1.7 kilobase ssDNA from William Shih [28].

Almost 30 years after the initial proposal, Seeeman presented the first
rationally designed and self-assembled 3D DNA crystal (figure 5b) [29].
In 2006, Paul Rothemund revolutionized the field of DNA nanotech-
nology with the publication of the DNA origami technique: he used
hundreds of synthetic short oligonucleotides to fold a viral 7-kilobase
(7kb) ssDNA into arbitrary shapes (figure 6a) [30]. The extension of
DNA origami to 3D by Douglas et al. [31] in 2009 and the introduc-
tion of curvature by Dietz et al. [32] expanded the design possibilities
further. Additional structural design advances to create pre-stressed
tensegrity structures [33], hollow shapes with complex curvature [34],
and triangulated polyhedral objects [35–38] make it now possible to cre-
ate objects of almost any geometry. This objects are comparable in size
to viruses or ribosomes, while being fully addressable with nanometer
precision. This positional precision has created the potential to investi-
gate biomolecular systems at unequaled levels of control.

In recent years, RNA has gained attention in nucleic acid nanotech-
nology. Compared to DNA, RNA posseses a higher functional capacity
such as releasing small interfering RNAs in response to stimuli [40] or
scaffolding proteins [41, 42] as described for the ribosome in section
1.3. The large diversity of tertiary RNA motifs, which are not present in
the DNA world, expands the design space tremendously. On top of that,
RNA can be expressed genetically in large quantities and thus could lead
to in vivo synthetic biology applications of nucleic acid nanotechnology.
Early attempts to design and assemble structures comparable in size to
DNA origami structures focussed on DNA-RNA hybrid systems [43, 44].
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b)a)

Figure 6: a) Different 2D DNA origami shapes from Rothemund’s original pub-
lication. The top row shows the folding paths of the scaffold. The
middle row shows how individual helices bend apart away from
crossovers. The color indicates the base pair index along the folding
path. The bottom row shows AFM imgaes of the structures. Each
image is 165 nm by 165 nm in size. Reprinted by permission from
Macmillan Publishers Ltd: Nature [30], copyright (2006). b) Cotran-
scriptional folding pathway of a ssRNA origami motif. The T7 RNA
polymerase transcribes the template DNA. The RNA folds back on it-
self as it is being synthesized. Reprinted by permission from AAAS:
Science [39], copyright (2014).

In 2014, Geary et al. developed an architecture for the design of single-
stranded RNA (ssRNA) origami structures that fold cotranscriptionally
under isothermal conditions (figure 6b) [39].

1.4.1 State of the Art of DNA Origami

DNA origami has been established as a mature self-assembly technol-
ogy in basic science. It has been used numerous times to inevstigate
fundamental questions about the kinetics and thermodynamics of self-
assembly itself [45–48]. At the core of most studies involving DNA
origami structures lies the enourmous positional precision that is un-
precedented so far [49–55]. Areas of application include nanopores for
sequencing [56–58] or the mimickry of natural pores [59, 60], the study
of interactions with lipid membranes and their deformation [61–65], and
the construction of 2D and 3D lattices [66–71]. DNA origami has been
employed to study localized DNA- and enzymatic-reaction cascades [72–
77] and for biophysical studies of collective behaviour of motor proteins
[78–80] and biomolecular interactions [81–86]. In other great examples
of the power of DNA origami to structure material on the nanoscale,
the spatial arrangement of metalic nanoparticles, quantum dots, and
fluorescent nanodiamonds was used to rationally design light-matter in-
teractions [87–101]. Another promising route researchers pursued from
the beginning is the use of DNA origami structures as drug delivery con-
tainers. Initial steps have already been taken towards the goal of a fully
autonomous, site-directed delivery of drugs to target sites in organisms
[102–106].
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1.4.2 Challenges and Future Perspectives

So far, all the technical problems associated with nucleic acid nanotech-
nology and especially DNA origami did not significantly limit its applica-
tion in basic research. Some of the problems associated are for example
the inpurity of the materials involved, imperfect stoichiometries, low
assembly yields due to, for example, kinetic traps during thermal an-
nealing, or increasingly lower efficiency of attachment of modified com-
ponents as the complexity of the assemblies increases. Most of these
inherent characteristics have been approached with the application of
already available, smale scale purification techniques, which work suffi-
ciently well with the small volumes and low throughput needed for most
proof-of-principle experiments. In order to establish DNA nanotechnol-
ogy outside its niche in basic research, the following requirements have
to be met: DNA nanostructures need to be produced at much higher
quantity, with highly increased quality and purity of the materials in-
volved, at much lower cost [107]. Additionally, the stability of the DNA
nanostructures has to be improved for all applications that require
other environmental conditions than the once used in the controlled
laboratory scenario. Most of these limitations are already being ad-
dressed by the community [102, 103, 108–119], but there is still plenty
of room for improvement.

1.5 content of this work

This thesis is structured in the following way: In chapter two (2), I
will give an overview over the structure of the DNA molecule (section
2.1), introduce DNA origami in more detail (2.2), and briefly explain
the experimental techniques used to acquire all data presented in the
associated publications reprinted in this thesis (section 2.3). The work
presented in chapter three (3) is a humble contribution towards the
goal of a high yield and low-cost production of DNA origami struc-
tures. It explores alternative sources of scaffold material than the typ-
ically used, purified genomic DNA of bacteriophage M13. Chapter four
(4) proposes a DNA origami prototype for comparative binding assays.
The prototype features an in situ readout through locked, geometri-
cally distinguishable conformations and has no physical connection to
the macroscopic world. Chapter four paves the way for the nanoscopic,
DNA origami force clamp presented in chapter five (5). The force clamp
is self-assembled, operates autonomously and has the potential for mas-
sive parallelization. We use this DNA origami force clamp to study the
TATA-binding protein–induced bending of a DNA duplex under tension,
a system previously inaccessible to conventional force spectroscopy tech-
niques. Finally, in chapter six (6), I will give a short outlook to future
work.





2
THEORETICAL BAS ICS

2.1 the dna molecule

In all living organisms, DNA stores and transmits genetic information
from one generation to another and is hence essential for the devel-
opment and function of life. This makes DNA the central biomolecule
of life and its discovery one of the remarkable tales of the history of
molecular biology. The swiss phycisian Friedrich Miescher was the first
to isolate nucelic acids from the nuclei of leukocytes in 1869 in Tübingen
(figure 7) [120]. He named the substances “nuclein” and in subsequent
work speculated that it plays a role in the transmission of hereditary
traits. Decades later, in 1944, Avery, MacLeod, and McCarty corrobo-
rated this theory when they identified DNA as the molecule responsible
for bacterial transformation [121]. In 1952, Hershey and Chase used
radioactively labeled T2 Phage DNA to irrevocably confirm that DNA
and not proteins carry the genetic information [122]. Based on the x-ray
diffraction data of Franklin and Gosling, Watson and Crick published
the first correct double-helix model of the structure of DNA in 1953
[123].

Figure 7: Commemorative plaque in memory of the discovery of the “nuclein”
by Friedrich Miescher in 1869 in the laboratory of Felix Hoppe-Seyler
at the University of Tübingen, located in the Schloss Hohentübingen.

2.1.1 The Structure of DNA
The information
presented in this
section and the
following (2.1.2)
is, if not stated
otherwise, based
on reference [124].

DNA is a polymeric macromolecule. It is made from repeating units
called nucleotides (sthe chemical structure of DNA is shown in figure
8). Each nucleotide is composed of 3 entities: one of the four nucle-
obases adenine (A), cytosine (C), guanine (G), and thymine (T). the
monosaccharide deoxyribose, and a mono-, di,- or triphosphate. The
nucleobase is linked to the 1’ carbon atom of the deoxyribose - this
is called a nucleoside. The mono-, di,- or triphosphate attached to the

11
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Figure 8: a) Chemical Structure of the four nucleobases and the DNA double
helix. b) 3D structure of the right-handed DNA double helix in B-
form geometry.

5’ carbon atom of the deoxyribose ring in the nucleoside completes
the nucleotide. Nucleotides play a central role in the metabolism of
each organism: they serve as energy storage entities (e.g., adenosine
triphosphate), participate in signaling pathways (e.g., cyclic adenosine
monophosphate), and are parts of important cofactors of enzymatic
reactions (e.g., flavin mononucleotide). Long polymers of an arbitrary
composition of monophosphate nucleotides are made by linking phos-
phate to the 3’ carbon of another nucleotide’s deoxyribose ring. These
polymers are then called polynucleotides or ssDNA. A direction can be
assigned to a ssDNA molecule due to the asymmetric phosphodiester
bond between two adjacent deoxyribose rings. One end of the ssDNA
molecule terminates with a phosphate group at the 5’ carbon (the 5’-
end) while the opposite end terminates with a hydroxyl group at the
3’ carbon (the 3’-end). Enzymes are sensitive to this directionality and
usually process DNA from the 5’-end to the 3’-end.

Under physiological conditions, the four nucleobases undergo hydro-
gen bond mediated base pairing. A and T with two hydrogen bonds
and G and C with three hydrogen bonds form the two canonical base
pairs. G and C form the sliglthy more stable base pair (bp). In aqueous
solutions, the four bases form hydrogen bonds with water as well. The
aromatic rings of the nucleotides are positioned almost perpendicular
to the length of the DNA strand, therefore the π-orbitals of the aro-
matic ring of one base overlap with π-orbitals of the aromatic ring of
the adjacent base. The aromatic rings align and water is expelled from
the space between the nucleobases. This effect is called stacking and
the sum of all these stacking interactions greatly stabilizes the double
helix. Two ssDNA molecules with a reverse complementary sequence can
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bind together and the antiparallel strands form together a double helix.
Under physiological conditions, the DNA double helix usually adopts
the right-handed B-form. One full turn (10.5 base pairs) stretches over
3.5 nm with a diameter of 2 nm and a vertical distance between two
adjacent bp of 3.32 Å. The B-form double helix exhibits a major and a
minor groove (figure 8b). Under special buffer conditions, other confor-
mations of the double helix such as the A-form (right-handed, 11 bp
per turn, 2.3 nm diameter) or the Z-form (left-handed, 12 bp per turn,
1.8 nm diameter) occur.

2.1.2 Chemical and Physical Properties of DNA

2.1.2.1 Optical Properties

The four nucleobases, A, T, G, and C, have an absorption maxima at a
wavelenght of 260 nm. The total absorbance of a ssDNA strand depends
on the sum of the absorbance of the single nucleotides plus the effect
of the interactions between the nucleotides. This means that a single
strand absorbs less than the sum of its nucleotides and a double strand
less than the sum of its two component single strands. This effect is
called hypochromicity: the absorption of double-stranded DNA (dsDNA)
decreases up to 25% relative to the absorption of ssDNA and up to 40%
relative to the absorption of the single nucleotides. This effect can be
used to monitor hybridization events spectroscopically (see section 2.3.1
for more details).

2.1.2.2 DNA as Polyelectrolyte
A very detailed
and thorough
description of
nucleic acid–ion
interactions can be
found in reference
[125]

DNA in aequous solution is a higly charged polymer. At neutral pH,
every phosphate in the backbone is deprotonated and thus negatively
charged. The distribution of asociated ions, the so called ion atmo-
sphere, can be approximated by the Debye-Hückel theory. The dis-
cretely charged polymer is idealized as a chain with linear charge den-
sity and two layers of ions around the DNA strand are described. The
first layer comprises of condensed counterions on the DNA strand. These
counterions are free to translate along the elongation axis of the DNA
strand, but are confined to the phosphate backbone and remain within
a short distance called the Bjerrum length lb. lb describes the distance
at which the Coulomb energy between two unit charges equals the
thermal energy kBT . In water at room temperature, lb = 7 Å, roughly
the typical interphosphate distance between two nearest-neighbor nu-
cleotides. The second layer is a diffusive layer of anions and cations
loosely associated to the first layer.

2.1.2.3 Mechanical Properties of ssDNA

ssDNA in a fully screened state is a very flexible polymer. It can be
approximated to a certain degree with the freely jointed chain (FJC)
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model. The FJC model treats the polymer as a random walk and does
not take any kind of interactions between the individual monomers that
make the polymer into account. The polymer is described as a chain
of rigid rods of a fixed length lK (Kuhn length) whose orientation is
completely independent of neighboring monomers. With N monomers
forming the polymer the mean square end-to-end distance can be de-
scribed as:

< L2 >= l2K ∗N

The Kuhn length for semiflexible polymers such as ssDNA equals
twice the persistence length lP [126]. Next, we have to take thermal
fluctuations and entropic effects into account. A random coil usually
will resist elongation since it is accompanied by a significant decrease
in entropy (∆S). Assuming a chain with an end-to-end distance x, if x
is only a fraction of its full contour length LC , many more confirmations
for this compacted state than for its almost fully stretched state exist.
The result of this effect is called entropic elasticity. The force exerted
on each end of a long polymer can be expressed as:

< F >=
−3kBT ∗LC

l2K ∗N

The relation between the force F and the end-to-end distance x for
ssDNA can be described with a modified FJC model:

x(F ) = LC

[
coth

(
F ∗LK

kBT
− kBT

F ∗LK

)](
1 + F

S

)
where S is the stretch modulus of ssDNA. Experimentally determined

values for the Kuhn length and the stretch modulus are: LK = 1.5 nm
and S = 800 pN [127].

2.1.2.4 Mechanical Properties of dsDNA

dsDNA can be well described with the worm like chain (WLC) model.
In contrast to the FJC model, the WLC model treats the polymer as
an isotropic rod that is continuously flexible. The persistence length
LP is a measure of its rigidity and equals the distance at which the
correlation of two tangent vectors has decreased to 1/e:

< ~t(s) ∗ ~t(0) >= e−s/LP

where s is the contour distance between two points along the polymer.
Under physiological conditions, the persistence length LP of dsDNA is
approximately 50 nm [127].
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2.1.2.5 Melting Behavior

For many applications involving DNA, the melting temperature Tm is
significant. Tm is defined as the temperature at which half of the dsDNA
has been denatured into ssDNA. This makes the melting temperature
a measure for the stability of a dsDNA sequence. The Tm of a given
duplex depends on the length and the sequence of the duplex, as well
as the pH value and the salt concentration of the buffer. A variety of
numerical methods for the calculation of the melting temperature exist
[128]. Empirical approximations give a good result in calculating the
melting temperature. The simple Wallace rule [129] is applicable for
perfect duplexes 15 to 20 bases in length [130]:

Tm = 2 ◦C ∗N(AT ) + 4 ◦C ∗N(GC)

Here, N(AT ) and N(GC) stand for the number of AT and GC base
pairs, respectively. For oligonucleotides longer than 50 bases, the fol-
lowing expression [131] is valid :

Tm = (81.5+ 16.6 log[M+]+ 0.41(%GC)− 500
n

−0.62(%F )−1.2∗D)◦C

Here, [M+] is the concentration of monovalent ions, (%GC) is the
ratio between GC and AT base pairs, (%F ) the formamide content
and D the number of mismatches. These two methods are adequate for
most purposes, however, they do not take the effect of base sequence (as
opposed to base composition) into account. A more accurate estimation
of Tm includes the thermodynamic interactions of all nearest-neighbor
parameters [132]. In this method, changes of entropy and enthalpy (∆S
and ∆H) of the melting process are calculated for each dimer in the
duplex and then Tm is estimated as following:

Tm =
∆H

∆S +R ln c/4 − 273.15 ◦C

where R is the gas constant and c the molar strand concentration. A
detailed explanation of melting and secondary structure formation can
be found in reference [133].

2.2 dna origami

In DNA origami [30], a long DNA single strand of viral origin (the scaf-
fold) is folded into a desired shape by hundreds of short, chemically syn-
thesized oligonucleotides (the staples) (figure 9). Typically, M13mp18
bacteriophage derived genomic DNA of lenghts of around 7 to 8 kbp is
used as scaffold material. For the assembly, the scaffold is mixed with
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Scaffold
Staple

Figure 9: The long circular single stranded scaffold is “stapled” by a short
oligonucleotide (red), the staple, which has at least two comple-
mentary sections on the scaffold molecule. When all staple oligonu-
cleotides are added, the scaffold is folded into the predefined
shape. The adjacent antiparallel helices are held in place by dou-
ble crossovers in the form of holliday junctions.

the staples in a molar excess (typically five or ten times molar excess
of each individual staple over the scaffold) together with salt (usually
divalent magnesium ions) in a buffer solution. The mixture is heated to
at least 65◦C in order to render all the DNA in solution single-stranded.
This mixture is then slowly cooled down to room temperature over the
course of one hour to up to several days, depending on the complex-
ity of the designed geometry. During this cooling process, the staples
attach to their complementary parts on the scaffold and an array of
antiparralel double helices is formed (an exemplary structure is shown
in figure 10).

Theoretical and experimental results confirmed Paul Rothemunds’s
original assumption [30] that this process is highly cooperative: scaffold-
staple duplexes with a high melting temperature (indicated by a high
G-C content) form at higher temperatures. These duplexes then act
as nuclei that promote the hybridization of neighboring staples with a
lower Tm [45, 47, 116]. This also explains the experimentally observed
hysteresis between the critical annealing temperature of origami struc-

Figure 10: A 2D DNA origami rectangular structure. It measures 70 nm x
100 nm and is 2 nm high (the diameter of a double helix). Left:
Computer animated representation of the design: it consists of
24 neighboring antiparallel double helices represented as cylinders.
Middle: Section of the design blueprint. It shows the scaffold path
through the structure (in blue) folded into shape by the staple
oligonucleotides (in red) via double crossovers between two adja-
cent helices. The 5’-end of the staples is represented by squares,
the 3’-end by arrow heads. Right: AFM image of the folded object.
The scale bar is 50 nm
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tures during cooling and the critical melting temperature of structures
during heating [45, 116]. Branch migration functions as an error correc-
tion during the assembly: incorrectly bound staples and intra-molecular
secondary structures of the scaffold will be displaced eventually by the
perfectly complementary staples. This error correction, combined with
the fact that the relative stoichiometry between the staples (they are
not designed to bind to each other as they would be in non-scaffolded
DNA nanostructures) is not important, makes the self-assembly of DNA
origami structures not only work, but extremely efficient.

The groups of Kurt Gothelf and William Shih extended the DNA
origami method to three dimensions [31, 134]. The two approaches
are fundamentally different. Andersen and co-workers from Gothelf’s
group designed a 3D box out of 2D rectangular origami sheets with a
controllable lid. Shawn Douglas and co-workers from William Shih’s
group showed that a flat array of parallel helices can be folded into 3D
objects (figure 11 illustrates this concept with the six helix bundle (6HB)
origami as an example). In their work, individual helices are arrangen
on a hexagonal honeycomb lattice with staple crossovers to adjacent
helices. The inherent geometry of dsDNA allows the construction of
crossovers at angles of exactly 120◦ while maintaining the B-form DNA
configuration with 10.5 bp per full helical turn.

1
2
3
4
5
6

4

1
6
5

2
3
120°

Figure 11: 3D DNA origami structure: a 6HB. The 6HB can be conceptualized
as six neighboring antiparallel helices folded into a hexagon, which
is the unit cell of a honeycomb lattice. In this arrangement, each he-
lix has a maximum of three direct neighbors and double crossovers
to adjacent helices are possible in 120◦ angles. 2D schematic of the
scaffold (blue) and staple (red) paths. Scaffold and staple crossovers
are only possible between helices that are adjacent in the honey-
comb lattice. The TEM image shows a 420 nm long 6HB.

The method was further extended when, in the same year, Dietz et
al. showed that by a controlled pattern of base deletions and insertions,
twisted and curved origami objects of nearly all possible geometries
can be realized [32]. Since then, the DNA origami design space has been
more and more extended. Densely packed arrangement of helices in a
suqare lattice were realized by Ke et al. [135]. Hao Yan’s group pub-
lished hollow 3D origami structures with complex curvature [34] and
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Figure 12: Section of a zoomed out TEM image of assembled origami struc-
tures. The inset shows an average image of the same structure.
The scale bar is 100 nm. A detailed description of this structure is
given in chapter 5.

DNA gridiron nanostructures [136]. 3D pre-stressed tensegrity origami
structures were presented by Tim Liedl et al. [33] and most recently,
several groups acomplished the automated design of virtually any poly-
hedral geometrie with triangulated DNA origami structures [35–38].

The great promise of the DNA origami technique results from the fol-
lowing two main characteristics. First, DNA origami folding is a highly
parallel self assembly process. In a typical assembly reaction (for ex-
ample in a 100 µL volume with a concentration of scaffold material of
10 nM/L), the simple one-pot thermal annealing yields 109 individual
structures, assembled at the same time without any outside manipula-
tion. To illustrate the high degree of parallelization, a zoomed out TEM
image of origami structures adsorbed on a surface after a typical anneal-
ing reaction is shown in figure 12. Second, every base of every staple
in a DNA origami structure can theoretically be individually adressed.
Modern chemical synthesis makes it possible to modify each base in
an oligonucleotide with a variety of chemical moieties such as organic
fluorophores, reactive groups for click chemistry, conjugation molecules
for peptides and proteins, and many others. Combined with the knowl-
edge of the position in space of every base in an origami structure,
we can think of such an origami structure as a nano-breadboard with
sub-nanometer addressability. Some examples of this addressabiity are
shown in figure 13.
The design of DNA origami structures is typically done using the

computer aided design software package caDNAno [135, 138]. The de-The open source
software package

caDNAno can
be downloaded from
http://cadnano.org/

sign routine contains three steps: (I) a geometrical model that approxi-
mately matches the desired shape is defined; (II) the structure is filled
with antiparallel double helices and a scaffold path passing through the
whole structure is selected; (III) complementary staple strands (typi-
cally around 200 individual staples) are assigned to the scaffold. Fi-
nite element [139] and coarse-grained [140–143] simulation tools help
to refine the design in silico before any physical experiment has to be
run. So far, however, definite design rules (regarding for example the
crossover density, seuqence composition at crossovers, staple-scaffold
segment lenghts, etc.) are not yet formulated and are still being ives-
tigated [117, 144]. Experimental techniques for the assessment of the

http://cadnano.org/
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a) b)

Figure 13: a) AFM image of a 2D origami structure with “M13” written on
top of it [137] using dumbbell shaped hairpins [30]. The scale bar is
50 nm. A detailed description of this structure is given in chapter 3.
Reprinted by permission from WILEY-VCH: SMALL [137], copy-
right (2014). b) Left- and right-handed origami and gold nanopar-
ticle nano-helix and their corresponding TEM image next to it. The
scale bar is 20 nm. Reprinted by permission from Macmillan Pub-
lishers Ltd: Nature [101], copyright (2012)

quality of folding and structural integrity include Cryo-EM [145], fluo-
rescent probes [112], and Small Angle X-ray Scattering [146, 147].

2.3 exerimental methods

DNA origami structures are usually smaller than 100 nm, at least on
two of the three spatial axes. It is not possible to fully visualize these
structures with conventional optical microscopy due to the diffraction
limit of visible light. However, biochemistry and biophysics offer other
experimental techniques to study these objects. The quantification of
the DNA-specific absorption of light is carried out with UV/Vis spec-
troscopy. UV/Vis spectroscopy and another spectroscopic technique,
fluoresence spectroscopy, can be used to monitor DNA hybridization
and even the folding of full origami structures in real-time [45, 46,
116]. A commonly used technique to study conformational changes and
enzymatic modifications of DNA and DNA based structures is gel elec-
trophoresis. Imaging of DNA and DNA assemblies is routinely carried
out using TEM and AFM [30, 31, 83, 145]. The latter, together with
other manipulation tools such as optical- and magnetic tweezers is also
used for force measurements on single DNA strands [127, 148, 149], DNA
devices [150], and DNA nanostructures [151–155]. An optical method to
obtain insight into conformational changes of DNA based machines and
structures is fluorescence and Förster resonance energy transfer (FRET)
in particular [134, 156–158]. Recent advances in far-field fluorescence
microscopy below the diffraction limit (super-resolution microscopy)
have made it possible to analyze DNA origami structures in the sub-
100 nm regime optically [49, 52, 159, 160].
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2.3.1 UV/Vis Spectroscopy

UV/Vis spectroscopy can be used to determine the molar concentration
of nucelic acids present in solution (see 2.1.2.1 for the optical properties
of DNA). The concentration of nucelic acids in solution can be derived
after measuring the optical density A at 260 nm of a sample by the law
of Lambert-Beer:

A = log I0
I

= ε ∗ l ∗ c

I0 is the intensity of incident light and I the intensities of transmit-
ted light, ε is the wavelength-dependent molar extinction coefficient
of the molecule of interest, l the length of the light path through the
sample, and c the molar concentration. For long sequences of DNA, ap-
proximate conversion factors exist: the average mass for a measured
optical density (OD) of 1 is 50µg of dsDNA and 33µg of ssDNA in 1 mL
solution. The absorbance of the four individual bases are different, thus
these conversion factors are not accurate enough to be applied to short
oligonucleotides where the influence of the particular sequence matters.
Greater accuracy is achieved when the exact value of ε is calculated
[161, 162] for each particular sequence by the following equation:

ε260nm = 2 ∗
(

N−1∑
1
εnearest−neighbor

)
−

N−1∑
2
εindividual +

N∑
1
εmodification

Here, N is the total number of bases, εnearest−neighbor the nearest
neighbor coefficient for a base pair, εindividual the coefficient for an
individual base, and εmodification the coefficient for a base modification.
Typical modifications are fluorescent dyes or chemical residues such as
biotin.

2.3.2 Electrophoresis
The information
presented in this

sub-section is
primarily based on

reference [130].

Propably the most common technique for the analysis of DNA is gel
electrophoresis. It is also routinely used for the purification of nucleic
acids. It enables the sorting of charged molecules (it is not only used for
nucleic acids but also routinely applied to proteins) based on a combina-
tion of molecular characteristics such as size, hydrodynamic radius, net
charge, and surface charge density. An electric field is applied to a gel
matrix to move charged molecules through a matrix. Typical matrices
are agarose and polyacrylamide gels. Agarose and polyacrylamide are
polymers that can be crosslinked and the porosity of the resulting gel
can be controlled via the concentration of agarose or polyacrylamide’s
crosslinker in aequous solution. The decision for a certain gel material
depends on the sizes of the macromolecules that need to be separated.
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Polyacrylamide gels are typically chosen for separating small fragments
of DNA (up to 500 bp), and size differences as little as 1 bp in length
can be separated from one another. Agarose gels, in contrast, yield a
lower resolution, but have the advantage of a greater range of sepa-
ration. Fragments from 50 bp to several megabases in length can be
separated.
Agarose is a linear polysaccharide composed of alternating residues of

D-galactose and 3,6-anhydro-L-galactose. Agarose chains form helical
fibres and gelation of these agarose fibers results in a 3D net with chan-
nels of diameters ranging from 50 nm to more than 200 nm. Polyacry-
lamide gels are made via the polymerization of acrylamide monomers
into long, crosslinked chains. This reaction requires the presence of the
crosslinker bisacrylamide and is initiated by free radicals, which are typ-
ically provided by the reduction of ammonium persulfate by TEMED.
The pore size in polyacrylamide gels is much smaller then in agarose
gels.
To separate the samples, the gel is placed in a buffer-filled elec-

trophoresis chamber, the samples are filled in wells in the gel, and
an electric field is applied. The molecules migrate at different speeds
through the gel: to the anode, if they are negatively charged (such
as DNA), or towards the cathode if they are positively charged. The
speed of migration of DNA through gels is determined by different fac-
tors. One factor is the molecular size of the DNA fragment. Larger
molecules of dsDNA migrate more slowly because of higher frictional
drag. They worm their way through the gel pores less efficiently than
smaller molecules. Furthermore, the conformation of the DNA plays an
important role. Linear, nicked circular, and supercoiled circular DNA’s
have different migration speeds. Although the relative mobilities of
these forms primarily depend on the gel concentration, they are also
influenced by the following aspects: the density of superhelical twists
in the supercoiled form, the applied voltage, and the ionic strength of
the buffer used. All of these aspects make the exact prediction of the
migration speed of a given DNA sample difficult. Additionally, single-
stranded DNA often folds into complex secondary structures, which
influences its speed of migration in a largely unpredictable manner.
This can be overcome by the use of chemical agents which destabilize
hydrogen bonds (such as urea or formamide) to denature nucleic acids
and therefore cause them to behave in a more predictable way.
After sufficient separation, the DNA molecules are usually stained

with intercalating fluorescent dyes (such as ethidium bromide). These
dyes render the DNA visible under ultraviolet light. For purification,
the band of interest can be physically extracted and purified from the
surrounding gel matrix.
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2.3.3 Atomic Force Mircoscopy

The AFM, developed in 1986 [12], is a scanning probe microscopy tech-
nique with demonstrated sub-nanometer resolution. A sharp tip with
a radius of curvature on the order of a few nanometers is mounted
on the end of a flexible cantilever arm. This tip is used to scan the
specimen surface. When the tip comes into proximity of the sample
surface, forces between the tip and the surface lead to a deflection of
the cantilever. Various interactions contribute to this deflection: (I) van
der Waals interactions, (II) electrostatic interactions, and (III) dipole-
dipole interactions. The deflection of the cantilever is measured via a
laser spot that is reflected from the top surface of the cantilever into an
array of photodiodes. This deflection information is used as a feedback
parameter to adjust the distance between the tip and the sample.

Piezo Scanner

Cantilever & Tip

LaserPhotodiode
Detector- and

Feedback
Electronics

Sample Surface

Figure 14: Schematic drawing of an AFM in intermittent contact mode.

Different imaging modes exist, however, the force excerted by the
tip onto the sample is ideally maintained constant in all of them. For
biological samples, the most gentle imaging mode is the intermittent
contact mode and this mode was used for all AFM images presented in
this thesis. A schematic drawing of an AFM operated in intermittent
contact mode is shown in figure 14. In the intermittent contact mode,
the cantilever is driven to oscillate near its resonance frequency. The
tip-to-surface interactions damp the amplitude of the oscillation of the
cantilever. The amplitude is used as a feedback parameter to keep the
height of the cantilever over the surface on a constant level. This “tap-
ping” method significantly reduces the damage done to the sample and
the tip compared to imaging in full contact with the sample.

DNA can be easily immobilized to the surface via electrostatic inter-
actions: Typically, a freshly cleaved mica surface (negatively charged)
is saturated with divalent, positively charged ions such as magnesium.
The negatively charged DNA structures can adsorb from the solution
to the modified surface. Imaging in intermittent contact mode is then
carried out in fluid usually using a buffer containing magnesium ions.
[163]
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2.3.4 Transmission Electron Microscopy

The TEM is capable of a significantly higher resolution than conven-
tional optical light microscopes. Instead of visible light, it uses a beam
of electrons that is transmitted through a thin specimen. Electrons that
are not scattered or absorbed in the specimen are detected on either a
fluorescent screen, photographic film, or a CCD camera. The maximum
resolution can be defined as the minimal distance d between two points
at which they can still be resolved as separate points. The minimum
d of conventional optical light microscopy is limited by the wavelength
of light being used to probe the sample of interest:

d =
λ

2 ∗NA

with λ being the wavelength and NA the numerical aperture. For
conventional optical light micrsocopy, dmin is around 250 nm. The wave-
length of electrons, however, is related to their kinetic energy and is
given by the de Broglie equation:

λ =
h

p

with the Planck constant h and the momemntum of the electron p.
The de Broglie wavelength of electrons is several orders of magnitude
smaller than the wavelength of visible light, thus theoretically allowing
for imaging with atomic resolution. This was realized early on after
the publication of the De Broglie hypothesis and the first commercial
TEM from Siemens was installed already in 1939 (figure 15 shows a
photograph of the machine). Ernst Kruska, one of the pioneers of the
development of the TEM, shared the nobel prize for physics in 1986
with Binning and Rohrer.

Figure 15: Photograph of the first commercial TEM. Originally installed at
IG Farben Werke in 1939, it is now on display at the Deutsches
Museum in Munich, Germany. Image source: [164] (CC BY-NC-SA
2.0)

https://creativecommons.org/licenses/by-sa/2.0/
https://creativecommons.org/licenses/by-sa/2.0/
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In a TEM, the elctrons are generated via thermionic emission from
a filament and then accelerated in an electric field. The higher the
acceleration voltage, the smaller the wavelength λ of the generated
electrons and thus the theoretically achievable resolution. After accel-
eration, the beam of electrons is focused onto the specimen by electro-
magnetic lenses.
Most biological samples (including DNA) give a poor contrast in elec-

tron microscopy. Thus, these samples typically require a treatment with
a staining solution containing heavy atoms prior to the imaging. All
TEM images of DNA origami structures shown in this thesis were taken
from samples stained with either uranyl acetate or uranyl formate.

2.3.5 Single-Molecule FRET and ALEX

The transfer of energy from one chromophore to another is called FRET.
A donor fluorophore, which is initially in its excited state, transfers en-
ergy to an acceptor fluorophore, which is initially in its ground state,
via nonradiative dipole-dipole coupling [165, 166]. Upon excitation, the
donor fluorophore absorbs a photon and is excited from the ground
state S0 to a higher vibrational level of S1. The donor molecule relaxes
into the lowest vibrational level of S1 and subsequently to the ground
state. If the acceptor molecule is in close proximity and its absorption
spectrum overlaps with the emission spectrum of the donor, the energy
difference between the two states is transferred radiatonless to the ac-
ceptor. This means that the donor relaxes without the emission of a
photon and is instead exciting the acceptor. After internal relaxation,
the acceptor emits a redshifted photon (if it is a fluorophore) or dissi-
pates the transferred energy without radiation (if it is a dark quencher).
Figure 16a shows this effect schematically.
The efficiency of the energy transfer from donor to acceptor depends

strongly on the distance r between the two (figure 16b). The Förster
radius R0 is the distance at which the energy transfer efficiency E is
50% and is described by the following equation:

E(r) =
R6

0
R6

0 + r6

Commonly used FRET pairs such as Cy3-Cy5 have a Förster ra-
dius R0 of approximately 5 − 6 nm. R0 is a function of the fluorescence
quantum yield of the donor QD, the dipole orientation factor κ2, the
refractive index of the medium n and the overlap integral J(λ) of the
donor emission spectrum with the acceptor absorption spectrum. It can
be calculated for a given donor-acceptor pair from spectroscopic data.
The overlap integral J(λ) is defined by the following equation:
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J(λ) =

∞∫
0

FD(λ)εA(λ)λ
4 dλ

where FD(λ) is the normalized fluorescence intensity of the donor
fluorophore and εA(λ) is the extinction coefficient of the acceptor at
the wavelength λ. For fluorophores that are able to rotate freely and
are isotropically oriented during the lifetime of their exited state, the
dipole orientation factor is typically approximated with κ2 = 2/3 [167].
The fact that E scales with 1/r6 makes FRET spectroscopy a highly
sensitive technique to measure distances in the range of 1 nm to 10 nm.
The analysis of ensemble FRET measurements is often complicated

by a pronounced heterogeneity inherent to most samples. This hetero-
geneity can be attributed to several reasons: free fluorescent dye in the
background, unlabeled molecules of interest that remain undetected,
inactive fluorophores at the time of excitation, and unsynchronised
species. Measuring FRET on the single-molecule level is a common way
of addressing these problems, at least partially. Typical single-molecule
FRET spectroscopy experiments use only a single excitation wavelength.
A continous multiwavelength excitation approach renders the extrac-
tion of accurate FRET efficiencies complicated due to the uncertainty
over the source of the acceptor emission photons. Emission in the accep-
tor channel could result from FRET but also from direct acceptor exci-
tation. alternating laser excitation (ALEX) spectroscopy obtains donor
excitation and acceptor excitation based observables for each single
molecule by rapid alternation between the donor and acceptor excita-
tion. The technique was developed in the group of Shimon Weiss in the
early 2000’s as a general FRET based method for the study of struc-
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Figure 16: a) Jablonski diagram of nonradiative energy transfer between two
fluorophores with overlapping emission and absorption spectra. b)
The FRET efficiency E plotted as a function of the ratio be-
tween the donor-acceptor distance r and the Förtser radius R0. At
r/R0 = 1, half of the energy is transferred from the donor to the
acceptor molecule resulting in a FRET efficiency of E = 0.5. c) Ide-
alized E − S histogram showing four different populations: donor
(green) only (E = 0,S = 1), acceptor (red) only (E = 1,S = 0),
donor-acceptor pair separated by a long distance resulting in low
FRET (E = 0,S = 0.5), and donor-acceptor pair separated by a
short distance resulting in high FRET (E = 1,S = 0.5).
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ture and interaction at the same time [168–170]. In ALEX, two distinct
emission signatures are collected by calculating the following two fluo-
rescence ratios: the FRET efficiency E and the stoichiometry S. E as a
measure for the donor-acceptor distance is calculated from the recorded
data as follows:

E =
FAem

Dexc

FAem
Dexc

+ µFDem
Dexc

with the donor emission upon donor excitation FDem
Dexc

, the acceptor
emission upon donor excitation FAem

Dexc
and a detection correction fac-

tor µ. S is a distance-independent measure for the relative donor and
acceptor stoichiometry and is calculated as follows:

S =
FDexc

FDexc + FAexc

with the sum of donor excitation based emissions FDexc and the sum
of acceptor excitation based emissions FAexc . For donor-only species,
FAexc = 0 and thus S = 1. For acceptor-only species, FDexc = 0 and
thus S = 0. Species with exactly one donor and one acceptor ideally
result in a S value of 0.5. Typically, a gaussian distributian around
this value is obersved due to photophysical properties of the dyes and
slight variations in their efficiency of detection. Since S is indepen-
dent of the distance between donor and acceptor, it is useful for the
thermodynamic and kinetic analysis of interactions. S also reacts very
sensitive to changes in brightness of the donor or acceptor dyes and
thus can indicate changes in the local environment of the species. The
values for E and S are typically plotted in a 2D histogram (an idealized
E − S histogram is shown in figure 16c) that allows virtual sorting of
molecules. Another advantage of ALEX is its compatibility with time
scales of sample dynamics ranging from nanoseconds to milliseconds.
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DNA ORIGAMI STRUCTURES D IRECTLY FOLDED
FROM INTACT BACTERIOPHAGES

For most applications of DNA origami beyond the proof-of-principle lab-
oratory scale, whether this is in drug delivery, biosensing, or materials
science, large quantities of DNA structures on at least the gram-scale are
required [107, 109]. The two components of DNA origami structures are
the single-stranded scaffold and the roughly 200 individual short staple
oligonucleotides. The staples are chemically synthesized and purchased
from commercial suppliers. Via chemical synthesis, single-stranded DNA
of lengths up to 100 nucleotides can be produced routinely and econom-
ically with quality and purity sufficient for proof-of-principle laboratory
scenarios. The coupling efficiency in chemical synthesis of roughly 99%,
however, means that already an oligonucleotide of 20 base length will
have a failure rate of 20%. Consequentially, the scaffold strand has to
be derived from a different source than chemical synthesis.

3.1 intact bacteriophages as a source of scaffold

Several enzymatic methods can be applied to make long ssDNA in vitro.
Examples are asymetric polymerase chain reaction (PCR) [171], rolling
circle amplification [114, 172–175], or the separation of biotinylated
strands with magnetic beads after denaturation [176]. Nevertheless,
these methods rely on the use of purified enzymes and/or deoxynu-
cleotides and the ammount of ssDNA is practically limited to the mil-
ligram scale [109]. The most scalable method of production of ssDNA
is the use of bacteriophages in Escherichia coli (E.coli) hosts. Bacte-
riophages are viruses that infect and replicate within bacteria. The
scaffolds typically used for DNA origami are variants of bacteriophage
M13mp18 genomic DNA. Most researchers purchase from commercial
suppliers at great costs. The price of these scaffolds often dominates
the cost (depending on the supplier, up to 80% of the cost can be
atrributed to the scaffold [30]). These costs can be reduced by using
self-produced scaffold material. The method of choice for in-house pro-
duction of bacteriophage scaffold DNA is a standard shake flask scale
with reported yields on the order of 10 mg of purified ssDNA per liter of
culture [130, 177]. Additionally, the purification from the bacteriophage
particles involves several steps, which reduces the potential for scaling
and automation. The challenge of scaling the scaffold production was re-
cently addressed with the development of efficient production methods
using high-cell-density fermentation in stirred-tank bioreactors [109].

27
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In the first part of the asscoiated publication P1, we presented a
method that uses intact bacteriophage particles instead of purified ge-
nomic bacteriophage ssDNA directly in the thermal annealing of DNA
origami structures. We tested this method with different DNA origami
geometries and concluded that the assembly yield and quality is in-
distinguishable of the control structures prepared conventionally. As a
next step, we used a crude bacteriophage suspension as a scaffold source.
First, the E.coli cells are infected with bacteriophages in a liquid culture.
After sufficent incubation, the E.coli cells are removed via simple cen-
trifugation and the staples and some detergent is added to the crude
suspension of intact phages. This suspension includes all the remaining
components from the growth medium and excreted metabolic products
from the bacteria. After an initial heating step to 65 ◦C, thermal an-
nealing is then carried out at a constant temperature experimentally
identified for each origami design according to reference [116]. As a
prove of principle, we tested this approach with a 6HB origami struc-
ture on the milliliter scale with thermal annealing in a simple water
bath (schematically shown in figure 17). Again, the yield and quality
of assembled structures were indistinguishable from the control sample.

thermal annealing

E.coli

M13

staples

M13

remove E.coli,
add components

for assembly

infected E.coli
liquid culture

imaging

crude phage suspension
plus staples

assembly at constant
temperature

assembled
DNA origami

1. 2. 3. 4.

Figure 17: Illustration of the crude phage suspension as scaffold source. (1.)
E.coli cells infected with M13 bacteriophage are grown in a liquid
culture. The cells amplifiy the phage and secret progeny phage par-
ticles into the surrounding medium. (2.) The bulky E.coli cells are
removed via centrifugation. The staples needed for DNA oirgami
folding are added to the suspension. The scaffold is inside the in-
tact phage particle. Detergent is added in small amounts to help
the release of the scaffold from the phage. (3.) After an initial heat-
ing step to release the scaffold from the phage, the suspenion is
incubated at a constant temperature to anneal the origami. Shown
is a photograph of a proof-of-principle experiment with 6HB struc-
tures, folded using a simple heating plate with temperature control
instead of a thermocycler. (4.) TEM micrograph of a 6HB structure
after annealing in the water bath. The scale bar is 100 nm.

Our results imply that DNA origami nanostructures can be success-
fully folded in a complex mixture of biological compounds. We envision
that this approach can be easily combined with advances in enzymatic
in vitro staple production developed in the Högberg group [114] and
high-cell-density fermentation co-developed in the Dietz group [109].
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Together with purification techniques such as rate-zonal centrifugation
[115] or PEG-precipitation [111], all components for a fully automated,
cheap, and easily scalable production of DNA origami structures from
fully biotechnologically produced materials should now be available.

3.2 scaling the size of dna origami

The length of the scaffold molecule used for DNA origami limits the size
of the assembled structure. The typically used bacteriophage M13 de-
rived genomic ssDNA is the longest readily accessible scaffold up to now.
Hierarchical assembly strategies were developed to increase the size of
DNA origami structures, but these approaches typically suffer from low
overall yields [178–180]. Increasing the length of the scaffold could en-
able the assembly of larger single structures while avoiding the low as-
sembly yields in hierarchical assembly. Earlier efforts to produce longer
ssDNA scaffolds achieved lenghts of up to 26 kilobases [181–183]. In a sec-
ond part of the asscoiated publication P1, we presented a method where
bacteriophage λ particles, which have 50 kilobasepair dsDNA genomes,
were directly used as a scaffold source for an attempt to assemble a 2D
DNA origami structure of a molecular weight of 64 MDa. The method
used a double-stranded scaffold, earlier introduced by Högberg et al.
[184]: a combination of heat and chemical denaturing agents is used
to fully melt a double-stranded DNA. Followed by a sudden tempera-
ture drop and stepwise dialysis, two distinct DNA origami structures
are folded in the presence of two separate sets of staple strands. In
our approach, we designed two geometrically identical, but chemically
different monomers that would together form a 2D homodimer origami
structure, 200 nm by 400 nm in size. Unfortunately, we never succeded
to produce fully intact origami structures with satisfactory yield due
to several experimental and technical limitations discussed in detail in
the publication. In the meantime, the group of Thomas LaBean were
able to produce a more than 50 kilobases long ssDNA scaffold from a
λ/M13 hybrid phage [185].
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 DNA Origami Structures Directly Assembled from Intact 
Bacteriophages   

   Philipp C.    Nickels     ,        Yonggang    Ke     ,        Ralf    Jungmann     ,        David M.    Smith     ,    
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DNA origami constructs from the two individual ssDNA 

molecules in a one-pot reaction. [ 14 ]  More recently Yang  et al.  
used fragments of double-stranded λ-DNA as a unifi ed scaf-

fold for the assembly of single DNA origami structures and 

Pound and co-workers used PCR followed by strand sepa-

ration to produce single-stranded scaffold molecules. [ 15,16 ]  

Furthermore, as shown by Zhang and co-workers, where long-

range PCR was used for the production of single-stranded 

scaffolds of up to 26 kb, [ 17 ]  alternative scaffold sources enable 

the assembly of larger single structures while avoiding often 

low-yield hierarchical assembly procedures. [ 18–20 ]  All these 

methods extend the DNA origami technique considerably 

but also rely on various time consuming and tedious modi-

fi cation steps of either naturally occurring or synthetic tem-

plate DNA such as several purifi cation steps, PCR, strand 

separation, enzymatic digestion and/or modifi cation. In addi-

tion, for many promising applications of the DNA origami 

technique – such as nanomedicine or drug delivery – a large 

quantity of the material is needed. Scaling up the assembly 

process and maximizing the assembly yield while reducing 

both labor and cost remains a major challenge for the future 

development of the fi eld. [ 21 ]  

 Here we present a fast and versatile method for the direct 

employment of genomic nucleic acids from naturally occur-

ring bacteriophages. Two bacteriophages (M13 and λ) were 

used as scaffold sources for the assembly of DNA origami 

constructs without further purifi cation of the genomic DNA: 

intact bacteriophage M13 particles, which have ∼7 kilobases 

long ssDNA genomes, were used as scaffold material to suc-

cessfully fold four different 2D and 3D DNA origami struc-

tures; bacteriophage λ particles, which have ∼50 kilobasepair 

(kbp) dsDNA genomes, were directly used as a scaffold 

source for an attempt to assemble a 2D DNA origami struc-

ture of a molecular weight of 64 MDa. Together with our 

recently published method for enzymatic generation of short 

oligonucleotides, [ 22 ]  the presented method opens a potential 

for scalable DNA origami production, deriving all necessary 

material directly from bacterial cultures without the need for 

downstream purifi cation procedures. 

  Scheme    1   illustrates the basic principles behind 

our approach: the bacteriophage particles are mixed with 

the synthetic staple strands, chemical agents and enzymes 

to denature the phage particles as well as the dsDNA (in 

the case of bacteriophage λ), and buffer containing MgCl 2  

needed for the assembly. The mixture is heated to assist DOI: 10.1002/smll.201303442
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  The scaffolded DNA origami technique [ 1,2 ]  has been success-

fully applied in a growing number of fi elds due to its simple 

and computer-aided design process, [ 3–6 ]  its versatility and 

its high production yields. It has enabled the self-assembly 

of a large variety of different two-dimensional (2D) [ 1 ]  and 

three-dimensional (3D) [ 7–11 ]  nanoscale geometries of high 

complexity as well as the super-assembly of individual con-

structs into large arrays of micrometer dimensions. [ 12,13 ]  

Origami assemblies are usually composed of one long scaf-

fold strand and hundreds of short oligonucleotides of pro-

grammed sequences that fold the long strand into a desired 

shape. Each construct can thus be designed  de novo  and is 

potentially addressable with nanometer precision. The most 

commonly used scaffold material is purifi ed M13mp18 single-

stranded DNA (ssDNA) derived from bacteriophage M13. 

The price of the scaffold molecule dominates the cost of M13 

based DNA origami (about 80% of the overall cost when 

buying from the cheapest manufacturer and using a 10-fold 

excess of staple strands). [ 1 ]  These costs can be reduced by 

using self-produced and purifi ed scaffold material, but the 

purifi cation from the bacteriophage particles nevertheless 

involves several steps which reduces the potential for scaling 

and automation. 

 Different approaches to exploit various other scaffold 

sources have been reported: Hogberg  et al.  separated double-

stranded DNA (dsDNA) – a 7560 kilobasepair (kbp) M13 

derivative, the 4.7 kbp pEGFP plasmid and a 1.3 kbp poly-

merase chain reaction (PCR) product – to fold two distinct 
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the denaturing process of the phage particles and thus the 

genomic ssDNA or dsDNA is released. The DNA origami 

constructs are assembled in subsequent thermal annealing 

procedures as described later in the text.  

 First we used purifi ed M13 suspensions to fold four pre-

viously described DNA origami assemblies directly from 

bacteriophage particles ( Figure    1  a-d, left): a 70 × 100 nm 2D 

rectangle [ 1 ]  from a 7249 base long M13 derivative, a 420 nm long 

six helix bundle [ 23 ]  (6HB) and a 70 nm long 24 helix bundle [ 24 ]  

(24HB) from a 7560 base long M13 derivative, and a 30 × 50 nm 

three layer block [ 25 ]  from a 8064 base long M13 derivative. The 

M13 phages were prepared as previously described (supple-

mentary note S1.1 & fi gure S1). [ 23 ]  For all four structures 5 nM 

of corresponding phage particles were mixed with 100 nM of 

each staple, 1x Tris-EDTA buffer, 5 mM NaCl, various MgCl 2  

concentrations (12 mM for the 2D rectangle, 16 mM for the 

6HB, 18 mM for the 24HB and 3 layer block), 0.1% SDS, and 

1mg/mL Proteinase K. The samples were heated to 65 °C for 

5 min and then cooled down to 25 °C via a nonlinear annealing 

ramp over the course of 2 to 40 hours (2 hours for the 2D rec-

tangle, 16 hours for the 6HB and 3 layer block, 40 hours for the 

24HB) (supplementary note S1.2 & fi gure S2).  

 After folding, the samples were analyzed and com-

pared to control samples folded conventionally from puri-

fi ed scaffold via agarose gel electrophoresis. Comparing the 

intensity of the bands containing well formed structures to 

the overall intensity of the lane shows that the constructs 

form with high yields comparable to those from the control 

sample folded from purifi ed scaffold (Figure  1 a-d). The 2D 

rectangle was dialyzed to remove the SDS for subsequent 

atomic force microscope (AFM) imaging. The 6HB, 24HB 

and three layer block were excised from the agarose gels 

for transmission electron microscope (TEM) imaging. AFM 

(Figure  1 a) as well as TEM data (Figure  1 b-d) confi rm that 

indeed the designed geometries were formed, the structures 

are intact and after gel purifi cation are free enough from 

contaminating protein to be used subsequently in applica-

tions requiring imaging of DNA origami (additional AFM/

TEM data in fi gure S4). In all our experiments we could not 

observe a signifi cant difference in assembly yield compared 

to conventional DNA origami assembly using purifi ed scaf-

folding DNA. In addition, damage of the scaffold DNA due 

to protein degradation prior to the assembly could not be 

detected. 

 To test the potential of the presented method for the 

large-scale assembly of DNA origami structures, we folded 

structures directly from an M13 infected E.coli liquid cul-

ture without further purifi cation of the phage particles. 

The only purifi cation step was the removal of the  E.coli  
bacteria via centrifugation at the point of harvest. First we 

tested whether a crowded environment full of biological 

compounds might inhibit the self-assembly process via 

the addition of increasing amounts of fetal bovine serum 

(FBS). The gel data (fi gure S3a) nicely shows that no sig-

nifi cant decrease in assembly yield could be observed. Next 

we directly used a crude M13 phage suspension in liquid 

growth medium as a scaffold source to assemble the M13 

based 6HB (fi gure S3b). A typical M13 liquid culture prep 

yielded a phage concentration of about 1 to 2nM. To the 

crude phage suspension (3/4 of the fi nal sample volume) 

we added 12.5nM of each staple, 1xTris-EDTA buffer, 

MgCl 2  to a fi nal concentration of 16nM, 0.1% SDS and 

1 mg/mL Proteinase K. The mixture was then subjected to 

the same thermal annealing ramp as described before for 

the 6HB (detailed description in supplementary note S1.3 

and fi gure S3b). The agarose gel analysis data as well as the 

TEM image of a gel purifi ed sample (Figure  1 e) show that 

the 6HB assembles directly from the crude phage suspen-

sion with a yield comparable to the control sample folded 

from the purifi ed phage particles. The only difference is the 

small decrease in migration speed in the gel due to the high 

sodium concentration in the crude phage suspension (the 

 E.coli  growth medium used here contains 5g NaCl per 1L 

resulting in a fi nal concentration of about 62nM NaCl when 

using 3/4 of the fi nal sample volume). 

 Finally, we employed our method with the goal to 

increase the achievable size of single DNA origami struc-

tures to a larger bacteriophage, the bacteriophage λ. We 

designed two geometrically identical but chemically distinct 

monomers (rectangles, 100 × 400 nm in size) for each of the 

two λ-DNA single strands. Those monomers are connected 

via an extra set of staples to form the complete rectangular 

object of 200 × 400nm in size (Scheme  1 , detailed description 

in supplementary note S3.2 and fi gures S14-16). For initial 

control experiments we used commercially available λ-DNA. 
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thermal energy
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a Bacteriophage M13
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Proteinase K thermal energy
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+
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 Scheme 1.    The phage particles are mixed with the staples and all 
components needed to denature the phage, release the scaffold DNA 
and assemble the DNA origami structure. The phages are denatured 
and the DNA origami structures are assembled via thermal annealing 
in a one-pot reaction.  (a)  Once the M13 phage is denatured, annealing 
is analog to conventional DNA origami: the staples fold the single-
stranded scaffold into the designed shape.  (b)  After denaturing the λ 
phage, the double-stranded λ-DNA is denatured and the two single-
strands (blue and red) are folded into shape by two sets of staples. 
Connector staples stitch the two parts together to create the fi nal object.
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However, the purifi ed λ-DNA exhibited nicks of the phos-

phate backbone, most likely resulting from mechanical stress 

during conventional DNA extraction and purifi cation. Such 

nicked λ-DNA double strands dissociate into many random 

single-stranded fragments instead of just two single strands. 

This prevented the full assembly of the structure in our ini-

tial experiments (AFM images in  Figure    2  d and S9a). Next 

we prepared our own λ-phages (supplementary note S2.1 & 

fi gure S5) and compared the quality of the genomic DNA to 

the commercially available λ-DNA. Denaturing agarose gels 

showed that our ‘homemade’ λ-DNA directly released from 

phage particles is intact (supplementary 

note S2.2 & fi gure S6). [ 26,27 ]   

 We then proceeded to assemble the 

designed structure directly from our pre-

pared λ phages. We mixed 0.2 nM λ-phage 

with 10 nM staples, 1x Tris-EDTA buffer 

containing 12 mM MgCl 2 , 0.1% SDS, 

and 40% formamide. Formamide lowers 

the melting temperature of dsDNA by 

∼0.64 °C/% [ 28 ]  (melting curves of λ-DNA 

are shown in fi gure S7). The mixture was 

incubated at 80 °C for 15min followed by 

a fast temperature drop to 25 °C in the 

presence of the excess of staple strands 

to prevent re-annealing of the two long 

λ-DNA single strands. The sample was 

subsequently cooled to 4 °C via a non-

linear annealing and afterwards dialyzed 

overnight at 4 °C to remove the forma-

mide and SDS (supplementary note S2.4 

& fi gure S8). 

 Figure  2 a shows an agarose gel of 

the assembled structure. Two separate 

bands – both migrating faster than the 

native dsDNA – are visible. High fl exibility 

(and thus low stability) of our structure 

as well as the size and low concentration 

made the physical extraction from the gel 

with available purifi cation methods impos-

sible. Thus we were not able to directly 

identify these two species. In almost all 

instances AFM imaging of the sample after 

dialysis revealed only fragmented struc-

tures. This could be a result of mechan-

ical stress during pipetting. Also the high 

amount of debris from the denatured 

λ-phage capsid proteins and remaining 

cell lysate covering the mica surface made 

fi nding as well as imaging the structures 

very diffi cult. AFM images also showed 

fully assembled monomers (Figure  2 b) 

as well as almost completely folded rec-

tangles (Figure  2 c). Therefore we assume 

that the bands visible in the gel are indeed 

folded origami assemblies and represent 

assembled monomers (faster migrating 

band) and complete structures (slower 

migrating band). However, the results 

shown in Figure  2  were the best results that could be imaged. 

All applied variations of the assembly procedure (elongated 

annealing times of up to 48 hours, changes in salt concentra-

tions, higher scaffold to staple ratios, use of Proteinase K etc.) 

did not improve the results. Despite the unsatisfactory 

imaging results, we argue (the denaturing agarose gel data 

in fi gure S6 supports this) that our approach of using the 

intact λ-phage instead of the already purifi ed λ-DNA has 

the advantage of preventing damage to the λ-DNA due to 

handling and storage that could otherwise greatly lower the 

quality of the scaffold material. 
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e 6 helix bundle folded directly from crude phage suspension 

 Figure 1.    Folding directly from M13 phage.  (a-d) Left:  reduced complexity representations of 
the four different constructs.  (a)  2D rectangle,  (b)  6HB,  (c)  24HB,  (d)  three layer block.  Middle : 
2% agarose gels of the four assemblies.  Lane S:  1kb DNA ladder.  Lane 1:  purifi ed scaffold. 
 Lane 2:  folded from purifi ed scaffold.  Lane 3:  folded from phage.  Lane 4:  denatured phage. 
 Right:  AFM  (a)  and TEM  (b-d)  images of structures folded from phage.  (e) Left:  agarose gel 
of the 6HB folded directly from the crude phage suspension.  Lane S:  1kb DNA ladder.  Lane 
I:  purifi ed scaffold.  Lane II:  control 6HB, folded from purifi ed phage (as in lane 3 from panel 
c).  Lane III:  6HB folded directly from crude phage suspension.  Right:  TEM image of the 6HB 
folded directly from crude phage suspension, purifi ed from lane III.
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 To conclude, we demonstrated the successful high-yield 

folding of DNA origami structures directly from intact M13 

bacteriophages and the direct assembly from a M13 infected 

 E.coli  liquid culture. Furthermore we showed an approach to 

assemble a single DNA origami structure directly from the 

entire bacteriophage λ genome, although with low yields. Our 
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 Figure 2.     (a)  0.7% agarose gel:  Lane S:  1kb DNA ladder.  Lane 1:  purifi ed λ-DNA.  Lane 2:  folded structure after overnight dialysis.  (b)  AFM data 
of folded monomer structures w/o the connecting staples. The dashed line in the fi rst image indicates the designed shape. The structure in the 
bottom image fl ipped over while being immobilized.  (c)  AFM data of full rectangular structure w/ connecting staples. The dashed line indicates 
the designed shape. The background of denatured phage proteins is clearly visible. The inset shows a M13 derived 2D rectangle (supplementary 
note S3.1 and fi gure S10) imaged with the same magnifi cation for size comparison. We used dumbbell shaped hairpins for the ‘M13’ writing on 
the structure surface. [1]   (d)  AFM data of full rectangular structure folded from commercially available λ-DNA.
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fi ndings with the M13 bacteriophage imply that, combined 

with recent advances in enzymatic staple production, [ 22 ]  rapid 

folding at constant temperatures shown by Sobczak  et al.  [ 29 ]  

and high-throughput purifi cation methods such as rate-zonal 

centrifugation [ 30 ]  our approach might be one possible route 

towards a reliable large-scale, high yield and low-cost produc-

tion of DNA origami structures.   

 Experimental Section 

 Detailed experimental procedures are presented in the Supporting 
Information.  

  Supporting Information 

 Supporting Information is available from the Wiley Online Library 
or from the author.  
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4
DNA ORIGAMI SEESAWS AS COMPARATIVE
B IND ING ASSAY

The interaction of biomolecules often leads to conformational changes.
DNA nanotechnology offers us the possibility to construct nanoscopic
tools to study biomolecular interactions in a highly parralel fashion
without any connection to the macroscopic world [186]. Several DNA
nanostructures that undergo conformational changes upon interaction
with biomolecules haven been demonstrated, for example upon endonu-
clease activity [33], aptamer-ligand interactions [105], toehold-mediated
branch migration [95], or hydrophobic interactions [62]. In the associ-
ated publication P2, we presented a DNA origami prototype for differ-
ential molecular binding assays. The structure is a seesaw-like DNA
origami, shown in figure 18. Conceptually, a pair of binding partners
on one side of the balance is compared to a reference pair on the other
side. The binding pair with the stronger interaction locks the structure
in a distinct, geometrically distinguishable conformation.

∆GLeft > ∆GRight

∆GLeft < ∆GRight

Left Right

Figure 18: Concept of a DNA origami based comparative binding assay: A pair
of binding partners is conjugated to each side of the seesaw-like bal-
ance structure. The stronger binding pair locks the structure in a
geometrically distinguishable conformation. The TEM micrographs
show the open state (on the left) and the two distinct conforma-
tions (on the right) of the structure. The scale bar is 50 nm.

4.1 dna hybridization assay

To test this concept, we developed a DNA hybridization assay with com-
peting complementary ssDNA extensions on each side. This was inspired
by the use of DNA as a programmable reference bond to quantitatively
measure biomolecular interactions [187]. The probability of closing on
one side depended on the number of hybridising extensions on each
side and the binding energies of the formed duplexes. In these model

39
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experiments, we observed a drastic shift (up to 90%) in concentrations
towards the conformation with a higher binding energy.

4.2 dna-dna binding assay

In a next step, we detected DNA-DNA binding events with a pre-formed,
already locked structure. Hybridization closed the structure on the side
with the higher binding energy. The DNA duplex on the side with the
higher binding energy featured an additional toehold sequence. The
addition of an input strand complementary to the toehold strand in
the duples forced the structure to open on this side. The structure
subsequently closed on the other side. Via this conformational change,
the presence of the input strand was detected.

4.3 outlook

The presented prototype can be used in future work as a platform
to investigate biomolecular interactions in a comparative fashion with
DNA as a highly tuneable reference interaction (figure 19 illustrates
the concept schematically). This could be applied to study for example
molecule–aptamer interactions and DNA–protein interactions.

Ligand
DNA binding

protein

Figure 19: Future binding assays to investigate molecule–aptamer interactions
(left) and DNA binding proteins in comparison to a reference DNA
duplex of tuneable length (right).
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DNA Origami Seesaws as Comparative Binding Assay
Philipp C. Nickels,[a] Hans C. Høiberg,[a] Stephanie S. Simmel,[a] Phil Holzmeister,[b]

Philip Tinnefeld,[b] and Tim Liedl*[a]

The application of commonly used force spectroscopy in bio-
logical systems is often limited by the need for an invasive
tether connecting the molecules of interest to a bead or canti-
lever tip. Here we present a DNA origami-based prototype in
a comparative binding assay. It has the advantage of in situ

readout without any physical connection to the macroscopic
world. The seesaw-like structure has a lever that is able to

move freely relative to its base. Binding partners on each side

force the structure into discrete and distinguishable conforma-
tions. Model experiments with competing DNA hybridisation

reactions yielded a drastic shift towards the conformation with
the stronger binding interaction. With reference DNA duplexes

of tuneable length on one side, this device can be used to
measure ligand interactions in comparative assays.

In biological systems, the interaction of molecules often leads

to conformational changes. The nature of these changes has
been investigated with various single-molecule force spectros-

copy tools, most prominently magnetic and optical tweezers
and atomic force microscopy.[1] Although these techniques fea-

ture single-nanometer resolution and piconewton force sensi-

tivity, they suffer from two limitations: poor potential for paral-
lelisation, and the need for an invasive connector between the

biomolecule and the macroscopic device. In addressing the
first of these, DNA has been used as a programmable reference

bond to quantitatively measure biomolecular interactions in a
highly parallel fashion.[2] The second limitation could potential-
ly be overcome by molecular tools such as DNA force sensors,

as used to study DNA looping.[3] Structural DNA nanotechnolo-
gy, particularly DNA origami, opens up a promising route to
construct such nanoscopic molecular tools.[4] In DNA origa-

mi,[5, 6] a long scaffold strand is folded into a designed shape
by hundreds of short oligonucleotides with programmed se-
quences. The simple, computer-aided design process[7–10] has

enabled the self-assembly of a variety of complex 2D[5, 10] and
3D[11–15] geometries with nanometer addressability. DNA origa-

mi structures have been frequently employed to arrange mole-
cules, binding moieties and proteins in designed patterns.[16–18]

Furthermore, conformational changes of these structures have

been demonstrated, for example by endonuclease activity,[14]

aptamer-ligand interactions,[19] toehold-mediated branch mi-

gration[20, 21] and with hydrophobic moieties such as cholester-
ol.[21]

In this work, we present a seesaw-like DNA origami structure
that can potentially serve in a differential molecular binding

assay (Figure 1). A pair of binding partners on one side of the

balance-like structure is compared to a reference pair of bind-
ing partners on the other side. The binding pair with the stron-

ger interaction locks the structure in a distinct conformation.
This conformation can be easily identified by transmission elec-

tron microscopy (TEM). Moreover, there is no need for a physi-
cal tether to a macroscopic device, and thus, in principle, this

approach allows efficient parallelisation.

The prototype DNA origami structure (Figure 2 A) consists of
two 18-helix bundles connected by a short six-helix bundle
hinge. The upper beam (lever) is 60 nm long and has a 608
bend along its length. The lower beam (base) is 60 nm long

and straight, with a 25 nm extension of 12 helices on the left
side to introduce asymmetry. This permits the detection of the
orientation of the structure in TEM images. The 25 nm hinge
(perpendicular between the base and the lever) serves to con-
nect both beams by four scaffold double crossovers (two from

base to hinge and two from hinge to lever). The scaffold cross-
overs are placed such that the lever and the base are free to

Figure 1. Seesaw-like force balance. A pair of binding partners is conjugated
to each side of the device. The stronger binding pair locks the structure in
a geometrically distinguishable conformation.
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pivot in one plane. Each crossover features a single-stranded

scaffold spacer of three nucleotides. Each side of the structure
is equipped with three individually addressable positions on

both base and lever. At these positions, the corresponding
staple strands can be extended with single-stranded DNA

(ssDNA) either on the 5’-end (right side of the base, left side of

the lever) or on the 3’-end (left side of the base, right side of
the lever).

In order to verify the correct assembly of the structures, we
analysed the folding by agarose gel electrophoresis directly

after thermal annealing of the DNA origami structure. The gel
demonstrated the successful, high-yield folding of our proto-

type (Figure 2 B). Negative-stain TEM imaging of gel-purified

structures (Figure 2 C) confirmed that the intended geometry
had formed.

As a proof of principle, we developed a DNA hybridisation
assay with competing complementary ssDNA extensions on

each side. During annealing, the complementary extensions
form a duplex in a zipper conformation and lock the structure

in a geometrically distinct conformation. The probability of

closing on one side depends on two variables: the number of
hybridising extensions on each side (maximum of three per

side) and the binding energies of all formed duplexes. We
choose 20 nucleotides for each extension, and the same
complementary sequences on both sides. The number of DNA
extensions was varied and is denoted “vs” to represent the

number of extensions per side.
Samples with different numbers of competing hybridisation

partners on each side were prepared and thermally annealed.
After folding, the structures were subjected to agarose gel
electrophoresis (Figure S4 in the Supporting Information) and

purification. TEM images were taken from several randomly
selected areas on the grid (example zoom-out images in Fig-

ure S5). The TEM images were analysed. Firstly, three distinct
conformations of the structure were defined: left, open and
right (Figure 3). Secondly, single seesaws immobilised on the

TEM grid lying on the side were identified in the micrographs,
and one of the three defined conformations was assigned to

each particle (left or right when the lever was in contact with
the base at the end; open otherwise). Finally, the number of

particles in each of the three groups was counted. Figure 3

shows the results for different combinations of competing ex-

tensions. When none of the positions was addressed (0 vs 0),
more than 60 % of the particles were in the open conforma-

tion. For equal numbers of extensions on each side (1 vs 1 and
3 vs 3), we observed an almost 50:50 distribution, with only

a small fraction in the open conformation. Unequal numbers
of extensions resulted in a dramatic shift of concentration of

closed structures towards the side with the higher number of

extensions (3 vs 2 and 2 vs 3). A greater difference in the
number of extensions on each side resulted in a more pro-

nounced concentration shift : 90 % correct closing was ach-
ieved by addressing all three positions on one side and none

on the opposing side (0 vs 3 and 3 vs 0).
In order to compare our results with a theoretical prediction,

we calculated the probability of our structure being either in

the left or right conformation. For this, we assigned a Boltz-
mann factor to each side based on the computed DG of the

formed duplexes (calculated at www.nupack.org[22] for T = Tm)
and assumed that the probability of one conformation is pro-

portional to the ratio of the Boltzmann factors. A 20 % increase
in DG on one side should lead to virtually 100 % of the struc-

Figure 2. A) The circular scaffold molecule (black) and staple subsets for the hinge (green), base and lever (grey) with the three addressable positions on each
side (red and blue) are thermally annealed to form the seesaw-like balance. At the addressable positions, the corresponding staples are extended at either
the 5’ or 3’-end (3’-ends depicted as arrow heads). B) Agarose gel electrophoresis confirms assembly after thermal annealing (L: 1kb DNA ladder ; S: scaffold-
only control ; F: folded structure). C) Representative TEM image of a gel-purified structure shows correct assembly. Scale bar : 50 nm.

Figure 3. Analysis of TEM images of DNA origami structures with different
numbers of competing DNA hybridisation partners. The TEM images show
the three distinct conformations: left, open, and right. Scale bar : 50 nm.
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tures being closed on that side (see Figure S3 for details). For
the 3 vs 2 and 2 vs 3 samples (i.e. 50 % increase in DG on one

side), we observed only 80 % closed objects. Even 3 vs 0 and
0 vs 3 were not able to achieve the expected 100 % closing. We

believe that two reasons explain the majority of incorrectly
closed or open structures: firstly, the incorporation probability

of each staple strand is not 100 % (previously reported values
are 96–99 %, depending on the geometry of the origami

design);[23] and secondly, excess free extension oligomers in

the solution (not incorporated as staples) can bind to comple-
mentary counterparts attached to the structure and thus satu-
rate that position. Optimising the annealing process and im-
plementing a hairpin-based reaction hierarchy in the closing
reaction[24] could further improve the yields of structures in the
correct conformation in the future.

In order to test our prototype in a comparative binding

assay after folding instead of in a one-pot reaction, we used a
pre-formed, locked structure to detect DNA–DNA binding

events (Figure 4 A). We folded the structure with a 15-nucleo-
tide extension on the left and a 30-nucleotide extension on

the right (15 vs 30). This is equivalent to the 1 vs 1 sample

(Figure 3), except that we expected a dramatic shift towards
the conformation with the stronger binding (the 30-nt exten-
sion on the right), similarly to the 2 vs 3 sample. Additionally,
the long extension at the base on the right featured an eight-
nucleotide toehold. After folding, the sample was subjected to

agarose gel purification as for the samples in Figure 3. TEM
imaging revealed that about 80 % of the structures were
closed on the right (Figure 4 B). This is close to the results for
2 vs 3, which has a similar relative binding mismatch. Next, we
added an input strand complementary to the 30-base toehold
extension at 20 Õ molar excess. TEM images were taken after

2 h incubation at RT. A dramatic shift in the concentration of
closed structures towards the left was observed: about 75 %
were now closed on the left (Figure 4 B).

In conclusion, we successfully assembled a DNA-origami-
based prototype for a comparative binding assay. Discrete and

geometrically distinguishable conformations were observed for
DNA hybridisation reactions on both sides during one-pot an-

nealing, as a model system. DNA–DNA binding events were
detected after the one-pot annealing on a pre-formed and

locked structure, and this resulted in a switch of conformation.
This device can potentially be used to study bio-molecular in-

teractions in a comparative fashion with DNA as a tuneable
reference, for example to investigate molecule–aptamer inter-

actions and DNA–protein interactions, such as DNA bending
(possible implementations illustrated in Figure 5). The lack of

coupling to a cantilever or micrometre bead together with the

possibility of in situ FRET readout will allow applications in bio-
logical systems with a high degree of parallelism. In future

experiments, similar DNA origami tools containing ssDNA sec-
tions acting as entropic spring elements[9, 14] could greatly sim-

plify the study of force dependence in dynamic DNA systems
and for DNA–protein interactions.

Experimental Section

Sample preparation : The DNA origami structure was designed by
using caDNAno software (version 0.2.3; http://cadnano.org/
legacy;[7] design schematics in Figure S1). Curvature along the
length of the lever was introduced by a pattern of base deletions
and insertions as described previously (deletion pattern in Fig-
ure S2).[13] The 8634-nucleotide single-stranded scaffold DNA, de-
rived from M13mp18, was prepared as previously described.[12, 25]

Scaffold DNA (10 nm) was mixed with each staple strand (100 nm ;
high purity salt free, MWG Eurofins Operon) in TE buffer (Tris
(10 mm, pH 7.6), EDTA (1 mm)) containing MgCl2 (18 mm) and NaCl
(5 mm). The mixture was subjected to a nonlinear thermal anneal-
ing ramp from 65 to 25 8C over 24 h (see the Supporting Informa-
tion). Folded structures were electrophoresed on 0.7 % agarose
gels containing 0.5 Õ TBE buffer (Tris (45 mm), boric acid (45 mm0,
EDTA (1 mm)) withMgCl2 (11 mm) and ethidium bromide
(0.5 mg mL¢1) at 5.5 V cm¢1 for 2 h in an ice-water bath. Bands were
visualised with UV light and physically extracted. DNA was recov-
ered by manually squeezing the excised gel slice and collecting
the liquid.

TEM imaging : Gel-purified origami solution (3 mL) was adsorbed
onto glow-discharged TEM grids (formvar/carbon, 300 mesh Cu;
Ted Pella, Redding, CA) at 20 8C, and then stained with aqueous
uranyl formate (2 %) containing sodium hydroxide (25 mm). Imag-
ing was performed at 30 000 Õ magnification (zoom-out images in
Figure S5 at 12 000 Õ magnification) with a JEM1011 transmission
electron microscope (JEOL) operated at 80 kV, equipped with
a FastScan-F114 camera (TVIPS, Gauting, Germany). Particles in TEM
images were picked by the interactive boxing routine (e2boxer.py)
of Eman2 software (http://blake.bcm.edu/emanwiki/EMAN; exam-
ple set of particles in Figure S6).[26]

Figure 4. DNA–DNA binding detection on a pre-formed, closed, seesaw
structure. A) The structure is annealed with an extension that is twice as
long on the right (30 bases) as on the left (15 bases). The extension on the
right also carries a toehold. Upon the addition of an input strand that is
complementary to the toehold strand on the right, the structure opens and
subsequently closes on the left. B) Analysis of TEM images before and after
the addition of the input strand (red: left ; grey: open; blue: right).

Figure 5. Potential binding assays to study A) molecule–aptamer interactions
and B) DNA bending proteins in comparison to a reference DNA duplex of
tuneable length.
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5
MOLECULAR FORCE SPECTROSCOPY WITH A
DNA ORIGAMI BASED NANOSCOPIC FORCE
CLAMP

Forces play an important role in all biological systems, especially during
the interaction of biomolecules. Additionally, the mechanical properties
of the invovled (macro)molecules determine some aspects of the inter-
actions. Over the last decades, several experimental techniques were
developed to study these interactions and mechanical properties on
the single-molecule level. The three most established techniques are
the AFM and optical- and magnetic-tweezers. These techniques were
successfully used to investigate for example the unfolding of proteins
[189, 190], the elascticity [127, 148, 149] and stacking interactions of
DNA [155], or the folding trajectory of proteins under constant force in
a force clamp configuration [191]. An overview over these three tech-
niques together with more examples of their application can be found
in reference [192].

5.1 limitations of conventional force spectroscopy

Despite the great success, all three techniques suffer from two major
limitations. The first limitation is the serial nature of conventional force
spectroscopy. This serial nature leads to a low throughput of data acqui-
sition. One attempt to increase the data throughput is the development
of increased parallel data acquisition, for example in magnetic tweezer
experiments [193]. Other examples are centrifuge force microscopes
[194] and acoustic force spectroscopy [195]. The second limitation is
the requirement of a physical connection to the macroscopic world. All
techniques require a connector from the nanometer sized system of in-
terest to a micrometer sized macroscopic object such as a cantilever or
magnetic bead. These connectors are typically long and flexible (often,
the whole 16µm long genomic DNA of bacteriophage λ or fragments of
it are used) and make the techniques susceptible to drift and noise. The
connectors also prevent the investigation of DNA-interacting systems
that induce only minor conformational changes. Examples for such sys-
tems are many gene-regulatory proteins such as transcription factors.
The Dietz group introduced rigid DNA origami bundles as spacers in
dual optical traps to reduce the noise [152]. Nevertheless, these rigid
spacers are still connectors to a macroscopic object and prohibit the
access to biologically relevant complex environments.
One promising way to overcome these two limitations is the construc-

tion of self-assembled and autonomous nanoscopic manipulation tools.

47



48 force spectroscopy with dna origami

Recent efforts to sense forces in such a way include simple nanomechan-
ical DNA devices [186, 196, 197] and intracellular protein force sensors
[198].

5.2 dna origami force clamp

d

lower force

d

higher force
reduce # of nucleotides

Figure 20: The ssDNA connects the system of interest (red) with two immobile
anchor points. Reducing the number of nucleotides that span the
distance d leads to a a higher entropic force.

In the associated publication P3 we presented a nanoscopic DNA
origami force clamp that overcomes the two limitations. We exerted
defined and tunable forces on molecular systems of interest via the
entropic spring behavior of ssDNA. Figure 20 illustrates the concept:
ssDNA connects two immobile anchor points with the system of interest.
To change the contour length and thus the entropic force acting on the
system of interest, we simply adjusted the number of bases between
the fixed anchor points. Reducing the number of nucleotides that span
the distance between the anchor points lead to a smaller number of
adoptable conformations of the ssDNA chain and thus resulted in a
higher entropic force. The two anchor points were imparted by a rigid,
square bracket shaped DNA origami structure (figure 21a).

As a benchmark system to test the function of the origami force
clamp, we studied the Holliday junction transition between two iso-
mers as a function of the applied force. Our results agreed well with
reported values from work published by Taekjip Ha’s group in which
they investigate the same behaviour with a combined optical-tweezer
and TIRF setup [199]. In a next step, we used our force clamp to study
the interatcion between the TATA-box binding protein (TBP) and pro-
moter DNA (figure 21b illustrates the detection via FRET and shows two
exemplary FRET histograms). TBP is a highly abundant transcription
factor in the archaeal and eukaryotic domains of life. It is responsible for
the site-specific recruitment and orientation of RNA polymerases at the
transcription start site. So far, the role of mechanosensitivity in gene
regulation involving TBP could not be quantified. Our results showed
that TBP from the hyperthermophilic archaeal organism Methanocal-
dococcus jannaschii could not bend the promoter DNA significantly at
forces above 10 pN. The bending step is crucial for all subsequent steps
involved in the transcription initiation. Our collaborator Jan Lipfert
and his student Franziska Kriegel from LMU kindly carried out control
experiments with conventional magnetic tweezers on the same system.
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However, the TBP-DNA interaction could not be detected, mainly due
to the limitations explained before.
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Figure 21: a) In order to change the entropic force acting on the sytsem of in-
terest (red), we prepared different force clamp structures with vary-
ing lengths of the ssDNA connecting the system to the anchor points
on the force clamp structure. The average TEM micrographs show
that the overall geometry of the force clamp structure remained
unchanged, independent of the length of the ssDNA. b) The TBP
induced bending was monitored by a donor-acceptor pair flanking
the so-called TATA-box, the TBP recognition sequence. Upon bind-
ing and bending, the energy transfer between donor and acceptor
changed from a low to a high FRET efficiency. The histograms over
the FRET efficiency at 0 pN and 11.4 pN showed clearly that the
population with a high FRET efficiency almost completely dissa-
peared at 11.4 pN.
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Abstract: 

Forces in biological systems are typically investigated at the single-molecule level with atomic 

force microscopy or optical and magnetic tweezers, but these techniques suffer from limited data 

throughput and their requirement for a physical connection to the macroscopic world. We 

introduce a self-assembled nanoscopic force clamp built from DNA that operates autonomously 

and allows massive parallelization. Single-stranded DNA sections of a DNA origami structure 



acted as entropic spring and exerted controlled tension in the low piconewton range to a molecular 

system, whose conformational transitions were monitored via single-molecule Förster resonance 

energy transfer. We used the conformer switching of a Holliday junction as a benchmark and 

studied the TATA-binding protein-induced bending of a DNA duplex under tension. The observed 

suppression of bending above 10 pN provides further evidence of mechano-sensitivity in gene 

regulation.  

One Sentence Summary: 

A self-assembled molecular force clamp built from DNA allows highly parallelized force 

spectroscopy measurements without interference from the macroscopic world. 

Main Text: 

The most widely used single-molecule force spectroscopy techniques to study minute forces and 

mechanical properties of biomolecules are atomic force microscopy and optical or magnetic 

tweezers. These methods helped to explore the unfolding and folding of proteins (1, 2), the 

elasticity of DNA (3), and the folding trajectory of proteins in force clamp configurations (4). 

Despite this great success, two limitations persist. One is the low data throughput arising from the 

serial nature of conventional force spectroscopy. Recent attempts to overcome this problem 

include the development of increased parallel data acquisition in magnetic tweezer experiments 

(6) and centrifuge force microscopes (7). The second limitation is the requirement of a physical 

connector to a micrometer-sized object that enables interaction with the macroscopic world (5). 

These typically long and flexible connector molecules are an intrinsic feature of all established 

techniques and make them susceptible to drift and noise. Further, they prevent the investigation of 

DNA interacting systems that induce only minor conformational changes, such as many gene 

regulatory proteins, e.g. transcription factors. One previous attempt to reduce noise is the 



construction of DNA origami bundles as rigid spacers in optical traps (8). Regardless, any tether 

prohibits access to biologically relevant complex environments such as the inside of living cells. 

A promising approach toward the complete removal of the invasive connection is the construction 

of autonomous, nanoscopic manipulation tools. Earlier efforts on the molecular scale to sense 

forces autonomously, although not in an adjustable fashion, include simple nanomechanical DNA 

devices (9-11) and intracellular protein force sensors (12). Here, we use programmable DNA self-

assembly (13-18) to construct a nanoscopic device that overcomes both limitations. Extending pre-

stressed DNA origami tensegrity (19), we use the entropic spring behavior of single-stranded DNA 

(ssDNA) to exert defined and tunable forces on molecular systems. Conceptually, the ssDNA 

connects the system of interest with two immobile anchor points (Fig. 1A). By adjusting the 

number of bases between the fixed anchor points, the contour length of the ssDNA is changed, 

directly affecting the entropic force acting on the system under study. The fixed distance imparted 

by the rigid DNA structure and the given contour length of the ssDNA provide an approximately 

constant force over time (also see supplementary text S1) (20). In analogy to the nomenclature of 

established constant force experiments, we call our device a nanoscopic force clamp. 

In the experimental realization, the ssDNA spring spans the gap of a rigid, bracket-shaped DNA 

origami clamp and is part of the long scaffold strand that forms the backbone of the DNA origami 

structure (Fig. 1B). For our design, we located the multiple cloning site (MCS) of the M13mp18 

scaffold in the middle of the spring, which allowed us to insert and probe any DNA sequence of 

interest via standard cloning procedures. Additional ssDNA scaffold was stored in reservoir loops 

on both ends of the clamp. This enabled us to cost-efficiently build multiple objects with ssDNA 

springs of different lengths, providing a flexible design with adjustable force (19). Individual 

structures were assembled for each chosen length of the ssDNA spring with a unique subset of 



only ten oligonucleotides (staple strands) (Fig. 1C and figs. S1 to S3). For a zero force control, we 

enzymatically cut the single-stranded spring to release any tension from the region of interest (Fig 

1C). 

To calculate the resulting force for a given contour length, we approximated the ssDNA as a purely 

entropic spring using a modified freely-jointed-chain model (3) with the contour length 𝐿" = 𝑁 ∗

𝐿& with 𝑁 being the number of nucleotides and 𝐿& the length per single base (supplementary text 

S1). For 𝐿& we used 6.3	Å	 ± 0.8	Å from a length comparison of five different crystal structures of 

ssDNA segments (21).  

We thermally annealed the force clamp structure, providing ~ 1001 force clamps in a single one-

pot reaction. The chosen annealing ramp avoided temperatures above 65°C to minimize thermal 

degradation of the scaffold (fig. S4 and supplementary text S2) (20). We confirmed successful 

assembly via agarose gel electrophoresis (Fig. 1D and fig. S5), bulk FRET experiments (fig. S6) 

and transmission electron microscopy (TEM) (Fig. 1E and figs. S7 to S13).  

  



 

Fig. 1. DNA origami force clamp. (A) ssDNA connects the molecular system of interest (red 

rectangle) with two immobile anchor points. Reducing the number of nucleotides spanning the 

distance 𝑑 leads to a smaller number of adoptable conformations of the ssDNA chain and thus 

results in a higher entropic force. (B) Scheme of the DNA origami force clamp structure. ssDNA 

exits the clamp duplexes in a shear conformation (left inset: scaffold in black, staple in blue) and 

spans the 43 nm wide gap. ssDNA reservoirs are located on each side of the clamp. The system of 

interest (here a DNA duplex) is probed in shear conformation (right inset). (C) For each constant 

force variant (three variants are shown here), individual origami samples were assembled. (D) 

Agarose gel of the three variants after annealing with the monomer (M) and dimer band (D) of the 

origami structure highlighted. (E) Average TEM micrographs of the three variants (left) and single 

negative-stain TEM image of the 6 pN variant (right). Scale bars: 20 nm. 

  



To demonstrate the functionality and sensitivity of our force clamp, we cloned a sequence into the 

scaffold that, together with three other oligonucleotides, forms the well-studied four-way Holliday 

junction (HJ) (22). In the presence of magnesium, the HJ forms an X-like structure by pairwise 

coaxial stacking of its helical arms. The chosen sequence is known to constantly switch between 

the two stacking conformers iso I and iso II (Fig. 2A) (22), a process that can be efficiently 

monitored with the help of a donor-acceptor FRET pair positioned on two of the arms (Fig. 2B 

and fig. S14). We chose four force variants ranging from 0 pN to 4.0 pN and confirmed their 

successful assembly (figs. S15 to S23). We immobilized these structures on a coverslip surface 

and monitored donor- and acceptor-pair intensities from individual force clamps over time in a 

confocal single-molecule setup with alternating laser excitation (ALEX) (20, 23). 

Figure 2C and 2D show exemplary FRET traces and FRET histograms from thousands of 

transitions for each constant force experiment (more traces in figs. S24 and S25). A low FRET 

population was centered at the FRET efficiency 𝐸 = 0.42	(corresponding to iso I) and a high 

FRET population at 𝐸 = 0.85	(corresponding to iso II). With increasing force, the equilibrium 

shifted toward the iso II conformation with almost zero low-FRET population left at 4.0 pN. We 

used two-state hidden Markov modeling (24) to calculate the transition rates between the low- and 

high-FRET conformations for each of the forces. The transition rate from low- to high-FRET 

(𝑘89:8) increased from 4.7	𝑠=0 ± 0.4	𝑠=0 at 0 pN to 18.3	𝑠=0 ± 1.4	𝑠=0 at 4.0 pN. Meanwhile, the 

rate from high- to low-FRET (𝑘>?@) decreased from 3.2	𝑠=0 ± 0.6	𝑠=0 at 0 pN to 1.7	𝑠=0 ±

0.4	𝑠=0 at 4.0 pN (Fig. 2E). These rate changes are in good agreement with reported values from 

combined FRET and optical- and magnetic-tweezer measurements (22, 25). Importantly, the 

heterogeneity of the HJ (26) was preserved in our measurements (fig. S26), indicating that the 

force clamp itself did not influence the dynamics of the HJ.  



 

Fig. 2. Holliday junction conformer transitions under force. (A) Schematics of the HJ 

switching between two stacked isomers; Cy3 donor (blue) and Cy5 acceptor (red). (B) Force 

clamps were immobilized on a BSA-covered glass surface via biotin-streptavidin coupling. The 

HJ system is mounted in the force clamp with one of the four HJ-strands being the scaffold (black 

strand in inset). (C) FRET traces with the FRET efficiency 𝐸 (gray line) and two-state hidden 

Markov fit (black line). (D) Histograms over all recorded FRET traces with Gaussian fits for the 

two FRET populations in blue (low-FRET) and red (high-FRET). Only traces with > 20 

transitions were included in the analysis; 𝑛 is the total number of transitions. (E) Dwell times for 

both states (𝜏>?@,9 , 𝜏89:8,9) were extracted for each trace. Transition rates (𝑘>?@ , 𝑘89:8) were first 

extracted from a mono-exponential decay fit for each dwell time histogram, then averaged and 

plotted (semi-log plot) as a function of force. Red squares: low- to high-FRET (𝑘89:8); blue circles: 

high- to low-FRET (𝑘>?@). Solid lines are exponential fits where the exponent relates the rates to 

the applied force. Y-axis error is the standard error of each average rate; x-axis error is the 

uncertainty of the calculated force (fig. S15) 

  



Next, we studied the force dependency of the TATA-binding protein (TBP) induced bending of a 

DNA duplex. Such DNA distortions are an integral function of many transcription factors and 

DNA binding proteins. Although the correlation between transcriptional regulation and 

chromosome organization is well known, it has been challenging to quantify the impact of the 

DNA condensation state and the chromosome organization (e.g. the extent of strain in the DNA) 

on transcription factors such as TBP. 

The general transcription factor TBP is found in the archaeal and eukaryotic domain of life. It 

recognizes the minor groove of the adenine- and thymidine-rich TATA-box in the core promotor 

sequence and introduces a severe bend of ~ 90° in the DNA. Together with transcription factor B 

(TFB/TF(II)B), TBP is responsible for the site-specific recruitment and orientation of RNA 

polymerases at the transcription start site. To date, force measurements of this system have been 

futile, at least partly because the TBP-induced changes in the DNA topology are not easily 

detectable through the long tethers that are unavoidable in standard force spectroscopy 

experiments.  

We used TBP from the hyperthermophilic archaeal organism Methanocaldococcus jannaschii 

(MjTBP) (Fig. 3A), which bends the promotor DNA in a one-step bending mechanism without the 

need for TFB/TF(II) (27), and inserted a promoter sequence (derived from the Sulfolobus spindle-

shaped virus 1 (SSV) T6 gene promoter), which contains a TATA-box motif and is recognized by 

MjTBP, into the scaffold (Fig. 3B and fig. S27). We chose six force clamp variants ranging from 

0 pN to 11.4 pN and confirmed their successful assembly (figs. S28 to S40). The complementary 

strand of the 51 base pair long SSV T6 promotor was hybridized to the scaffold during folding. 

Bending was monitored by single-molecule FRET via a donor-acceptor pair flanking the TATA-

box (Fig. 3C and fig. S27). Here, we chose in-solution over surface measurements to drastically 



increase the data acquisition throughput (28). Fluorescence bursts of donor and acceptor were 

recorded before and after the addition of MjTBP at its saturation concentration. 

Figure 3D shows the FRET efficiency histograms with MjTBP for the six different forces. Each 

histogram includes at least 10,000 measured force clamps, although the average recording time 

per sample was only ~ 30 min. All histograms showed a bimodal distribution with a low-FRET 

population centered at 𝐸 = 0.42	(corresponding to the undistorted state) and a high-FRET 

population centered at 𝐸 = 0.74	(corresponding to the bent state). The high FRET population 

disappeared gradually with increasing force and the TBP-induced bending was almost completely 

suppressed at 11.4 pN (full E - S histograms in fig. S41). We calculated the probability of the bent 

state 𝑃HIJK via its relative occurrence within the bimodal FRET distribution and plotted 𝑃HIJK as a 

function of force (Fig. 3E). 𝑃HIJK is well described by the free energy difference of the unbent and 

bent state expressed through a Boltzmann distribution (Fig. 3E and supplementary text S3) (20). 

An estimate of the change in binding affinity and Gibbs free energy is given in fig. S42. 

  



 

Fig. 3. TBP-induced DNA bending under force. (A) TBP from M.jannaschii (PDB: 2Z8U) (29). 

Two pairs of phenylalanines located in the DNA binding domain promote DNA bending. (B) The 

SSV T6 promotor including the TATA-box mounted on the force clamp; Atto532 donor (blue) 

and Atto647n acceptor (red). (C) TBP binds the minor groove of the TATA-box and bends the 

duplex by almost 90°, thus changing the distance between donor and acceptor. (D) FRET 

histograms and Gaussian fits for the low-FRET (blue) and high-FRET (red) population. 𝑁 is the 

number of molecules measured for each force. (E) Semi-log plot of the probability of the bent state 

𝑃HIJK as a function of force. The solid line is a Boltzmann distribution fit. Y-axis error is the 

standard error of 𝑃HIJK; x-axis error is the uncertainty of the calculated force (fig. S28). 

  



The presented DNA origami force clamp provides a new tool to quantify the sensitivity of 

transcription factor-induced distortion to DNA tension and thus to chromosome organization. This 

adds new information to the growing picture of transcriptional regulation and protein-DNA 

interactions in general. Our nanoscopic force clamp expands the range of available single-molecule 

force spectroscopy techniques and makes new molecular systems accessible to sensitive force 

spectroscopy analysis. The self-assembling clamps are easy to prepare and can be used to study 

any DNA-interacting and DNA-modifiable system, e.g. proteins conjugated with short DNA 

tethers. Simple operation and highly increased throughput compared to standard techniques 

facilitate the generation of force spectroscopy data with a dynamic range of 0  to 12 pN, which 

easily can be extended to ~ 50 pN (supplementary text S4) (20). As our method provides the 

flexibility to perform both on-surface and in-solution experiments, we further envision moving 

from elaborate and costly single-molecule tools toward simple and readily adaptable ensemble 

assays. 
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6
OUTLOOK TO FUTURE WORK

6.1 dna origami components from a single bacterial
culture

Using intact bacteriophage particles as a material source could be one
key component for future large-scale production of DNA origami struc-
tures. So far, the scaffold material is purified genomic virus DNA and
the staples are chemically synthesized with purity and quality insuf-
ficient for most of the envisioned applications of DNA origami. One
possible approach for such a large-scale production could be the fol-
lowing: all components could be part of a synthetic phagemid. A long
un-interrupted region can serve as the scaffold strand. This region is
followed by the individual staple sequences. The individual staple se-
quences are separated from the scaffold sequence and from the other
staple sequences by short, self-cleaving DNA motifs [201, 202]. Once
such a phagemid construct is synthesized for a given origami structure,
it only needs to be transformed to E.coli bacteria. The production of
M13 phage particles can then be triggered by either the addition of
a M13 helper phage as used in conventional phage display or via an
engineered helper plasmid [203]. This helper plasmid has the advan-
tage of eliminating any helper phage DNA contamination. With such a
construct, a perfect 1:1 stoichiometry of scaffold and staples would be
programmed into the construct and a molar excess of staple strands
over the scaffold might not be needed. Another advantage would be
that expensive enzymatic treatment of the biologically produced sta-
ples as required in the paper by Ducani et al. [114] is not needed any-
more. The bacteriopahge particles carrying the ssDNA construct with
both scaffold and staples can be produced on a large-scale via high-cell
density fermentation [109]. This production of all required DNA mate-
rial in just a single bacterial culture followed by direct folding of the
origami structures from the intact bacteriophages has the potential to
reduce the involved cost tremendiously while improving the quality of
the material at the same time.

6.2 improved modeling of entropic force in the dna
origami force clamp

Although we already showed successful force spectroscopy experiments
with the DNA origami force clamp in chapter 5, a better understand-
ing as well as modeling of the applied force by the ssDNA segments
is required. Our collaborator from Oxford University (Megan Engel in
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72 outlook to future work

the groups of Jonathan Doye and Ard Louis) is currently using the
coarse-grained oxDNA model [140–143] to predict the forces applied to
the systems we studied in the associated publication P3 (5.3). Prelim-
inary results showed that the forces seem to be higher than what we
predicted using the modified FJC model. Two effects make the ssDNA
behave different than approximated with the simple FJC model: base
stacking of neighboring bases and secondary structure formation. The
first oxDNA simulations showed a high degree of secondary structure
formation in the ssDNA segments applying the force, thus leading to
higher forces than predicted. This result is consistent with estimates
of secondary structure stabilities from the NUPACK web application
[204]. In future work, we plan to address this problem as follows: first,
we started to genetically engineer and delete all guanine bases in the
scaffold segments that remain single-stranded and excert the force. This
should result in a significantly lower probability of secondary structures
and thus make the prediction of the focre more reliable. Measurements
of the Holliday junction kinetics under the same conditions will allow
us to quantify the effect of the secondary structures in addtion to the
simulations. Second, we started to re-design the force clamp structure
so that we can use synthetic ssDNA segments with poly-Thymidine se-
quences for the force generation. Theoretically, this should result in
ssDNA segments that behave closest to the idealized entropic spring
characteristics.

6.3 bulk force spectroscopy measurements

One advantage of the DNA origami force clamp presented in chapter
5 is that it works autonomously in solution and does not have to be
connected to any kind of surface. Theoretically, this should allow en-
semble force spectroscopy measurements with simple bulk fluorescence
or gel shift analysis. We are currently working on two assays that study
enzymatic activity as a function of force in bulk and not on a single-
molecule level. To test this concept, we started to look at the activity of
the restriction enzyme EcoRV as a function of force and compare it to
results obtained with optical tweezers [205]. The advantage here is that
we can screen several forces in a single agarose gel. Together with the
Gaub lab at LMU, we also started to mount force activated enzymes in
our force clamp to study their enzymatic activity as a funtion of force
in an ensemble fashion.
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Design of the 2D Rectangle

Figure S10:

� � � � � � � 	 
 � �� �� �� �� �� �� �� �	 �
 �� �� �� �� �� �� ��

� � � � � � � 	 
 � �� �� �� �� �� �� �� �	 �
 �� �� �� �� �� �� ��

��
�


��
��

	�

�




��

��
�

��
�

��
�

��



��
�

��
�

��
�

��
�

��



�	
�

�

�

��
�

��
�

��



��
�

��
�

��
�

��
�

��



��
�

��
�

�	
�

�

�

�




��
�

��
�

��
�

��
�

��



��
�

��
�


��
��

	�

�




��

��
�

��
�

��
�

��



��
�

��
�

��
�

��
�

��



�	
�

�

�

��
�

��
�

��



��
�

��
�

��
�

��
�

��



��
�

��
�

�	
�

�

�

�




��
�

��
�

��
�

��
�

��



��
�

A
C
C
A
T
C
A
A
A
C
A
G
G
A
T
T
T
T
C
G
C
C
T
G
C
T
G
G
G
G
C
A
A
A
C
C
A
G
C
G
T
G
G
A
C
C
G
C
T
T
G
C
T
G
C
A
A
C
T
C
T
C
T
C
A
G
G
G
C
C
A
G
G
C
G
 
G
T
G
A
A
G
G
G
C
A
A
T
C
A
G
C
T
G
T
T
G
C
C
C
G
T
C
T
C
A
C
T
G
G
T
G
A
A
A
A
G
A
A
A
 
A
A
C
C
A
C
C
C
T
G
G
C
G
C
C
C
A
A
T
A
C
G
C
C
A
G
C
T
G
G
C
G
T
A
A
T
A
G
C
G
A
A
G
A
G
G
C
C
C
G
 
C
A
C
C
G
A
T
C
G
C
C
C
T
T
C
C
C
A
A
C
A
G
T
T
G
C
G
C
A
G
C
C
T
G
A
A
T
G
G
C
G
A
A
T
 
G
G
C
G
C
T
T
T
G
C
C
T
G
G
T
T
T
C
C
G
G
C
A
C
C
A
G
A
A
G
C
G
G
T
G
C
C
G
G
A
A
A
G
C
T
G
G
C
T
G
G
A
G
T
G
C
G
A
T
C
T
T
C
C
T
G
A
G
G
C
C

C
G
C
C
C
T
G
A
T
A
G
A
C
G
G
T
T
T
T
T
C
G
C
C
C
T
T
 
T
G
A
C
G
T
T
G
G
A
G
T
C
C
A
C
G
T
T
C
T
T
T
A
A
T
A
G
T
G
G
A
C
T
C
T
T
G
T
T
C
C
A
A
 
A
C
T
G
G
A
A
C
A
A
C
A
C
T
C
A
A
C
C
C
T
A
T
C
T
C
G
G
G
C
T
A
T
T
C
T
T
T
T
G
A
T
T
T
A
T
A
A
G
G
G
A
T
T
T
T
G
C
C
G
A
T
T
T
C
G
G
A
A
C
C

G
A
T
A
C
T
G
T
C
G
T
C
G
T
C
C
C
C
T
C
A
A
A
C
T
G
G
C
A
G
A
T
G
C
A
C
G
G
T
T
A
C
G
A
T
G
C
G
C
C
C
A
T
C
T
A
C
A
C
C
A
A
C
G
T
G
A
C
C
T
A
T
C
C
C
 
A
T
T
A
C
G
G
T
C
A
A
T
C
C
G
C
C
G
T
T
T
G
T
T
C
C
C
A
C
G
G
A
G
A
A
T
C
C
G
A
C
G
G
G
 
T
T
G
T
T
A
C
T
C
G
C
T
C
A
C
A
T
T
T
A
A
T
G

T
T
C
C
C
T
T
C
C
T
T
T
C
T
C
G
C
C
A
C
G
T
T
C
G
C
C
G
G
C
T
T
T
C
C
C
C
G
T
C
A
A
G
C
T
C
T
A
A
A
T
C
G
G
G
G
G
C
T
C
C
C
T
T
T
A
G
G
G
T
T
C
C
G
A
 
T
T
T
A
G
T
G
C
T
T
T
A
C
G
G
C
A
C
C
T
C
G
A
C
C
C
C
A
A
A
A
A
A
C
T
T
G
A
T
T
T
G
G
G
 
T
G
A
T
G
G
T
T
C
A
C
G
T
A
G
T
G
G
G
C
C
A
T
T
T
G
A
T
G
A
A
A
G
C
T
G
G
C
T
A
C
A
G
G
A
A
G
G
C
C
 
A
G
A
C
G
C
G
A
A
T
T
A
T
T
T
T
T
G
A
T
G
G
C
G
T
T
C
C
T
A
T
T
G
G
T
T
A
A
A
A
A
A
T
G
 
A
G
C
T
G
A
T
T
T
A
A
C
A
A
A
A
A
T
T
T
A
A
T
G
C
G
A
A
T
T
T
T
A
A
C
A
A
A
A
T
A
T
T
A
A
C
G
T
T
T
A
C
A
A
T
T
T
A
A
A
T
A
T
T
T
G
C
T
T
A
T

G
G
A
T
T
C
T
G
G
C
G
T
A
C
C
G
T
T
C
C
T
G
T
C
T
A
A
 
A
A
T
C
C
C
T
T
T
A
A
T
C
G
G
C
C
T
C
C
T
G
T
T
T
A
G
C
T
C
C
C
G
C
T
C
T
G
A
T
T
C
T
A
 
A
C
G
A
G
G
A
A
A
G
C
A
C
G
T
T
A
T
A
C
G
T
G
C
T
C
G
T
C
A
A
A
G
C
A
A
C
C
A
T
A
G
T
A
C
G
C
G
C
C
C
T
G
T
A
G
C
G
G
C
G
C
A
T
T
A
A
G
C
G
C

A
C
A
A
T
C
T
T
C
C
T
G
T
T
T
T
T
G
G
G
G
C
T
T
T
T
C
T
G
A
T
T
A
T
C
A
A
C
C
G
G
G
G
T
A
C
A
T
A
T
G
A
T
T
G
A
C
A
T
G
C
T
A
G
T
T
T
T
A
C
G
A
T
T
A
 
C
C
G
T
T
C
A
T
C
G
A
T
T
C
T
C
T
T
G
T
T
T
G
C
T
C
C
A
G
A
C
T
C
T
C
A
G
G
C
A
A
T
G
A
 
C
C
T
G
A
T
A
G
C
C
T
T
T
G
T
A
G
A
T
C
T
C
T

C
C
A
G
C
A
A
G
G
C
C
G
A
T
A
G
T
T
T
G
A
G
T
T
C
T
T
C
T
A
C
T
C
A
G
G
C
A
A
G
T
G
A
T
G
T
T
A
T
T
A
C
T
A
A
T
C
A
A
A
G
A
A
G
T
A
T
T
G
C
T
A
C
A
A
 
C
G
G
T
T
A
A
T
T
T
G
C
G
T
G
A
T
G
G
A
C
A
G
A
C
T
C
T
T
T
T
A
C
T
C
G
G
T
G
G
C
C
T
C
 
A
C
T
G
A
T
T
A
T
A
A
A
A
A
C
A
C
T
T
C
T
C
A
C
A
A
A
A
A
T
A
G
C
T
A
C
C
C
T
C
T
C
C
G
G
C
A
T
T
A
 
A
T
T
T
A
T
C
A
G
C
T
A
G
A
A
C
G
G
T
T
G
A
A
T
A
T
C
A
T
A
T
T
G
A
T
G
G
T
G
A
T
T
T
G
 
A
C
T
G
T
C
T
C
C
G
G
C
C
T
T
T
C
T
C
A
C
C
C
T
T
T
T
G
A
A
T
C
T
T
T
A
C
C
T
A
C
A
C
A
T
T
A
C
T
C
A
G
G
C
A
T
T
G
C
A
T
T
T
A
A
A
A
T
A
T
A

G
T
C
C
C
T
T
T
T
A
T
T
A
C
T
G
G
T
C
G
T
G
T
G
A
C
T
 
G
G
T
G
A
A
T
C
T
G
C
C
A
A
T
G
T
A
A
A
T
A
A
T
C
C
A
T
T
T
C
A
G
A
C
G
A
T
T
G
A
G
C
G
 
T
C
A
A
A
A
T
G
T
A
G
G
T
A
T
T
T
C
C
A
T
G
A
G
C
G
T
T
T
T
T
C
C
T
G
T
T
G
C
A
A
T
G
G
C
T
G
G
C
G
G
T
A
A
T
A
T
T
G
T
T
C
T
G
G
A
T
A
T
T
A

T
G
A
G
G
G
T
T
C
T
A
A
A
A
A
T
T
T
T
T
A
T
C
C
T
T
G
C
G
T
T
G
A
A
A
T
A
A
A
G
G
C
T
T
C
T
C
C
C
G
C
A
A
A
A
G
T
A
T
T
A
C
A
G
G
G
T
C
A
T
A
A
T
G
T
 
T
T
T
T
G
G
T
A
C
A
A
C
C
G
A
T
T
T
A
G
C
T
T
T
A
T
G
C
T
C
T
G
A
G
G
C
T
T
T
A
T
T
G
C
 
T
T
A
A
T
T
T
T
G
C
T
A
A
T
T
C
T
T
T
G
C
C
T

T
G
G
T
T
C
G
T
T
C
G
G
T
A
T
T
T
T
T
A
A
T
G
G
C
G
A
T
G
T
T
T
T
A
G
G
G
C
T
A
T
C
A
G
T
T
C
G
C
G
C
A
T
T
A
A
A
G
A
C
T
A
A
T
A
G
C
C
A
T
T
C
A
A
A
 
A
A
T
A
T
T
G
T
C
T
G
T
G
C
C
A
C
G
T
A
T
T
C
T
T
A
C
G
C
T
T
T
C
A
G
G
T
C
A
G
A
A
G
G
 
G
T
T
C
T
A
T
C
T
C
T
G
T
T
G
G
C
C
A
G
A
A
T
T
G
C
C
T
G
T
A
T
G
A
T
T
T
A
T
T
G
G
A
T
G
T
T
A
A
T
 
G
C
T
A
C
T
A
C
T
A
T
T
A
G
T
A
G
A
A
T
T
G
A
T
G
C
C
A
C
C
T
T
T
T
C
A
G
C
T
C
G
C
G
C
 
C
C
C
A
A
A
T
G
A
A
A
A
T
A
T
A
G
C
T
A
A
A
C
A
G
G
T
T
A
T
T
G
A
C
C
A
T
T
T
G
C
G
A
A
A
T
G
T
A
T
C
T
A
A
T
G
G
T
C
A
A
A
C
T
A
A
A
T
C
T
A

A
C
C
A
G
A
T
A
T
T
G
A
T
T
G
A
G
G
G
T
T
T
G
A
T
A
T
 
T
T
G
A
G
G
T
T
C
A
G
C
A
A
G
G
T
G
A
T
G
C
T
T
T
A
G
A
T
T
T
T
T
C
A
T
T
T
G
C
T
G
C
T
 
G
G
C
T
C
T
C
A
G
C
G
T
G
G
C
A
C
T
G
T
T
G
C
A
G
G
C
G
G
T
G
T
T
A
A
T
A
C
T
G
A
C
C
G
C
C
T
C
A
C
C
T
C
T
G
T
T
T
T
A
T
C
T
T
C
T
G
C
T
G
G

C
T
C
G
T
T
C
G
C
A
G
A
A
T
T
G
G
G
A
A
T
C
A
A
C
T
G
T
T
A
T
A
T
G
G
A
A
T
G
A
A
A
C
T
T
C
C
A
G
A
C
A
C
C
G
T
A
C
T
T
T
A
G
T
T
G
C
A
T
A
T
T
T
A
A
 
A
A
C
A
T
G
T
T
G
A
G
C
T
A
C
A
G
C
A
T
T
A
T
A
T
T
C
A
G
C
A
A
T
T
A
A
G
C
T
C
T
A
A
G
 
C
C
A
T
C
C
G
C
A
A
A
A
A
T
G
A
C
C
T
C
T
T
A

G
T
C
G
A
A
T
T
G
T
T
T
G
T
A
A
A
G
T
C
T
A
A
T
A
C
T
T
C
T
A
A
A
T
C
C
T
C
A
A
A
T
G
T
A
T
T
A
T
C
T
A
T
T
G
A
C
G
G
C
T
C
T
A
A
T
C
T
A
T
T
A
G
T
T
 
G
T
T
A
G
T
G
C
T
C
C
T
A
A
A
G
A
T
A
T
T
T
T
A
G
A
T
A
A
C
C
T
T
C
C
T
C
A
A
T
T
C
C
T
 
T
T
C
A
A
C
T
G
T
T
G
A
T
T
T
G
C
C
A
A
C
T
G
T
C
A
A
A
A
G
G
A
G
C
A
A
T
T
A
A
A
G
G
T
A
C
T
C
T
C
 
T
A
A
T
C
C
T
G
A
C
C
T
G
T
T
G
G
A
G
T
T
T
G
C
T
T
C
C
G
G
T
C
T
G
G
T
T
C
G
C
T
T
T
G
 
A
A
G
C
T
C
G
A
A
T
T
A
A
A
A
C
G
C
G
A
T
A
T
T
T
G
A
A
G
T
C
T
T
T
C
G
G
G
C
T
T
C
C
T
C
T
T
A
A
T
C
T
T
T
T
T
G
A
T
G
C
A
A
T
C
C
G
C
T
T
T

T
A
T
T
G
A
T
G
A
A
T
T
G
C
C
A
T
C
A
T
C
T
G
A
T
A
A
 
T
C
A
G
G
A
A
T
A
T
G
A
T
G
A
T
A
A
T
T
C
C
G
C
T
C
C
T
T
C
T
G
G
T
G
G
T
T
T
C
T
T
T
G
 
T
T
C
C
G
C
A
A
A
A
T
G
A
T
A
A
T
G
T
T
A
C
T
C
A
A
A
C
T
T
T
T
A
A
A
A
T
T
A
A
T
A
A
C
G
T
T
C
G
G
G
C
A
A
A
G
G
A
T
T
T
A
A
T
A
C
G
A
G
T
T

G
C
T
T
C
T
G
A
C
T
A
T
A
A
T
A
G
T
C
A
G
G
G
T
A
A
A
G
A
C
C
T
G
A
T
T
T
T
T
G
A
T
T
T
A
T
G
G
T
C
A
T
T
C
T
C
G
T
T
T
T
C
T
G
A
A
C
T
G
T
T
T
A
A
A
 
G
C
A
T
T
T
G
A
G
G
G
G
G
A
T
T
C
A
A
T
G
A
A
T
A
T
T
T
A
T
G
A
C
G
A
T
T
C
C
G
C
A
G
T
 
A
T
T
G
G
A
C
G
C
T
A
T
C
C
A
G
T
C
T
A
A
A
C

G
T
A
C
T
G
T
T
A
C
T
G
T
A
T
A
T
T
C
A
T
C
T
G
A
C
G
T
T
A
A
A
C
C
T
G
A
A
A
A
T
C
T
A
C
G
C
A
A
T
T
T
C
T
T
T
A
T
T
T
C
T
G
T
T
T
T
A
C
G
T
G
C
A
A
 
A
T
A
A
T
T
T
T
G
A
T
A
T
G
G
T
A
G
G
T
T
C
T
A
A
C
C
C
T
T
C
C
A
T
T
A
T
T
C
A
G
A
A
G
 
T
A
T
A
A
T
C
C
A
A
A
C
A
A
T
C
A
G
G
A
T
T
A
A
T
T
T
T
A
C
T
A
T
T
A
C
C
C
C
C
T
C
T
G
G
C
A
A
A
A
 
C
T
T
C
T
T
T
T
G
C
A
A
A
A
G
C
C
T
C
T
C
G
C
T
A
T
T
T
T
G
G
T
T
T
T
T
A
T
C
G
T
C
G
T
 
C
T
G
G
T
A
A
A
C
G
A
G
G
G
T
T
A
T
G
A
T
A
G
T
G
T
T
G
C
T
C
T
T
A
C
T
A
T
G
C
C
T
C
G
T
A
A
T
T
C
C
T
T
T
T
G
G
C
G
T
T
A
T
G
T
A
T
C
T
G
C

A
T
T
A
A
T
T
T
T
G
T
T
T
T
C
T
T
G
A
T
G
T
T
T
G
T
T
 
T
C
A
T
C
A
T
C
T
T
C
T
T
T
T
G
C
T
C
A
G
G
T
A
A
T
T
G
A
A
A
T
G
A
A
T
A
A
T
T
C
G
C
C
 
T
C
T
G
C
G
C
G
A
T
T
T
T
G
T
A
A
C
T
T
G
G
T
A
T
T
C
A
A
A
G
C
A
A
T
C
A
G
G
C
G
A
A
T
C
C
G
T
T
A
T
T
G
T
T
T
C
T
C
C
C
G
A
T
G
T
A
A
A
A
G

A
T
T
A
G
T
T
G
A
A
T
G
T
G
G
T
A
T
T
C
C
T
A
A
A
T
C
T
C
A
A
C
T
G
A
T
G
A
A
T
C
T
T
T
C
T
A
C
C
T
G
T
A
A
T
A
A
T
G
T
T
G
T
T
C
C
G
T
T
A
G
T
T
C
G
 
T
T
T
T
A
T
T
A
A
C
G
T
A
G
A
T
T
T
T
T
C
T
T
C
C
C
A
A
C
G
T
C
C
T
G
A
C
T
G
G
T
A
T
A
 
A
T
G
A
G
C
C
A
G
T
T
C
T
T
A
A
A
A
T
C
G
C
A

A
G
C
T
A
T
C
G
C
T
A
T
G
T
T
T
T
C
A
A
G
G
A
T
T
C
T
A
A
G
G
G
A
A
A
A
T
T
A
A
T
T
A
A
T
A
G
C
G
A
C
G
A
T
T
T
A
C
A
G
A
A
G
C
A
A
G
G
T
T
A
T
T
C
A
 
C
T
C
A
C
A
T
A
T
A
T
T
G
A
T
T
T
A
T
G
T
A
C
T
G
T
T
T
C
C
A
T
T
A
A
A
A
A
A
G
G
T
A
A
 
T
T
C
A
A
A
T
G
A
A
A
T
T
G
T
T
A
A
A
T
G
T
A
T
A
A
G
G
T
A
A
T
T
C
A
C
A
A
T
G
A
T
T
A
A
A
G
T
T
G
 
A
A
A
T
T
A
A
A
C
C
A
T
C
T
C
A
A
G
C
C
C
A
A
T
T
T
A
C
T
A
C
T
C
G
T
T
C
T
G
G
T
G
T
T
 
T
C
T
C
G
T
C
A
G
G
G
C
A
A
G
C
C
T
T
A
T
T
C
A
C
T
G
A
A
T
G
A
G
C
A
G
C
T
T
T
G
T
T
A
C
G
T
T
G
A
T
T
T
G
G
G
T
A
A
T
G
A
A
T
A
T
C
C
G
G
T

C
G
T
T
C
T
T
T
G
T
C
T
T
G
C
G
A
T
T
G
G
A
T
T
T
G
C
 
A
T
C
A
G
C
A
T
T
T
A
C
A
T
A
T
A
G
T
T
A
T
A
T
A
A
C
C
C
A
A
C
C
T
A
A
G
C
C
G
G
A
G
G
 
T
T
A
A
A
A
A
G
G
T
A
G
T
C
T
C
T
C
A
G
A
C
C
T
A
T
G
A
T
T
T
T
G
A
T
A
A
A
T
T
C
A
C
T
A
T
T
G
A
C
T
C
T
T
C
T
C
A
G
C
G
T
C
T
T
A
A
T
C
T
A

T
C
T
T
G
T
C
A
A
G
A
T
T
A
C
T
C
T
T
G
A
T
G
A
A
G
G
T
C
A
G
C
C
A
G
C
C
T
A
T
G
C
G
C
C
T
G
G
T
C
T
G
T
A
C
A
C
C
G
T
T
C
A
T
C
T
G
T
C
C
T
C
T
T
T
 
C
A
A
A
G
T
T
G
G
T
C
A
G
T
T
C
G
G
T
T
C
C
C
T
T
A
T
G
A
T
T
G
A
C
C
G
T
C
T
G
C
G
C
C
 
T
C
G
T
T
C
C
G
G
C
T
A
A
G
T
A
A
C
A
T
G
G
A

C
T
A
A
A
C
A
G
G
C
T
T
T
T
T
C
T
A
G
T
A
A
T
T
A
T
G
A
T
T
C
C
G
G
T
G
T
T
T
A
T
T
C
T
T
A
T
T
T
A
A
C
G
C
C
T
T
A
T
T
T
A
T
C
A
C
A
C
G
G
T
C
G
G
T
 
A
T
T
T
C
A
A
A
C
C
A
T
T
A
A
A
T
T
T
A
G
G
T
C
A
G
A
A
G
A
T
G
A
A
A
T
T
A
A
C
T
A
A
A
 
A
T
A
T
A
T
T
T
G
A
A
A
A
A
G
T
T
T
T
C
T
C
G
G
C
A
G
G
T
C
G
C
G
G
A
T
T
T
C
G
A
C
A
C
A
A
T
T
T
A
 
T
C
A
G
G
C
G
A
T
G
A
T
A
C
A
A
A
T
C
T
C
C
G
T
T
G
T
A
C
T
T
T
G
T
T
T
C
G
C
G
C
T
T
G
 
G
T
A
T
A
A
T
C
G
C
T
G
G
G
G
G
T
C
A
A
A
G
A
T
G
A
G
T
G
T
T
T
T
A
G
T
G
T
A
T
T
C
T
T
T
T
G
C
C
T
C
T
T
T
C
G
T
T
T
T
A
G
G
T
T
G
G
T
G
C
C

A
C
T
T
T
A
T
A
T
T
C
T
C
T
T
A
T
T
A
C
T
G
G
C
T
C
G
 
A
A
A
A
T
G
C
C
T
C
T
G
C
C
T
A
A
A
T
T
A
C
A
T
G
T
T
G
G
C
G
T
T
G
T
T
A
A
A
T
A
T
G
G
 
C
G
A
T
T
C
T
C
A
A
T
T
A
A
G
C
C
C
T
A
C
T
G
T
T
G
A
G
C
G
T
T
G
G
C
T
T
T
A
T
A
C
T
G
G
T
A
A
G
A
A
T
T
T
G
T
A
T
A
A
C
G
C
A
T
A
T
G
A
T
A

T
T
C
G
T
A
G
T
G
G
C
A
T
T
A
C
G
T
A
T
T
T
T
A
C
C
C
G
T
T
T
A
A
T
G
G
A
A
A
C
T
T
C
C
T
C
A
T
G
A
A
A
A
A
G
T
C
T
T
T
A
G
T
C
C
T
C
A
A
A
G
C
C
T
C
 
T
G
T
A
G
C
C
G
T
T
G
C
T
A
C
C
C
T
C
G
T
T
C
C
G
A
T
G
C
T
G
T
C
T
T
T
C
G
C
T
G
C
T
G
 
A
G
G
G
T
G
A
C
G
A
T
C
C
C
G
C
A
A
A
A
G
C
G

T
C
T
A
C
A
T
G
C
T
C
G
T
A
A
A
T
T
A
G
G
A
T
G
G
G
A
T
A
T
T
A
T
T
T
T
T
C
T
T
G
T
T
C
A
G
G
A
C
T
T
A
T
C
T
A
T
T
G
T
T
G
A
T
A
A
A
C
A
G
G
C
G
C
G
 
T
T
C
T
G
C
A
T
T
A
G
C
T
G
A
A
C
A
T
G
T
T
G
T
T
T
A
T
T
G
T
C
G
T
C
G
T
C
T
G
G
A
C
A
 
G
A
A
T
T
A
C
T
T
T
A
C
C
T
T
T
T
G
T
C
G
G
T
G
C
C
T
T
T
A
A
C
T
C
C
C
T
G
C
A
A
G
C
C
T
C
A
G
C
G
 
A
C
C
G
A
A
T
A
T
A
T
C
G
G
T
T
A
T
G
C
G
T
G
G
G
C
G
A
T
G
G
T
T
G
T
T
G
T
C
A
T
T
G
T
 
C
G
G
C
G
C
A
A
C
T
A
T
C
G
G
T
A
T
C
A
A
G
C
T
G
T
T
T
A
A
G
A
A
A
T
T
C
A
C
C
T
C
G
A
A
A
G
C
A
A
G
C
T
G
A
T
A
A
A
C
C
G
A
T
A
C
A
A
T
T
A

T
A
T
C
T
G
A
T
T
T
G
C
T
T
G
C
T
A
T
T
G
G
G
C
G
C
G
 
G
T
A
A
T
G
A
T
T
C
C
T
A
C
G
A
T
G
A
A
A
A
T
A
A
A
A
A
C
G
G
C
T
T
G
C
T
T
G
T
T
C
T
C
 
G
A
T
G
A
G
T
G
C
G
G
T
A
C
T
T
G
G
T
T
T
A
A
T
A
C
C
C
G
T
T
C
T
T
G
G
A
A
T
G
A
T
A
A
G
G
A
A
A
G
A
C
A
G
C
C
G
A
T
T
A
T
T
G
A
T
T
G
G
T
T

A
A
G
G
C
T
C
C
T
T
T
T
G
G
A
G
C
C
T
T
T
T
T
T
T
T
G
G
A
G
A
T
T
T
T
C
A
A
C
G
T
G
A
A
A
A
A
A
T
T
A
T
T
A
T
T
C
G
C
A
A
T
T
C
C
T
T
T
A
G
T
T
G
T
T
 
C
C
T
T
T
C
T
A
T
T
C
T
C
A
C
T
C
C
G
C
T
G
A
A
A
C
T
G
T
T
G
A
A
A
G
T
T
G
T
T
T
A
G
C
 
A
A
A
A
T
C
C
C
A
T
A
C
A
G
A
A
A
A
T
T
C
A
T

G
T
T
A
G
C
G
T
T
G
G
T
A
A
G
A
T
T
C
A
G
G
A
T
A
A
A
A
T
T
G
T
A
G
C
T
G
G
G
T
G
C
A
A
A
A
T
A
G
C
A
A
C
T
A
A
T
C
T
T
G
A
T
T
T
A
A
G
G
C
T
T
C
A
A
 
A
A
C
C
T
C
C
C
G
C
A
A
G
T
C
G
G
G
A
G
G
T
T
C
G
C
T
A
A
A
A
C
G
C
C
T
C
G
C
G
T
T
C
T
 
T
A
G
A
A
T
A
C
C
G
G
A
T
A
A
G
C
C
T
T
C
T
A
T
T
A
C
T
A
A
C
G
T
C
T
G
G
A
A
A
G
A
C
G
A
C
A
A
A
A
 
C
T
T
T
A
G
A
T
C
G
T
T
A
C
G
C
T
A
A
C
T
A
T
G
A
G
G
G
C
T
G
T
C
T
G
T
G
G
A
A
T
G
C
T
 
A
C
A
G
G
C
G
T
T
G
T
A
G
T
T
T
G
T
A
C
T
G
G
T
G
A
C
G
A
A
A
C
T
C
A
G
T
G
T
T
A
C
G
G
T
A
C
A
T
G
G
G
T
T
C
C
T
A
T
T
G
G
G
C
T
T
G
C
T
A
T

C
C
C
T
G
T
T
T
T
T
A
T
G
T
T
A
T
T
C
T
C
T
C
T
G
T
A
 
A
A
G
G
C
T
G
C
T
A
T
T
T
T
C
A
T
T
T
T
T
G
A
C
G
T
T
A
A
A
C
A
A
A
A
A
A
T
C
G
T
T
T
C
 
T
T
A
T
T
T
G
G
A
T
T
G
G
G
A
T
A
A
A
T
A
A
T
A
T
G
G
C
T
G
T
T
T
A
T
T
T
T
G
T
A
A
C
T
G
G
C
A
A
A
T
T
A
G
G
C
T
C
T
G
G
A
A
A
G
A
C
G
C
T
C

C
C
C
T
G
A
A
A
A
T
G
A
G
G
G
T
G
G
T
G
G
C
T
C
T
G
A
G
G
G
T
G
G
C
G
G
T
T
C
T
G
A
G
G
G
T
G
G
C
G
G
T
T
C
T
G
A
G
G
G
T
G
G
C
G
G
T
A
C
T
A
A
A
C
C
 
T
C
C
T
G
A
G
T
A
C
G
G
T
G
A
T
A
C
A
C
C
T
A
T
T
C
C
G
G
G
C
T
A
T
A
C
T
T
A
T
A
T
C
A
 
A
C
C
C
T
C
T
C
G
A
C
G
G
C
A
C
T
T
A
T
C
C
G

G
A
T
A
G
C
T
A
T
T
G
C
T
A
T
T
T
C
A
T
T
G
T
T
T
C
T
T
G
C
T
C
T
T
A
T
T
A
T
T
G
G
G
C
T
T
A
A
C
T
C
A
A
T
T
C
T
T
G
T
G
G
G
T
T
A
T
C
T
C
T
C
T
G
A
 
T
A
T
T
A
G
C
G
C
T
C
A
A
T
T
A
C
C
C
T
C
T
G
A
C
T
T
T
G
T
T
C
A
G
G
G
T
G
T
T
C
A
G
T
 
T
A
A
T
T
C
T
C
C
C
G
T
C
T
A
A
T
G
C
G
C
T
T
C
C
T
G
G
T
A
C
T
G
A
G
C
A
A
A
A
C
C
C
C
G
C
T
A
A
T
 
C
C
T
A
A
T
C
C
T
T
C
T
C
T
T
G
A
G
G
A
G
T
C
T
C
A
G
C
C
T
C
T
T
A
A
T
A
C
T
T
T
C
A
T
 
G
T
T
T
C
A
G
A
A
T
A
A
T
A
G
G
T
T
C
C
G
A
A
A
T
A
G
G
C
A
G
G
G
G
G
C
A
T
T
A
A
C
T
G
T
T
T
A
T
A
C
G
G
G
C
A
C
T
G
T
T
A
C
T
C
A
A
G
G
C
A

A
C
G
T
T
T
G
C
T
A
A
C
A
T
A
C
T
G
C
G
T
A
A
T
A
A
G
 
G
A
G
T
C
T
T
A
A
T
C
A
T
G
C
C
A
G
T
T
C
T
T
T
T
G
G
G
T
A
T
T
C
C
G
T
T
A
T
T
A
T
T
G
 
C
G
T
T
T
C
C
T
C
G
G
T
T
T
C
C
T
T
C
T
G
G
T
A
A
C
T
T
T
G
T
T
C
G
G
C
T
A
T
C
T
G
C
T
T
A
C
T
T
T
T
C
T
T
A
A
A
A
A
G
G
G
C
T
T
C
G
G
T
A
A

C
T
G
A
C
C
C
C
G
T
T
A
A
A
A
C
T
T
A
T
T
A
C
C
A
G
T
A
C
A
C
T
C
C
T
G
T
A
T
C
A
T
C
A
A
A
A
G
C
C
A
T
G
T
A
T
G
A
C
G
C
T
T
A
C
T
G
G
A
A
C
G
G
T
A
 
A
A
T
T
C
A
G
A
G
A
C
T
G
C
G
C
T
T
T
C
C
A
T
T
C
T
G
G
C
T
T
T
A
A
T
G
A
G
G
A
T
T
T
A
 
T
T
T
G
T
T
T
G
T
G
A
A
T
A
T
C
A
A
G
G
C
C
A

C
C
C
T
C
A
A
T
C
G
G
T
T
G
A
A
T
G
T
C
G
C
C
C
T
T
T
T
G
T
C
T
T
T
G
G
C
G
C
T
G
G
T
A
A
A
C
C
A
T
A
T
G
A
A
T
T
T
T
C
T
A
T
T
G
A
T
T
G
T
G
A
C
A
A
 
A
A
T
A
A
A
C
T
T
A
T
T
C
C
G
T
G
G
T
G
T
C
T
T
T
G
C
G
T
T
T
C
T
T
T
T
A
T
A
T
G
T
T
G
 
C
C
A
C
C
T
T
T
A
T
G
T
A
T
G
T
A
T
T
T
T
C
T
A
T
C
G
T
C
T
G
A
C
C
T
G
C
C
T
C
A
A
C
C
T
C
C
T
G
T
 
C
A
A
T
G
C
T
G
G
C
G
G
C
G
G
C
T
C
T
G
G
T
G
G
T
G
G
T
T
C
T
G
G
T
G
G
C
G
G
C
T
C
T
G
 
A
G
G
G
T
G
G
T
G
G
C
T
C
T
G
A
G
G
G
T
G
G
C
G
G
T
T
C
T
G
A
G
G
G
T
G
G
C
G
G
C
T
C
T
G
A
G
G
G
A
G
G
C
G
G
T
T
C
C
G
G
T
G
G
T
G
G
C
T
C
T G

G
T
T
C
C
G
G
T
G
A
T
T
T
T
G
A
T
T
A
T
G
A
A
A
A
G
A
T
G
G
C
A
A
A
C
G
C
T
A
A
T
A
A
G
G
G
G
G
C
T
A
T
G
A
C
C
G
A
A
A
A
T
G
C
C
G
A
T
G
A
A
A
A
C
 
G
C
G
C
T
A
C
A
G
T
C
T
G
A
C
G
C
T
A
A
A
G
G
C
A
A
A
C
T
T
G
A
T
T
C
T
G
T
C
G
C
T
A
C
 
T
G
A
T
T
A
C
G
G
T
G
C
T
G
C
T
A
T
C
G
A
T
G
G
T
T
T
C
A
T
T
G
G
T
G
A
C
G
T
T
T
C
C
G
G
C
C
T
T
G
 
C
T
A
A
T
G
G
T
A
A
T
G
G
T
G
C
T
A
C
T
G
G
T
G
A
T
T
T
T
G
C
T
G
G
C
T
C
T
A
A
T
T
C
C
 
C
A
A
A
T
G
G
C
T
C
A
A
G
T
C
G
G
T
G
A
C
G
G
T
G
A
T
A
A
T
T
C
A
C
C
T
T
T
A
A
T
G
A
A
T
A
A
T
T
T
C
C
G
T
C
A
A
T
A
T
T
T
A
C
C
T
T
C
C
C
T

C
G
C
T
G
G
T
T
T
G
C
C
C
C
A
G
C
A
G
G
C
G
A
A

G
C
G
G
T
C
C
A

C
T
G
G
C
C
C
T
G
A
G
A
G
A
G
T
T
G
C
A
G
C
A
A

C
G
C

T
C
A
C

A
G
A
C
G
G
G
C
A
A
C
A
G
C
T
G
A
T
T
G
C
C
C
T

C
A
C
C
A
G
T
G

T
T
T
C
T
T
T
T

G
G
C
G
C
C
A
G
G
G
T
G
G
T
T

G
C
C
T
C
T
T
C
G
C
T
A
T
T
A
C
G
C
C
A
G
C
T
G
G
C
G
T
A
T
T
G

C
G
G

G
G
T
G

G
C
G
C
A
A
C
T
G
T
T
G
G
G
A
A
G
G
G
C
G
A
T
C

T
T
C
A
G
G
C
T

A
T
T
C
G
C
C
A

A
C
C
A
G
G
C
A
A
A
G
C
G
C
C

T
G
C
C
G
G
A
A

C
C
A
G
C
T
T
T
C
C
G
G
C
A
C
C
G
C
T
T
C
T
G
G

C
A
C
T
C
C
A
G

A
A
A
T
C
C
C
T
T
A
T
A
A
A
T
C
A
A
A
A
G
A
A
T
A
G
C
C
C
G
A
G
A
T
A
G
G
G
T
T
G
A
G
T
G
T
T
G
T
T
C
C
A
G
T

T
T
G
G
A
A
C
A
A
G
A
G
T
C
C
A
C
T
A
T
T
A
A
A
G
A
A
C
G
T
G
G
A
C
T
C
C
A
A
C
G
T
C
A

A
A
G
G
G
C
G
A
A
A
A
A
C
C
G
T
C
T
A
T
C
A
G
G
G
C
G
C
A
T
T
A
A
A
T
G
T
G
A
G
C
G
A
G
T
A
A
C
A
A

C
C
C
G
T
C
G
G
A
T
T
C
T
C
C
G
T
G
G
G
A
A
C
A
A
A
C
G
G
C
G
G
A
T
T
G
A
C
C
G
T
A
A
T

G
G
G
A
T
A
G
G
T
C
A
C
G
T
T
G
G
T
G
T
A
G
A
T
G
G
G
C
G
C
A
T
C
G
T
A
A
C
C
G
T
G
C
A
T
C
T
G
C
C
A
G
T
T
T
G
A
G
G

A
A
G
C
C
G
G
C
G
A
A
C
G
T
G
G

G
A
C
G
G
G
G
A

T
A
G
A
G
C
T
T

A
A
G
G
G
A
G
C
C
C
C
C
G
A
T
T

G
A
A
C
C
C
T
A

T
C
G

T
A
A
A

A
G
G
T
G
C
C
G
T
A
A
A
G
C
A
C

T
G
G
G
G
T
C
G

A
A
G
T
T
T
T
T

C
C
C
A
A
A
T
C

A
C
C
A
T
C
A

C
T
A
C
G
T
G
A

A
G
C
C
A
G
C
T
T
T
C
A
T
C
A
A
A
T
G
G
C
C
C
A

C
T
T
C
C
T
G
T

G
G
C

G
T
C
T

A
T
C
A
A
A
A
A
T
A
A
T
T
C
G
C

G
G
A
A
C
G
C
C

A
A
C
C
A
A
T
A

C
A
T
T
T
T
T
T

A
T
C
A
G
C
T

T
T
T
G
T
T
A
A

A
T
T
A
A
A
T
T

T
T
T
T
G
T
T
A
A
A
A
T
T
C
G
C

C
G
T
T
A
A
T
A

A
T
T
G
T
A
A
A

T
A
C
A
G
G
G
C
G
C
G
T
A
C
T
A
T
G
G
T
T
G
C
T
T
T
G
A
C
G
A
G
C
A
C
G
T
A
T
A
A
C
G
T
G
C
T
T
T
C
C
T
C
G
T

T
A
G
A
A
T
C
A
G
A
G
C
G
G
G
A
G
C
T
A
A
A
C
A
G
G
A
G
G
C
C
G
A
T
T
A
A
A
G
G
G
A
T
T

T
T
A
G
A
C
A
G
G
A
A
C
G
G
T
A
C
G
C
C
A
G
A
A
T
C
C
A
G
A
G
A
T
C
T
A
C
A
A
A
G
G
C
T
A
T
C
A
G
G

T
C
A
T
T
G
C
C
T
G
A
G
A
G
T
C
T
G
G
A
G
C
A
A
A
C
A
A
G
A
G
A
A
T
C
G
A
T
G
A
A
C
G
G

T
A
A
T
C
G
T
A
A
A
A
C
T
A
G
C
A
T
G
T
C
A
A
T
C
A
T
A
T
G
T
A
C
C
C
C
G
G
T
T
G
A
T
A
A
T
C
A
G
A
A
A
A
G
C
C
C
C
A

A
G
T
A
G
A
A
G
A
A
C
T
C
A
A
A

C
T
T
G
C
C
T
G

T
A
A
C
A
T
C
A

C
T
T
C
T
T
T
G
A
T
T
A
G
T
A
A

T
A
G
C
A
A
T
A

T
T
G

A
C
C
G

T
C
C
A
T
C
A
C
G
C
A
A
A
T
T
A

A
G
A
G
T
C
T
G

C
G
A
G
T
A
A
A

G
A
G
G
C
C
A
C

A
A
T
C
A
G
T

G
T
T
T
T
T
A
T

A
G
G
G
T
A
G
C
T
A
T
T
T
T
T
G
T
G
A
G
A
A
G
T

T
G
C
C
G
G
A
G

T
A
A

A
A
A
T

A
A
C
C
G
T
T
C
T
A
G
C
T
G
A
T

T
G
A
T
A
T
T
C

C
A
T
C
A
A
T
A

C
A
A
A
T
C
A
C

A
G
A
C
A
G
T

A
A
G
G
C
C
G
G

G
G
G
T
G
A
G
A

A
G
G
T
A
A
A
G
A
T
T
C
A
A
A
A

T
A
A
T
G
T
G
T

T
G
C
C
T
G
A
G

A
T
T
A
C
C
G
C
C
A
G
C
C
A
T
T
G
C
A
A
C
A
G
G
A
A
A
A
A
C
G
C
T
C
A
T
G
G
A
A
A
T
A
C
C
T
A
C
A
T
T
T
T
G
A

C
G
C
T
C
A
A
T
C
G
T
C
T
G
A
A
A
T
G
G
A
T
T
A
T
T
T
A
C
A
T
T
G
G
C
A
G
A
T
T
C
A
C
C

A
G
T
C
A
C
A
C
G
A
C
C
A
G
T
A
A
T
A
A
A
A
G
G
G
A
C
A
G
G
C
A
A
A
G
A
A
T
T
A
G
C
A
A
A
A
T
T
A
A

G
C
A
A
T
A
A
A
G
C
C
T
C
A
G
A
G
C
A
T
A
A
A
G
C
T
A
A
A
T
C
G
G
T
T
G
T
A
C
C
A
A
A
A

A
C
A
T
T
A
T
G
A
C
C
C
T
G
T
A
A
T
A
C
T
T
T
T
G
C
G
G
G
A
G
A
A
G
C
C
T
T
T
A
T
T
T
C
A
A
C
G
C
A
A
G
G
A
T
A
A
A
A

A
A
A
C
A
T
C
G
C
C
A
T
T
A
A
A

T
A
G
C
C
C
T
A

C
G
A
A
C
T
G
A

A
T
T
A
G
T
C
T
T
T
A
A
T
G
C
G

G
A
A
T
G
G
C
T

T
T
T

T
A
T
T

T
A
C
G
T
G
G
C
A
C
A
G
A
C
A
A

C
G
T
A
A
G
A
A

C
C
T
G
A
A
A
G

C
C
T
T
C
T
G
A

A
T
A
G
A
A
C

C
A
A
C
A
G
A
G

A
T
A
A
A
T
C
A
T
A
C
A
G
G
C
A
A
T
T
C
T
G
G
C

A
A
C
A
T
C
C
A

A
T
T

T
A
G
C

A
T
T
C
T
A
C
T
A
A
T
A
G
T
A
G

T
G
G
C
A
T
C
A

T
G
A
A
A
A
G
G

G
C
G
C
G
A
G
C

A
T
T
T
G
G
G

A
T
A
T
T
T
T
C

G
T
T
T
A
G
C
T

A
A
A
T
G
G
T
C
A
A
T
A
A
C
C
T

C
A
T
T
T
C
G
C

A
T
T
A
G
A
T
A

C
A
G
A
G
G
T
G
A
G
G
C
G
G
T
C
A
G
T
A
T
T
A
A
C
A
C
C
G
C
C
T
G
C
A
A
C
A
G
T
G
C
C
A
C
G
C
T
G
A
G
A
G
C
C

A
G
C
A
G
C
A
A
A
T
G
A
A
A
A
A
T
C
T
A
A
A
G
C
A
T
C
A
C
C
T
T
G
C
T
G
A
A
C
C
T
C
A
A

A
T
A
T
C
A
A
A
C
C
C
T
C
A
A
T
C
A
A
T
A
T
C
T
G
G
T
T
A
A
G
A
G
G
T
C
A
T
T
T
T
T
G
C
G
G
A
T
G
G

C
T
T
A
G
A
G
C
T
T
A
A
T
T
G
C
T
G
A
A
T
A
T
A
A
T
G
C
T
G
T
A
G
C
T
C
A
A
C
A
T
G
T
T

T
T
A
A
A
T
A
T
G
C
A
A
C
T
A
A
A
G
T
A
C
G
G
T
G
T
C
T
G
G
A
A
G
T
T
T
C
A
T
T
C
C
A
T
A
T
A
A
C
A
G
T
T
G
A
T
T
C
C

T
T
A
G
A
A
G
T
A
T
T
A
G
A
C
T

T
T
G
A
G
G
A
T

T
A
A
T
A
C
A
T

T
A
G
A
G
C
C
G
T
C
A
A
T
A
G
A

T
A
A
T
A
G
A
T

A
A
C

T
A
A
C

A
T
A
T
C
T
T
T
A
G
G
A
G
C
A
C

T
A
T
C
T
A
A
A

A
G
G
A
A
G
G
T

A
G
G
A
A
T
T
G

A
G
T
T
G
A
A

A
A
A
T
C
A
A
C

T
A
A
T
T
G
C
T
C
C
T
T
T
T
G
A
C
A
G
T
T
G
G
C

A
G
T
A
C
C
T
T

G
A
G

A
T
T
A

A
C
T
C
C
A
A
C
A
G
G
T
C
A
G
G

G
G
A
A
G
C
A
A

A
C
C
A
G
A
C
C

C
A
A
A
G
C
G
A

C
G
A
G
C
T
T

T
T
T
T
A
A
T
T

A
T
A
T
C
G
C
G

G
C
C
C
G
A
A
A
G
A
C
T
T
C
A
A

A
A
G
A
G
G
A
A

A
A
A
A
G
A
T
T

T
T
T
G
C
C
C
G
A
A
C
G
T
T
A
T
T
A
A
T
T
T
T
A
A
A
A
G
T
T
T
G
A
G
T
A
A
C
A
T
T
A
T
C
A
T
T
T
T
G
C
G
G
A
A

C
A
A
A
G
A
A
A
C
C
A
C
C
A
G
A
A
G
G
A
G
C
G
G
A
A
T
T
A
T
C
A
T
C
A
T
A
T
T
C
C
T
G
A

T
T
A
T
C
A
G
A
T
G
A
T
G
G
C
A
A
T
T
C
A
T
C
A
A
T
A
G
T
T
T
A
G
A
C
T
G
G
A
T
A
G
C
G
T
C
C
A
A
T

A
C
T
G
C
G
G
A
A
T
C
G
T
C
A
T
A
A
A
T
A
T
T
C
A
T
T
G
A
A
T
C
C
C
C
C
T
C
A
A
A
T
G
C

T
T
T
A
A
A
C
A
G
T
T
C
A
G
A
A
A
A
C
G
A
G
A
A
T
G
A
C
C
A
T
A
A
A
T
C
A
A
A
A
A
T
C
A
G
G
T
C
T
T
T
A
C
C
C
T
G
A
C

T
T
T
A
A
C
G
T
C
A
G
A
T
G
A
A

T
T
T
T
C
A
G
G

T
G
C
G
T
A
G
A

A
C
A
G
A
A
A
T
A
A
A
G
A
A
A
T

C
A
C
G
T
A
A
A

T
T
G

T
T
A
T

A
C
C
T
A
C
C
A
T
A
T
C
A
A
A
A

G
G
G
T
T
A
G
A

T
A
A
T
G
G
A
A

C
T
T
C
T
G
A
A

G
A
T
T
A
T
A

A
T
T
G
T
T
T
G

G
G
G
G
T
A
A
T
A
G
T
A
A
A
A
T
T
A
A
T
C
C
T
G

T
G
C
C
A
G
A
G

T
T
T

G
A
A
G

A
G
A
G
G
C
T
T
T
T
G
C
A
A
A
A

A
A
A
T
A
G
C
G

A
A
A
A
A
C
C
A

A
C
G
A
C
G
A
T

T
T
A
C
C
A
G

A
C
C
C
T
C
G
T

C
T
A
T
C
A
T
A

C
A
T
A
G
T
A
A
G
A
G
C
A
A
C
A

T
T
A
C
G
A
G
G

A
A
A
A
G
G
A
A

A
A
C
A
A
T
A
A
C
G
G
A
T
T
C
G
C
C
T
G
A
T
T
G
C
T
T
T
G
A
A
T
A
C
C
A
A
G
T
T
A
C
A
A
A
A
T
C
G
C
G
C
A
G
A

G
G
C
G
A
A
T
T
A
T
T
C
A
T
T
T
C
A
A
T
T
A
C
C
T
G
A
G
C
A
A
A
A
G
A
A
G
A
T
G
A
T
G
A

A
A
C
A
A
A
C
A
T
C
A
A
G
A
A
A
A
C
A
A
A
A
T
T
A
A
T
T
G
C
G
A
T
T
T
T
A
A
G
A
A
C
T
G
G
C
T
C
A
T

T
A
T
A
C
C
A
G
T
C
A
G
G
A
C
G
T
T
G
G
G
A
A
G
A
A
A
A
A
T
C
T
A
C
G
T
T
A
A
T
A
A
A
A

C
G
A
A
C
T
A
A
C
G
G
A
A
C
A
A
C
A
T
T
A
T
T
A
C
A
G
G
T
A
G
A
A
A
G
A
T
T
C
A
T
C
A
G
T
T
G
A
G
A
T
T
T
A
G
G
A
A
T

C
C
C
T
T
A
G
A
A
T
C
C
T
T
G
A

T
T
A
A
T
T
T
T

G
C
T
A
T
T
A
A

G
C
T
T
C
T
G
T
A
A
A
T
C
G
T
C

A
T
A
A
C
C
T
T

T
G
A

T
G
A
G

C
A
T
A
A
A
T
C
A
A
T
A
T
A
T
G

A
A
A
C
A
G
T
A

T
T
T
A
A
T
G
G

T
T
A
C
C
T
T
T

A
T
T
T
G
A
A

A
C
A
A
T
T
T
C

A
T
T
G
T
G
A
A
T
T
A
C
C
T
T
A
T
A
C
A
T
T
T
A

C
T
T
T
A
A
T
C

C
A
A

A
T
T
T

G
G
C
T
T
G
A
G
A
T
G
G
T
T
T
A

G
T
A
A
A
T
T
G

A
A
C
G
A
G
T
A

A
A
C
A
C
C
A
G

G
A
C
G
A
G
A

C
T
T
G
C
C
C
T

G
A
A
T
A
A
G
G

A
A
G
C
T
G
C
T
C
A
T
T
C
A
G
T

A
C
G
T
A
A
C
A

C
C
A
A
A
T
C
A

G
A
A
G
A
G
T
C
A
A
T
A
G
T
G
A
A
T
T
T
A
T
C
A
A
A
A
T
C
A
T
A
G
G
T
C
T
G
A
G
A
G
A
C
T
A
C
C
T
T
T
T
T
A
A

C
C
T
C
C
G
G
C
T
T
A
G
G
T
T
G
G
G
T
T
A
T
A
T
A
A
C
T
A
T
A
T
G
T
A
A
A
T
G
C
T
G
A
T

G
C
A
A
A
T
C
C
A
A
T
C
G
C
A
A
G
A
C
A
A
A
G
A
A
C
G
T
C
C
A
T
G
T
T
A
C
T
T
A
G
C
C
G
G
A
A
C
G
A

G
G
C
G
C
A
G
A
C
G
G
T
C
A
A
T
C
A
T
A
A
G
G
G
A
A
C
C
G
A
A
C
T
G
A
C
C
A
A
C
T
T
T
G

A
A
A
G
A
G
G
A
C
A
G
A
T
G
A
A
C
G
G
T
G
T
A
C
A
G
A
C
C
A
G
G
C
G
C
A
T
A
G
G
C
T
G
G
C
T
G
A
C
C
T
T
C
A
T
C
A
A
G

G
G
A
A
T
C
A
T
A
A
T
T
A
C
T
A

T
A
A
A
C
A
C
C

A
A
T
A
A
G
A
A

G
A
T
A
A
A
T
A
A
G
G
C
G
T
T
A

G
A
C
C
G
T
G
T

A
C
C

A
A
A
T

T
A
A
A
T
T
T
A
A
T
G
G
T
T
T
G

T
T
C
T
G
A
C
C

A
T
T
T
C
A
T
C

T
T
T
A
G
T
T
A

A
A
T
A
T
A
T

C
T
T
T
T
T
C
A

G
A
A
A
T
C
C
G
C
G
A
C
C
T
G
C
C
G
A
G
A
A
A
A

A
T
T
G
T
G
T
C

T
A
A

C
T
G
A

A
G
A
T
T
T
G
T
A
T
C
A
T
C
G
C

T
A
C
A
A
C
G
G

A
A
A
C
A
A
A
G

C
A
A
G
C
G
C
G

A
T
T
A
T
A
C

C
C
C
C
A
G
C
G

T
C
T
T
T
G
A
C

T
A
C
A
C
T
A
A
A
A
C
A
C
T
C
A

C
A
A
A
A
G
A
A

G
A
A
A
G
A
G
G

C
A
A
A
T
T
C
T
T
A
C
C
A
G
T
A
T
A
A
A
G
C
C
A
A
C
G
C
T
C
A
A
C
A
G
T
A
G
G
G
C
T
T
A
A
T
T
G
A
G
A
A
T
C
G

C
C
A
T
A
T
T
T
A
A
C
A
A
C
G
C
C
A
A
C
A
T
G
T
A
A
T
T
T
A
G
G
C
A
G
A
G
G
C
A
T
T
T
T

C
G
A
G
C
C
A
G
T
A
A
T
A
A
G
A
G
A
A
T
A
T
A
A
A
G
T
C
G
C
T
T
T
T
G
C
G
G
G
A
T
C
G
T
C
A
C
C
C
T

C
A
G
C
A
G
C
G
A
A
A
G
A
C
A
G
C
A
T
C
G
G
A
A
C
G
A
G
G
G
T
A
G
C
A
A
C
G
G
C
T
A
C
A

G
A
G
G
C
T
T
T
G
A
G
G
A
C
T
A
A
A
G
A
C
T
T
T
T
T
C
A
T
G
A
G
G
A
A
G
T
T
T
C
C
A
T
T
A
A
A
C
G
G
G
T
A
A
A
A
T
A
C

T
A
A
T
A
T
C
C
C
A
T
C
C
T
A
A

A
A
G
A
A
A
A
A

T
C
C
T
G
A
A
C

A
T
C
A
A
C
A
A
T
A
G
A
T
A
A
G

G
C
C
T
G
T
T
T

C
G
C

A
G
A
A

C
A
T
G
T
T
C
A
G
C
T
A
A
T
G
C

A
T
A
A
A
C
A
A

C
G
A
C
G
A
C
A

T
G
T
C
C
A
G
A

G
T
A
A
T
T
C

A
A
G
G
T
A
A
A

G
C
A
G
G
G
A
G
T
T
A
A
A
G
G
C
A
C
C
G
A
C
A
A

T
G
A
G
G
C
T
T

C
G
C

C
G
G
T

G
C
A
T
A
A
C
C
G
A
T
A
T
A
T
T

T
C
G
C
C
C
A
C

A
A
C
A
A
C
C
A

A
C
A
A
T
G
A
C

T
G
C
G
C
C
G

C
C
G
A
T
A
G
T

G
C
T
T
G
A
T
A

G
T
G
A
A
T
T
T
C
T
T
A
A
A
C
A

C
T
T
T
C
G
A
G

T
C
A
G
C
T
T
G

G
C
T
G
T
C
T
T
T
C
C
T
T
A
T
C
A
T
T
C
C
A
A
G
A
A
C
G
G
G
T
A
T
T
A
A
A
C
C
A
A
G
T
A
C
C
G
C
A
C
T
C
A
T
C

G
A
G
A
A
C
A
A
G
C
A
A
G
C
C
G
T
T
T
T
T
A
T
T
T
T
C
A
T
C
G
T
A
G
G
A
A
T
C
A
T
T
A
C

C
G
C
G
C
C
C
A
A
T
A
G
C
A
A
G
C
A
A
A
T
C
A
G
A
T
A
A
T
G
A
A
T
T
T
T
C
T
G
T
A
T
G
G
G
A
T
T
T
T

G
C
T
A
A
A
C
A
A
C
T
T
T
C
A
A
C
A
G
T
T
T
C
A
G
C
G
G
A
G
T
G
A
G
A
A
T
A
G
A
A
A
G
G

A
A
C
A
A
C
T
A
A
A
G
G
A
A
T
T
G
C
G
A
A
T
A
A
T
A
A
T
T
T
T
T
T
C
A
C
G
T
T
G
A
A
A
A
T
C
T
C
C
A
A
A
A
A
A
A
A
G
G

A
C
A
A
T
T
T
T
A
T
C
C
T
G
A
A

A
C
C
C
A
G
C
T

T
A
T
T
T
T
G
C

A
A
T
C
A
A
G
A
T
T
A
G
T
T
G
C

A
A
G
C
C
T
T
A

T
T
G

G
G
T
T

C
T
C
C
C
G
A
C
T
T
G
C
G
G
G
A

T
A
G
C
G
A
A
C

A
G
G
C
G
T
T
T

A
G
A
A
C
G
C
G

T
A
T
T
C
T
A

T
T
A
T
C
C
G
G

T
T
C
C
A
G
A
C
G
T
T
A
G
T
A
A
T
A
G
A
A
G
G
C

T
G
T
C
G
T
C
T

T
T
T

A
A
A
G

G
T
T
A
G
C
G
T
A
A
C
G
A
T
C
T

C
C
C
T
C
A
T
A

A
C
A
G
A
C
A
G

A
G
C
A
T
T
C
C

C
G
C
C
T
G
T

A
A
C
T
A
C
A
A

C
C
A
G
T
A
C
A

A
C
A
C
T
G
A
G
T
T
T
C
G
T
C
A

G
T
A
C
C
G
T
A

G
A
A
C
C
C
A
T

C
C
T
A
A
T
T
T
G
C
C
A
G
T
T
A
C
A
A
A
A
T
A
A
A
C
A
G
C
C
A
T
A
T
T
A
T
T
T
A
T
C
C
C
A
A
T
C
C
A
A
A
T
A
A

G
A
A
A
C
G
A
T
T
T
T
T
T
G
T
T
T
A
A
C
G
T
C
A
A
A
A
A
T
G
A
A
A
A
T
A
G
C
A
G
C
C
T
T

T
A
C
A
G
A
G
A
G
A
A
T
A
A
C
A
T
A
A
A
A
A
C
A
G
G
G
C
G
G
A
T
A
A
G
T
G
C
C
G
T
C
G
A
G
A
G
G
G
T

T
G
A
T
A
T
A
A
G
T
A
T
A
G
C
C
C
G
G
A
A
T
A
G
G
T
G
T
A
T
C
A
C
C
G
T
A
C
T
C
A
G
G
A

G
G
T
T
T
A
G
T
A
C
C
G
C
C
A
C
C
C
T
C
A
G
A
A
C
C
G
C
C
A
C
C
C
T
C
A
G
A
A
C
C
G
C
C
A
C
C
C
T
C
A
G
A
G
C
C
A
C
C

G
A
G
C
A
A
G
A
A
A
C
A
A
T
G
A

A
A
T
A
A
T
A
A

T
T
A
A
G
C
C
C

A
C
C
C
A
C
A
A
G
A
A
T
T
G
A
G

G
A
G
A
G
A
T
A

T
C
A

A
A
T
A

A
G
G
G
T
A
A
T
T
G
A
G
C
G
C
T

A
A
A
G
T
C
A
G

C
C
C
T
G
A
A
C

A
C
T
G
A
A
C
A

A
G
A
A
T
T
A

T
A
G
A
C
G
G
G

T
T
T
G
C
T
C
A
G
T
A
C
C
A
G
G
A
A
G
C
G
C
A
T

A
G
C
G
G
G
G
T

A
T
T

T
A
G
G

T
C
C
T
C
A
A
G
A
G
A
A
G
G
A
T

G
C
T
G
A
G
A
C

A
T
T
A
A
G
A
G

A
T
G
A
A
A
G
T

C
T
G
A
A
A
C

C
T
A
T
T
A
T
T

T
T
C
G
G
A
A
C

A
A
T
G
C
C
C
C
C
T
G
C
C
T
A
T

A
A
A
C
A
G
T
T

G
C
C
C
G
T
A
T

T
A
A
G
A
A
A
A
G
T
A
A
G
C
A
G
A
T
A
G
C
C
G
A
A
C
A
A
A
G
T
T
A
C
C
A
G
A
A
G
G
A
A
A
C
C
G
A
G
G
A
A
A
C
G

C
A
A
T
A
A
T
A
A
C
G
G
A
A
T
A
C
C
C
A
A
A
A
G
A
A
C
T
G
G
C
A
T
G
A
T
T
A
A
G
A
C
T
C

C
T
T
A
T
T
A
C
G
C
A
G
T
A
T
G
T
T
A
G
C
A
A
A
C
G
T
T
G
G
C
C
T
T
G
A
T
A
T
T
C
A
C
A
A
A
C
A
A
A

T
A
A
A
T
C
C
T
C
A
T
T
A
A
A
G
C
C
A
G
A
A
T
G
G
A
A
A
G
C
G
C
A
G
T
C
T
C
T
G
A
A
T
T

T
A
C
C
G
T
T
C
C
A
G
T
A
A
G
C
G
T
C
A
T
A
C
A
T
G
G
C
T
T
T
T
G
A
T
G
A
T
A
C
A
G
G
A
G
T
G
T
A
C
T
G
G
T
A
A
T
A
A

A
G
A
C
A
A
A
A
G
G
G
C
G
A
C
A

A
G
C
G
C
C
A
A

G
G
T
T
T
A
C
C

A
A
T
A
G
A
A
A
A
T
T
C
A
T
A
T

T
C
A
C
A
A
T
C

T
T
G

T
A
T
T

C
A
C
C
A
C
G
G
A
A
T
A
A
G
T
T

C
G
C
A
A
A
G
A

A
A
A
A
G
A
A
A

C
A
A
C
A
T
A
T

A
A
G
G
T
G
G

C
A
T
A
C
A
T
A

A
G
G
C
A
G
G
T
C
A
G
A
C
G
A
T
A
G
A
A
A
A
T
A

G
G
A
G
G
T
T
G

A
C
A

A
T
T
G

C
A
G
A
G
C
C
G
C
C
G
C
C
A
G
C

A
C
C
A
C
C
A
C

C
C
A
C
C
A
G
A

C
A
G
A
G
C
C
G

C
C
A
C
C
C
T

C
A
G
A
G
C
C
A

G
C
C
A
C
C
C
T

C
G
C
C
A
C
C
C
T
C
A
G
A
A
C
C

C
T
C
A
G
A
G
C

C
C
G
C
C
T
C
C

G
A
C
G
G
A
A
A
T
T
A
T
T
C
A
T
T
A
A
A
G
G
T
G
A
A
T
T
A
T
C
A
C
C
G
T
C
A
C
C
G
A
C
T
T
G
A
G
C
C
A
T
T
T
G

G
G
A
A
T
T
A
G
A
G
C
C
A
G
C
A
A
A
A
T
C
A
C
C
A
G
T
A
G
C
A
C
C
A
T
T
A
C
C
A
T
T
A
G

C
A
A
G
G
C
C
G
G
A
A
A
C
G
T
C
A
C
C
A
A
T
G
A
A
A
C
C
A
T
C
G
A
T
A
G
C
A
G
C
A
C
C
G
T
A
A
T
C
A

G
T
A
G
C
G
A
C
A
G
A
A
T
C
A
A
G
T
T
T
G
C
C
T
T
T
A
G
C
G
T
C
A
G
A
C
T
G
T
A
G
C
G
C

G
T
T
T
T
C
A
T
C
G
G
C
A
T
T
T
T
C
G
G
T
C
A
T
A
G
C
C
C
C
C
T
T
A
T
T
A
G
C
G
T
T
T
G
C
C
A
T
C
T
T
T
T
C
A
T
A
A
T

�

�

�

�

�

�

�

	




�

��

��

��

��

��

��

��

�	

�


��

��

��

��

��

��

��

C
A
A
A
G
C

G
A

T
T

G
C
T
T
T
G C

A
A
A
G
C
A

G
A
C

T
T

T
G
C
T
T
T
G T

T
T
C
C
T
G

C
T

A

A
G
G
A
A
A T

T
T
C
C
T
G

C
T

C
A

C
A
G
G
A
A
A G

T
G
T
T
A
A

T
A

A

T
A
A
C
A
C G

T
G
T
T
A
A

T
A

G
A

T
T
A
A
C
A
C T

T
T
T
A
A
A

T
T

T

T
T
A
A
A
A T

T
T
T
A
A
A

T
T

A
T

T
T
T
A
A
A
A A

A
G
C
A
A

T
T

G
A

T
T
G
C
T
T A

A
G
C
A
A
T

T
T
T

G
A

A
T
T
G
C
T
T T

T
T
T
G
A
T

T
T

A

T
C
A
A
A
A T

T
T
T
G
A
T

T
T

A
A

A
T
C
A
A
A
A C

G
T
T
G
G
C

T
A

A

C
C
A
A
C
G C

G
T
T
G
G
C

T
A

A
A

G
C
C
A
A
C
G G

T
T
C
T
T
G

A
A

C

A
A
G
A
A
C G

T
T
C
T
T
G

A
A

A
C

C
A
A
G
A
A
C

A
A
T
C
G
G

T
T

C
C
G
A
T
T A

A
T
C
G
G
C

T
G

T
T

C
C
G
A
T
T G

C
C
A
A
TA

T
T
G
G
C G

C
C
A
A
T
G

A
A

A
T
T
G
G
C A

G
C
A
A
GC

T
T
G
C
T A

G
C
A
A
G
G

C
G

C
T
T
G
C
T T

G
A
T
G
A
TT

C
A
T
C
A T

G
A
T
G
A
T

T
T

T
C
A
T
C
A T

C
T
T
T
T

G
A

A
A
A
A
G
A T

C
T
T
T
T
G

G
G

A
A

A
A
A
A
G
A T

A
C
A
T
A
TT

A
T
G
T
A T

A
C
A
T
A
T

A
G

A
T
A
T
G
T
A C

T
G
C
C
T
AA

G
G
C
A
G C

T
G
C
C
T
A

T
C

A
G
G
C
A
G C

C
T
A
C
G
AC

G
T
A
G
G C

C
T
A
C
G
A

A
A

C
G
T
A
G
G

T
G
T
T
T
A

A
C

C

T
A
A
A
C
A T

G
T
T
T
A
T

A
C

G
C

A
T
A
A
A
C
A

A
T
T
T
T
C

T
T

G
A
A
A
A
T

T
A
T
T
T
T
C

T
A

T
T

G
A
A
A
A
T

A
A
T
C
A
A T

T
G
A
T
T A

A
A
T

A
A
T
C
A
A T

T
G
A
T
T
A G

A
AA
A
T

T
G
C
G
T
G C

A
C
G
C
A A

AA
A
T

T
G
C
G
T
G

T
C
A
C
G
C
A G

A
A
A
T
G

T
A
A
A
G
A T

C
T
T
T
A G

T
G
C

T
A
A
A
G
A T

C
T
T
T
A
A A

G
TT
G
C

T
G
T
G
C
C G

G
C
A
C
A A

A
T
C

T
G
T
G
C
C G

G
C
A
C
A
G A

A
AA
T
C

G
C
T
 
G
G

 G
A

T
T

C
C

A
G
C G

C
T
 
G
G

G
A

T
T

C
C T

T
G
 
T
T

 T
C

A
A

C
A
A T

T
G
 
T
T

T
A

A
C

A
A

T
G
A
 
C
C
T

 C
T

C

G
G

T
C
A T

G
A
 
C
C
T

C
T

G
C

A
G

A T
G
C
 
T
T
A

 

A
A

G
C
A T

G
C
 
T
T
A

T
G

A

T
A

C
A A

A
G
 
C
C
A

 

G
G

C
T
T A

A
G
 
C
C
A

A
A

T

T
G

T
T A

G
T
 
A
T
T

 

A
T

A
C
T A

G
T
 
A
T
T

A
G

G

A
A

C
T A

T
A
 
A
T
G

 T
G

T

A
T

T
A
T A

T
A
 
A
T
G

T
G

T
T

C
A

T G
C
C
 
T
C
G

 C

G
A

G
G
C G

C
C
 
T
C
G

C
T

A

C
G

G
C C

T
G
 
A
G
G

 

C
T

C
A
G C

T
G
 
A
G
G

A
T

A

C
C

A
G A

G
C
 
A
A
A

 

T
T
T

G
C
T A

G
C
 
A
A
A

T
G

C

T
T

C
T T

C
A
 
A
C

 T
G

T

G
T

T
G
A T

C
A
 
A
C
C

T
G

T
T

G
A

A
A
T
C
T
T A

A
G
A
T
T G

C
C
T

A
A
T
C
T
T A

A
G
A
T
T
C A

G
CC
C
T

T
T
G
 
A
C

 C
A
A

G
T

C
A
T
T

T
T
G
 
A
C

A
A
G

A
C
AA
T
T
A

T
G
A
C
A
T

T
T
T

A
T
TT

A
T
G
T
C
A T

G
A
C
A
T

T
T

A
T

A
T
G
T
C
A
A

T
C
C
T
T
G

T
A

A
G

C
A
A
G
G
A

A
T
C
C
T
T
G

T
A

A
G

C
A
A
G
G
A
T C

A
A
C
T
G

C
A

T
A

C
A
G
T
T
G C

A
A
C
T
G

C
A

T
A

C
A
G
T
T
G G

G
T
A
A
A

A
T
T

T
T
T
A
C
C

G
G
G
T
A
A
A

A
A

T
T

T
T
T
A
C
C
C T

A
A
A
T
C

T
T

A
A

G
A
T
T
T
A T

A
A
A
T
C

T
T

A
A

G
A
T
T
T
A T

G
A
A
G
G

A
C

C
A

C
C
T
T
C
A

A
T
G
A
A
G
G

A
C

T
C
A

C
C
T
T
C
A
T T

T
A
C
C
C

C
A

G
G

G
G
G
T
A
A

T
T
T
A
C
C
C

C
A

G
G

G
G
G
T
A
A T

T
T
T
T
G

C
T
G

C
A
A
A
A
A

T
T
T
T
T
T
G

C
T

T
G

C
A
A
A
A
A
A

A
A
A
C
T
C G

A
G
T
T
T T

C
A
G

A
A
A
C
T
C G

A
G
T
T
T T

C
A
G

C
T
G
A
G
G

A
A
C

A
C
AA

C
C
T
C
A
G C

T
G
A
G
G

A
C

A
C

C
C
C
T
C
A
G

G
C
T
 
A
C

 A
G
C

G
T

G
TT
T
T

G
C
T
 
A
C

C
A

G

G
G
TT
T
T
A

C
T
C
T
T
A T

A
A
G
A
G A

G
A
T

C
T
C
T
T
A T

A
A
G
A
G A

A
GG
A
T
T

A
T
G
A
G
C G

C
T
C
A
T G

C
A
T

A
T
G
A
G
C G

C
T
C
A
T
T C

G
CC
A
T
A

A
T
A
A
T
G

A
C

T
A

C
A
T
T
A
T

A
A
T
A
A
T
G

A
C

T
A

C
A
T
T
A
T



Design of the 6 Helix Bundle

Figure S11:
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Design of the 3 Layer Block

Figure S13:
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C G G C T T T C C C C G T C A A G C T C T A A A T C G G G G G C T C C C T T G A T A G A C G G T T T T T C G C C C T T  T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T G G A A C A A C A C T C A A C C C T A T C T C G  G G C T A T T C T T T T G A T T T A T A A G G G A T T T T G C C G A T T T C G G A A C C A C C A T C A A A C A G G A T T

CCCTGTAGCGGCGCATTAAGCGCGGCGGGTGTGGTGGTTACGCGCAGCGTGACCGCTACACTT GCCAGCGCCCTAGCGCCCGCTCCTTTCGCTTTCTTCCCTTCCTTTCTCGCCACGTTCGC TTCGCCTGCTGGGGCAAACCAGCGTGGACCGCTTGCTGCAACTCTCTCAGGGCCAGGCGG TGAAGGGC

T T C T C A G G A T T C T G G C G T A C C G T T C C T G T C T A A A A T C C C T T T A A T C G G C C T C C T  G T T T A G C T C C C G C T C T G A T T C T A A C G A G G A A A G C A C G T T A T A C G T G C T C G T C A A A G C A A C C A T A G T A C G C G A A T C A G C T  G T T G C C C G T C T C A C T G G T G A A A A G A A A A A C C A C C C T G G C G C C C A A T A C G C A A A C C G C

TTGAGTTCTTCTACTCAGGCAAGTGATGTTATTACTAATCAAAGAAGTATTGCTACA ACGGTTAATTTGCGTGATGGACAGACTCTTTTACTCGGTGGCCTCACTGATTATAAAAACAC CTCTCCCCGCGCGTTGGCCGATTCATTAATGCAGCTGGCACGACAGGTTTCCCGACT GGAAAGCGGGCAGT

C A A T G T A A A T A A T C C A T T T C A G A C G A T T G A G C G T C A A A A T G T A G G T A T T T C C A T G A  G C G T T T T T C C T G T T G C A A T G G C T G G C G G T A A T A T T G T T C T G G A T A T T A C C A G C A A G G C C G A T A G T G A G C G C A A C G C A A T  T A A T G T G A G T T A G C T C A C T C A T T A G G C A C C C C A G G C T T T A C A C T T T A T G C T T C C G

CATTCAAAAATATTGTCTGTGCCACGTATTCTTACGCTTTCAGGTCAGAAGGGTTCT ATCTCTGTTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGC GCTCGTATGTTGTGTGGAATTGTGAGCGGATAACAATTTCACACAGG AAACAGCTATGACCATGATTACGAATTCGA

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T T  T A A T G G C G A T G T T T T A G G G C T A T C A G T T C G C G C A T T A A A G A C T A A T A G C G C T C G G T A C C C G G G G A T C C T C A  A C T G T G A G G A G G C T C A C G G A C G C G A A G A A C A G G C A C G C G T G C T G G C A G A A A C C C C C G G T A

CAACTGTTGATTTGCCAACTGACCAGATATTGATTGAGGGTTTGATATTTGAGGTTCAGCAAG GTGATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TGACCGTGAAAACGGCCCGCCGCATTCTGGCCGCAGCACCACAGAGTGCACAGGCGCGCA GTGACACT

A G T T G T C G A A T T G T T T G T A A A G T C T A A T A C T T C T A A A T C C T C A A A T G T A T T A T C  T A T T G A C G G C T C T A A T C T A T T A G T T G T T A G T G C T C C T A A A G A T A T T T T A G A T A A C C T T C C T C A A T T C C T T T G C G C T G G A  T C G T C T G A T G C A G G G G G C A C C G G C A C C G C T G G C T G C A G G T A A C C C G G C A T C T G A T G C

TCTGATAATCAGGAATATGATGATAATTCCGCTCCTTCTGGTGGTTTCTTTGTTCCG CAAAATGATAATGTTACTCAAACTTTTAAAATTAATAACGTTCGGGCAAAGGATTTAATACG CGTTAACGATTTGCTGAACACACCAGTGTAAGGGATGTTTATGACGAGCAAAGAAAC CTTTACCCATTACC

T C T A C G C A A T T T C T T T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T  C T A A C C C T T C C A T T A T T C A G A A G T A T A A T C C A A A C A A T C A G G A T T A T A T T G A T G A A T T G C C A T C A A G C C G C A G G G C A A C  A G T G A C C C G G C T C A T A C C G C A A C C G C G C C C G G C G G A T T G A G T G C G A A A G C G C C T G

CCTCTGCGCGATTTTGTAACTTGGTATTCAAAGCAATCAGGCGAATCCGTTATTGTT TCTCCCGATGTAAAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAA CAATGACCCCGCTGATGCTGGACACCTCCAGCCGTAAGCTGGTTGC GTGGGATGGCACCACCGACGGTGCTGCCGTT

C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T T C T T G A T  G T T T G T T T C A T C A T C T T C T T T T G C T C A G G T A A T T G A A A T G A A T A A T T C G G G C A T T C T T G C G G T T G C T G C T G  A C C A G A C C A G C A C C A C G C T G A C G T T C T A C A A G T C C G G C A C G T T C C G T T A T G A G G A T G T G C

TTCTCAGCGTCTTAATCTAAGCTATCGCTATGTTTTCAAGGATTCTAAGGGAAAATTAATTAA TAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATATTGATTTATGTACTGTTT TCTGGCCGGAGGCTGCCAGCGACGAGACGAAAAAACGGACCGCGTTTGCCGGAACGGCAA TCAGCATC

C G C G T T C T T T G T C T T G C G A T T G G A T T T G C A T C A G C A T T T A C A T A T A G T T A T A T A  A C C C A A C C T A A G C C G G A G G T T A A A A A G G T A G T C T C T C A G A C C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C G T T T A A C T  T T A C C C T T C A T C A C T A A A G G C C G C C T G T G C G G C T T T T T T T A C G G G A T T T T T T T A T G T

ATTATGATTCCGGTGTTTATTCTTATTTAACGCCTTATTTATCACACGGTCGGTATT TCAAACCATTAAATTTAGGTCAGAAGATGAAATTAACTAAAATATATTTGAAAAAGTTTTCT CGATGTACACAACCGCCCAACTGCTGGCGGCAAATGAGCAGAAATTTAAGTTTGATC CGCTGTTTCTGCGT

A A A T T A C A T G T T G G C G T T G T T A A A T A T G G C G A T T C T C A A T T A A G C C C T A C T G T T G A  G C G T T G G C T T T A T A C T G G T A A G A A T T T G T A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A C T C T T T T T C C G T G A  G A G C T A T C C C T T C A C C A C G G A G A A A G T C T A T C T C T C A C A A A T T C C G G G A C T G G T A

CGCGTTCTGCATTAGCTGAACATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTT TACCTTTTGTCGGTACTTTATATTCTCTTATTACTGGCTCGAAAATGCCTCTGCCT AACATGGCGCTGTACGTTTCGCCGATTGTTTCCGGTGAGGTTATCCG TTCCCGTGGCGGCTCCACCTCTGAAAGCTT
G G A A T G A T A A G G A A A G A C A G C C G A T T A T T G A T T G G T T T C T A C A T G C T C G T A A A T T A G G A  T G G G A T A T T A T T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G G G C A C T G G C C G T C G T T T T A C A A  C G T C G T G A C T G G G A A A A C C C T G G C G T T A C C C A A C T T A A T C G C C T T G C A G C A C A T C C C C C T

ACCGGATAAGCCTTCTATATCTGATTTGCTTGCTATTGGGCGCGGTAATGATTCCTACGATGA AAATAAAAACGGCTTGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTT TTCGCCAGCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGC AGCCTGAA

G T T A G C G T T G G T A A G A T T C A G G A T A A A A T T G T A G C T G G G T G C A A A A T A G C A A C T  A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G G G A G G T T C G C T A A A A C G C C T C G C G T T C T T A G A A T T G G C G A A T  G G C G C T T T G C C T G G T T T C C G G C A C C A G A A G C G G T G C C G G A A A G C T G G C T G G A G T G C G

TGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAAAAATCGTTTCTTATTTGGA TTGGGATAAATAATATGGCTGTTTATTTTGTAACTGGCAAATTAGGCTCTGGAAAGACGCTC ATCTTCCTGAGGCCGATACTGTCGTCGTCCCCTCAAACTGGCAGATGCACGGTTACG ATGCGCCCATCTAC

T T A A C T C A A T T C T T G T G G G T T A T C T C T C T G A T A T T A G C G C T C A A T T A C C C T C T G A C T T T G T T C A  G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G T T T T T A T G T T A T T C T C T C A C C A A C G T G A C C T A  T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G A A T C C G A C G G G T T G T T A C

TTTCCTCGGTTTCCTTCTGGTAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAA GGGCTTCGGTAAGATAGCTATTGCTATTTCATTGTTTCTTGCTCTTATTATTGGGC TCGCTCACATTTAATGTTGATGAAAGCTGGCTACAGGAAGGCCAGA CGCGAATTATTTTTGATGGCGTTCCTATTGG

T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C T A C G T T T G C T A A C A T A C T G C G T A A T  A A G G A G T C T T A A T C A T G C C A G T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T A A A A A A T G A G C T G A T T T A A C  A A A A A T T T A A T G C G A A T T T T A A C A A A A T A T T A A C G T T T A C A A T T T A A A T A T T T G C T T A T A

ATATTTACCTTCCCTCCCTCAATCGGTTGAATGTCGCCCTTTTGTCTTTGGCGCTGGTAAACC ATATGAATTTTCTATTGATTGTGACAAAATAAACTTATTCCGTGGTGTCTTTGCGTTTC CAATCTTCCTGTTTTTGGGGCTTTTCTGATTATCAACCGGGGTACATATGATTGACATGC TAGTTTTA

T T C A T T G G T G A C G T T T C C G G C C T T G C T A A T G G T A A T G G T G C T A C T G G T G A T T T T  G C T G G C T C T A A T T C C C A A A T G G C T C A A G T C G G T G A C G G T G A T A A T T C A C C T T T A A T G A A T A A T T T C C G T C A C G A T T A C C  G T T C A T C G A T T C T C T T G T T T G C T C C A G A C T C T C A G G C A A T G A C C T G A T A G C C T T T G T

AGATGGCAAACGCTAATAAGGGGGCTATGACCGAAAATGCCGATGAAAACGCGCTAC AGTCTGACGCTAAAGGCAAACTTGATTCTGTCGCTACTGATTACGGTGCTGCTATCGATGGT AGATCTCTCAAAAATAGCTACCCTCTCCGGCATTAATTTATCAGCTAGAACGGTTGA ATATCATATTGATG

G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G T G G C G G T T C T G A  G G G T G G C G G C T C T G A G G G A G G C G G T T C C G G T G G T G G C T C T G G T T C C G G T G A T T T T G A T T A T G A A A G T G A T T T G A C T G T C  T C C G G C C T T T C T C A C C C T T T T G A A T C T T T A C C T A C A C A T T A C T C A G G C A T T G C A T

AATTCAGAGACTGCGCTTTCCATTCTGGCTTTAATGAGGATTTATTTGTTTGTGAAT ATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAATGCTGGCGGCGGCTCT TTAAAATATATGAGGGTTCTAAAAATTTTTATCCTTGCGTTGAAAT AAAGGCTTCTCCCGCAAAAGTATTACAGGGT

T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C C C C G T T A A A A C T T A T T A C C A G  T A C A C T C C T G T A T C A T C A A A A G C C A T G T A T G A C G C T T A C T G G A A C G G T A C A T A A T G T T T T T G G T A C A A C C G  A T T T A G C T T T A T G C T C T G A G G C T T T A T T G C T T A A T T T T G C T A A T T C T T T G C C T T G C C T G T

CGGCACTTATCCGCCTGGTACTGAGCAAAACCCCGCTAATCCTAATCCTTCTCTTGAGGAGTC TCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCCGAAATAGGCAGGGGGCAT ATGATTTATTGGATGTTAATGCTACTACTATTAGTAGAATTGATGCCACCTTTTCAGCTC GCGCCCCA

G A A A A T G A G G G T G G T G G C T C T G A G G G T G G C G G T T C T G A G G G T G G C G G T T C T G A G  G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G A T A C A C C T A T T C C G G G C T A T A C T T A T A T C A A C C C T C T C G A A A T G A A A A  T A T A G C T A A A C A G G T T A T T G A C C A T T T G C G A A A T G T A T C T A A T G G T C A A A C T A A A T C

CTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG TTTGTACTGGTGACGAAACTCAGTGTTACGGTACATGGGTTCCTATTGGGCTTGCTATCCCT TACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTTCCAGACACCG TACTTTAGTTGCAT

T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T  T G A A A G T T G T T T A G C A A A A T C C C A T A C A G A A A A T T C A T T T A C T A A C G T C T G G A A A G A C G A C A A A A A T T T A A A A C A T G T T  G A G C T A C A G C A T T A T A T T C A G C A A T T A A G C T C T A A G C C A T C C G C A A A A A T G A C C T

AACTATCGGTATCAAGCTGTTTAAGAAATTCACCTCGAAAGCAAGCTGATAAACCGA TACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGAAAAAA CTTATCAAAAGGAGCAATTAAAGGTACTCTCTAATCCTGACCTGTT GGAGTTTGCTTCCGGTCTGGTTCGCTTTGAA

C G C T G C T G A G G G T G A C G A T C C C G C A A A A G C G G C C T T T A A C T C C C T G C A A G C C T C A G C G A  C C G A A T A T A T C G G T T A T G C G T G G G C G A T G G T T G T T G T C A T T G T C G G C G C G C T C G A A T T A A A A C G C G A T A T T  T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C T T C T G A C T A T A

AGGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAA AAGTCTTTAGTCCTCAAAGCCTCTGTAGCCGTTGCTACCCTCGTTCCGATGCTGTCTTT ATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTA AAGCATTT

C G C G G A T T T C G A C A C A A T T T A T C A G G C G A T G A T A C A A A T C T C C G T T G T A C T T T G  T T T C G C G C T T G G T A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T G A G G G G G A  T T C A A T G A A T A T T T A T G A C G A T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T

AGCCAGCCTATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTC AGTTCGGTTCCCTTATGATTGACCGTCTGCGCCTCGTTCCGGCTAAGTAACATGGAGCAGGT TACTATTACCCCCTCTGGCAAAACTTCTTTTGCAAAAGCCTCTCGCTATTTTGGTTT TTATCGTCGTCTGG

T T T A C T A C T C G T T C T G G T G T T T C T C G T C A G G G C A A G C C T T A T T C A C T G A A T G A G C A G C T T T G T T  A C G T T G A T T T G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C T A A A C G  A G G G T T A T G A T A G T G T T G C T C T T A C T A T G C C T C G T A A T T C C T T T T G G C G T T A T G T A T C T G C A T

TAGTTGAATGTGGTATTCCTAAATCTCAACTGATGAATCTTTCTACCTGTAATAA TGTTGTTCCGTTAGTTCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAA ATCGCATAAGGTAATTCACAATGATTAAAGTTGAAATTAAACCATCTCAAGCCCAA

TTGACGGG TTTAGAGC GCCCCCGA ACCGTCTATCAAGGGA GGCGAAAA AAG GTCA GAACGTGGACTCCAAC CTATTAAA AGAGTCCA GTTCCAGTTTGGAACA TGAGTGTT CGAGATAGGGT AGCC AAAAGAAT TATAAATC AAATCCCT GGTTCCGAAATCGGCA

G G C G A G A A A G G A A G G G A A G A A A G C G A A A G G A G C G G G C G C T A G G G C G C T G G C A A G T G T A G C G G T C A C G C T G C G C G T A A C C A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A C A G G G G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G C G G T C C A C G C T G G T T

AGGAACGGTACGCCAG TTTTAGAC AGGCCGATTAAAGGGA AGG AAAC CGGGAGCT CTCGTTAGAATCAGAG GTGCTTTC CGTATAAC GACGAGCA GTACTATGGTTGCTTT AGCTGATTCGC GAGACGGGCAAC TCACCAGT TTTTCTTT TGGGCGCCAGGGTGGT

A T C A G T G A G G C C A C C G A G T A A A A G A G T C T G T C C A T C A C G C A A A T T A A C C G T T G T A G C A A T A C T T C T T T G A T T A G T A A T A A C A T C A C T T G C C T G A G T A G A A G A A C T C A A A C T G C C C G C T T T C C A G T C G G G A A A C C T G T C G T G C C A G C T G C A T T A A T G A A T C G G C C A A

TGAAATGG CGTC CAAT TTGACGCT CCTACATT TGGAAATA TCA ACGC CAGGAAAA CATTGCAA CCGCCAGC CAATATTA ATCCAGAA CTGGTAAT CGGCCTTG CTCACTAT GCGTTGCG ATT ATTA TAACTCAC GAGTGAGC TGCCTAAT GCCTGGGG AGTGTAAA

T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A C A G A G A T A G A A C C C T T C T G A C C T G A A A G C G T A A G A A T A C G T G G C A C A G A C A A T A T T T T T G A A T G T C G A A T T C G T A A T C A T G G T C A T A G C T G T T T C C T G T G T G A A A T T G T T A T C C G C T C A C A A T T C C A C A C

GGCGGTCA AGAGGTGA GATAAAAC CAGCAGAA CGAACCAC ATACCGAA AAA ATTA ACATCGCC GCCCTAAA AACTGATA AATGCGCG AGCGCTATTAGTCTTT GGGTACCG GGATCCCC TGA CAGT CCTCCTCA TCCGTGAG TCTTCGCG GTGCCTGT CAGCACGC

C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T C A C C T T G C T G A A C C T C A A A T A T C A A A C C C T C A A T C A A T A T C T G G T C A G T T G G C A A A T C A A C A G T T G A G T G T C A C T G C G C G C C T G T G C A C T C T G T G G T G C T G C G G C C A G A A T G C G G C G G

TACAAACA TTAGACTT TAGAAGTA TGAGGATT AATACATT GAT AATA GAGCCGTC ATAGATTA AACAACTA GGAGCACT TATCTTTA ATCTAAAA GGAAGGTT GGAATTGA TCCAGCGCAAA ACGA TGCATCAG GTGCCCCC CGGTGCCG GCAGCCAG GGTTACCT

C T T T G C C C G A A C G T T A T T A A T T T T A A A A G T T T G A G T A A C A T T A T C A T T T T G C G G A A C A A A G A A A C C A C C A G A A G G A G C G G A A T T A T C A T C A T A T T C C T G A T T A T C A G A G G T A A T G G G T A A A G G T T T C T T T G C T C G T C A T A A A C A T C C C T T A C A C T G G T G T G T T C A G

TAAA GAAA GTAAAACA ATTTGCAC TCAAAATT CTACCATA AAC TTAG TGGAAGGG CTGAATAA TTATACTT TGTTTGGA ATCCTGAT TCAATATA GCAATTCA GCTTGATG GCCCTGCG GTT CACT AGCCGGGT GCGGTATG GCGCGGTT TCCGCCGG GCACTCAA

C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T T A C A T C G G G A G A A A C A A T A A C G G A T T C G C C T G A T T G C T T T G A A T A C C A A G T T A C A A A A T C G C G C A G A G G A A C G G C A G C A C C G T C G G T G G T G C C A T C C C A C G C A A C C A G C T T A C G G C T G G A G G T G T C C A G C A T C A G

TTACCTTT CATTTGAA AACAATTT TTACATTT AAAATTAA AAGAAAAC ATC AAAC GATGAAAC AAGAAGAT CTGAGCAA TCAATTAC TATTCATT GCCCGAAT GCAAGAAT CAGCAACC CAG TGGT TGCTGGTC CAGCGTGG TAGAACGT CGGACTTG GAACGTGC

C A T A A A T C A A T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T G A A A A C A T A G C G A T A G C T T A G A T T A A G A C G C T G A G A A G A T G C T G A T T G C C G T T C C G G C A A A C G C G G T C C G T T T T T T C G T C T C G T C G C T G

TCGCAAGA AAATCCAA GCTGATGC ATGTAAAT ATAACTAT TAT GGGT CTTAGGTT ACCTCCGG CCTTTTTA AGAGACTA TAGGTCTG CAAAATCA ATTTAT TCAATAGTGA AGTTAAACGAG GTAA GATGAAGG CCTTTAGT ACAGGCGG AAAGCCGC CCGTAAAA

T C A A A T A T A T T T T A G T T A A T T T C A T C T T C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A A T A A A C A C C G G A A T C A T A A T A C G C A G A A A C A G C G G A T C A A A C T T A A A T T T C T G C T C A T T T G C C G C C A G C A G T T G G G C G

AACAACGC CCATATTT GAGAATCG GCTTAATT ACAGTAGG TCA ACGC TAAAGCCA TACCAGTA CAAATTCT GCGTTATA TATCATAT CTGTTTAG GAAAAAGC GAGTACTA CGGAAAAA TCA GCTC AAGGGATA CCGTGGTG GACTTTCT GAGAGATA GAATTTGT

T T C G A G C C A G T A A T A A G A G A A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G T T C A G C T A A T G C A G A A C G C G A A G C T T T C A G A G G T G G A G C C G C C A C G G G A A C G G A T A A C C T C A C C G G A A A C A A T C G G C G A A A C G T A C
CTTTCCTT TCGGCTGT ATCAATAA AGAAACCA GAGCATGT TAATTTAC TCC CCCA AATAATAT ACAAGAAA AGTCCTGA AATAGATA TTATCAAC GCCCCTGT CGGCCAGT TAAAACGA TTG GACG CCAGTCAC GGGTTTTC TAACGCCA AAGTTGGG AGGCGATT

G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A A G C C G T T T T T A T T T T C A T C G T A G G A A T C A T T A C C G C G C C C A A T A G C A A G C A A A T C A G A T A T A G A A G G C T T A T C C G G T T T C A G G C T G C G C A A C T G T T G G G A A G G G C G A T C G G T G C G G G C C T C T T C G C T A T

GAATCTTA TTTATCCT GCTACAAT TGCACCCA TGCTATTT AGT GATT TAAATCAA TGAAGCCT GGAGGTTT GACTTGCG AACCTCCC TTTTAGCG GCGAGGCG CTAAGAAC ATTCGCCAATT CGCC AGGCAAAG CGGAAACC TCTGGTGC GCACCGCT GCTTTCCG

C A G A G C C T A A T T T G C C A G T T A C A A A A T A A A C A G C C A T A T T A T T T A T C C C A A T C C A A A T A A G A A A C G A T T T T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A C G A C A G T A T C G

AACCCACA AGAGAGAT CTAATATC ATTGAGCG AGAGGGTA ACAAAGTC TGA ACCC AACTGAAC GGAGAATT ATTAGACG GGAAGCGC AAAAACAG AATAACAT GGTGAGAG GTCACGTT TAG GGGA ACCGTAAT GCGGATTG AACAAACG TCCGTGGG TCGGATTC

A G C A A G A A A C A A T G A A A T A G C A A T A G C T A T C T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A C C A G A A G G A A A C C G A G G A A A C C A A T A G G A A C G C C A T C A A A A A T A A T T C G C G T C T G G C C T T C C T G T A G C C A G C T T T C A T C A A C A T T A

GTGGCAAC ACATAAAG AAATACAT AACGTAGA TGTTAGCA ACGCAGTA ATT CCTT TTAAGACT TGGCATGA AAAAGAAC GAATACCC TAATAACG TAACGCAA TCATTTTT AAATCAGC GTT TTTT CATTAAAT AAAATTCG ATTTTGTT ACGTTAAT AATTGTAA

A A G A C A C C A C G G A A T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C A A A A G G G C G A C A T T C A A C C G A T T G A G G G A G G G A A G G T A A A T A T T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A T C A G A A A A G C C C C

CGGAAACG AGCAAGGC TTACCATT TAGCACCA ATCACCAG AAA CAGC ATTAGAGC ATTTGGGA CTTGAGCC GTCACCGA TTATCACC AAGGTGAA ATTCATTA CGGAAATT GGTAATCGTGA GAAC GAATCGAT AAACAAGA TCTGGAGC CCTGAGAG GGTCATTG

C A G C A C C G T A A T C A G T A G C G A C A G A A T C A A G T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C A T A G C C C C C T T A T T A G C G T T T G C C A T C T C A T C A A T A T G A T A T T C A A C C G T T C T A G C T G A T A A A T T A A T G C C G G A G A G G G T A G C T A T

GCCGCCAC CCCTCAGA AGCCACCA ACCCTCAG GAACCGCC TCA ACCC GAGCCGCC CTCCCTCA GGAACCGC CCACCACC AACCAGAG ATCACCGG TAATCAAA CACTTTCA AGTCAAAT GAC CGGA AGAAAGGC AAAGGGTG AAGATTCA TGTAGGTA GAGTAATG

G C A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A A A T C C T C A T T A A A G C C A G A A T G G A A A G C G C A G T C T C T G A A T T A C C C T G T A A T A C T T T T G C G G G A G A A G C C T T T A T T T C A A C G C A A G G A T A A A A A T T T T T A G A A C C C T C

CCCGTATA TAACAGTG GCCTTGAG GGGTCAGT TTTTAACG GTAATAAG CTG TGTA TACAGGAG TTTGATGA ACATGGCT AGCGTCAT TTCCAGTA ATGTACCG AAAACATT TTGTACCA CGG AAAT ATAAAGCT CTCAGAGC AATAAAGC AATTAAGC ATTAGCAA

T G C C T A T T T C G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A A G A G A A G G A T T A G G A T T A G C G G G G T T T T G C T C A G T A C C A G G C G G A T A A G T G C C G T G G G G C G C G A G C T G A A A A G G T G G C A T C A A T T C T A C T A A T A G T A G T A G C A T T A

AGCCACCA ACCCTCAG GAACCGCC CACCCTCA AGAACCGC CTC CACC AGTACCGC GGAGGTTT CGTACTCA TGTATCAC GGAATAGG TATAGCCC GATATAAG AGAGGGTT TTTTCATTTCG TATA TGTTTAGC CAATAACC CAAATGGT ACATTTCG CATTAGAT

G C C C A A T A G G A A C C C A T G T A C C G T A A C A C T G A G T T T C G T C A C C A G T A C A A A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G A T G C A A C T A A A G T A C G G T G T C T G G A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T

TAAAGGAA GGAACAAC AATAGAAA GGAGTGAG GTTTCAGC ACA TTCA AAACAACT ATTTTGCT TGTATGGG GAATTTTC TAGTAAAT CCAGACGT TCGTCTTT AATTTTTG ATGTTTTA AAC GCTC ATGCTGTA TGAATATA TTAATTGC CTTAGAGC GCGGATGG

A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G C T T T C G A G G T G A A T T T C T T A A A C A G C T T G A T A C C G A T A G T T T T C A A A G C G A A C C A G A C C G G A A G C A A A C T C C A A C A G G T C A G G A T T A G A G A G T A C C T T T A A T T G C T C
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Figure S14: Design of the λ DNA Origami Structure
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�Figure S15: Truncated λ DNA Origami Design 

The caDNAno file generated by the python script (Appendix S1) 
is to big to be opened with the caDNAno software. This trunca-
ted design with only 12 double helices instead of 154 was gene-
rated to check if the design as well as the computed sequences 
are correct.
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Figure S16: Entire Design Schematics of the λ DNA Origami Structure 



#!/usr/bin/env python
# encoding: utf-8

'''
Coded by B. Hogberg

Draws the design for the lambda double-rectangle, saves a caDNAno-compatible file and
computes the staple sequences.

For a 12 helices tall rectangle, the staples generated by caDNAno and this script matches 
perfectly.  
'''

# Python standard libraries
import string
import os
import sys

import caDNAnoFileHandlerClass as caDNAno

def caDNAnifyScaffold(fragments,VirtStrands):
    # Describing each fragment like this:
    # [ [at this helix,at this base], [coming from helix,base], [at this helix,go to this 
base],[continued by this helix, this base] ]
    #
    # So a list of fragments will be:
    # [ [[helix1,base1], [fromHelix1,fromBase1], [goToHelix1,goToBase1], [toHelix1, 
toBase1] ],  
    #   [[helix2,base2], [fromHelix2,fromBase2], [goToHelix2,goToBase2], [toHelix2, 
toBase2] ] ]
    #
    for frag in fragments:
        currStrandIndex=frag[0][0]
        nextStrandIndex=frag[2][0]
        prevStrandIndex=frag[1][0]
        if currStrandIndex%2==0:
            evenStrand=True
        else:
            evenStrand=False
        currBpIndex=frag[0][1]
        if evenStrand:
            nextBpIndex=frag[0][1]+1
        else:
            nextBpIndex=frag[0][1]-1
        prevBpIndex=frag[1][1]
        # Defining indecies to loop through if even strand left to right
        # if odd strand right to left.
        if evenStrand:
            indecies=range(frag[0][1],frag[2][1])
        else:
            indecies=range(frag[2][1],frag[0][1])[::-1]
        for bp in indecies:
            VirtStrands[currStrandIndex]
[currBpIndex]=[prevStrandIndex,prevBpIndex,nextStrandIndex,nextBpIndex]
            prevStrandIndex=currStrandIndex
            prevBpIndex=currBpIndex
            currBpIndex=nextBpIndex
            if evenStrand:
                nextBpIndex=currBpIndex+1
            else:
                nextBpIndex=currBpIndex-1
        # Last bp:
        VirtStrands[frag[2][0]][frag[2][1]]=[prevStrandIndex,prevBpIndex,frag[3]
[0],frag[3][1]]

def caDNAnifyStaples(fragments,VirtStrands,printOut=False):
    # 
    # 
    # Same as above but with changed directions of odd and even strands
    # 
    # 
    # 
    #
    for frag in fragments:
        currStrandIndex=frag[0][0]
        nextStrandIndex=frag[2][0]
        prevStrandIndex=frag[1][0]
        if currStrandIndex%2==0:
            evenStrand=True
            if not frag[0][1]>frag[2][1]:
                print 'Strand in wrong direction!'
                return
        else:
            evenStrand=False
            if not frag[0][1]<frag[2][1]:
                print 'Strand in wrong direction!'
                return
        currBpIndex=frag[0][1]
        if evenStrand:
            nextBpIndex=frag[0][1]-1
        else:
            nextBpIndex=frag[0][1]+1
        prevBpIndex=frag[1][1]
        # Defining indecies to loop through if even strand left to right
        # if odd strand right to left.
        if evenStrand:
            indecies=range(frag[2][1],frag[0][1])[::-1]
        else:
            indecies=range(frag[0][1],frag[2][1])
        for bp in indecies:
            VirtStrands[currStrandIndex]
[currBpIndex]=[prevStrandIndex,prevBpIndex,nextStrandIndex,nextBpIndex]
            if printOut:
                print [prevStrandIndex,prevBpIndex,nextStrandIndex,nextBpIndex]
                print VirtStrands[currStrandIndex][currBpIndex]
            prevStrandIndex=currStrandIndex
            prevBpIndex=currBpIndex
            currBpIndex=nextBpIndex
            if evenStrand:
                nextBpIndex=currBpIndex-1
            else:
                nextBpIndex=currBpIndex+1
        # Last bp:
        VirtStrands[frag[2][0]][frag[2][1]]=[prevStrandIndex,prevBpIndex,frag[3]
[0],frag[3][1]]
        if printOut:
            print VirtStrands[currStrandIndex][currBpIndex]

###############
#
#   Variables
# 
################
lastBpIndex=671
lastStrandIndex=155
lftBrPt=[0,168] # 5'-end of strand is at [helix, base]
rghtBrPt=[lastStrandIndex,487]

##########################
#

# Some Initialization...
#
##########################
obj=caDNAno.caDNAnoFileHandler()
obj.initializeEmpty()
# Make empty virtual scaffold strands:
scaffVirtStrands=[[[-1,-1,-1,-1] for i in range(lastBpIndex+1)] for s in 
range(lastStrandIndex+1)]
# Make empty virtual staple strands:
stapVirtStrands=[[[-1,-1,-1,-1] for i in range(lastBpIndex+1)] for s in 
range(lastStrandIndex+1)]

######################################################
#
# Scaffold Routing
#
######################################################

# Make a list of deletion positions
bp=-1
deletions=[]
while bp+5*16 < lastBpIndex:
    insertedDeletions=0
    for i in range(5):
        bp=bp+16
        if i%2==0 and insertedDeletions<2:
            deletions.append(bp)
            insertedDeletions+=1
skipMaster=[0 for i in range(lastBpIndex+1)]
for deletion in deletions:
    skipMaster[deletion]=1
skipVirtStrands=[skipMaster for i in range(lastStrandIndex+1)]

# First two strand fragments:
firstStrandFragments0=[[  [0,88],  [1,88],   [0,322],[1,322]],
                      [[0,408],[1,408],   [0,631],[1,631]]]
caDNAnifyScaffold(firstStrandFragments0,scaffVirtStrands)
firstStrandFragments1=[[[1,631],[0,631], [1,488], [2,488]],  

   [[1,487],[2,487], [1,408], [0,408]],
   [[1,322],[0,322], [1,168], [2,168]],

                       [[1,167],[2,167], [1,88],  [0,88]]]
caDNAnifyScaffold(firstStrandFragments1,scaffVirtStrands)

# Last strand fragments:
lastStrandFragments=[[[lastStrandIndex,642],[lastStrandIndex-1,642], [lastStrandIndex,
323],[lastStrandIndex-1,323]],
                     [[lastStrandIndex,322],[lastStrandIndex-1,322], [lastStrandIndex,3],
[lastStrandIndex-1,3]]]

caDNAnifyScaffold(lastStrandFragments,scaffVirtStrands)

# All the other strands
for s in range(2,lastStrandIndex):
    if s%2==0:  
        # Even strands
        betweenFragments=[
                          [[s,3],   [s+1,3],   [s,167], [s-1,167]],
                          [[s,168], [s-1,168], [s,322], [s+1,322]],
                          [[s,323], [s+1,323], [s,487], [s-1,487]],
                          [[s,488], [s-1,488], [s,642], [s+1,642]]
                         ]
    else:   # Odd strands

        betweenFragments=[
                          [[s,642], [s-1,642], [s,488], [s+1,488]],
                          [[s,487], [s+1,487], [s,323], [s-1,323]],
                          [[s,322], [s-1,322], [s,168], [s+1,168]],
                          [[s,167], [s+1,167], [s,3],   [s-1,3]]
                         ]
    caDNAnifyScaffold(betweenFragments,scaffVirtStrands)

# Insert breakpoints
scaffVirtStrands[lftBrPt[0]][lftBrPt[1]][0]=-1
scaffVirtStrands[lftBrPt[0]][lftBrPt[1]][1]=-1
if lftBrPt[0]%2==0:
    mod=-1
else:
    mod=+1
scaffVirtStrands[lftBrPt[0]][lftBrPt[1]+mod][2]=-1
scaffVirtStrands[lftBrPt[0]][lftBrPt[1]+mod][3]=-1

scaffVirtStrands[rghtBrPt[0]][rghtBrPt[1]][0]=-1
scaffVirtStrands[rghtBrPt[0]][rghtBrPt[1]][1]=-1
if rghtBrPt[0]%2==0:
    mod=-1
else:
    mod=+1
scaffVirtStrands[rghtBrPt[0]][rghtBrPt[1]+mod][2]=-1
scaffVirtStrands[rghtBrPt[0]][rghtBrPt[1]+mod][3]=-1

######################################################
#
# Staple strands
#
######################################################

# Regular ones:
regularStartBases=[5*8,9*8,13*8,25*8,29*8,33*8,45*8,49*8,53*8,65*8,69*8,73*8]
for startBase in regularStartBases:
    n=startBase
    
    topStaple=[
                [[0,n+23],[-1,-1],[0,n],[1,n]],
                [[1,n],[0,n],[1,n+7],[-1,-1]]
                ]
    caDNAnifyStaples(topStaple,stapVirtStrands)
    
    bottomStaple=[
                  [[lastStrandIndex,n+8],[-1,-1],[lastStrandIndex,n+31],
[lastStrandIndex-1,n+31]],
                  [[lastStrandIndex-1,n+31],[lastStrandIndex,n+31],[lastStrandIndex-1,n
+24],[-1,-1]]
                 ]
    caDNAnifyStaples(bottomStaple,stapVirtStrands)
    
    for y in range(2,lastStrandIndex,2):
        n=startBase
        staple1=[
                 [[y,n+23],   [-1,-1],    [y,n+16],    [y-1,n+16]],
                 [[y-1,n+16], [y,n+16],   [y-1,n+31],  [y-2,n+31]],
                 [[y-2,n+31], [y-1,n+31], [y-2,n+24],  [-1,-1]]
                 ]
        caDNAnifyStaples(staple1,stapVirtStrands)
        
        staple2=[
                 [[y-1,n+8],[-1,-1],    [y-1,n+15],   [y,n+15]],
                 [[y,n+15], [y-1,n+15], [y,n],        [y+1,n]],
                 [[y+1,n],  [y,n],      [y+1,n+7],    [-1,-1]]

Appendix S1: Python code used to draw the design of the λ DNA origami structure and compute the staple sequences



                ]
        caDNAnifyStaples(staple2,stapVirtStrands)

# Left edge
topLeftCorner=[[[2,31],[-1,-1],[2,3],[-1,-1]]]
caDNAnifyStaples(topLeftCorner,stapVirtStrands)

botLeftCorner=[
              [[lastStrandIndex,3],[-1,-1],[lastStrandIndex,39],[lastStrandIndex-1,39]],
              [[lastStrandIndex-1,39],[lastStrandIndex,39],[lastStrandIndex-1,32],
[-1,-1]]
              ]
caDNAnifyStaples(botLeftCorner,stapVirtStrands)

for y in range(4,lastStrandIndex,2):
    n=8
    snakeStaple=[
             [[y,n+23],   [-1,-1],    [y,n+16],    [y-1,n+16]],
             [[y-1,n+16], [y,n+16],   [y-1,n+31],  [y-2,n+31]],
             [[y-2,n+31], [y-1,n+31], [y-2,n+24],  [-1,-1]]
             ]
    caDNAnifyStaples(snakeStaple,stapVirtStrands)
    
    stapleStaple=[
                  [[y-1,3],  [-1,-1],  [y-1,23], [y,23]],
                  [[y,23],   [y-1,23], [y,3],  [-1,-1]]
                  ]
    caDNAnifyStaples(stapleStaple,stapVirtStrands)

# At seams
seamPositions=[168,488]
for n in seamPositions:
    
    top1 = [ [[0,n+23],[-1,-1],[0,n-8],[-1,-1]] ]
    caDNAnifyStaples(top1,stapVirtStrands)
    
    top2 = [
            [[0,n-9],[-1,-1],[0,n-32],[1,n-32]],
            [[1,n-32],[0,n-32],[1,n-25],[-1,-1]]
           ]
    caDNAnifyStaples(top2,stapVirtStrands)
    
    bot1 = [ [[lastStrandIndex,n-24],[-1,-1],[lastStrandIndex,n+7],[-1,-1]] ]
    caDNAnifyStaples(bot1,stapVirtStrands)
    
    bot2 = [ 
            [[lastStrandIndex,n+8],[-1,-1],[lastStrandIndex,n+31],[lastStrandIndex-1,n
+31]],
            [[lastStrandIndex-1,n+31],[lastStrandIndex,n+31],[lastStrandIndex-1,n+24],
[-1,-1]] 
           ]
    caDNAnifyStaples(bot2,stapVirtStrands)
    
    for y in range(2,lastStrandIndex,2):
        leftSnake=[
                 [[y-1,n-24], [-1,-1],      [y-1,n-17],   [y,n-17]],
                 [[y,n-17],   [y-1,n-17],   [y,n-32],     [y+1,n-32]],
                 [[y+1,n-32], [y,n-32],     [y+1,n-25],   [-1,-1]]
                ]
        caDNAnifyStaples(leftSnake,stapVirtStrands)
        
        leftRound=[
                   [[y, n+7],    [-1, -1],   [y, n-16],   [y-1, n-16]],
                   [[y-1, n-16], [y, n-16],  [y-1, n-9],  [-1, -1]]
                  ]
        caDNAnifyStaples(leftRound,stapVirtStrands)

        
        rightRound=[
                    [[y-1,n-8],[-1,-1],[y-1,n+15],[y,n+15]],
                    [[y,n+15],[y-1,n+15],[y,n+8],[-1,-1]]
                    ]
        caDNAnifyStaples(rightRound,stapVirtStrands)
        
        rightSnake=[
                 [[y,n+23],   [-1,-1],    [y,n+16],    [y-1,n+16]],
                 [[y-1,n+16], [y,n+16],   [y-1,n+31],  [y-2,n+31]],
                 [[y-2,n+31], [y-1,n+31], [y-2,n+24],  [-1,-1]]
                 ]
        caDNAnifyStaples(rightSnake,stapVirtStrands)

# Stitch
n=328

top1 = [ [[0,n+23],[-1,-1],[0,n-8],[-1,-1]] ]
caDNAnifyStaples(top1,stapVirtStrands)

top2 = [
        [[0,n-9],[-1,-1],[0,n-32],[1,n-32]],
        [[1,n-32],[0,n-32],[1,n-25],[-1,-1]]
       ]
caDNAnifyStaples(top2,stapVirtStrands)

bot1 = [ [[lastStrandIndex,n-24],[-1,-1],[lastStrandIndex,n+7],[-1,-1]] ]
caDNAnifyStaples(bot1,stapVirtStrands)

bot2 = [ 
        [[lastStrandIndex,n+8],[-1,-1],[lastStrandIndex,n+31],[lastStrandIndex-1,n+31]],
        [[lastStrandIndex-1,n+31],[lastStrandIndex,n+31],[lastStrandIndex-1,n+24],
[-1,-1]] 
       ]
caDNAnifyStaples(bot2,stapVirtStrands)
for y in range(2,lastStrandIndex,2):
    leftSnake=[
             [[y-1,n-24], [-1,-1],      [y-1,n-17],   [y,n-17]],
             [[y,n-17],   [y-1,n-17],   [y,n-32],     [y+1,n-32]],
             [[y+1,n-32], [y,n-32],     [y+1,n-25],   [-1,-1]]
            ]
    caDNAnifyStaples(leftSnake,stapVirtStrands)
    
    leftRound=[
               [[y, n-1],    [-1, -1],   [y, n-16],   [y-1, n-16]],
               [[y-1, n-16], [y, n-16],  [y-1, n-1],  [-1, -1]]
              ]
    caDNAnifyStaples(leftRound,stapVirtStrands)
    
    rightRound=[
                [[y-1,n],[-1,-1],[y-1,n+15],[y,n+15]],
                [[y,n+15],[y-1,n+15],[y,n],[-1,-1]]
                ]
    caDNAnifyStaples(rightRound,stapVirtStrands)
    
    rightSnake=[
             [[y,n+23],   [-1,-1],    [y,n+16],    [y-1,n+16]],
             [[y-1,n+16], [y,n+16],   [y-1,n+31],  [y-2,n+31]],
             [[y-2,n+31], [y-1,n+31], [y-2,n+24],  [-1,-1]]
             ]
    caDNAnifyStaples(rightSnake,stapVirtStrands)
    
# Right edge

topRightCorner=[
                [[0,642],[-1,-1],[0,616],[1,616]],

                [[1,616],[0,616],[1,623],[-1,-1]]
                ]
caDNAnifyStaples(topRightCorner,stapVirtStrands)

botRightCorner=[ [[lastStrandIndex,624],[-1,-1],[lastStrandIndex,642],[-1,-1]] ]
caDNAnifyStaples(botRightCorner,stapVirtStrands)

for y in range(2,lastStrandIndex,2):
    n=616
    snake=[
             [[y-1,n+8],[-1,-1],    [y-1,n+15],   [y,n+15]],
             [[y,n+15], [y-1,n+15], [y,n],        [y+1,n]],
             [[y+1,n],  [y,n],      [y+1,n+7],    [-1,-1]]
            ]
    caDNAnifyStaples(snake,stapVirtStrands)
    
    stapleStaple=[
                  [[y,642],[-1,-1],[y,632],[y-1,632]],
                  [[y-1,632],[y,632],[y-1,642],[-1,-1]]
                    ]
    caDNAnifyStaples(stapleStaple,stapVirtStrands)
    
# Erase staples at top to make room for notches.
# Then edit the bases that needs change.
for i in range(88):

stapVirtStrands[0][i]=[-1,-1,-1,-1]
stapVirtStrands[1][i]=[-1,-1,-1,-1]

for i in range(323,408):
stapVirtStrands[0][i]=[-1,-1,-1,-1]
stapVirtStrands[1][i]=[-1,-1,-1,-1]

# A
notchChangeA=[ [[2,63],[-1,-1],[2,55],[2,54]] ]
caDNAnifyStaples(notchChangeA,stapVirtStrands)
# B
stapVirtStrands[2][87]=[-1,-1,2,86]
# C
notchChangeB=[ [[0,103],[1,103],[0,88],[-1,-1]] ]
caDNAnifyStaples(notchChangeB,stapVirtStrands)
# D
notchChangeD=[ [[0,322],[-1,-1],[0,296],[1,296]] ]
caDNAnifyStaples(notchChangeD,stapVirtStrands)
# E
notchChangeE=[ [[1,312],[2,312],[1,322],[-1,-1]] ]
caDNAnifyStaples(notchChangeE,stapVirtStrands)
# F
notchChangeF=[ [[2,351],[-1,-1],[2,328],[-1,-1]] ]
caDNAnifyStaples(notchChangeF,stapVirtStrands)
# G
notchChangeG=[ [[2,407],[-1,-1],[2,392],[3,392]] ]
caDNAnifyStaples(notchChangeG,stapVirtStrands)
# H
notchChangeH=[ [[0,423],[1,423],[0,408],[-1,-1]] ]
caDNAnifyStaples(notchChangeH,stapVirtStrands)
# I
notchChangeI=[ [[2,383],[-1,-1],[2,360],[3,360]] ]
caDNAnifyStaples(notchChangeI,stapVirtStrands)

# J - scaffold
for i in range(13):

scaffVirtStrands[2][i]=[-1,-1,-1,-1]
scaffVirtStrands[3][i]=[-1,-1,-1,-1]

scaffVirtStrands[2][13]=[3,13,2,14]
scaffVirtStrands[3][13]=[3,12,2,13]
# J - staples

for i in range(13):
    stapVirtStrands[2][i]=[-1,-1,-1,-1]
    stapVirtStrands[3][i]=[-1,-1,-1,-1]
stapVirtStrands[2][13]=[2,12,-1,-1]
stapVirtStrands[3][13]=[-1,-1,3,14]

# K - scaffold
for i in range(632,643):

scaffVirtStrands[0][i]=[-1,-1,-1,-1]
scaffVirtStrands[1][i]=[-1,-1,-1,-1]

scaffVirtStrands[0][631]=[0,630,1,631]
scaffVirtStrands[1][631]=[0,631,1,630]
# K - staples
for i in range(632,643):
    stapVirtStrands[0][i]=[-1,-1,-1,-1]
    stapVirtStrands[1][i]=[-1,-1,-1,-1]
stapVirtStrands[0][631]=[-1,-1,0,630]
stapVirtStrands[2][632]=[2,633,-1,-1]

######################################################
#
# Writing caDNAno compatible file
#
######################################################
for i in range(lastStrandIndex+1):
    
obj.appendStrand(num=i,scaf=scaffVirtStrands[i],stap=stapVirtStrands[i],skip=skipVirtStra
nds[i],row=i,col=1)

#obj.printBasicData()
obj.writeCaDNAnoFile('lambdaRectangle.json')

######################################################
#
#  Printing out the staple sequences
#
######################################################
def reverse(sequence):
    """Returns the bases in reverse order"""
    return sequence[::-1]

def complement_to(sequence):
    """Returns the wc-complement to the sequence"""
    comp = {'a':'T', 'A':'T', 'c':'G', 'C':'G', 'g':'C', 'G':'C', 't':'A', 'T':'A', 
'D':'D', '?':'?'}
    temp_complement = ''
    for letter in sequence:
        if letter in comp:
            temp_complement = temp_complement + comp[letter]
    return reverse(temp_complement)

def stripped_seq(raw_sequence):
"""Clean the input sequence from unnecessary characters 
    and makes the bases uppercase"""
uppercase = {'a':'A', 'A':'A', 'c':'C', 'C':'C', 'g':'G', 'G':'G', 't':'T', 'T':'T'}
temp_seq_ra = ''
for letter in raw_sequence:

if letter in uppercase:
temp_seq_ra = temp_seq_ra + uppercase[letter]

return temp_seq_ra

# First populate the virtual scaffol strands:



# make an empty (='?') set of virtual strands
wSequVirtStrs=[['?' for i in range(lastBpIndex+1)] for s in range(lastStrandIndex+1)]

input_file = file('LambdaForwardStrand.txt', 'r')
scaffoldLeftStr  = stripped_seq(input_file.read())
input_file.close()
input_file2 = file('LambdaReverseStrand.txt','r')
scaffoldRightStr = stripped_seq(input_file2.read())
input_file2.close()

scaffoldLeft=list(scaffoldLeftStr)
scaffoldRight=list(scaffoldRightStr)

# Left Part:
lenBefore=len(scaffoldLeft)
currBase=scaffVirtStrands[lftBrPt[0]][lftBrPt[1]]
currBaseIn=lftBrPt[1]
currStrIn=lftBrPt[0]
lastPointAdded=False
while not lastPointAdded:
    if skipVirtStrands[currStrIn][currBaseIn]==1:
        # Here a deletion should be added, marked by 'D'
        wSequVirtStrs[currStrIn][currBaseIn]='D'
    else:
        wSequVirtStrs[currStrIn][currBaseIn]=scaffoldLeft.pop(0)
    currBaseIn=currBase[3]
    currStrIn=currBase[2]
    if currBaseIn==-1 and currStrIn==-1:
        lastPointAdded=True
    else:
        currBase=scaffVirtStrands[currStrIn][currBaseIn]
lenAfter=len(scaffoldLeft)
print 'In left part '+str(lenBefore-lenAfter)+' bases were added and '+str(lenAfter)+' 
bases are left over'

# Right Part:
lenBefore=len(scaffoldRight)
currBase=scaffVirtStrands[rghtBrPt[0]][rghtBrPt[1]]
currBaseIn=rghtBrPt[1]
currStrIn=rghtBrPt[0]
lastPointAdded=False
while not lastPointAdded:
    if skipVirtStrands[currStrIn][currBaseIn]==1:
        # Here a deletion should be added, marked by 'D'
        wSequVirtStrs[currStrIn][currBaseIn]='D'
    else:
        wSequVirtStrs[currStrIn][currBaseIn]=scaffoldRight.pop(0)
    currBaseIn=currBase[3]
    currStrIn=currBase[2]
    if currBaseIn==-1 and currStrIn==-1:
        lastPointAdded=True
    else:
        currBase=scaffVirtStrands[currStrIn][currBaseIn]
lenAfter=len(scaffoldRight)
print 'In right part '+str(lenBefore-lenAfter)+' bases were added and '+str(lenAfter)+' 
bases are left over'

######################################################################
#       OUTPUT STAPLE STRANDS
# Go through the virtual staple strands and look for 
# staple startpoints. Horizontally, through each of the two
# sub-structures.
######################################################################
stapBcount=0

stapCount=0
output=[]
strippedOut=[]
rows=['A','B','C','D','E','F','G','H']
plateNum=774
for subStructure in range(2):
    if subStructure==0:
        print 'Forward strand staples starting w. index '+str(stapCount)
        output.append(',,Forward Strand\n')
        strtBase=0
        endBase=323
    else:
        print 'Reverse strand staples starting w. index '+str(stapCount)
        output.append(',,Reverse Strand\n')
        strtBase=328
        endBase=643
    plateNum+=1
    r=-1
    for sI in range(lastStrandIndex+1):
        r+=1
        if r==8: # Reset row numbering and start new plate
            plateNum+=1
            r=0
        c=1  # Reset column numbering
        for bI in range(strtBase,endBase):
            if stapVirtStrands[sI][bI][0]==-1 and stapVirtStrands[sI][bI][1]==-1 and 
stapVirtStrands[sI][bI][2]>-1:
                # A staple start point
                stapleSeq=[]
                currBase=stapVirtStrands[sI][bI]
                currBaseIn=bI
                currStrIn=sI
                lastPointAdded=False
                while not lastPointAdded:
                    if skipVirtStrands[currStrIn][currBaseIn]==0: # only add bases if no 
deletion
                        stapleSeq.append( complement_to(wSequVirtStrs[currStrIn]
[currBaseIn]) )
                        stapBcount+=1
                    currBaseIn=currBase[3]
                    currStrIn=currBase[2]
                    if currBaseIn==-1 and currStrIn==-1:
                        lastPointAdded=True
                    else:
                        currBase=stapVirtStrands[currStrIn][currBaseIn]
                stringoligo=''.join(stapleSeq)
                output.append(str(plateNum)+','+rows[r]+str(c)+','+stringoligo+'\n')
                strippedOut.append(stringoligo+'\n')
                stapCount+=1
                c+=1
                if c==14:
                    print 'Warning, col number was too high in plate '+str(plateNum)
        while c<13:
            # fill all columns
            output.append(str(plateNum)+','+rows[r]+str(c)+','+'\n')
            c+=1

# Connector staples
print 'Connector staples starting w. index '+str(stapCount)
plateNum+=1
r=0
c=0
output.append(',,Connector staples\n')
for sI in range(lastStrandIndex+1):
    if stapVirtStrands[sI][327][0]==-1 and stapVirtStrands[sI][327][1]==-1 and 
stapVirtStrands[sI][327][2]>-1:

        # A staple start point
        c+=1
        if c==13:
            c=1
            r+=1
        stapleSeq=[]
        currBase=stapVirtStrands[sI][327]
        currBaseIn=327
        currStrIn=sI
        lastPointAdded=False
        while not lastPointAdded:
            if skipVirtStrands[currStrIn][currBaseIn]==0: # only add bases if no deletion
                stapleSeq.append( complement_to(wSequVirtStrs[currStrIn][currBaseIn]) )
                stapBcount+=1
            currBaseIn=currBase[3]
            currStrIn=currBase[2]
            if currBaseIn==-1 and currStrIn==-1:
                lastPointAdded=True
            else:
                currBase=stapVirtStrands[currStrIn][currBaseIn]
        stringoligo=''.join(stapleSeq)
        output.append(str(plateNum)+','+rows[r]+str(c)+','+stringoligo+'\n')
        strippedOut.append(stringoligo+'\n')
        stapCount+=1

print 'The total number of staple bases calculated is '+str(stapBcount)+' on a total of 
'+str(stapCount)+' staple strands.'

output_file=file('./LambdaStaples.cvs','w')
output_file.write(''.join(output))
output_file.close()

output_file2=file('./strippedLambdaStaples.txt','w')
output_file2.write(''.join(strippedOut))
output_file2.close()
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DNA Origami Design 

	

	
	
Figure S1: Design schematics of the seesaw structure. The extension positions are highlighted by red 
(left) and blue (right) circles. The staples forming the hinge are coloured green. Base deletions are marked 
by red crosses and base insertions are marked by blue loops. 



	

 

Figure S2: Number of deleted and inserted bases in a region of 98 base pairs to achieve the 60° bending 
of the lever.  

	

Sequences of ssDNA Extensions 

name left right 
20 nt: lever 
20 nt: base 

5’-TACGAGTCCATGGGATCTGA-staple-3’ 
3’-ATGCTCAGGTACCCTAGACT-staple-5’ 

5’-staple-AGTCTAGGGTACCTGAGCAT-3’ 
3’-staple-TCAGATCCCATGGACTCGTA-5’ 

15vs30: lever 
15vs30: base 

input: 

5’-GTCCATGGGATCTGA-staple-3’ 
3’-CAGGTACCCTAGACT-staple-5’ 

5’-staple-GACCTCTAGCTCCTTTACAAAGTACAGGTT-3’ 
3’-staple-CTGGAGATCGAGGAAATGTTTCATGTCCAACCTGATAG-5’ 
5’-GACCTCTAGCTCCTTTACAAAGTACAGGTTGGACTATC-3’ 

	
	

Theoretical prediction of expected distribution 

	
Figure S3: The Gibbs free energy ∆G for the 20 basepair duplex formed by the ssDNA extensions was 
calculated for 60°C (calculated TM) using the NUPACK web server. These values were used to assign a 
Boltzmann factor for the states left and right. The expected fraction of structures in the left state was 
calculated for ratios of ∆Gleft/∆Gright ranging between 0.5 (corresponds to the 2vs3 sample) and 1.5 
(corresponds to the 3vs2 sample). The calculated expected fraction was then normalized to the observed 
values for the minimum (0vs3 sample) and maximum (3vs0 sample) concentration of left structures and 
plotted (dashed line).  
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Thermal Annealing Protocol 

	
temperature [°C] time [s] time [min] 

65 120 2 
64 180 3 
63 180 3 
62 180 3 
61 180 3 
60 900 15 
59 900 15 
58 1800 30 
57 2700 45 
56 3600 60 
55 4500 75 
54 5400 90 
53 5400 90 
52 5400 90 
51 5400 90 
50 5400 90 
49 5400 90 
48 5400 90 
47 5400 90 
46 5400 90 
45 5400 90 
44 4500 75 
43 3600 60 
42 2700 45 
41 1800 30 
40 1800 30 
39 1800 30 
38 900 15 
37 900 15 
36 480 8 
35 480 8 
34 480 8 
33 480 8 
32 480 8 
31 480 8 
30 480 8 
29 120 2 
28 120 2 
27 120 2 
26 120 2 
25 120 2 

	 	



	

Agarose gel analysis 

	

	
Figure S4: Agarose gel analysis of the folded samples from figure 2 (1% agarose gel, 1xTAE buffer + 
11mM MgCl2, run for 2 hours at 5.5 V/cm, cooled in ice water bath, stained with SybrSafe). A small fraction 
of the folded structures form dimers. This dimer formation is most likely unspecific and a result from base 
stacking. There is no significant increase in dimerization from specific intermolecular binding after closing 
of the structure via intramolecular binding. A comparison of the intensity profile of the 0vs0 (blue) sample 
(no specific intermolecular dimerization) with the intensity profile of the 1vs1 (magenta) and 3vs3 (orange) 
samples shows that there is no difference in the relative percentage of monomers and dimers. If specific 
dimerization via the complementary extensions occurs, it should be most pronounced in the 3vs3 sample. 
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Zoom-out TEM images 

	

	
	 	

0vs0 1vs1

3vs3 3vs2



	

	

	
	
Figure S5: Exemplary zoom out TEM images (imaged at 12.000 x magnification) of all samples shown in 
figure 2. Only structures lying on their side were included in the analysis. Scale bars are 100nm. 
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Exemplary Set of Particles (0vs3 sample) 

	
Figure S6: Three groups (left, open, and right) of TEM images of in total 94 particles of the 0vs3 sample. 
Particles were identified and boxed (300x300 pixel) from TEM micrographs taken at 30.000x 
magnification. 
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Materials and Methods 

 
Preparation of custom M13mp18-based scaffolds 
 
The force-clamp origami design is based on the 7249 nt long M13mp18 ssDNA with the 
multiple-cloning-site located in the middle of the ssDNA spring region. To study the two 
systems of interest, we made two custom scaffold variants: a 7253 nt long variant for the 
Holliday junction measurements (7253_HJ) and a 7283 nt long variant including the SSV 
T6 promotor for TBP bending (7283_SSV). Recombinant M13 filamentous 
bacteriophage was prepared by replacing the BamHI - HindIII segment of M13mp18 with 
the corresponding insert. The sense and antisense strand of the inserts were chemically 
synthesized (5’-PHO, HPLC purified, MWG Eurofins Operon). The replicative form of 
the bacteriophage M13 DNA with the insert was prepared as described earlier (30). 
Successful cloning was verified by sequencing (MWG Eurofins Operon). The full 
sequences of the 7253_HJ and 7283_SSV scaffolds are shown at the end of this 
document. High titer inoculation stocks and single-stranded M13 DNA for DNA origami 
assembly was produced as described earlier (30, 31). 
 
 
DNA origami sample preparation 
 
The DNA origami structures were designed using caDNAno (version 0.2.3, design 
schematics in Figures S2 - 3, S16 - 18, and S29 - 33). For the 0 pN samples, the scaffold 
was first annealed with a 20 nt long oligo complementary to the BamHI restriction site 
(plus the 7 bases on both sides) in 1 x enzyme reaction buffer over the course of 1 hour 
(from 65°C to 25°C). After annealing, BamHI (Fast Digest BamHI, ThermoFisher 
Scientific) was added and the mixture was incubated at 37°C for 30 min. BamHI was 
heat inactivated at 80°C for 5 min and the linearized scaffold stored unpurified at -20°C 
until usage for folding. Scaffold DNA was mixed with all staples (unmodified: high 
purity salt, MWG Eurofins Operon; modified: HPLC purified, Biomers) in folding buffer 
(10 mM Tris pH 7.6, 1 mM EDTA, 20 mM MgCl2, 5 mM NaCl) at the following final 
concentrations:  
 

  

7253_HJ samples Concentration (nM) 
scaffold 20 
core staples 100 
spring subset 200 
biotin handles 200 
biotin oligos 2000 
HJ_b 40 
HJ_r 40 
HJ_h 200 
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For the SSV complement, we ordered two separate strands (SSV_compl_1 with the 
acceptor and SSV_compl_2 with the donor, fig. S27). We thermally annealed the two 
strands with a complementary 30 nt long strand (SSV_lig) over the course of 1 hour (from 
65°C to 25°C) in 150 mM NaCl and ligated the strands with T4 DNA ligase (New 
England Biolabs) for 2 hours at 16°C. The ligated product was separated from remaining 
un-ligated strands and the complementary 30-mer by denaturing polyacrylamide gel 
electrophoresis. 
 
The folding mixtures were subjected to the following nonlinear thermal annealing ramp: 
 

Temperature (°C) Time per °C (min) Temperature (°C) Time per °C (min) 
65 2 44 75 

64-61 3 43 60 
60-59 15 42 45 

58 30 41-39 30 
57 45 38-37 15 
56 60 36-30 8 
55 75 29-25 2 

54-45 90 4 storage 
 
 
Folded samples were purified to remove excess staple strands via two rounds of 
polyethylene glycol (PEG) precipitation (31, 32). In detail, samples were mixed with an 
equal volume of 2 x PEG precipitation buffer (10 mM Tris pH 7.6, 1 mM EDTA, 15 % 
(w/v) PEG-8000, 500 mM NaCl) and centrifuged at 17,900 rcf for 30 min at 4°C. The 
pellet was re-suspended in 1 x folding buffer and placed on a shaker at 30°C for 30 min. 
The purified samples were stored in 1 x folding buffer at 4°C until further use. 
 
 
Holliday junction sequences: 
 
x:     5’-CCCAGTTGAGCGCTTGCTAGGG-3’ 
r:     5’-CCCACCGCTCGGCTCAACTGGG-3’ 
b: Cy5-5’-CCCTAGCAAGCCGCTGCTACGG-3’ 
h: Cy3-5’-CCGTAGCAGCGCGAGCGGTGGG-3’ 
  

7283_SSV samples Concentration (nM) 
scaffold 20 
core staples 100 
spring subset 200 
biotin handles 200 
biotin oligos 2000 
SSV complement 40 
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SSV promotor and SSV complement sequences: 
 
SSV:   5’-CGGACCGAAAGCGCGACCATCGCCGGAGATTGGAGTAAAGTTTAAATACTG-3’ 
 
SSV_compl_1: Atto647n-5’-CAGTATTTAAAC-3' 
SSV_compl_2: PHO-5’-TTTACdT_Atto532CCAATCTCCGGCGATGGTCGCGCTTTCGGTCCG-3' 
SSV_lig:  5’-CGCCGGAGTTGGAGTAAAGTTTAAATACTG-3’ 
 
 
Biotin oligo sequence: 
 
3’-staple-AACATTCTCCTATTACTA-5’ 
       5’-GGTAGTAATAGGAGAATGTT-3’-biotin-TEG 
 
 
Agarose gel electrophoresis 
 
Samples were analyzed in 1 % and 2 % agarose gels containing 1 x Tris-acetate buffer 
(40 mM Tris, 40 mM acetic acid), 10 mM MgCl2, and 1 x SybrSafe (Thermo 
Fisher Scientific) if not specified otherwise. Samples were separated for 2 - 3 hours at 
5.5 V/cm. The gel box was cooled in an ice water bath. Bands in SybrSafe stained gels 
were visualized via ultraviolet light excitation. Bands in unstained gels were visualized 
by exciting the corresponding fluorescence dye in the sample with a laser gel scanner 
(Tecan LS300). 
 
 
TEM imaging 
 
5 µL of purified origami solution was adsorbed onto glow-discharged TEM grids 
(formvar/carbon, 300 mesh Cu ; Ted Pella, Redding, CA) at room temperature and then 
stained with aqueous uranyl formate solution (2 %) containing sodium hydroxide 
(25 mM). Imaging was performed at 25,000 x magnification with a JEM1011 
transmission electron microscope (JEOL) operated at 80 kV, equipped with a FastScan-
F114 camera (TVIPS, Gauting, Germany). Generation of aligned and averaged TEM 
images was performed by picking particles with the manual boxing routine followed by 
iterative 2D alignment and averaging (ml_align2D) of the Xmipp 3.1 software package 
(33). 
 
 
Single-molecule ALEX setup 
 
For single-molecule experiments, a custom built confocal microscope based on an 
Olympus IX-71 inverted microscope was used. An 80 MHz pulsed laser with an emission 
at 640 nm (LDH-D-C-640, Picoquant) and a continuous wave diode laser at 532 nm 
(Sapphire LP 532 nm 100 mW) were alternated by an acousto-optical tunable filter 
(AOTFnc-VIS, AA optoelectronic) with a 100 µs period. The laser beam was focused 
into the sample by an oil-immersion objective (UPLSAPO100XO, NA 1.40, Olympus). 
The emission was collected by the same objective, separated from the excitation beam by 
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a dichroic mirror (Dualband z532/633, AHF) and focused onto a 50 µm pinhole (Linos). 
The emission light was split by a dichroic mirror (640DCXR, AHF) and focused onto 
two avalanche photo diodes (t-SPAD-100, Picoquant) after appropriate spectral filtering 
(Brightline HC582/75, Bandpass ET 700/75 min, both AHF, RazorEdge LP 532, 
RazorEdge LP 647, both Semrock). The signals were registered by a TCSPC system 
(SPC-830, Becker&Hickl) and analyzed using custom-made LabVIEW software 
(National Instruments). 
 
 
Single-molecule ALEX measurements of the Holliday junction 
 
Single-molecule FRET measurements of immobilized 7235_HJ force clamps were 
performed in LabTek chamber slides (Thermo Scientific), which were cleaned with 1 M 
KOH and functionalized with biotin-labeled BSA (Sigma-Aldrich). Purified DNA 
origami force clamp structures were bound via neutravidin (Sigma-Aldrich) to the BSA-
biotin surface. Measurements were carried out in a buffer consisting of 1 x PBS at pH 7, 
2 mM trolox/troloxquinone, 1 % (w/w) glucose, and 10 % (v/v) of GOC (1 mg/mL 
glucose oxidase, 0.4 % (v/v) catalase (50 µg/mL), 30 % glycerol, 12.5 mM KCl in 
50 mM TRIS pH 7.5) for stabilization of the fluorophores (34) and 100 mM MgCl2. 
 
 
Single-molecule ALEX measurements of TBP-induced DNA bending 
 
Single-molecule FRET measurements of diffusing 7283_SSV force clamps were 
performed in home-built sample chambers with a total volume of about 30 µL on cover 
slips (Roth), which were cleaned with 1 M KOH and passivated with BSA (10 mg/mL). 
Measurements were carried out in a buffer consisting of 1 x PBS at pH 7, 1 M NaCl, and 
12.5 mM MgCl2. In order to identify fluorescence bursts from single molecules, the 
concentration of force clamp structures was adjusted to less than one molecule per 
confocal volume (typically in the low picomolar range). The sample was heated up to a 
temperature of about 35°C via the objective. The activity of MjTBP increases with 
increasing temperature (the optimal growth temperature of the organism of origin is 
85°C) (27). However, 35°C was the maximum temperature we could achieve with the 
experimental setup used here. To analyze the recorded fluorescence bursts, a burst search 
algorithm according to reference (35) was applied (parameters: t = 500 µs, M = 30, L = 
100). For the calculation of the FRET efficiency, the intensities were corrected for 
leakage from the donor into the red detection channel (14 %) and the direct excitation of 
the acceptor by the 532 nm laser excitation (11 %). The ALEX-2CDE filter was used to 
filter the E-S-histograms as described in reference (36) (ALEX-2CDE < 12). 
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Supplementary Text 

 
S1: Entropic force of single-stranded DNA 
 
Single-stranded DNA can be well described as a freely-jointed chain (FJC) (3). The FJC 
models polymer chains as a random walk of the chain's segments. The model neglects 
self avoidance of the segments and treats the orientation of each segment independent of 
its neighbors. The polymer chain is formed by ! monomers with a total contour length 
"#  of: 
 

"# = ! ∗ & 
 
where & is the length of each monomer. The average end-to-end distance ' of the polymer 
is described as: 
 

< ') >= ! ∗ &) 
 
The realistic length of one chain segment is called Kuhn length &+ (&+ ≥ &). For 
semiflexible polymers such as ssDNA, &+ equals twice the persistence length (37).  
 
A polymer can adopt each possible end-to-end distance by several conformations. The 
number of possible conformations the polymer can adopt in space increases with a 
decreasing end-to-end distance. Hence, the polymer more likely adopts a coiled 
conformation with a short end-to-end distance instead of a stretched conformation with a 
long end-to-end distance. The force - exerted on each end of a long polymer ("# ≫ &+) 
can be expressed as: 
 

< - >=
−3123"#
!+&+)

 

 
with !+ as the number of Kuhn segments.  
 
Smith et al. showed that a FJC modified with stretchable Kuhn segments that can align 
under force (mFJC) describes the force-extension behavior of ssDNA well (3): 
 

' - = "# ∗ coth
-&+
123

−
123
-&+

∗ 1 +
-
:  

 
with : being the stretch modulus and the contour length "#  being the number of 
nucleotides ! of the ssDNA times the length per single base "2: 
 

"# = ! ∗ "2 
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We used the following parameters to calculate the resulting entropic force for a fixed 
end-to-end distance ' (' is given by the force-clamp design as described in figs. S1, S15, 
and S28): 
 

 
The 6.3	Å	 ± 0.8	Å for  "2 were taken from a length comparison of five different crystal 
structures of ssDNA segments from reference 24. The parameters for &+ and : were taken 
from reference 3. 
 
Here, we approximate the entropic force as being constant over time and thus call our 
device a force clamp, analog to the constant force experiments with conventional force 
spectroscopy techniques. However, the two molecular systems studied here (the Holliday 
junction and the TBP-induced DNA bending) undergo a conformational transition that 
changes the end-to-end distance of the ssDNA spring. These changes in distance result in 
a minor change in entropic force acting on the molecular systems. For the force 
calculation, we always used the average distance (see figs. S15 and S28 for more details). 
The maximum change in force resulting from this conformational distance change is less 
than 10 % for the 7253_HJ samples and less than 17 % for the 7283_SSV samples. 
 
One assumption we make is that ssDNA behaves like a purely entropic spring with ideal 
elasticity at low forces at the salt concentrations we used for our experiments (100 mM 
MgCl2 for the Holliday junction and 1 M NaCl + 12.5 mM MgCl2 for the TBP). We 
assume that these salt concentrations provide Θ solvent conditions (38). 
 
Another simplifying assumption is that the formation of secondary structures in the 
ssDNA spring region can be ignored. To justify this assumption further, we could use 
secondary structure-free sequences in the spring region in future experiments (for 
example by using scaffold inserts programmed to consist only of the bases A, C, and T). 
 
We also assume that force fluctuations over time can be neglected. The relaxation time 
CD (a measure of the timescale over which the chain undergoes conformational 
reconfigurations) is described by the Rouse model extended with hydrodynamic 
interactions mediated by the solvent (39): 
 

CD =
EF( !&+)I

3J123
 

 
with ! as the number of monomers in the polymer chain and EF the viscosity of the 
solvent. Depending on the length of the ssDNA spring regions in our design, the 
relaxation time CD is between 0.2	µs and 2.0	µs. This fluctuation is 100 – 1000 times 

Parameter Value 
"2 6.3	Å	 ± 	0.8	Å 
&+ 1.5	nm 
: 800	pN 
123 4.114	pNnm 
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faster than the duration of a fluorescence burst (> 1 ms) as well as the timescale of the 
Holliday junction fluctuation and the TBP-DNA complex (both on the order of 
milliseconds to seconds). 
 
 
 S2: Nicks in circular scaffold molecules  
 
M13 bacteriophage derived ssDNA is a circular molecule. However, a certain fraction of 
the molecules are linearized during the purification process. These nicks should be 
randomly distributed along the contour length of the molecule. One commercial supplier 
of M13mp18 ssDNA, New England Biolabs, claims that more than 90 % of the 
molecules are in the circular form. We assume that our M13 ssDNA contains also 
roughly 10 % linearized molecules. In order to successfully exert a force on the mounted 
system of interest, we need the scaffold molecule to be intact and not contain any nicks in 
the section spanning the gap in the force clamp. The longest ssDNA section used in this 
study is 400 nt long (7253_HJ_1.2pN). Adding another 50 nt on each side for efficient 
anchorage in the structure gives 500 nt, a fraction of less than 7 % of the scaffold 
material. An overall 10 % chance of having a scaffold nick in one origami structure thus 
results in a probability of less than 1 % of this nick being in the important spring region. 
All other nicks do not affect the performance of the force clamp, as long as only one nick 
per scaffold molecule occurs. 
 
In the 0 pN control samples, we observed a fraction of partially assembled structures 
(examples are highlighted in figs. S8, S20 & S35 by red arrows). This is most likely a 
result of scaffold molecules that were nicked already before the enzymatic scaffold 
linearization was performed for the 0 pN samples. However, this should not have any 
influence on the 0 pN force measurements as long as the system of interest is successfully 
tethered to the force clamp structure.  
 
 
S3: TBP-induced bending probability - Boltzmann distribution 
 
We calculated the force-dependent probability of the bent state TUVWX by comparing the 
areas of the Gaussian fits of the two sub-populations in the bimodal FRET distribution: 
 

TUVWX =
area(high	FRET)

area low	FRET 	+	area(high	FRET)
 

 
TUVWX is related to the change in free energy ∆e between the undistorted state (at 0 pN) 
and the bent state through the Boltzmann distribution: 
 

TUVWX =
exp ∆e − - ∗ ∆g

123

1 + exp ∆e − - ∗ ∆g
123
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where - is the applied force to the promotor DNA and ∆g is the distance change along a 
one-dimensional reaction coordinate. 
 
 
S4: Dynamic range of the DNA origami force clamp 
 
The ssDNA section of the scaffold exits the origami structure in a shear geometry. 
Single-molecule force spectroscopy experiments revealed that the unbinding force of 
DNA duplexes in the shear geometry is about 50 pN (at room temperature in PBS buffer), 
more than three times higher than in the zipper geometry (40). We assume that it is 
possible to generate forces of up to 50 pN with our origami force clamp. However, the 
uncertainty of the parameter for the length per single base used in this study and the 
nonlinear dependency of the contour length on the entropic force lead to an error of the 
calculated force that increases drastically with a decreasing contour length. An improved 
theoretical modeling of the ssDNA in the future will lead to a more precise adjustment of 
higher forces and to access to the whole potential dynamic range of our force clamp. 
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Fig. S1  
(A) Geometric model of the 7249 based variant of the force clamp structure with the 
ssDNA spanning the gap distance d. The dark gray region represents the subset of 10 
staple strands that need to be changed to adjust the ssDNA spring length. (B) Resulting 
entropic force as a function of the number of nucleotides spanning the gap distance d. 
The shaded blue region is the margin of error resulting from the standard deviation of the 
single base length. 
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Fig. S2 
Scaffold/staple layout of the 7249_6pN version. The number of nucleotides in the ssDNA 
spring is 116. The scaffold starting point (in the middle of the gap) is the BamHI site. 
Core staples are gray. The subset of 10 staples to adjust the length of the ssDNA spring is 
colored red. Biotin modified strands were attached to complementary 5’-end extensions 
on the orange staples. Thymidine-tails (4 x T) were added to all edge staples (cyan and 
yellow) to prevent unspecific stacking and aggregation. 
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C G G T T A A T T T G C G T G A T G G A C A G A C T C T T T T A C T C G G T G G C C T C A C T G A T T A C T T G C G T T G A A A T A A A G G C T T C T C C C G C A A A A G T A T T A C A G G G T C A T A A T G T T

AAGAAGTATTGCTACAA TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCC ATATATGAGGGTTCTAAAAATTTTTATC TTTGGTACAACCGATTTAGCTTTAT

G A T G T T A T T A C T A A T C A T G T C T A A A A T C C C T T T A A T C G G C C T C C T G T T T A G C T A C A C A T T A C T C A G G C A T T G C A T T T A A A G C T C T G A G G C T T T A T T G C T T A A T T T

CTTCTACTCAGGCAAGT TCCCGCTCTGATTCTAACGAGGAAAGCACGTTATA GCCTTTCTCACCCTTTTGAATCTTTACC TGCTAATTCTTTGCCTTGCCTGTAT

G G C C G A T A G T T T G A G T T C G T G C T C G T C A A A G C A A C C A T A G T A C G C G C C C T G T C A T A T T G A T G G T G A T T T G A C T G T C T C C G G A T T T A T T G G A T G T T A A T G C T A C T A

TATTGTTCTGGATATTACCAGCAA AGCGGCGCATTAAGCGCGGCGGGTGTGG TTTATCAGCTAGAACGGTTGAATAT CTATTAGTAGAATTGATGCCACCTTTTC

T T T T T C C T G T T G C A A T G G C T G G C G G T A A T G G T T A C G C G C A G C G T G A C C G C T A C C A A A A A T A G C T A C C C T C T C C G G C A T T A A A G C T C G C G C C C C A A A T G A A A A T A T

CGTCAAAATGTAGGTATTTCCATGAGCG ACTTGCCAGCGCCCTAGCGCCCGCT AATGACCTGATAGCCTTTGTAGATCTCT AGCTAAACAGGTTATTGACCATTT

+ T T T A C A C T T T A T G C T T C C G G C T C G T A T G T T G T G T G G A A T T G T G A G C G G A T A A C A A T T T C A C A C A G G A A A C A G C T A T G A C C A T G A T T A C G A A T T C G A G C T C G G T A C C C G G G G A T C C T C T A G A G T C G A C C T G C A G G C A T G C A A G C T T G G C A C T G G C C G T C G T T T T A C A A C G T C G T G A C T G G G A A A A C C C T G G C G T T A C C C A A C T T A A T C G C C T T G C A G C A C +

TTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTC TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACAC

T C G G A A C C A C C A T C A A A C A G G A T T T T C G C C T G C T G G G G C A A A C C A G C G T G G A C C G C C A A C G T G A C C T A T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G

GGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATT AATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGC

T T C G C C C T T T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T T G G C T A C A G G A A G G C C A G A C G C G A A T T A T T T T T G A T G G C G T T C C T A T T G

GATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTT GTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAA

T T T A G G G T T C C G A T T T A G T G C T T T A C G G C A C C T C G A C C C C A A A A A A C T T C G T T T A C A A T T T A A A T A T T T G C T T A T A C A A T C T T C C T G T T T T T G G G G C T T T T C T G A

TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCC TTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA

A A T A A T C C A T T T C A G A C G A T T G A G C C T T T C G C T T T C T T C C C T T C C T T T C T T C T C T T G T T T G C T C C A G A C T C T C A G G C G C G A A A T G T A T C T A A T G G T C A A A C T A A A

TTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTA TCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTT

C A A A A A T A T T G T C T G T G C C A C G T A T T C T T A C G C T T T C A G G T C A G A A G G G T T C T A T C T C T G C C A G A C A C C G T A C T T T A G T T G C A T A T T T A A A A C A T G T T G A G C T A C

TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATT AGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTC

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T A T C A A A A G G A G C A A T T A A A G G T A C T C T C T A A T C C T G A C C T G T T G G A G

ATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATT

T T T G C C A A C T G A C C A G A T A T T G A T T G A G G G T T T G A T A T T T G A G G T T C A G C A A G G T G T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C

GTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGA TTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGA

G A A T A T G A T G A T A A T T C C G C T C C T T C T G G T G G T T T C T T T G T T C C G C A A A A T G A T A A T G T T A C T C A A A C T T T T A A A A T T A A T A A C G T T C G G G C A A A G G A T T T A A T A C G A G T T G T C G A A T T T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T T A C T A T T A C C C C C T C T G G C A A A A C T T C T T T T G C A A A A G C C T C T C G C T A T T T T G G T T T T T A T C G T C G T C T G G T A A A C

AGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAG GTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGA GAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAG

T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T C T A A C C C T T C C A T T A T T C A T A A T T T C C G T C A A T A T T T A C C T T C C C T C C C T C A A T C G G T T G A A T G T C G C C C T T T T C T T G A T T C T G T C G C T A C T G A T T A C G G T G C T G C T A T C G A T G G T T T C A T T G T T G A A T G T G G T A T T C C T A A A T C T C A A C T G A T G A A T C T T T C T A C C T G T A A T A A T G T T G T T C C G T T A G T

AAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTT GTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTT GACCGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAA TCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATC

A T T T T G T A A C T T G G T A T T C A A A G C A A T C A G G C G A A T C C G T T A T T G T T T C T C C C G A T G T A A T T C C G T G G T G T C T T T G C G T T T C T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C C G G T G A T T T T G A T T A T G A A A A G A T G G C A A A C G C T A A T A A G G G G G C T A T G C A T A A G G T A A T T C A C A A T G A T T A A A G T T G A A A T T A A A C C A T C T C A A G C C C A A T T T A C T A C T C G T T C

TCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCG CTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTT TGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTT TGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTT

T T G A T T T A T G T A C T G T T T C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T T C C T C G G T T T C C T T C T G G G C T G G C G G C G G C T C T G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C A G C C A G C C T

AAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATA TAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAA TATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAAT ATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCC

C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C T T C T C A G C G T C T T A A T C T A A G C T A T C G C T A T G T T T T C G A T A G C T A T T G C T A T T T C A T T G T T T C T T G C T C T T A T T A T T G G G C T T A A C T T A C T G G A A C G G T A A A T T C A G A G A C T G C G C T T T C C A T T C T G G C T T T A A T G A G G A T T C T T A T G A T T G A C C G T C T G C G C C T C G T T C C G G C T A A G T A A C A T G G A G C A G G T C G C G G A T T

CATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGAC TCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTG CCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGC TCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGT

A A G A T G A A A T T A A C T A A A A T A T A T T T G A A A A A G T T T T C T C G C G T T C T T T G T C T T G C G A T T G G A T T T G A C T T T G T T C A G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G G A A A T A G G C A G G G G G C A T T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T A

TCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAG TTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAA GAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCC GGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT

A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A A T T A T G A T T C C G G T G T T T A T A A A T C G T T T C T T A T T T G G A T T G G G A T A A A T A A T A T G G C T G T T T A T T T T G T A A C T G G C A A T C C G C C T G G T A C T G A G C A A A A C C C C G C T A A T C C T A A T C C T T C T C T T C T T T A G T C C T C A A A G C C T C T G T A G C C G T T G C T A C C C T C G T T C C G A T G C T G T C T T T C G C T G C T G A G G G T G A

TGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT ATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAG ATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTA CGATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGG

T C T C T T A T T A C T G G C T C G A A A A T G C C T C T G C C T A A A T T A C A T G T T G G C G T T G T T A A A T A C T G G G T G C A A A A T A G C A A C T A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G A G G G T G G C G G T T C T G A G G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G G C G A T G G T T G T T G T C A T T G T C G G C G C A A C T A T C G G T A T C A A G C T G T T T A A G A A A T T C A C C T C G A A A G
ATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATAT GGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATC GCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCT CAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGA

T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G C G C G T T C T G C A T T A G C T G A A C T G A T T T G C T T G C T A T T G G G C G C G G T A A T G A T T C C T A C G A T G A A A A T A A A A A C G G C T T T T G T A C T G G T G A C G A A A C T C A G T G T T A C G G T A C A T G G G T T C C T A T T G G A A A A A T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T T G A A A G

TGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTAT TTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG

AGTCTGTCCATCACGCAAATTAACCG TAATCAGTGAGGCCACCGAGTAAAAG TTTATTTCAACGCAAG AGAAGCC AATACTTTTGCGGG AACATTATGACCCTGT

T T G T A G C A A T A C T T C T T G G A A C G G T A C G C C A G A A T C C T G A G A A G T G T T T T T A G A T A A A A A T T T T T A G A A C C C T C A T A T A T A T A A A G C T A A A T C G G T T G T A C C A A A

TTTTAGACATGATTAGTAATAACATC AAAGGGA GCTAAACAGGAGGCCGATT GCCTGAGTAATGTGTA ATGCAAT CCTCAGAGCTTTAA AATAAAG AAATTAAGC

A C T T G C C T G A G T A G A A G T A T A A C G T G C T T T C C T C G T T A G A A T C A G A G C G G G A G G T A A A G A T T C A A A A G G G T G A G A A A G G C A T A C A G G C A A G G C A A A G A A T T A G C A

ACGAGCACGAACTCAAACTATCGGCC TGCTTTG ACAGGGCGCGTACTATGGT AATCACCATCAATATG ACAGTCA CAATAAATCCGGAG TAACATC TAGTAGCAT

T T G C T G G T A A T A T C C A G A A C A A T A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A T A T T C A A C C G T T C T A G C T G A T A A A G A A A A G G T G G C A T C A A T T C T A C T A A T A G

ATTGCAACAGGAAAAA GCCAGCC GCGTAACCATTACC TGC ACGC GTAGCGGTC TAGCTATTTTTG AATGCCGGAGAGGG ATATTTTCATTTGGGGCGCGAGCTTT

C G C T C A T G G A A A T A C C T A C A T T T T G A C G A G C G G G C G C T A G G G C G C T G G C A A G T A G A G A T C T A C A A A G G C T A T C A G G T C A T T A A A T G G T C A A T A A C C T G T T T A G C T

AGTGTAAA AGCATAA AGCCGGA CCACACAACATACG TTATCCGCTCACAATT GGGTTTTCCCAGTCACGAC AACGCCA GTTGGGT CGATTAA GTGCTGCAAGG

G A G A C G G G C A A C A G C T G A T T G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G T G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A

TGGTTCCGA TTGATGG ATCCTGT CCCAGCAGGCGAAA TGC GGTT GCGGTCCACGCT GTCACGTTG GGGATAG CCGTAAT GGATTGA AAACGGC CTCCGTGGGAAC

A A T C G G C A A A A T C C C T T A T A A A T C A A A A G A A T A G C C C G A G A T A G G G T T G A G T G T T G T T C C G C T T T C A T C A A C A T T A A A T G T G A G C G A G T A A C A A C C C G T C G G A T T

TCCAACGTCAAAGGGCGAA GAC CGTG CCACTATTAAAGAA AGTTTGGAACAAGAGT TTCCTGTAGCCA ATTCGCGTCTGGCC ATA AAAA CAATAGGAACGCCATC

A A A C C G T C T A T C A G G G C G A T G G C C C A C T A C G T G A A C C A T C A C C C A A A T C T T A A T A T T T T G T T A A A A T T C G C A T T A A A T T T T T G T T A A A T C A G C T C A T T T T T T A A C

CGGAACCCTAAA ACTAAAT AGC GTAA AGGTGCC GGGGTCG AAGTTTTTT AAATTGTAAACG AATATTT ATAAGCA AGATTGT AACAGGA CCCCAAA TCAGAAAAG

G G G A G C C C C C G A T T T A G A G C T T G A C G G G G A A A G C C G G C G A A C G T G G C G A T C G A T G A A C G G T A A T C G T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A

AAATGGATTATT GGCTCAATCGTCTG GGAAGAAAGCGAAA GAAAGGAAG CAAACAAGAGAA TCTGGAG CTGAGAG GATACATTTCGCGC ACCATTA TTTAGTTTG

T A C A T T G G C A G A T T C A C C A G T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T C T G C G A A C G A G T A G A

ACAGACAATATTTTTG ACGTGGC GAAAGCGTAAGAAT CCT CTGA CAGAGATAGAACCCTT ACTAAAGTACGGTGTCTGG ATATGCA GTAGCTCAACATGTTTTAA

A A T G G C T A T T A G T C T T T A A T G C G C G A A C T G A T A G C C C T A A A A C A T C G C C A T T A A A A G A G G T C A T T T T T G C G G A T G G C T T A G A G C T T A A T T G C T G A A T A T A A T G C T

AGTATTAAC GTC GGCG GAGGTGA CAGAAGATAAAACA CCACCAG ATACCGAACGAA TTTTGATAA TTGCTCC CCTTTAA GAGAGTA AGGATTA CTCCAACAGGTC

A C C G C C T G C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T A A T A T C G C G T T T T A A T T C G A G C T T C A A A G C G A A C C A G A C C G G A A G C A A A

GTTGGCAAA CTGGTCA TCAATAT TATCAAACCCTCAA AAA CCTC CACCTTGCTGAA AAGACTTCA AGCCCGA AAGAGGA AAAGATT GCATCAA GCAAAGCGGATT

T C A A C A G T T G A A A G G A A T T G A G G A A G G T T A T C T A A A A T A T C T T T A G G A G C A C T A A C A A C T A A T A G A T T A G A G C C G T C A A T A G A T A A T A C A T T T G A G G A T T T A G A A G T A T T A G A C T T T A C A A A C T C G T C A T A A A T A T T C A T T G A A T C C C C C T C A A A T G C T T T A A A C A G T T C A G A A A A C G A G A A T G A C C A T A A A T C A A A A A T C A G G T C T T T A C C C T G A C T A T T A T A G T C A G A A

CGGAATTATCATCATATTC GAG GAAG CAAAGAAACCACCA TGCGGAA TAACATTATCATTT GTTTGAG TATTAATTTTAAAA CGAACGT TTAAATCCTTTGCC ACTCGTA AATACTGCGGAAAATTCGACA ACTGGATAGCGTCC TGTTTAG GGGTAATAGTAAAA CCAGAGG CAAAAGAAGTTTTG GCTTTTG CAAAATAGCGAGAG AAC TAAA GTTTACCAGACGACGA

C T G A T T A T C A G A T G A T G G C A A T T C A T C A A T A T A A T C C T G A T T G T T T G G A T T A T A C T T C T T C A T T A A A G G T G A A T T A T C A C C G T C A C C G A C T T G A G C C A T T T G G G A A T T A G A G C C A G C A A A A T C A C C A G T A G C A C C A T T A C C A T T A G C A A G G C C G G A A A C G T C A C C T A A T G C A G A T A C A T A A C G C C A A A A G G A A T T A C G A G G C A T A G T A A G A G C A A C A C T A T C A T A A C C C T C

AAAACAGAAATA TGCACGT ATT AATT CAA ATAT ACCTACC GGTTAGA ATGGAAG GGAAATTATGAATA GAC TATT GGAGGGAAGGTAAA GAG GATT GGCGACATTCAACC AGAAAAG TAGCGACAGAATCA TAATCAG CGATAGCAGCACCG CACATTCAACAATGAAACCAT GGAATAC AGATTTA TCAGTTG AGATTCA GAA GGTA TATTACA ACAACAT ACTAACGGA

A A G A A A T T G C G T A G A T T T T C A G G T T T A A C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C G A T T T T A A G A A C T G G C T C A T T A T A C C A G T C A G G A C G T T G G G A A G A A A A A T C T A C G T T A A T A A A A C G A

AAGTTACAAAAT GAATACC TTT TTGC CGCCTGA ACGGATT AACAATA CCACGGAATTACATCGGGAGA AAAGACA TATAAAAGAAACGC GGCAACA CATACATAAAGGT GGAAAATA TAATCAAAATCACC CTTTTCA TTAGCGTTTGCCAT ACCTTATGCATAGCCCCCTTA AATCATTGTGAATT CAACTTT TTT AGATGGTTTAA GTAAATTGGGCTTG GAACGAGTA

C G C G C A G A G G C G A A T T A T T C A T T T C A A T T A C C T G A G C A A A A G A A G A T G A T G A A A C A A A C A T C A A G A A A C T G G C A T G A T T A A G A C T C C T T A T T A C G C A G T A T G T T A G C A A A C G T A G A A C C A G A G C C A C C A C C G G A A C C G C C T C C C T C A G A G C C G C C A C C C T C A G A A C C G C C A A A A T C A A C G T A A C A A A G C T G C T C A T T C A G T G A A T A A G G C T T G C C C T G A C G A G A A A C A C C A

ACAGTACATAAATCAA AATGGAA GAATTACCTTTTTT TTCATTT TTACATTTAACAAT AAATTAA ACCCAAAAGAAACA AAT ACGG GAAACGCAATAATA GAG AACC CCAGCCCAGAAGGA GCCGCCG GAACCACCACCAGA CCA GCCA CCACCCTCAGAGCC AGAGCCA TCATTACCCCCCTC TAT CGGA ATCTTGACAAGAAC AAGAGTA AGGCTGGCTGACCTTCATC

T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A G G A A C C G A A C T G A C C A A C T T T G A A A G A G G A C A G A T G A A C G G T G T A C A G A C C A G G C G C A T

AAATCATAG TCA TTTA GAA TAGT CTGAGAAGAGTCAA TAAGACG CTTAGAT GCGATAG ATA AAAC GCAATAGCTATCGA TGAAATA GAAACAA AGAGCAA AATAATA TAAGCCC CCGTTCCAGTAAGT TTA GAAT AGTCTCT AAAGCGC AGAATGG TAAAGCC TCCTCAT ATAAGAA GTCAATC GCAGACG AGCCGGAACGAGGC CTT GTTA GCTCCAT AATCCGCGACCT

G T C T G A G A G A C T A C C T T T T T A A C C T C C G G C T T A G G T T G G G T T A T A T A A C T A T A T G T A A A T G C T G A T G C A G A G G G T A A T T G A G C G C T A A T A T C A G A G A G A T A A C C C A C A A G A A T T G A G C G T C A T A C A T G G C T T T T G A T G A T A C A G G A G T G T A C T G G T A A T A A G T T T T A A C G G G A C C A A G C G C G A A A C A A A G T A C A A C G G A G A T T T G T A T C A T C G C C T G A T A A A T T G T G T C G A

TTTCATCTT TAGTTAA TATATTT AAAACTTTTTCAAA ACGCGAG ACAAAGA TCGCAAG AATCCAA CCTGAACAAAGTCA CAC TGAA AATTAAC ACGGGAG GCATTAG GGGAAGC ATTTCCA CCTGCCT CCC AATG AACAGTT ATA CCGT ACAGTGC TTGAGTA GCC CAGT CCCAGCGATTATGT ACC TTTG AACACTCATC CTAA GAATACA GGCAAAA TAAAACGAAAGA

C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G A G A G A A T A A C A T A A A A A G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A C T T T T T C A T G A G G A A G T T T C C A T T A A A C G G G T A A A A T A C G T A A T G C C A C T A C G A A G G C A C C A A C C

TTAGTATCATATGCGTTAT TGT AGCC TAATTACTAGAAAA TCA GGAA AAGAAACGATTTATAAACACC ATCCCAATCCAAAT ATTATTT AAATAAACAGCCAT AGTTACA CCAGGCGGATTGCC CTCAGTA TTAGCGGGGTTTTG ATTAGGA TGAGGACTAAAGAAGAGAAGG GGCTACAGAGGCTT TAGCAAC CATCGGAACGAGGG CAG AAGA TCACCCTCAGCAGCGA

A C A A A T T C T T A C C A G T A T A A A G C C A A C G C T C A A C A G T A G G G C T T A A T T G A G A A T C G C C A C T A C A A T T T T A T C C T G A A T C T T A C C A A C G C T A A C G A G C G T C T T T C C A G A G C C T A A T T A A G T G C C G T C G A G A G G G T T G A T A T A A G T A T A G C C C G G A A T A G G T G T A T C C A C G C A T A A C C G A T A T A T T C G G T C G C T G A G G C T T G C A G G G A G T T A A A G G C C G C T T T T G C G G G A T C G

AGTAATAAGAGA TCGAGCC TTT GGCA AGA AGGC GTAATTT CCAACAT AGTATTTAACAACG TGCACCC GCTATTT ATTAGTT AAG AATC AGCCTTA TGA GTTT TCGACTTGCGGGAG CCC GCCA CAGAACC CCACCCT AGTACCG TTT GAGG GCCACCGTACTCAG AACCATC TGACAAC CCGACAA GCG AGTT TACCGAT AGCTTGA CTTAAAC TGAATTT CTTTCGAGG
A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G A T A T A G A A G G C T T A T C C G G T A T T C T A A G A A C G C G A G G C G T T T T A G C G A A C C T C C C A G A A C C G C C A C C C T C A G A G C C A C C A C C C T C A T T T T C A G G G A T A G C A A G C T C A C G T T G A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G

TGAACAAGAAAA TAAGTCC AGA CAAT TTATCAA CGCCTGT ACG CAGA CAGTTCAGCTAATG AGCAAAT AATAGCA CGCGCCC TCATTAC GTAGGAA TTTCATC TTTTTAT AAAGCCG CAGTACA TCGTCAC CTGAGTT CGTAACA CATGTAC TTCCAATAGGAACC ATAATTT GCGAATA AGGAATT CAACTAA AAAGGAA TAG AGAA CGGAGTG GTTTCAG CTTTCAACA

A T A A T A T C C C A T C C T A A T T T A C G A G C A T G T A G A A A C C A A T C A A T A A T C G G C T G T C T T T C C T T A T C A T T C C A A G A A C G G G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G T T T T G T C G T C T T T C C A G A C G T T A G T A A A T G A A T T T T C T G T A T G G G A T T T T G C T A A A C A A
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Fig. S3  
Scaffold/staple layout of the 7249_12pN version. The number of nucleotides in the 
ssDNA spring is 87. The same subset of staples was used for the 0 pN version folded 
with the enzymatically-linearized scaffold. 
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179 179

C G G T T A A T T T G C G T G A T G G A C A G A C T C T T T T A C T C G G T G G C C T C A C T G A T T A C T T G C G T T G A A A T A A A G G C T T C T C C C G C A A A A G T A T T A C A G G G T C A T A A T G T T

AAGAAGTATTGCTACAA TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCC ATATATGAGGGTTCTAAAAATTTTTATC TTTGGTACAACCGATTTAGCTTTAT

G A T G T T A T T A C T A A T C A T G T C T A A A A T C C C T T T A A T C G G C C T C C T G T T T A G C T A C A C A T T A C T C A G G C A T T G C A T T T A A A G C T C T G A G G C T T T A T T G C T T A A T T T

CTTCTACTCAGGCAAGT TCCCGCTCTGATTCTAACGAGGAAAGCACGTTATA GCCTTTCTCACCCTTTTGAATCTTTACC TGCTAATTCTTTGCCTTGCCTGTAT

G G C C G A T A G T T T G A G T T C G T G C T C G T C A A A G C A A C C A T A G T A C G C G C C C T G T C A T A T T G A T G G T G A T T T G A C T G T C T C C G G A T T T A T T G G A T G T T A A T G C T A C T A

TATTGTTCTGGATATTACCAGCAA AGCGGCGCATTAAGCGCGGCGGGTGTGG TTTATCAGCTAGAACGGTTGAATAT CTATTAGTAGAATTGATGCCACCTTTTC

T T T T T C C T G T T G C A A T G G C T G G C G G T A A T G G T T A C G C G C A G C G T G A C C G C T A C C A A A A A T A G C T A C C C T C T C C G G C A T T A A A G C T C G C G C C C C A A A T G A A A A T A T

CGTCAAAATGTAGGTATTTCCATGAGCG ACTTGCCAGCGCCCTAGCGCCCGCT AATGACCTGATAGCCTTTGTAGATCTCT AGCTAAACAGGTTATTGACCATTT

+ T T C C G G C T C G T A T G T T G T G T G G A A T T G T G A G C G G A T A A C A A T T T C A C A C A G G A A A C A G C T A T G A C C A T G A T T A C G A A T T C G A G C T C G G T A C C C G G G G A T C C T C T A G A G T C G A C C T G C A G G C A T G C A A G C T T G G C A C T G G C C G T C G T T T T A C A A C G T C G T G A C T G G G A A A A C C C T G G C G T T A C C C A A C T T A +

TTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTC TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACAC

T C G G A A C C A C C A T C A A A C A G G A T T T T C G C C T G C T G G G G C A A A C C A G C G T G G A C C G C C A A C G T G A C C T A T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G

GGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATT AATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGC

T T C G C C C T T T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T T G G C T A C A G G A A G G C C A G A C G C G A A T T A T T T T T G A T G G C G T T C C T A T T G

GATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTT GTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAA

T T T A G G G T T C C G A T T T A G T G C T T T A C G G C A C C T C G A C C C C A A A A A A C T T C G T T T A C A A T T T A A A T A T T T G C T T A T A C A A T C T T C C T G T T T T T G G G G C T T T T C T G A

TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCC TTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA

A A T A A T C C A T T T C A G A C G A T T G A G C C T T T C G C T T T C T T C C C T T C C T T T C T T C T C T T G T T T G C T C C A G A C T C T C A G G C G C G A A A T G T A T C T A A T G G T C A A A C T A A A

TTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTA TCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTT

C A A A A A T A T T G T C T G T G C C A C G T A T T C T T A C G C T T T C A G G T C A G A A G G G T T C T A T C T C T G C C A G A C A C C G T A C T T T A G T T G C A T A T T T A A A A C A T G T T G A G C T A C

TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATT AGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTC

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T A T C A A A A G G A G C A A T T A A A G G T A C T C T C T A A T C C T G A C C T G T T G G A G

ATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATT

T T T G C C A A C T G A C C A G A T A T T G A T T G A G G G T T T G A T A T T T G A G G T T C A G C A A G G T G T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C

GTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGA TTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGA

G A A T A T G A T G A T A A T T C C G C T C C T T C T G G T G G T T T C T T T G T T C C G C A A A A T G A T A A T G T T A C T C A A A C T T T T A A A A T T A A T A A C G T T C G G G C A A A G G A T T T A A T A C G A G T T G T C G A A T T T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T T A C T A T T A C C C C C T C T G G C A A A A C T T C T T T T G C A A A A G C C T C T C G C T A T T T T G G T T T T T A T C G T C G T C T G G T A A A C

AGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAG GTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGA GAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAG

T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T C T A A C C C T T C C A T T A T T C A T A A T T T C C G T C A A T A T T T A C C T T C C C T C C C T C A A T C G G T T G A A T G T C G C C C T T T T C T T G A T T C T G T C G C T A C T G A T T A C G G T G C T G C T A T C G A T G G T T T C A T T G T T G A A T G T G G T A T T C C T A A A T C T C A A C T G A T G A A T C T T T C T A C C T G T A A T A A T G T T G T T C C G T T A G T

AAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTT GTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTT GACCGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAA TCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATC

A T T T T G T A A C T T G G T A T T C A A A G C A A T C A G G C G A A T C C G T T A T T G T T T C T C C C G A T G T A A T T C C G T G G T G T C T T T G C G T T T C T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C C G G T G A T T T T G A T T A T G A A A A G A T G G C A A A C G C T A A T A A G G G G G C T A T G C A T A A G G T A A T T C A C A A T G A T T A A A G T T G A A A T T A A A C C A T C T C A A G C C C A A T T T A C T A C T C G T T C

TCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCG CTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTT TGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTT TGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTT

T T G A T T T A T G T A C T G T T T C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T T C C T C G G T T T C C T T C T G G G C T G G C G G C G G C T C T G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C A G C C A G C C T

AAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATA TAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAA TATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAAT ATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCC

C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C T T C T C A G C G T C T T A A T C T A A G C T A T C G C T A T G T T T T C G A T A G C T A T T G C T A T T T C A T T G T T T C T T G C T C T T A T T A T T G G G C T T A A C T T A C T G G A A C G G T A A A T T C A G A G A C T G C G C T T T C C A T T C T G G C T T T A A T G A G G A T T C T T A T G A T T G A C C G T C T G C G C C T C G T T C C G G C T A A G T A A C A T G G A G C A G G T C G C G G A T T

CATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGAC TCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTG CCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGC TCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGT

A A G A T G A A A T T A A C T A A A A T A T A T T T G A A A A A G T T T T C T C G C G T T C T T T G T C T T G C G A T T G G A T T T G A C T T T G T T C A G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G G A A A T A G G C A G G G G G C A T T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T A

TCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAG TTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAA GAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCC GGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT

A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A A T T A T G A T T C C G G T G T T T A T A A A T C G T T T C T T A T T T G G A T T G G G A T A A A T A A T A T G G C T G T T T A T T T T G T A A C T G G C A A T C C G C C T G G T A C T G A G C A A A A C C C C G C T A A T C C T A A T C C T T C T C T T C T T T A G T C C T C A A A G C C T C T G T A G C C G T T G C T A C C C T C G T T C C G A T G C T G T C T T T C G C T G C T G A G G G T G A

TGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT ATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAG ATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTA CGATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGG
T C T C T T A T T A C T G G C T C G A A A A T G C C T C T G C C T A A A T T A C A T G T T G G C G T T G T T A A A T A C T G G G T G C A A A A T A G C A A C T A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G A G G G T G G C G G T T C T G A G G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G G C G A T G G T T G T T G T C A T T G T C G G C G C A A C T A T C G G T A T C A A G C T G T T T A A G A A A T T C A C C T C G A A A G

ATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATAT GGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATC GCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCT CAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGA

T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G C G C G T T C T G C A T T A G C T G A A C T G A T T T G C T T G C T A T T G G G C G C G G T A A T G A T T C C T A C G A T G A A A A T A A A A A C G G C T T T T G T A C T G G T G A C G A A A C T C A G T G T T A C G G T A C A T G G G T T C C T A T T G G A A A A A T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T T G A A A G

TGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTAT TTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG

AGTCTGTCCATCACGCAAATTAACCG TAATCAGTGAGGCCACCGAGTAAAAG TTTATTTCAACGCAAG AGAAGCC AATACTTTTGCGGG AACATTATGACCCTGT

T T G T A G C A A T A C T T C T T G G A A C G G T A C G C C A G A A T C C T G A G A A G T G T T T T T A G A T A A A A A T T T T T A G A A C C C T C A T A T A T A T A A A G C T A A A T C G G T T G T A C C A A A

TTTTAGACATGATTAGTAATAACATC AAAGGGA GCTAAACAGGAGGCCGATT GCCTGAGTAATGTGTA ATGCAAT CCTCAGAGCTTTAA AATAAAG AAATTAAGC

A C T T G C C T G A G T A G A A G T A T A A C G T G C T T T C C T C G T T A G A A T C A G A G C G G G A G G T A A A G A T T C A A A A G G G T G A G A A A G G C A T A C A G G C A A G G C A A A G A A T T A G C A

ACGAGCACGAACTCAAACTATCGGCC TGCTTTG ACAGGGCGCGTACTATGGT AATCACCATCAATATG ACAGTCA CAATAAATCCGGAG TAACATC TAGTAGCAT

T T G C T G G T A A T A T C C A G A A C A A T A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A T A T T C A A C C G T T C T A G C T G A T A A A G A A A A G G T G G C A T C A A T T C T A C T A A T A G

ATTGCAACAGGAAAAA GCCAGCC GCGTAACCATTACC TGC ACGC GTAGCGGTC TAGCTATTTTTG AATGCCGGAGAGGG ATATTTTCATTTGGGGCGCGAGCTTT

C G C T C A T G G A A A T A C C T A C A T T T T G A C G A G C G G G C G C T A G G G C G C T G G C A A G T A G A G A T C T A C A A A G G C T A T C A G G T C A T T A A A T G G T C A A T A A C C T G T T T A G C T

AGCCGGAA ACATACG CCACACA ATCCGCTCACAATT CCTGTGTGAAATTGTT CGACGTTGTAAAACGACGG CCAGTCA GGTTTTC ACGCCAG TAAGTTGGGTA

G A G A C G G G C A A C A G C T G A T T G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G T G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A

TGGTTCCGA TTGATGG ATCCTGT CCCAGCAGGCGAAA TGC GGTT GCGGTCCACGCT GTCACGTTG GGGATAG CCGTAAT GGATTGA AAACGGC CTCCGTGGGAAC

A A T C G G C A A A A T C C C T T A T A A A T C A A A A G A A T A G C C C G A G A T A G G G T T G A G T G T T G T T C C G C T T T C A T C A A C A T T A A A T G T G A G C G A G T A A C A A C C C G T C G G A T T

TCCAACGTCAAAGGGCGAA GAC CGTG CCACTATTAAAGAA AGTTTGGAACAAGAGT TTCCTGTAGCCA ATTCGCGTCTGGCC ATA AAAA CAATAGGAACGCCATC

A A A C C G T C T A T C A G G G C G A T G G C C C A C T A C G T G A A C C A T C A C C C A A A T C T T A A T A T T T T G T T A A A A T T C G C A T T A A A T T T T T G T T A A A T C A G C T C A T T T T T T A A C

CGGAACCCTAAA ACTAAAT AGC GTAA AGGTGCC GGGGTCG AAGTTTTTT AAATTGTAAACG AATATTT ATAAGCA AGATTGT AACAGGA CCCCAAA TCAGAAAAG

G G G A G C C C C C G A T T T A G A G C T T G A C G G G G A A A G C C G G C G A A C G T G G C G A T C G A T G A A C G G T A A T C G T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A

AAATGGATTATT GGCTCAATCGTCTG GGAAGAAAGCGAAA GAAAGGAAG CAAACAAGAGAA TCTGGAG CTGAGAG GATACATTTCGCGC ACCATTA TTTAGTTTG

T A C A T T G G C A G A T T C A C C A G T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T C T G C G A A C G A G T A G A

ACAGACAATATTTTTG ACGTGGC GAAAGCGTAAGAAT CCT CTGA CAGAGATAGAACCCTT ACTAAAGTACGGTGTCTGG ATATGCA GTAGCTCAACATGTTTTAA

A A T G G C T A T T A G T C T T T A A T G C G C G A A C T G A T A G C C C T A A A A C A T C G C C A T T A A A A G A G G T C A T T T T T G C G G A T G G C T T A G A G C T T A A T T G C T G A A T A T A A T G C T

AGTATTAAC GTC GGCG GAGGTGA CAGAAGATAAAACA CCACCAG ATACCGAACGAA TTTTGATAA TTGCTCC CCTTTAA GAGAGTA AGGATTA CTCCAACAGGTC

A C C G C C T G C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T A A T A T C G C G T T T T A A T T C G A G C T T C A A A G C G A A C C A G A C C G G A A G C A A A

GTTGGCAAA CTGGTCA TCAATAT TATCAAACCCTCAA AAA CCTC CACCTTGCTGAA AAGACTTCA AGCCCGA AAGAGGA AAAGATT GCATCAA GCAAAGCGGATT

T C A A C A G T T G A A A G G A A T T G A G G A A G G T T A T C T A A A A T A T C T T T A G G A G C A C T A A C A A C T A A T A G A T T A G A G C C G T C A A T A G A T A A T A C A T T T G A G G A T T T A G A A G T A T T A G A C T T T A C A A A C T C G T C A T A A A T A T T C A T T G A A T C C C C C T C A A A T G C T T T A A A C A G T T C A G A A A A C G A G A A T G A C C A T A A A T C A A A A A T C A G G T C T T T A C C C T G A C T A T T A T A G T C A G A A

CGGAATTATCATCATATTC GAG GAAG CAAAGAAACCACCA TGCGGAA TAACATTATCATTT GTTTGAG TATTAATTTTAAAA CGAACGT TTAAATCCTTTGCC ACTCGTA AATACTGCGGAAAATTCGACA ACTGGATAGCGTCC TGTTTAG GGGTAATAGTAAAA CCAGAGG CAAAAGAAGTTTTG GCTTTTG CAAAATAGCGAGAG AAC TAAA GTTTACCAGACGACGA

C T G A T T A T C A G A T G A T G G C A A T T C A T C A A T A T A A T C C T G A T T G T T T G G A T T A T A C T T C T T C A T T A A A G G T G A A T T A T C A C C G T C A C C G A C T T G A G C C A T T T G G G A A T T A G A G C C A G C A A A A T C A C C A G T A G C A C C A T T A C C A T T A G C A A G G C C G G A A A C G T C A C C T A A T G C A G A T A C A T A A C G C C A A A A G G A A T T A C G A G G C A T A G T A A G A G C A A C A C T A T C A T A A C C C T C

AAAACAGAAATA TGCACGT ATT AATT CAA ATAT ACCTACC GGTTAGA ATGGAAG GGAAATTATGAATA GAC TATT GGAGGGAAGGTAAA GAG GATT GGCGACATTCAACC AGAAAAG TAGCGACAGAATCA TAATCAG CGATAGCAGCACCG CACATTCAACAATGAAACCAT GGAATAC AGATTTA TCAGTTG AGATTCA GAA GGTA TATTACA ACAACAT ACTAACGGA

A A G A A A T T G C G T A G A T T T T C A G G T T T A A C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C G A T T T T A A G A A C T G G C T C A T T A T A C C A G T C A G G A C G T T G G G A A G A A A A A T C T A C G T T A A T A A A A C G A

AAGTTACAAAAT GAATACC TTT TTGC CGCCTGA ACGGATT AACAATA CCACGGAATTACATCGGGAGA AAAGACA TATAAAAGAAACGC GGCAACA CATACATAAAGGT GGAAAATA TAATCAAAATCACC CTTTTCA TTAGCGTTTGCCAT ACCTTATGCATAGCCCCCTTA AATCATTGTGAATT CAACTTT TTT AGATGGTTTAA GTAAATTGGGCTTG GAACGAGTA

C G C G C A G A G G C G A A T T A T T C A T T T C A A T T A C C T G A G C A A A A G A A G A T G A T G A A A C A A A C A T C A A G A A A C T G G C A T G A T T A A G A C T C C T T A T T A C G C A G T A T G T T A G C A A A C G T A G A A C C A G A G C C A C C A C C G G A A C C G C C T C C C T C A G A G C C G C C A C C C T C A G A A C C G C C A A A A T C A A C G T A A C A A A G C T G C T C A T T C A G T G A A T A A G G C T T G C C C T G A C G A G A A A C A C C A

ACAGTACATAAATCAA AATGGAA GAATTACCTTTTTT TTCATTT TTACATTTAACAAT AAATTAA ACCCAAAAGAAACA AAT ACGG GAAACGCAATAATA GAG AACC CCAGCCCAGAAGGA GCCGCCG GAACCACCACCAGA CCA GCCA CCACCCTCAGAGCC AGAGCCA TCATTACCCCCCTC TAT CGGA ATCTTGACAAGAAC AAGAGTA AGGCTGGCTGACCTTCATC

T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A G G A A C C G A A C T G A C C A A C T T T G A A A G A G G A C A G A T G A A C G G T G T A C A G A C C A G G C G C A T

AAATCATAG TCA TTTA GAA TAGT CTGAGAAGAGTCAA TAAGACG CTTAGAT GCGATAG ATA AAAC GCAATAGCTATCGA TGAAATA GAAACAA AGAGCAA AATAATA TAAGCCC CCGTTCCAGTAAGT TTA GAAT AGTCTCT AAAGCGC AGAATGG TAAAGCC TCCTCAT ATAAGAA GTCAATC GCAGACG AGCCGGAACGAGGC CTT GTTA GCTCCAT AATCCGCGACCT

G T C T G A G A G A C T A C C T T T T T A A C C T C C G G C T T A G G T T G G G T T A T A T A A C T A T A T G T A A A T G C T G A T G C A G A G G G T A A T T G A G C G C T A A T A T C A G A G A G A T A A C C C A C A A G A A T T G A G C G T C A T A C A T G G C T T T T G A T G A T A C A G G A G T G T A C T G G T A A T A A G T T T T A A C G G G A C C A A G C G C G A A A C A A A G T A C A A C G G A G A T T T G T A T C A T C G C C T G A T A A A T T G T G T C G A

TTTCATCTT TAGTTAA TATATTT AAAACTTTTTCAAA ACGCGAG ACAAAGA TCGCAAG AATCCAA CCTGAACAAAGTCA CAC TGAA AATTAAC ACGGGAG GCATTAG GGGAAGC ATTTCCA CCTGCCT CCC AATG AACAGTT ATA CCGT ACAGTGC TTGAGTA GCC CAGT CCCAGCGATTATGT ACC TTTG AACACTCATC CTAA GAATACA GGCAAAA TAAAACGAAAGA

C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G A G A G A A T A A C A T A A A A A G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A C T T T T T C A T G A G G A A G T T T C C A T T A A A C G G G T A A A A T A C G T A A T G C C A C T A C G A A G G C A C C A A C C

TTAGTATCATATGCGTTAT TGT AGCC TAATTACTAGAAAA TCA GGAA AAGAAACGATTTATAAACACC ATCCCAATCCAAAT ATTATTT AAATAAACAGCCAT AGTTACA CCAGGCGGATTGCC CTCAGTA TTAGCGGGGTTTTG ATTAGGA TGAGGACTAAAGAAGAGAAGG GGCTACAGAGGCTT TAGCAAC CATCGGAACGAGGG CAG AAGA TCACCCTCAGCAGCGA

A C A A A T T C T T A C C A G T A T A A A G C C A A C G C T C A A C A G T A G G G C T T A A T T G A G A A T C G C C A C T A C A A T T T T A T C C T G A A T C T T A C C A A C G C T A A C G A G C G T C T T T C C A G A G C C T A A T T A A G T G C C G T C G A G A G G G T T G A T A T A A G T A T A G C C C G G A A T A G G T G T A T C C A C G C A T A A C C G A T A T A T T C G G T C G C T G A G G C T T G C A G G G A G T T A A A G G C C G C T T T T G C G G G A T C G
AGTAATAAGAGA TCGAGCC TTT GGCA AGA AGGC GTAATTT CCAACAT AGTATTTAACAACG TGCACCC GCTATTT ATTAGTT AAG AATC AGCCTTA TGA GTTT TCGACTTGCGGGAG CCC GCCA CAGAACC CCACCCT AGTACCG TTT GAGG GCCACCGTACTCAG AACCATC TGACAAC CCGACAA GCG AGTT TACCGAT AGCTTGA CTTAAAC TGAATTT CTTTCGAGG

A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G A T A T A G A A G G C T T A T C C G G T A T T C T A A G A A C G C G A G G C G T T T T A G C G A A C C T C C C A G A A C C G C C A C C C T C A G A G C C A C C A C C C T C A T T T T C A G G G A T A G C A A G C T C A C G T T G A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G

TGAACAAGAAAA TAAGTCC AGA CAAT TTATCAA CGCCTGT ACG CAGA CAGTTCAGCTAATG AGCAAAT AATAGCA CGCGCCC TCATTAC GTAGGAA TTTCATC TTTTTAT AAAGCCG CAGTACA TCGTCAC CTGAGTT CGTAACA CATGTAC TTCCAATAGGAACC ATAATTT GCGAATA AGGAATT CAACTAA AAAGGAA TAG AGAA CGGAGTG GTTTCAG CTTTCAACA

A T A A T A T C C C A T C C T A A T T T A C G A G C A T G T A G A A A C C A A T C A A T A A T C G G C T G T C T T T C C T T A T C A T T C C A A G A A C G G G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G T T T T G T C G T C T T T C C A G A C G T T A G T A A A T G A A T T T T C T G T A T G G G A T T T T G C T A A A C A A
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Fig. S4  
2 % agarose gel of the 7249 scaffold after thermal annealing in the presence of 1x folding 
buffer but without staples. L: 1kb DNA ladder; C: Control (16 hours at room 
temperature); 65°C: 16 hour nonlinear annealing ramp as used for force clamp origami 
folding; 90°C: Linear annealing ramp from 90°C to 25°C in steps of 15 min per °C. 
Thermal degradation of the scaffold is clearly visible in the 90°C sample. 
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Fig. S5 
2 % agarose gel of the three different 7249 variants after folding. L: 1kb DNA ladder; S: 
7249 scaffold control. The monomer (M) and dimer band (D) of the origami structure are 
highlighted. The formation of origami dimers occurs most likely due to unspecific 
stacking interactions of the helix blunt ends on both sides of the clamp structure (42 blunt 
ends on each side). 
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Fig. S6 
We used a bulk FRET assay to evaluate whether the ssDNA spring is adjusted to the 
designed length and the subset of staple strands used for the adjustment is correctly 
incorporated. A donor (Atto550) was attached to the 5’-end of the last staple strand 
before the scaffold exits the structure on the left side (red staple). The acceptor 
(Atto647n) was placed in close proximity at the 3’-end of one of the core staple strands 
(yellow staple). A reporter dye (Atto488) was placed on the opposite side of the structure 
to confirm that the donor-acceptor pair is incorporated into the folded origami structure. 
The annealed sample (7249_12pN) was separated on a 1 % agarose gel and the dyes were 
excited in a laser scanner. Both donor and acceptor dyes are present and the FRET signal 
(acceptor emission upon donor excitation, Aem | Dex) indicates that the length-adjustment 
staples were incorporated successfully. 
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Fig. S7 
1 % agarose gel of the 7249_6pN version before and after purification. L: 1kb DNA 
ladder; S: 7249 scaffold control. U: unpurified sample. P: purified sample. 
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Fig. S8 
TEM images of the 7249_0pN sample. The red arrows point at partially assembled 
structures. These were most likely folded from the fraction of scaffold that was already 
nicked at positions randomly distributed along the sequence before the enzymatic 
linearization. Scale bars: 50 nm. 
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Fig. S9 
TEM images of the 7249_6pN sample. Scale bars: 50 nm. 
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Fig. S10 
TEM images of the 7249_12pN sample. Scale bars: 50 nm. 
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Fig. S11 
All 100 single particles used to construct the average TEM image of the 7249_0pN 
sample shown in figure 1E. Each single image is 96 nm x 96 nm. 

 
  



 
 

21 
 

 

Fig. S12 
All 100 single particles used to construct the average TEM image of the 7249_6pN 
sample shown in figure 1E. Each single image is 96 nm x 96 nm. 
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Fig. S13 
All 100 single particles used to construct the average TEM image of the 7249_12pN 
sample shown in figure 1E. Each single image is 96 nm x 96 nm. 
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Fig. S14 
Schematics of the Holliday junction with the basepairing between the four strands in 
detail. The donor (Cy3) is positioned at the 5’end of strand h (blue). The acceptor (Cy5) 
is positioned at the 5’-end of strand b (red). Strand x is part of the scaffold (black). 
Strand r is unmodified. All four arms of the HJ are 11 base pairs long. 
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Fig. S15 
(A) Geometric model of the 7253_HJ based variant of the force clamp structure with the 
ssDNA spanning the gap distance dHJ. The dark gray region represents the subset of 10 
staple strands that need to be changed to adjust the ssDNA spring length. Because of the 
constant switching of the HJ between the two stacked isomers, we used the open 
conformation to calculate the average width of the junction wHJ. The HJ switches from 
one to the other isomer via this open conformation where every of the four arms points 
towards a different corner of a square. (B) Resulting entropic force as a function of the 
total number of nucleotides in the ssDNA spring spanning the gap distance dHJ. The 
shaded blue region is the margin of error resulting from the standard deviation of the 
single base length. (C) The conformer transition of the HJ leads to a change of the 
distance dHJ. The effect of this distance change on the resulting force is plotted on the 
right. The maximum fluctuation of the exerted force on the switching HJ is less than 
10 %. 

 



 
 

25 
 

 

Fig. S16 
Scaffold/staple layout of the 7253_HJ_1.2pN version. The number of nucleotides in the 
ssDNA spring is 400. Parts of the HJ complementary to the scaffold are purple. 
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C G G T T A A T T T G C G T G A T G G A C A G A C T C T T T T A C T C G G T G G C C T C A C T G A T T A C T T G C G T T G A A A T A A A G G C T T C T C C C G C A A A A G T A T T A C A G G G T C A T A A T G T T

AAGAAGTATTGCTACAA TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCC ATATATGAGGGTTCTAAAAATTTTTATC TTTGGTACAACCGATTTAGCTTTAT

G A T G T T A T T A C T A A T C A T G T C T A A A A T C C C T T T A A T C G G C C T C C T G T T T A G C T A C A C A T T A C T C A G G C A T T G C A T T T A A A G C T C T G A G G C T T T A T T G C T T A A T T T

CTTCTACTCAGGCAAGT TCCCGCTCTGATTCTAACGAGGAAAGCACGTTATA GCCTTTCTCACCCTTTTGAATCTTTACC TGCTAATTCTTTGCCTTGCCTGTAT

G G C C G A T A G T T T G A G T T C G T G C T C G T C A A A G C A A C C A T A G T A C G C G C C C T G T C A T A T T G A T G G T G A T T T G A C T G T C T C C G G A T T T A T T G G A T G T T A A T G C T A C T A

TATTGTTCTGGATATTACCAGCAA AGCGGCGCATTAAGCGCGGCGGGTGTGG TTTATCAGCTAGAACGGTTGAATAT CTATTAGTAGAATTGATGCCACCTTTTC

T T T T T C C T G T T G C A A T G G C T G G C G G T A A T G G T T A C G C G C A G C G T G A C C G C T A C C A A A A A T A G C T A C C C T C T C C G G C A T T A A A G C T C G C G C C C C A A A T G A A A A T A T

CGTCAAAATGTAGGTATTTCCATGAGCG ACTTGCCAGCGCCCTAGCGCCCGCT AATGACCTGATAGCCTTTGTAGATCTCT AGCTAAACAGGTTATTGACCATTT

+ C C C A A T A C G C A A A C C G C C T C T C C C C G C G C G T T G G C C G A T T C A T T A A T G C A G C T G G C A C G A C A G G T T T C C C + T T A C G A A T T C G A G C T C G G T A C C C G G G G A T C C T T C C C A G T T G A G C G C T T G C T A G G G T T A A A A G C T T G G C A C T G G C C G T C G T T T T A C A A C G T C + T T T C C G G C A C C A G A A G C G G T G C C G G A A A G C T G G C T G G A G T G C G A T C T T C C T G A G G C C G A T A C T G T C G

TTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTC TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACAC

T C G G A A C C A C C A T C A A A C A G G A T T T T C G C C T G C T G G G G C A A A C C A G C G T G G A C C G C C A A C G T G A C C T A T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G

GGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATT AATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGC

T T C G C C C T T T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T T G G C T A C A G G A A G G C C A G A C G C G A A T T A T T T T T G A T G G C G T T C C T A T T G

GATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTT GTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAA

T T T A G G G T T C C G A T T T A G T G C T T T A C G G C A C C T C G A C C C C A A A A A A C T T C G T T T A C A A T T T A A A T A T T T G C T T A T A C A A T C T T C C T G T T T T T G G G G C T T T T C T G A

TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCC TTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA

A A T A A T C C A T T T C A G A C G A T T G A G C C T T T C G C T T T C T T C C C T T C C T T T C T T C T C T T G T T T G C T C C A G A C T C T C A G G C G C G A A A T G T A T C T A A T G G T C A A A C T A A A

TTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTA TCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTT

C A A A A A T A T T G T C T G T G C C A C G T A T T C T T A C G C T T T C A G G T C A G A A G G G T T C T A T C T C T G C C A G A C A C C G T A C T T T A G T T G C A T A T T T A A A A C A T G T T G A G C T A C

TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATT AGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTC

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T A T C A A A A G G A G C A A T T A A A G G T A C T C T C T A A T C C T G A C C T G T T G G A G

ATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATT

T T T G C C A A C T G A C C A G A T A T T G A T T G A G G G T T T G A T A T T T G A G G T T C A G C A A G G T G T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C

GTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGA TTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGA

G A A T A T G A T G A T A A T T C C G C T C C T T C T G G T G G T T T C T T T G T T C C G C A A A A T G A T A A T G T T A C T C A A A C T T T T A A A A T T A A T A A C G T T C G G G C A A A G G A T T T A A T A C G A G T T G T C G A A T T T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T T A C T A T T A C C C C C T C T G G C A A A A C T T C T T T T G C A A A A G C C T C T C G C T A T T T T G G T T T T T A T C G T C G T C T G G T A A A C

AGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAG GTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGA GAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAG

T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T C T A A C C C T T C C A T T A T T C A T A A T T T C C G T C A A T A T T T A C C T T C C C T C C C T C A A T C G G T T G A A T G T C G C C C T T T T C T T G A T T C T G T C G C T A C T G A T T A C G G T G C T G C T A T C G A T G G T T T C A T T G T T G A A T G T G G T A T T C C T A A A T C T C A A C T G A T G A A T C T T T C T A C C T G T A A T A A T G T T G T T C C G T T A G T

AAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTT GTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTT GACCGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAA TCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATC

A T T T T G T A A C T T G G T A T T C A A A G C A A T C A G G C G A A T C C G T T A T T G T T T C T C C C G A T G T A A T T C C G T G G T G T C T T T G C G T T T C T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C C G G T G A T T T T G A T T A T G A A A A G A T G G C A A A C G C T A A T A A G G G G G C T A T G C A T A A G G T A A T T C A C A A T G A T T A A A G T T G A A A T T A A A C C A T C T C A A G C C C A A T T T A C T A C T C G T T C

TCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCG CTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTT TGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTT TGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTT

T T G A T T T A T G T A C T G T T T C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T T C C T C G G T T T C C T T C T G G G C T G G C G G C G G C T C T G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C A G C C A G C C T

AAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATA TAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAA TATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAAT ATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCC

C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C T T C T C A G C G T C T T A A T C T A A G C T A T C G C T A T G T T T T C G A T A G C T A T T G C T A T T T C A T T G T T T C T T G C T C T T A T T A T T G G G C T T A A C T T A C T G G A A C G G T A A A T T C A G A G A C T G C G C T T T C C A T T C T G G C T T T A A T G A G G A T T C T T A T G A T T G A C C G T C T G C G C C T C G T T C C G G C T A A G T A A C A T G G A G C A G G T C G C G G A T T

CATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGAC TCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTG CCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGC TCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGT

A A G A T G A A A T T A A C T A A A A T A T A T T T G A A A A A G T T T T C T C G C G T T C T T T G T C T T G C G A T T G G A T T T G A C T T T G T T C A G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G G A A A T A G G C A G G G G G C A T T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T A

TCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAG TTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAA GAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCC GGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT

A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A A T T A T G A T T C C G G T G T T T A T A A A T C G T T T C T T A T T T G G A T T G G G A T A A A T A A T A T G G C T G T T T A T T T T G T A A C T G G C A A T C C G C C T G G T A C T G A G C A A A A C C C C G C T A A T C C T A A T C C T T C T C T T C T T T A G T C C T C A A A G C C T C T G T A G C C G T T G C T A C C C T C G T T C C G A T G C T G T C T T T C G C T G C T G A G G G T G A

TGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT ATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAG ATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTA CGATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGG

T C T C T T A T T A C T G G C T C G A A A A T G C C T C T G C C T A A A T T A C A T G T T G G C G T T G T T A A A T A C T G G G T G C A A A A T A G C A A C T A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G A G G G T G G C G G T T C T G A G G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G G C G A T G G T T G T T G T C A T T G T C G G C G C A A C T A T C G G T A T C A A G C T G T T T A A G A A A T T C A C C T C G A A A G
ATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATAT GGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATC GCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCT CAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGA

T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G C G C G T T C T G C A T T A G C T G A A C T G A T T T G C T T G C T A T T G G G C G C G G T A A T G A T T C C T A C G A T G A A A A T A A A A A C G G C T T T T G T A C T G G T G A C G A A A C T C A G T G T T A C G G T A C A T G G G T T C C T A T T G G A A A A A T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T T G A A A G

TGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTAT TTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG

AGTCTGTCCATCACGCAAATTAACCG TAATCAGTGAGGCCACCGAGTAAAAG TTTATTTCAACGCAAG AGAAGCC AATACTTTTGCGGG AACATTATGACCCTGT

T T G T A G C A A T A C T T C T T G G A A C G G T A C G C C A G A A T C C T G A G A A G T G T T T T T A G A T A A A A A T T T T T A G A A C C C T C A T A T A T A T A A A G C T A A A T C G G T T G T A C C A A A

TTTTAGACATGATTAGTAATAACATC AAAGGGA GCTAAACAGGAGGCCGATT GCCTGAGTAATGTGTA ATGCAAT CCTCAGAGCTTTAA AATAAAG AAATTAAGC

A C T T G C C T G A G T A G A A G T A T A A C G T G C T T T C C T C G T T A G A A T C A G A G C G G G A G G T A A A G A T T C A A A A G G G T G A G A A A G G C A T A C A G G C A A G G C A A A G A A T T A G C A

ACGAGCACGAACTCAAACTATCGGCC TGCTTTG ACAGGGCGCGTACTATGGT AATCACCATCAATATG ACAGTCA CAATAAATCCGGAG TAACATC TAGTAGCAT

T T G C T G G T A A T A T C C A G A A C A A T A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A T A T T C A A C C G T T C T A G C T G A T A A A G A A A A G G T G G C A T C A A T T C T A C T A A T A G

ATTGCAACAGGAAAAA GCCAGCC GCGTAACCATTACC TGC ACGC GTAGCGGTC TAGCTATTTTTG AATGCCGGAGAGGG ATATTTTCATTTGGGGCGCGAGCTTT

C G C T C A T G G A A A T A C C T A C A T T T T G A C G A G C G G G C G C T A G G G C G C T G G C A A G T A G A G A T C T A C A A A G G C T A T C A G G T C A T T A A A T G G T C A A T A A C C T G T T T A G C T

GTATTGGG GGTTTGC GAGAGGC GGCCAACGCGCGGG GCTGCATTAATGAATC GCTCAACTGGG CCCTAGCAAGC GCCAGCTTTCCGGCACCGC CACTCCA AAGATCG CCTCAGG GACAGTATCGG

G A G A C G G G C A A C A G C T G A T T G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G T G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A

TGGTTCCGA TTGATGG ATCCTGT CCCAGCAGGCGAAA TGC GGTT GCGGTCCACGCT GTCACGTTG GGGATAG CCGTAAT GGATTGA AAACGGC CTCCGTGGGAAC

A A T C G G C A A A A T C C C T T A T A A A T C A A A A G A A T A G C C C G A G A T A G G G T T G A G T G T T G T T C C G C T T T C A T C A A C A T T A A A T G T G A G C G A G T A A C A A C C C G T C G G A T T

TCCAACGTCAAAGGGCGAA GAC CGTG CCACTATTAAAGAA AGTTTGGAACAAGAGT TTCCTGTAGCCA ATTCGCGTCTGGCC ATA AAAA CAATAGGAACGCCATC

A A A C C G T C T A T C A G G G C G A T G G C C C A C T A C G T G A A C C A T C A C C C A A A T C T T A A T A T T T T G T T A A A A T T C G C A T T A A A T T T T T G T T A A A T C A G C T C A T T T T T T A A C

CGGAACCCTAAA ACTAAAT AGC GTAA AGGTGCC GGGGTCG AAGTTTTTT AAATTGTAAACG AATATTT ATAAGCA AGATTGT AACAGGA CCCCAAA TCAGAAAAG

G G G A G C C C C C G A T T T A G A G C T T G A C G G G G A A A G C C G G C G A A C G T G G C G A T C G A T G A A C G G T A A T C G T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A

AAATGGATTATT GGCTCAATCGTCTG GGAAGAAAGCGAAA GAAAGGAAG CAAACAAGAGAA TCTGGAG CTGAGAG GATACATTTCGCGC ACCATTA TTTAGTTTG

T A C A T T G G C A G A T T C A C C A G T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T C T G C G A A C G A G T A G A

ACAGACAATATTTTTG ACGTGGC GAAAGCGTAAGAAT CCT CTGA CAGAGATAGAACCCTT ACTAAAGTACGGTGTCTGG ATATGCA GTAGCTCAACATGTTTTAA

A A T G G C T A T T A G T C T T T A A T G C G C G A A C T G A T A G C C C T A A A A C A T C G C C A T T A A A A G A G G T C A T T T T T G C G G A T G G C T T A G A G C T T A A T T G C T G A A T A T A A T G C T

AGTATTAAC GTC GGCG GAGGTGA CAGAAGATAAAACA CCACCAG ATACCGAACGAA TTTTGATAA TTGCTCC CCTTTAA GAGAGTA AGGATTA CTCCAACAGGTC

A C C G C C T G C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T A A T A T C G C G T T T T A A T T C G A G C T T C A A A G C G A A C C A G A C C G G A A G C A A A

GTTGGCAAA CTGGTCA TCAATAT TATCAAACCCTCAA AAA CCTC CACCTTGCTGAA AAGACTTCA AGCCCGA AAGAGGA AAAGATT GCATCAA GCAAAGCGGATT

T C A A C A G T T G A A A G G A A T T G A G G A A G G T T A T C T A A A A T A T C T T T A G G A G C A C T A A C A A C T A A T A G A T T A G A G C C G T C A A T A G A T A A T A C A T T T G A G G A T T T A G A A G T A T T A G A C T T T A C A A A C T C G T C A T A A A T A T T C A T T G A A T C C C C C T C A A A T G C T T T A A A C A G T T C A G A A A A C G A G A A T G A C C A T A A A T C A A A A A T C A G G T C T T T A C C C T G A C T A T T A T A G T C A G A A

CGGAATTATCATCATATTC GAG GAAG CAAAGAAACCACCA TGCGGAA TAACATTATCATTT GTTTGAG TATTAATTTTAAAA CGAACGT TTAAATCCTTTGCC ACTCGTA AATACTGCGGAAAATTCGACA ACTGGATAGCGTCC TGTTTAG GGGTAATAGTAAAA CCAGAGG CAAAAGAAGTTTTG GCTTTTG CAAAATAGCGAGAG AAC TAAA GTTTACCAGACGACGA

C T G A T T A T C A G A T G A T G G C A A T T C A T C A A T A T A A T C C T G A T T G T T T G G A T T A T A C T T C T T C A T T A A A G G T G A A T T A T C A C C G T C A C C G A C T T G A G C C A T T T G G G A A T T A G A G C C A G C A A A A T C A C C A G T A G C A C C A T T A C C A T T A G C A A G G C C G G A A A C G T C A C C T A A T G C A G A T A C A T A A C G C C A A A A G G A A T T A C G A G G C A T A G T A A G A G C A A C A C T A T C A T A A C C C T C

AAAACAGAAATA TGCACGT ATT AATT CAA ATAT ACCTACC GGTTAGA ATGGAAG GGAAATTATGAATA GAC TATT GGAGGGAAGGTAAA GAG GATT GGCGACATTCAACC AGAAAAG TAGCGACAGAATCA TAATCAG CGATAGCAGCACCG CACATTCAACAATGAAACCAT GGAATAC AGATTTA TCAGTTG AGATTCA GAA GGTA TATTACA ACAACAT ACTAACGGA

A A G A A A T T G C G T A G A T T T T C A G G T T T A A C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C G A T T T T A A G A A C T G G C T C A T T A T A C C A G T C A G G A C G T T G G G A A G A A A A A T C T A C G T T A A T A A A A C G A

AAGTTACAAAAT GAATACC TTT TTGC CGCCTGA ACGGATT AACAATA CCACGGAATTACATCGGGAGA AAAGACA TATAAAAGAAACGC GGCAACA CATACATAAAGGT GGAAAATA TAATCAAAATCACC CTTTTCA TTAGCGTTTGCCAT ACCTTATGCATAGCCCCCTTA AATCATTGTGAATT CAACTTT TTT AGATGGTTTAA GTAAATTGGGCTTG GAACGAGTA

C G C G C A G A G G C G A A T T A T T C A T T T C A A T T A C C T G A G C A A A A G A A G A T G A T G A A A C A A A C A T C A A G A A A C T G G C A T G A T T A A G A C T C C T T A T T A C G C A G T A T G T T A G C A A A C G T A G A A C C A G A G C C A C C A C C G G A A C C G C C T C C C T C A G A G C C G C C A C C C T C A G A A C C G C C A A A A T C A A C G T A A C A A A G C T G C T C A T T C A G T G A A T A A G G C T T G C C C T G A C G A G A A A C A C C A

ACAGTACATAAATCAA AATGGAA GAATTACCTTTTTT TTCATTT TTACATTTAACAAT AAATTAA ACCCAAAAGAAACA AAT ACGG GAAACGCAATAATA GAG AACC CCAGCCCAGAAGGA GCCGCCG GAACCACCACCAGA CCA GCCA CCACCCTCAGAGCC AGAGCCA TCATTACCCCCCTC TAT CGGA ATCTTGACAAGAAC AAGAGTA AGGCTGGCTGACCTTCATC

T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A G G A A C C G A A C T G A C C A A C T T T G A A A G A G G A C A G A T G A A C G G T G T A C A G A C C A G G C G C A T

AAATCATAG TCA TTTA GAA TAGT CTGAGAAGAGTCAA TAAGACG CTTAGAT GCGATAG ATA AAAC GCAATAGCTATCGA TGAAATA GAAACAA AGAGCAA AATAATA TAAGCCC CCGTTCCAGTAAGT TTA GAAT AGTCTCT AAAGCGC AGAATGG TAAAGCC TCCTCAT ATAAGAA GTCAATC GCAGACG AGCCGGAACGAGGC CTT GTTA GCTCCAT AATCCGCGACCT

G T C T G A G A G A C T A C C T T T T T A A C C T C C G G C T T A G G T T G G G T T A T A T A A C T A T A T G T A A A T G C T G A T G C A G A G G G T A A T T G A G C G C T A A T A T C A G A G A G A T A A C C C A C A A G A A T T G A G C G T C A T A C A T G G C T T T T G A T G A T A C A G G A G T G T A C T G G T A A T A A G T T T T A A C G G G A C C A A G C G C G A A A C A A A G T A C A A C G G A G A T T T G T A T C A T C G C C T G A T A A A T T G T G T C G A

TTTCATCTT TAGTTAA TATATTT AAAACTTTTTCAAA ACGCGAG ACAAAGA TCGCAAG AATCCAA CCTGAACAAAGTCA CAC TGAA AATTAAC ACGGGAG GCATTAG GGGAAGC ATTTCCA CCTGCCT CCC AATG AACAGTT ATA CCGT ACAGTGC TTGAGTA GCC CAGT CCCAGCGATTATGT ACC TTTG AACACTCATC CTAA GAATACA GGCAAAA TAAAACGAAAGA

C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G A G A G A A T A A C A T A A A A A G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A C T T T T T C A T G A G G A A G T T T C C A T T A A A C G G G T A A A A T A C G T A A T G C C A C T A C G A A G G C A C C A A C C

TTAGTATCATATGCGTTAT TGT AGCC TAATTACTAGAAAA TCA GGAA AAGAAACGATTTATAAACACC ATCCCAATCCAAAT ATTATTT AAATAAACAGCCAT AGTTACA CCAGGCGGATTGCC CTCAGTA TTAGCGGGGTTTTG ATTAGGA TGAGGACTAAAGAAGAGAAGG GGCTACAGAGGCTT TAGCAAC CATCGGAACGAGGG CAG AAGA TCACCCTCAGCAGCGA

A C A A A T T C T T A C C A G T A T A A A G C C A A C G C T C A A C A G T A G G G C T T A A T T G A G A A T C G C C A C T A C A A T T T T A T C C T G A A T C T T A C C A A C G C T A A C G A G C G T C T T T C C A G A G C C T A A T T A A G T G C C G T C G A G A G G G T T G A T A T A A G T A T A G C C C G G A A T A G G T G T A T C C A C G C A T A A C C G A T A T A T T C G G T C G C T G A G G C T T G C A G G G A G T T A A A G G C C G C T T T T G C G G G A T C G

AGTAATAAGAGA TCGAGCC TTT GGCA AGA AGGC GTAATTT CCAACAT AGTATTTAACAACG TGCACCC GCTATTT ATTAGTT AAG AATC AGCCTTA TGA GTTT TCGACTTGCGGGAG CCC GCCA CAGAACC CCACCCT AGTACCG TTT GAGG GCCACCGTACTCAG AACCATC TGACAAC CCGACAA GCG AGTT TACCGAT AGCTTGA CTTAAAC TGAATTT CTTTCGAGG
A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G A T A T A G A A G G C T T A T C C G G T A T T C T A A G A A C G C G A G G C G T T T T A G C G A A C C T C C C A G A A C C G C C A C C C T C A G A G C C A C C A C C C T C A T T T T C A G G G A T A G C A A G C T C A C G T T G A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G

TGAACAAGAAAA TAAGTCC AGA CAAT TTATCAA CGCCTGT ACG CAGA CAGTTCAGCTAATG AGCAAAT AATAGCA CGCGCCC TCATTAC GTAGGAA TTTCATC TTTTTAT AAAGCCG CAGTACA TCGTCAC CTGAGTT CGTAACA CATGTAC TTCCAATAGGAACC ATAATTT GCGAATA AGGAATT CAACTAA AAAGGAA TAG AGAA CGGAGTG GTTTCAG CTTTCAACA

A T A A T A T C C C A T C C T A A T T T A C G A G C A T G T A G A A A C C A A T C A A T A A T C G G C T G T C T T T C C T T A T C A T T C C A A G A A C G G G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G T T T T G T C G T C T T T C C A G A C G T T A G T A A A T G A A T T T T C T G T A T G G G A T T T T G C T A A A C A A
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Fig. S17 
Scaffold/staple layout of the 7253_HJ_2.5pN version. The number of nucleotides in the 
ssDNA spring is 202. 
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128 50 50 95

C G G T T A A T T T G C G T G A T G G A C A G A C T C T T T T A C T C G G T G G C C T C A C T G A T T A C T T G C G T T G A A A T A A A G G C T T C T C C C G C A A A A G T A T T A C A G G G T C A T A A T G T T

AAGAAGTATTGCTACAA TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCC ATATATGAGGGTTCTAAAAATTTTTATC TTTGGTACAACCGATTTAGCTTTAT

G A T G T T A T T A C T A A T C A T G T C T A A A A T C C C T T T A A T C G G C C T C C T G T T T A G C T A C A C A T T A C T C A G G C A T T G C A T T T A A A G C T C T G A G G C T T T A T T G C T T A A T T T

CTTCTACTCAGGCAAGT TCCCGCTCTGATTCTAACGAGGAAAGCACGTTATA GCCTTTCTCACCCTTTTGAATCTTTACC TGCTAATTCTTTGCCTTGCCTGTAT

G G C C G A T A G T T T G A G T T C G T G C T C G T C A A A G C A A C C A T A G T A C G C G C C C T G T C A T A T T G A T G G T G A T T T G A C T G T C T C C G G A T T T A T T G G A T G T T A A T G C T A C T A

TATTGTTCTGGATATTACCAGCAA AGCGGCGCATTAAGCGCGGCGGGTGTGG TTTATCAGCTAGAACGGTTGAATAT CTATTAGTAGAATTGATGCCACCTTTTC

T T T T T C C T G T T G C A A T G G C T G G C G G T A A T G G T T A C G C G C A G C G T G A C C G C T A C C A A A A A T A G C T A C C C T C T C C G G C A T T A A A G C T C G C G C C C C A A A T G A A A A T A T

CGTCAAAATGTAGGTATTTCCATGAGCG ACTTGCCAGCGCCCTAGCGCCCGCT AATGACCTGATAGCCTTTGTAGATCTCT AGCTAAACAGGTTATTGACCATTT

+ T T A A T G T G A G T T A G C T C A C T C A T T A G G C A C C C C A G G C T T T A C A C T T T A T G C T T C C G G C T C G T A T G T T G T G + T T A C G A A T T C G A G C T C G G T A C C C G G G G A T C C T T C C C A G T T G A G C G C T T G C T A G G G T T A A A A G C T T G G C A C T G G C C G T C G T T T T A C A A C G T C + C C C C T T T C G C C A G C T G G C G T A A T A G C G A A G A G G C C C G C A C C G A T C G C C C T T C C C A A C A G T T G C G C A +

TTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTC TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACAC

T C G G A A C C A C C A T C A A A C A G G A T T T T C G C C T G C T G G G G C A A A C C A G C G T G G A C C G C C A A C G T G A C C T A T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G

GGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATT AATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGC

T T C G C C C T T T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T T G G C T A C A G G A A G G C C A G A C G C G A A T T A T T T T T G A T G G C G T T C C T A T T G

GATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTT GTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAA

T T T A G G G T T C C G A T T T A G T G C T T T A C G G C A C C T C G A C C C C A A A A A A C T T C G T T T A C A A T T T A A A T A T T T G C T T A T A C A A T C T T C C T G T T T T T G G G G C T T T T C T G A

TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCC TTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA

A A T A A T C C A T T T C A G A C G A T T G A G C C T T T C G C T T T C T T C C C T T C C T T T C T T C T C T T G T T T G C T C C A G A C T C T C A G G C G C G A A A T G T A T C T A A T G G T C A A A C T A A A

TTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTA TCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTT

C A A A A A T A T T G T C T G T G C C A C G T A T T C T T A C G C T T T C A G G T C A G A A G G G T T C T A T C T C T G C C A G A C A C C G T A C T T T A G T T G C A T A T T T A A A A C A T G T T G A G C T A C

TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATT AGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTC

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T A T C A A A A G G A G C A A T T A A A G G T A C T C T C T A A T C C T G A C C T G T T G G A G

ATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATT

T T T G C C A A C T G A C C A G A T A T T G A T T G A G G G T T T G A T A T T T G A G G T T C A G C A A G G T G T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C

GTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGA TTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGA

G A A T A T G A T G A T A A T T C C G C T C C T T C T G G T G G T T T C T T T G T T C C G C A A A A T G A T A A T G T T A C T C A A A C T T T T A A A A T T A A T A A C G T T C G G G C A A A G G A T T T A A T A C G A G T T G T C G A A T T T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T T A C T A T T A C C C C C T C T G G C A A A A C T T C T T T T G C A A A A G C C T C T C G C T A T T T T G G T T T T T A T C G T C G T C T G G T A A A C

AGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAG GTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGA GAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAG

T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T C T A A C C C T T C C A T T A T T C A T A A T T T C C G T C A A T A T T T A C C T T C C C T C C C T C A A T C G G T T G A A T G T C G C C C T T T T C T T G A T T C T G T C G C T A C T G A T T A C G G T G C T G C T A T C G A T G G T T T C A T T G T T G A A T G T G G T A T T C C T A A A T C T C A A C T G A T G A A T C T T T C T A C C T G T A A T A A T G T T G T T C C G T T A G T

AAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTT GTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTT GACCGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAA TCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATC

A T T T T G T A A C T T G G T A T T C A A A G C A A T C A G G C G A A T C C G T T A T T G T T T C T C C C G A T G T A A T T C C G T G G T G T C T T T G C G T T T C T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C C G G T G A T T T T G A T T A T G A A A A G A T G G C A A A C G C T A A T A A G G G G G C T A T G C A T A A G G T A A T T C A C A A T G A T T A A A G T T G A A A T T A A A C C A T C T C A A G C C C A A T T T A C T A C T C G T T C

TCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCG CTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTT TGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTT TGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTT

T T G A T T T A T G T A C T G T T T C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T T C C T C G G T T T C C T T C T G G G C T G G C G G C G G C T C T G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C A G C C A G C C T

AAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATA TAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAA TATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAAT ATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCC

C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C T T C T C A G C G T C T T A A T C T A A G C T A T C G C T A T G T T T T C G A T A G C T A T T G C T A T T T C A T T G T T T C T T G C T C T T A T T A T T G G G C T T A A C T T A C T G G A A C G G T A A A T T C A G A G A C T G C G C T T T C C A T T C T G G C T T T A A T G A G G A T T C T T A T G A T T G A C C G T C T G C G C C T C G T T C C G G C T A A G T A A C A T G G A G C A G G T C G C G G A T T

CATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGAC TCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTG CCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGC TCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGT

A A G A T G A A A T T A A C T A A A A T A T A T T T G A A A A A G T T T T C T C G C G T T C T T T G T C T T G C G A T T G G A T T T G A C T T T G T T C A G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G G A A A T A G G C A G G G G G C A T T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T A

TCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAG TTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAA GAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCC GGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT

A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A A T T A T G A T T C C G G T G T T T A T A A A T C G T T T C T T A T T T G G A T T G G G A T A A A T A A T A T G G C T G T T T A T T T T G T A A C T G G C A A T C C G C C T G G T A C T G A G C A A A A C C C C G C T A A T C C T A A T C C T T C T C T T C T T T A G T C C T C A A A G C C T C T G T A G C C G T T G C T A C C C T C G T T C C G A T G C T G T C T T T C G C T G C T G A G G G T G A

TGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT ATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAG ATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTA CGATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGG

T C T C T T A T T A C T G G C T C G A A A A T G C C T C T G C C T A A A T T A C A T G T T G G C G T T G T T A A A T A C T G G G T G C A A A A T A G C A A C T A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G A G G G T G G C G G T T C T G A G G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G G C G A T G G T T G T T G T C A T T G T C G G C G C A A C T A T C G G T A T C A A G C T G T T T A A G A A A T T C A C C T C G A A A G
ATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATAT GGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATC GCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCT CAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGA

T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G C G C G T T C T G C A T T A G C T G A A C T G A T T T G C T T G C T A T T G G G C G C G G T A A T G A T T C C T A C G A T G A A A A T A A A A A C G G C T T T T G T A C T G G T G A C G A A A C T C A G T G T T A C G G T A C A T G G G T T C C T A T T G G A A A A A T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T T G A A A G

TGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTAT TTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG

AGTCTGTCCATCACGCAAATTAACCG TAATCAGTGAGGCCACCGAGTAAAAG TTTATTTCAACGCAAG AGAAGCC AATACTTTTGCGGG AACATTATGACCCTGT

T T G T A G C A A T A C T T C T T G G A A C G G T A C G C C A G A A T C C T G A G A A G T G T T T T T A G A T A A A A A T T T T T A G A A C C C T C A T A T A T A T A A A G C T A A A T C G G T T G T A C C A A A

TTTTAGACATGATTAGTAATAACATC AAAGGGA GCTAAACAGGAGGCCGATT GCCTGAGTAATGTGTA ATGCAAT CCTCAGAGCTTTAA AATAAAG AAATTAAGC

A C T T G C C T G A G T A G A A G T A T A A C G T G C T T T C C T C G T T A G A A T C A G A G C G G G A G G T A A A G A T T C A A A A G G G T G A G A A A G G C A T A C A G G C A A G G C A A A G A A T T A G C A

ACGAGCACGAACTCAAACTATCGGCC TGCTTTG ACAGGGCGCGTACTATGGT AATCACCATCAATATG ACAGTCA CAATAAATCCGGAG TAACATC TAGTAGCAT

T T G C T G G T A A T A T C C A G A A C A A T A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A T A T T C A A C C G T T C T A G C T G A T A A A G A A A A G G T G G C A T C A A T T C T A C T A A T A G

ATTGCAACAGGAAAAA GCCAGCC GCGTAACCATTACC TGC ACGC GTAGCGGTC TAGCTATTTTTG AATGCCGGAGAGGG ATATTTTCATTTGGGGCGCGAGCTTT

C G C T C A T G G A A A T A C C T A C A T T T T G A C G A G C G G G C G C T A G G G C G C T G G C A A G T A G A G A T C T A C A A A G G C T A T C A G G T C A T T A A A T G G T C A A T A A C C T G T T T A G C T

CACATTAA GCTAACT TGAGTGA CCTGGGGTGCCTAA AGCATAAAGTGTAAAG GCTCAACTGGG CCCTAGCAAGC GCCTCTTCGCTATTACGCC GGTGCGG GGCGATC TGGGAAG TGCGCAACTGT

G A G A C G G G C A A C A G C T G A T T G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G T G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A

TGGTTCCGA TTGATGG ATCCTGT CCCAGCAGGCGAAA TGC GGTT GCGGTCCACGCT GTCACGTTG GGGATAG CCGTAAT GGATTGA AAACGGC CTCCGTGGGAAC

A A T C G G C A A A A T C C C T T A T A A A T C A A A A G A A T A G C C C G A G A T A G G G T T G A G T G T T G T T C C G C T T T C A T C A A C A T T A A A T G T G A G C G A G T A A C A A C C C G T C G G A T T

TCCAACGTCAAAGGGCGAA GAC CGTG CCACTATTAAAGAA AGTTTGGAACAAGAGT TTCCTGTAGCCA ATTCGCGTCTGGCC ATA AAAA CAATAGGAACGCCATC

A A A C C G T C T A T C A G G G C G A T G G C C C A C T A C G T G A A C C A T C A C C C A A A T C T T A A T A T T T T G T T A A A A T T C G C A T T A A A T T T T T G T T A A A T C A G C T C A T T T T T T A A C

CGGAACCCTAAA ACTAAAT AGC GTAA AGGTGCC GGGGTCG AAGTTTTTT AAATTGTAAACG AATATTT ATAAGCA AGATTGT AACAGGA CCCCAAA TCAGAAAAG

G G G A G C C C C C G A T T T A G A G C T T G A C G G G G A A A G C C G G C G A A C G T G G C G A T C G A T G A A C G G T A A T C G T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A

AAATGGATTATT GGCTCAATCGTCTG GGAAGAAAGCGAAA GAAAGGAAG CAAACAAGAGAA TCTGGAG CTGAGAG GATACATTTCGCGC ACCATTA TTTAGTTTG

T A C A T T G G C A G A T T C A C C A G T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T C T G C G A A C G A G T A G A

ACAGACAATATTTTTG ACGTGGC GAAAGCGTAAGAAT CCT CTGA CAGAGATAGAACCCTT ACTAAAGTACGGTGTCTGG ATATGCA GTAGCTCAACATGTTTTAA

A A T G G C T A T T A G T C T T T A A T G C G C G A A C T G A T A G C C C T A A A A C A T C G C C A T T A A A A G A G G T C A T T T T T G C G G A T G G C T T A G A G C T T A A T T G C T G A A T A T A A T G C T

AGTATTAAC GTC GGCG GAGGTGA CAGAAGATAAAACA CCACCAG ATACCGAACGAA TTTTGATAA TTGCTCC CCTTTAA GAGAGTA AGGATTA CTCCAACAGGTC

A C C G C C T G C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T A A T A T C G C G T T T T A A T T C G A G C T T C A A A G C G A A C C A G A C C G G A A G C A A A

GTTGGCAAA CTGGTCA TCAATAT TATCAAACCCTCAA AAA CCTC CACCTTGCTGAA AAGACTTCA AGCCCGA AAGAGGA AAAGATT GCATCAA GCAAAGCGGATT

T C A A C A G T T G A A A G G A A T T G A G G A A G G T T A T C T A A A A T A T C T T T A G G A G C A C T A A C A A C T A A T A G A T T A G A G C C G T C A A T A G A T A A T A C A T T T G A G G A T T T A G A A G T A T T A G A C T T T A C A A A C T C G T C A T A A A T A T T C A T T G A A T C C C C C T C A A A T G C T T T A A A C A G T T C A G A A A A C G A G A A T G A C C A T A A A T C A A A A A T C A G G T C T T T A C C C T G A C T A T T A T A G T C A G A A

CGGAATTATCATCATATTC GAG GAAG CAAAGAAACCACCA TGCGGAA TAACATTATCATTT GTTTGAG TATTAATTTTAAAA CGAACGT TTAAATCCTTTGCC ACTCGTA AATACTGCGGAAAATTCGACA ACTGGATAGCGTCC TGTTTAG GGGTAATAGTAAAA CCAGAGG CAAAAGAAGTTTTG GCTTTTG CAAAATAGCGAGAG AAC TAAA GTTTACCAGACGACGA

C T G A T T A T C A G A T G A T G G C A A T T C A T C A A T A T A A T C C T G A T T G T T T G G A T T A T A C T T C T T C A T T A A A G G T G A A T T A T C A C C G T C A C C G A C T T G A G C C A T T T G G G A A T T A G A G C C A G C A A A A T C A C C A G T A G C A C C A T T A C C A T T A G C A A G G C C G G A A A C G T C A C C T A A T G C A G A T A C A T A A C G C C A A A A G G A A T T A C G A G G C A T A G T A A G A G C A A C A C T A T C A T A A C C C T C

AAAACAGAAATA TGCACGT ATT AATT CAA ATAT ACCTACC GGTTAGA ATGGAAG GGAAATTATGAATA GAC TATT GGAGGGAAGGTAAA GAG GATT GGCGACATTCAACC AGAAAAG TAGCGACAGAATCA TAATCAG CGATAGCAGCACCG CACATTCAACAATGAAACCAT GGAATAC AGATTTA TCAGTTG AGATTCA GAA GGTA TATTACA ACAACAT ACTAACGGA

A A G A A A T T G C G T A G A T T T T C A G G T T T A A C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C G A T T T T A A G A A C T G G C T C A T T A T A C C A G T C A G G A C G T T G G G A A G A A A A A T C T A C G T T A A T A A A A C G A

AAGTTACAAAAT GAATACC TTT TTGC CGCCTGA ACGGATT AACAATA CCACGGAATTACATCGGGAGA AAAGACA TATAAAAGAAACGC GGCAACA CATACATAAAGGT GGAAAATA TAATCAAAATCACC CTTTTCA TTAGCGTTTGCCAT ACCTTATGCATAGCCCCCTTA AATCATTGTGAATT CAACTTT TTT AGATGGTTTAA GTAAATTGGGCTTG GAACGAGTA

C G C G C A G A G G C G A A T T A T T C A T T T C A A T T A C C T G A G C A A A A G A A G A T G A T G A A A C A A A C A T C A A G A A A C T G G C A T G A T T A A G A C T C C T T A T T A C G C A G T A T G T T A G C A A A C G T A G A A C C A G A G C C A C C A C C G G A A C C G C C T C C C T C A G A G C C G C C A C C C T C A G A A C C G C C A A A A T C A A C G T A A C A A A G C T G C T C A T T C A G T G A A T A A G G C T T G C C C T G A C G A G A A A C A C C A

ACAGTACATAAATCAA AATGGAA GAATTACCTTTTTT TTCATTT TTACATTTAACAAT AAATTAA ACCCAAAAGAAACA AAT ACGG GAAACGCAATAATA GAG AACC CCAGCCCAGAAGGA GCCGCCG GAACCACCACCAGA CCA GCCA CCACCCTCAGAGCC AGAGCCA TCATTACCCCCCTC TAT CGGA ATCTTGACAAGAAC AAGAGTA AGGCTGGCTGACCTTCATC

T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A G G A A C C G A A C T G A C C A A C T T T G A A A G A G G A C A G A T G A A C G G T G T A C A G A C C A G G C G C A T

AAATCATAG TCA TTTA GAA TAGT CTGAGAAGAGTCAA TAAGACG CTTAGAT GCGATAG ATA AAAC GCAATAGCTATCGA TGAAATA GAAACAA AGAGCAA AATAATA TAAGCCC CCGTTCCAGTAAGT TTA GAAT AGTCTCT AAAGCGC AGAATGG TAAAGCC TCCTCAT ATAAGAA GTCAATC GCAGACG AGCCGGAACGAGGC CTT GTTA GCTCCAT AATCCGCGACCT

G T C T G A G A G A C T A C C T T T T T A A C C T C C G G C T T A G G T T G G G T T A T A T A A C T A T A T G T A A A T G C T G A T G C A G A G G G T A A T T G A G C G C T A A T A T C A G A G A G A T A A C C C A C A A G A A T T G A G C G T C A T A C A T G G C T T T T G A T G A T A C A G G A G T G T A C T G G T A A T A A G T T T T A A C G G G A C C A A G C G C G A A A C A A A G T A C A A C G G A G A T T T G T A T C A T C G C C T G A T A A A T T G T G T C G A

TTTCATCTT TAGTTAA TATATTT AAAACTTTTTCAAA ACGCGAG ACAAAGA TCGCAAG AATCCAA CCTGAACAAAGTCA CAC TGAA AATTAAC ACGGGAG GCATTAG GGGAAGC ATTTCCA CCTGCCT CCC AATG AACAGTT ATA CCGT ACAGTGC TTGAGTA GCC CAGT CCCAGCGATTATGT ACC TTTG AACACTCATC CTAA GAATACA GGCAAAA TAAAACGAAAGA

C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G A G A G A A T A A C A T A A A A A G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A C T T T T T C A T G A G G A A G T T T C C A T T A A A C G G G T A A A A T A C G T A A T G C C A C T A C G A A G G C A C C A A C C

TTAGTATCATATGCGTTAT TGT AGCC TAATTACTAGAAAA TCA GGAA AAGAAACGATTTATAAACACC ATCCCAATCCAAAT ATTATTT AAATAAACAGCCAT AGTTACA CCAGGCGGATTGCC CTCAGTA TTAGCGGGGTTTTG ATTAGGA TGAGGACTAAAGAAGAGAAGG GGCTACAGAGGCTT TAGCAAC CATCGGAACGAGGG CAG AAGA TCACCCTCAGCAGCGA

A C A A A T T C T T A C C A G T A T A A A G C C A A C G C T C A A C A G T A G G G C T T A A T T G A G A A T C G C C A C T A C A A T T T T A T C C T G A A T C T T A C C A A C G C T A A C G A G C G T C T T T C C A G A G C C T A A T T A A G T G C C G T C G A G A G G G T T G A T A T A A G T A T A G C C C G G A A T A G G T G T A T C C A C G C A T A A C C G A T A T A T T C G G T C G C T G A G G C T T G C A G G G A G T T A A A G G C C G C T T T T G C G G G A T C G

AGTAATAAGAGA TCGAGCC TTT GGCA AGA AGGC GTAATTT CCAACAT AGTATTTAACAACG TGCACCC GCTATTT ATTAGTT AAG AATC AGCCTTA TGA GTTT TCGACTTGCGGGAG CCC GCCA CAGAACC CCACCCT AGTACCG TTT GAGG GCCACCGTACTCAG AACCATC TGACAAC CCGACAA GCG AGTT TACCGAT AGCTTGA CTTAAAC TGAATTT CTTTCGAGG
A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G A T A T A G A A G G C T T A T C C G G T A T T C T A A G A A C G C G A G G C G T T T T A G C G A A C C T C C C A G A A C C G C C A C C C T C A G A G C C A C C A C C C T C A T T T T C A G G G A T A G C A A G C T C A C G T T G A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G

TGAACAAGAAAA TAAGTCC AGA CAAT TTATCAA CGCCTGT ACG CAGA CAGTTCAGCTAATG AGCAAAT AATAGCA CGCGCCC TCATTAC GTAGGAA TTTCATC TTTTTAT AAAGCCG CAGTACA TCGTCAC CTGAGTT CGTAACA CATGTAC TTCCAATAGGAACC ATAATTT GCGAATA AGGAATT CAACTAA AAAGGAA TAG AGAA CGGAGTG GTTTCAG CTTTCAACA

A T A A T A T C C C A T C C T A A T T T A C G A G C A T G T A G A A A C C A A T C A A T A A T C G G C T G T C T T T C C T T A T C A T T C C A A G A A C G G G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G T T T T G T C G T C T T T C C A G A C G T T A G T A A A T G A A T T T T C T G T A T G G G A T T T T G C T A A A C A A
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Fig. S18 
Scaffold/staple layout of the 7253_HJ_4.0pN version. The number of nucleotides in the 
ssDNA spring is 136. The same subset of staples was used for the 0 pN version folded 
with the enzymatically-linearized scaffold. 
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161 17 17 128

C G G T T A A T T T G C G T G A T G G A C A G A C T C T T T T A C T C G G T G G C C T C A C T G A T T A C T T G C G T T G A A A T A A A G G C T T C T C C C G C A A A A G T A T T A C A G G G T C A T A A T G T T

AAGAAGTATTGCTACAA TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCC ATATATGAGGGTTCTAAAAATTTTTATC TTTGGTACAACCGATTTAGCTTTAT

G A T G T T A T T A C T A A T C A T G T C T A A A A T C C C T T T A A T C G G C C T C C T G T T T A G C T A C A C A T T A C T C A G G C A T T G C A T T T A A A G C T C T G A G G C T T T A T T G C T T A A T T T

CTTCTACTCAGGCAAGT TCCCGCTCTGATTCTAACGAGGAAAGCACGTTATA GCCTTTCTCACCCTTTTGAATCTTTACC TGCTAATTCTTTGCCTTGCCTGTAT

G G C C G A T A G T T T G A G T T C G T G C T C G T C A A A G C A A C C A T A G T A C G C G C C C T G T C A T A T T G A T G G T G A T T T G A C T G T C T C C G G A T T T A T T G G A T G T T A A T G C T A C T A

TATTGTTCTGGATATTACCAGCAA AGCGGCGCATTAAGCGCGGCGGGTGTGG TTTATCAGCTAGAACGGTTGAATAT CTATTAGTAGAATTGATGCCACCTTTTC

T T T T T C C T G T T G C A A T G G C T G G C G G T A A T G G T T A C G C G C A G C G T G A C C G C T A C C A A A A A T A G C T A C C C T C T C C G G C A T T A A A G C T C G C G C C C C A A A T G A A A A T A T

CGTCAAAATGTAGGTATTTCCATGAGCG ACTTGCCAGCGCCCTAGCGCCCGCT AATGACCTGATAGCCTTTGTAGATCTCT AGCTAAACAGGTTATTGACCATTT

+ A G G C T T T A C A C T T T A T G C T T C C G G C T C G T A T G T T G T G T G G A A T T G T G A G C G G A T A A C A A T T T C A C A C A G G + T T A C G A A T T C G A G C T C G G T A C C C G G G G A T C C T T C C C A G T T G A G C G C T T G C T A G G G T T A A A A G C T T G G C A C T G G C C G T C G T T T T A C A A C G T C + G C G T T A C C C A A C T T A A T C G C C T T G C A G C A C A T C C C C C T T T C G C C A G C T G G C G T A A T A G C G A A G A G G +

TTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTC TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACAC

T C G G A A C C A C C A T C A A A C A G G A T T T T C G C C T G C T G G G G C A A A C C A G C G T G G A C C G C C A A C G T G A C C T A T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G

GGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATT AATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGC

T T C G C C C T T T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T T G G C T A C A G G A A G G C C A G A C G C G A A T T A T T T T T G A T G G C G T T C C T A T T G

GATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTT GTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAA

T T T A G G G T T C C G A T T T A G T G C T T T A C G G C A C C T C G A C C C C A A A A A A C T T C G T T T A C A A T T T A A A T A T T T G C T T A T A C A A T C T T C C T G T T T T T G G G G C T T T T C T G A

TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCC TTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA

A A T A A T C C A T T T C A G A C G A T T G A G C C T T T C G C T T T C T T C C C T T C C T T T C T T C T C T T G T T T G C T C C A G A C T C T C A G G C G C G A A A T G T A T C T A A T G G T C A A A C T A A A

TTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTA TCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTT

C A A A A A T A T T G T C T G T G C C A C G T A T T C T T A C G C T T T C A G G T C A G A A G G G T T C T A T C T C T G C C A G A C A C C G T A C T T T A G T T G C A T A T T T A A A A C A T G T T G A G C T A C

TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATT AGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTC

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T A T C A A A A G G A G C A A T T A A A G G T A C T C T C T A A T C C T G A C C T G T T G G A G

ATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATT

T T T G C C A A C T G A C C A G A T A T T G A T T G A G G G T T T G A T A T T T G A G G T T C A G C A A G G T G T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C

GTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGA TTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGA

G A A T A T G A T G A T A A T T C C G C T C C T T C T G G T G G T T T C T T T G T T C C G C A A A A T G A T A A T G T T A C T C A A A C T T T T A A A A T T A A T A A C G T T C G G G C A A A G G A T T T A A T A C G A G T T G T C G A A T T T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T T A C T A T T A C C C C C T C T G G C A A A A C T T C T T T T G C A A A A G C C T C T C G C T A T T T T G G T T T T T A T C G T C G T C T G G T A A A C

AGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAG GTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGA GAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAG

T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T C T A A C C C T T C C A T T A T T C A T A A T T T C C G T C A A T A T T T A C C T T C C C T C C C T C A A T C G G T T G A A T G T C G C C C T T T T C T T G A T T C T G T C G C T A C T G A T T A C G G T G C T G C T A T C G A T G G T T T C A T T G T T G A A T G T G G T A T T C C T A A A T C T C A A C T G A T G A A T C T T T C T A C C T G T A A T A A T G T T G T T C C G T T A G T

AAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTT GTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTT GACCGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAA TCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATC

A T T T T G T A A C T T G G T A T T C A A A G C A A T C A G G C G A A T C C G T T A T T G T T T C T C C C G A T G T A A T T C C G T G G T G T C T T T G C G T T T C T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C C G G T G A T T T T G A T T A T G A A A A G A T G G C A A A C G C T A A T A A G G G G G C T A T G C A T A A G G T A A T T C A C A A T G A T T A A A G T T G A A A T T A A A C C A T C T C A A G C C C A A T T T A C T A C T C G T T C

TCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCG CTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTT TGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTT TGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTT

T T G A T T T A T G T A C T G T T T C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T T C C T C G G T T T C C T T C T G G G C T G G C G G C G G C T C T G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C A G C C A G C C T

AAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATA TAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAA TATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAAT ATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCC

C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C T T C T C A G C G T C T T A A T C T A A G C T A T C G C T A T G T T T T C G A T A G C T A T T G C T A T T T C A T T G T T T C T T G C T C T T A T T A T T G G G C T T A A C T T A C T G G A A C G G T A A A T T C A G A G A C T G C G C T T T C C A T T C T G G C T T T A A T G A G G A T T C T T A T G A T T G A C C G T C T G C G C C T C G T T C C G G C T A A G T A A C A T G G A G C A G G T C G C G G A T T

CATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGAC TCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTG CCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGC TCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGT

A A G A T G A A A T T A A C T A A A A T A T A T T T G A A A A A G T T T T C T C G C G T T C T T T G T C T T G C G A T T G G A T T T G A C T T T G T T C A G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G G A A A T A G G C A G G G G G C A T T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T A

TCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAG TTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAA GAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCC GGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT

A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A A T T A T G A T T C C G G T G T T T A T A A A T C G T T T C T T A T T T G G A T T G G G A T A A A T A A T A T G G C T G T T T A T T T T G T A A C T G G C A A T C C G C C T G G T A C T G A G C A A A A C C C C G C T A A T C C T A A T C C T T C T C T T C T T T A G T C C T C A A A G C C T C T G T A G C C G T T G C T A C C C T C G T T C C G A T G C T G T C T T T C G C T G C T G A G G G T G A

TGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT ATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAG ATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTA CGATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGG

T C T C T T A T T A C T G G C T C G A A A A T G C C T C T G C C T A A A T T A C A T G T T G G C G T T G T T A A A T A C T G G G T G C A A A A T A G C A A C T A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G A G G G T G G C G G T T C T G A G G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G G C G A T G G T T G T T G T C A T T G T C G G C G C A A C T A T C G G T A T C A A G C T G T T T A A G A A A T T C A C C T C G A A A G
ATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATAT GGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATC GCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCT CAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGA

T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G C G C G T T C T G C A T T A G C T G A A C T G A T T T G C T T G C T A T T G G G C G C G G T A A T G A T T C C T A C G A T G A A A A T A A A A A C G G C T T T T G T A C T G G T G A C G A A A C T C A G T G T T A C G G T A C A T G G G T T C C T A T T G G A A A A A T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T T G A A A G

TGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTAT TTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG

AGTCTGTCCATCACGCAAATTAACCG TAATCAGTGAGGCCACCGAGTAAAAG TTTATTTCAACGCAAG AGAAGCC AATACTTTTGCGGG AACATTATGACCCTGT

T T G T A G C A A T A C T T C T T G G A A C G G T A C G C C A G A A T C C T G A G A A G T G T T T T T A G A T A A A A A T T T T T A G A A C C C T C A T A T A T A T A A A G C T A A A T C G G T T G T A C C A A A

TTTTAGACATGATTAGTAATAACATC AAAGGGA GCTAAACAGGAGGCCGATT GCCTGAGTAATGTGTA ATGCAAT CCTCAGAGCTTTAA AATAAAG AAATTAAGC

A C T T G C C T G A G T A G A A G T A T A A C G T G C T T T C C T C G T T A G A A T C A G A G C G G G A G G T A A A G A T T C A A A A G G G T G A G A A A G G C A T A C A G G C A A G G C A A A G A A T T A G C A

ACGAGCACGAACTCAAACTATCGGCC TGCTTTG ACAGGGCGCGTACTATGGT AATCACCATCAATATG ACAGTCA CAATAAATCCGGAG TAACATC TAGTAGCAT

T T G C T G G T A A T A T C C A G A A C A A T A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A T A T T C A A C C G T T C T A G C T G A T A A A G A A A A G G T G G C A T C A A T T C T A C T A A T A G

ATTGCAACAGGAAAAA GCCAGCC GCGTAACCATTACC TGC ACGC GTAGCGGTC TAGCTATTTTTG AATGCCGGAGAGGG ATATTTTCATTTGGGGCGCGAGCTTT

C G C T C A T G G A A A T A C C T A C A T T T T G A C G A G C G G G C G C T A G G G C G C T G G C A A G T A G A G A T C T A C A A A G G C T A T C A G G T C A T T A A A T G G T C A A T A A C C T G T T T A G C T

TAAAGCCT TAAAGTG GGAAGCA ACAACATACGAGCC CCGCTCACAATTCCAC GCTCAACTGGG CCCTAGCAAGC GGATGTGCTGCAAGGCGAT GAAAGGG AGCTGGC TTACGCC CCTCTTCGCTA

G A G A C G G G C A A C A G C T G A T T G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G T G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A

TGGTTCCGA TTGATGG ATCCTGT CCCAGCAGGCGAAA TGC GGTT GCGGTCCACGCT GTCACGTTG GGGATAG CCGTAAT GGATTGA AAACGGC CTCCGTGGGAAC

A A T C G G C A A A A T C C C T T A T A A A T C A A A A G A A T A G C C C G A G A T A G G G T T G A G T G T T G T T C C G C T T T C A T C A A C A T T A A A T G T G A G C G A G T A A C A A C C C G T C G G A T T

TCCAACGTCAAAGGGCGAA GAC CGTG CCACTATTAAAGAA AGTTTGGAACAAGAGT TTCCTGTAGCCA ATTCGCGTCTGGCC ATA AAAA CAATAGGAACGCCATC

A A A C C G T C T A T C A G G G C G A T G G C C C A C T A C G T G A A C C A T C A C C C A A A T C T T A A T A T T T T G T T A A A A T T C G C A T T A A A T T T T T G T T A A A T C A G C T C A T T T T T T A A C

CGGAACCCTAAA ACTAAAT AGC GTAA AGGTGCC GGGGTCG AAGTTTTTT AAATTGTAAACG AATATTT ATAAGCA AGATTGT AACAGGA CCCCAAA TCAGAAAAG

G G G A G C C C C C G A T T T A G A G C T T G A C G G G G A A A G C C G G C G A A C G T G G C G A T C G A T G A A C G G T A A T C G T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A

AAATGGATTATT GGCTCAATCGTCTG GGAAGAAAGCGAAA GAAAGGAAG CAAACAAGAGAA TCTGGAG CTGAGAG GATACATTTCGCGC ACCATTA TTTAGTTTG

T A C A T T G G C A G A T T C A C C A G T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T C T G C G A A C G A G T A G A

ACAGACAATATTTTTG ACGTGGC GAAAGCGTAAGAAT CCT CTGA CAGAGATAGAACCCTT ACTAAAGTACGGTGTCTGG ATATGCA GTAGCTCAACATGTTTTAA

A A T G G C T A T T A G T C T T T A A T G C G C G A A C T G A T A G C C C T A A A A C A T C G C C A T T A A A A G A G G T C A T T T T T G C G G A T G G C T T A G A G C T T A A T T G C T G A A T A T A A T G C T

AGTATTAAC GTC GGCG GAGGTGA CAGAAGATAAAACA CCACCAG ATACCGAACGAA TTTTGATAA TTGCTCC CCTTTAA GAGAGTA AGGATTA CTCCAACAGGTC

A C C G C C T G C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T A A T A T C G C G T T T T A A T T C G A G C T T C A A A G C G A A C C A G A C C G G A A G C A A A

GTTGGCAAA CTGGTCA TCAATAT TATCAAACCCTCAA AAA CCTC CACCTTGCTGAA AAGACTTCA AGCCCGA AAGAGGA AAAGATT GCATCAA GCAAAGCGGATT

T C A A C A G T T G A A A G G A A T T G A G G A A G G T T A T C T A A A A T A T C T T T A G G A G C A C T A A C A A C T A A T A G A T T A G A G C C G T C A A T A G A T A A T A C A T T T G A G G A T T T A G A A G T A T T A G A C T T T A C A A A C T C G T C A T A A A T A T T C A T T G A A T C C C C C T C A A A T G C T T T A A A C A G T T C A G A A A A C G A G A A T G A C C A T A A A T C A A A A A T C A G G T C T T T A C C C T G A C T A T T A T A G T C A G A A

CGGAATTATCATCATATTC GAG GAAG CAAAGAAACCACCA TGCGGAA TAACATTATCATTT GTTTGAG TATTAATTTTAAAA CGAACGT TTAAATCCTTTGCC ACTCGTA AATACTGCGGAAAATTCGACA ACTGGATAGCGTCC TGTTTAG GGGTAATAGTAAAA CCAGAGG CAAAAGAAGTTTTG GCTTTTG CAAAATAGCGAGAG AAC TAAA GTTTACCAGACGACGA

C T G A T T A T C A G A T G A T G G C A A T T C A T C A A T A T A A T C C T G A T T G T T T G G A T T A T A C T T C T T C A T T A A A G G T G A A T T A T C A C C G T C A C C G A C T T G A G C C A T T T G G G A A T T A G A G C C A G C A A A A T C A C C A G T A G C A C C A T T A C C A T T A G C A A G G C C G G A A A C G T C A C C T A A T G C A G A T A C A T A A C G C C A A A A G G A A T T A C G A G G C A T A G T A A G A G C A A C A C T A T C A T A A C C C T C

AAAACAGAAATA TGCACGT ATT AATT CAA ATAT ACCTACC GGTTAGA ATGGAAG GGAAATTATGAATA GAC TATT GGAGGGAAGGTAAA GAG GATT GGCGACATTCAACC AGAAAAG TAGCGACAGAATCA TAATCAG CGATAGCAGCACCG CACATTCAACAATGAAACCAT GGAATAC AGATTTA TCAGTTG AGATTCA GAA GGTA TATTACA ACAACAT ACTAACGGA

A A G A A A T T G C G T A G A T T T T C A G G T T T A A C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C G A T T T T A A G A A C T G G C T C A T T A T A C C A G T C A G G A C G T T G G G A A G A A A A A T C T A C G T T A A T A A A A C G A

AAGTTACAAAAT GAATACC TTT TTGC CGCCTGA ACGGATT AACAATA CCACGGAATTACATCGGGAGA AAAGACA TATAAAAGAAACGC GGCAACA CATACATAAAGGT GGAAAATA TAATCAAAATCACC CTTTTCA TTAGCGTTTGCCAT ACCTTATGCATAGCCCCCTTA AATCATTGTGAATT CAACTTT TTT AGATGGTTTAA GTAAATTGGGCTTG GAACGAGTA

C G C G C A G A G G C G A A T T A T T C A T T T C A A T T A C C T G A G C A A A A G A A G A T G A T G A A A C A A A C A T C A A G A A A C T G G C A T G A T T A A G A C T C C T T A T T A C G C A G T A T G T T A G C A A A C G T A G A A C C A G A G C C A C C A C C G G A A C C G C C T C C C T C A G A G C C G C C A C C C T C A G A A C C G C C A A A A T C A A C G T A A C A A A G C T G C T C A T T C A G T G A A T A A G G C T T G C C C T G A C G A G A A A C A C C A

ACAGTACATAAATCAA AATGGAA GAATTACCTTTTTT TTCATTT TTACATTTAACAAT AAATTAA ACCCAAAAGAAACA AAT ACGG GAAACGCAATAATA GAG AACC CCAGCCCAGAAGGA GCCGCCG GAACCACCACCAGA CCA GCCA CCACCCTCAGAGCC AGAGCCA TCATTACCCCCCTC TAT CGGA ATCTTGACAAGAAC AAGAGTA AGGCTGGCTGACCTTCATC

T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A G G A A C C G A A C T G A C C A A C T T T G A A A G A G G A C A G A T G A A C G G T G T A C A G A C C A G G C G C A T

AAATCATAG TCA TTTA GAA TAGT CTGAGAAGAGTCAA TAAGACG CTTAGAT GCGATAG ATA AAAC GCAATAGCTATCGA TGAAATA GAAACAA AGAGCAA AATAATA TAAGCCC CCGTTCCAGTAAGT TTA GAAT AGTCTCT AAAGCGC AGAATGG TAAAGCC TCCTCAT ATAAGAA GTCAATC GCAGACG AGCCGGAACGAGGC CTT GTTA GCTCCAT AATCCGCGACCT

G T C T G A G A G A C T A C C T T T T T A A C C T C C G G C T T A G G T T G G G T T A T A T A A C T A T A T G T A A A T G C T G A T G C A G A G G G T A A T T G A G C G C T A A T A T C A G A G A G A T A A C C C A C A A G A A T T G A G C G T C A T A C A T G G C T T T T G A T G A T A C A G G A G T G T A C T G G T A A T A A G T T T T A A C G G G A C C A A G C G C G A A A C A A A G T A C A A C G G A G A T T T G T A T C A T C G C C T G A T A A A T T G T G T C G A

TTTCATCTT TAGTTAA TATATTT AAAACTTTTTCAAA ACGCGAG ACAAAGA TCGCAAG AATCCAA CCTGAACAAAGTCA CAC TGAA AATTAAC ACGGGAG GCATTAG GGGAAGC ATTTCCA CCTGCCT CCC AATG AACAGTT ATA CCGT ACAGTGC TTGAGTA GCC CAGT CCCAGCGATTATGT ACC TTTG AACACTCATC CTAA GAATACA GGCAAAA TAAAACGAAAGA

C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G A G A G A A T A A C A T A A A A A G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A C T T T T T C A T G A G G A A G T T T C C A T T A A A C G G G T A A A A T A C G T A A T G C C A C T A C G A A G G C A C C A A C C

TTAGTATCATATGCGTTAT TGT AGCC TAATTACTAGAAAA TCA GGAA AAGAAACGATTTATAAACACC ATCCCAATCCAAAT ATTATTT AAATAAACAGCCAT AGTTACA CCAGGCGGATTGCC CTCAGTA TTAGCGGGGTTTTG ATTAGGA TGAGGACTAAAGAAGAGAAGG GGCTACAGAGGCTT TAGCAAC CATCGGAACGAGGG CAG AAGA TCACCCTCAGCAGCGA

A C A A A T T C T T A C C A G T A T A A A G C C A A C G C T C A A C A G T A G G G C T T A A T T G A G A A T C G C C A C T A C A A T T T T A T C C T G A A T C T T A C C A A C G C T A A C G A G C G T C T T T C C A G A G C C T A A T T A A G T G C C G T C G A G A G G G T T G A T A T A A G T A T A G C C C G G A A T A G G T G T A T C C A C G C A T A A C C G A T A T A T T C G G T C G C T G A G G C T T G C A G G G A G T T A A A G G C C G C T T T T G C G G G A T C G

AGTAATAAGAGA TCGAGCC TTT GGCA AGA AGGC GTAATTT CCAACAT AGTATTTAACAACG TGCACCC GCTATTT ATTAGTT AAG AATC AGCCTTA TGA GTTT TCGACTTGCGGGAG CCC GCCA CAGAACC CCACCCT AGTACCG TTT GAGG GCCACCGTACTCAG AACCATC TGACAAC CCGACAA GCG AGTT TACCGAT AGCTTGA CTTAAAC TGAATTT CTTTCGAGG
A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G A T A T A G A A G G C T T A T C C G G T A T T C T A A G A A C G C G A G G C G T T T T A G C G A A C C T C C C A G A A C C G C C A C C C T C A G A G C C A C C A C C C T C A T T T T C A G G G A T A G C A A G C T C A C G T T G A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G

TGAACAAGAAAA TAAGTCC AGA CAAT TTATCAA CGCCTGT ACG CAGA CAGTTCAGCTAATG AGCAAAT AATAGCA CGCGCCC TCATTAC GTAGGAA TTTCATC TTTTTAT AAAGCCG CAGTACA TCGTCAC CTGAGTT CGTAACA CATGTAC TTCCAATAGGAACC ATAATTT GCGAATA AGGAATT CAACTAA AAAGGAA TAG AGAA CGGAGTG GTTTCAG CTTTCAACA

A T A A T A T C C C A T C C T A A T T T A C G A G C A T G T A G A A A C C A A T C A A T A A T C G G C T G T C T T T C C T T A T C A T T C C A A G A A C G G G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G T T T T G T C G T C T T T C C A G A C G T T A G T A A A T G A A T T T T C T G T A T G G G A T T T T G C T A A A C A A
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Fig. S19 
2 % agarose gel of the four different 7253_HJ variants after folding. L: 1kb DNA ladder; 
S: 7253_HJ scaffold control.  
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Fig. S20 
TEM images of the 7253_HJ_0pN sample. The red arrows point at partially assembled 
structures. These were most likely folded from the fraction of scaffold that was already 
nicked at positions randomly distributed along the sequence before the enzymatic 
linearization. Scale bars: 50 nm. 
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Fig. S21 
TEM images of the 7253_HJ_1.2pN sample. Scale bars: 50 nm. 
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Fig. S22 
TEM images of the 7253_HJ_2.5pN sample. Scale bars: 50 nm. 
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Fig. S23 
TEM images of the 7253_HJ_4.0pN sample. Scale bars: 50 nm. 
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Fig. S24 
Single-molecule ALEX measurement of surface-immobilized 7253_HJ_0pN sample. (A) 
Confocal scan of a 10 µm x 10 µm section of the surface. The bright spots are co-
localized force clamp structures (the acceptor emission upon donor excitation Aem | Dex 
was measured). After scanning such a section, the fluorescence of each co-localized 
structure was monitored over time with alternating laser excitation until bleaching of the 
dyes. (B) Section of a time trace of one of the spots in panel A: donor intensity upon 
donor excitation (Dem | Dex) in blue; acceptor intensity upon donor excitation (Aem | Dex) 
and acceptor intensity upon acceptor excitation (Aem | Aex) in red; calculated FRET 
efficiency (E) in black. The HJ is constantly switching between isoI (low FRET) and 
isoII (high FRET). (C) Dwell time histograms of the low- and high-FRET state for all 
traces from the 7253_HJ_0pN traces combined. The black line is a mono-exponential 
decay fit. Switching rates were extracted from the fit for each trace individually. Only 
traces with more than 20 transition events were included in the dwell time analysis. 
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Fig. S25 
5 randomly selected FRET time traces for each of the four 7253_HJ variants. 
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Fig. S26 
Log-log plot of the distribution of transition rates of all individual Holliday junctions. We 
extracted the rates for each dwell time histogram individually to acquire information 
about the level of heterogeneity. The Holliday junction is known to have a very distinct 
molecule-to-molecule variation in its switching dynamics (26). This heterogeneity is well 
preserved in the force clamp. 
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Fig. S27 
(A) T6 gene promoter sequence of the Sulfolobus spindle-shaped virus 1 (SSV) in the 
7283_SSV scaffold (black) and its complementary strand (gray). The TATA-box is 
flanked by a donor-acceptor pair (Atto532 & Atto647n) on the complementary strand 
spaced 17 base pairs apart. (B) Scheme of the ligation of SSV_compl_1 and SSV_compl_2 
to prepare the full complementary strand SSV_compl carrying both donor and acceptor. 
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Fig. S28 
(A) Geometric model of the 7283_SSV based variant of the force clamp structure with 
the ssDNA spanning the gap distance dSSV. The dark gray region represents the subset of 
10 staple strands that need to be changed to adjust the ssDNA spring length. As a width 
of the double-stranded SSV promotor, we used the average value of the unbent and bent 
state (resulting in an average width of the SSV promotor wSSV of 16.09 nm). (B) Resulting 
entropic force as a function of the total number of nucleotides in the ssDNA spring 
spanning the gap distance dSSV. The shaded blue region is the margin of error resulting 
from the standard deviation of the single base length. (C) Similar to the 7253_HJ 
samples, the bending of the SSV promotor leads to a change of the distance dSSV. To 
calculate the change in distance, we treated the 51 base pair long SSV promotor DNA as 
two connected rigid rods with a hinge in the middle of the TATA-box and a length per 
base pair of 0.34 nm. The TBP induces a 90° bending angle. The effect of this distance 
change on the resulting force is plotted on the right. The maximum fluctuation of the 
exerted force on the SSV promotor is around 17 %. 
 
  



 
 

38 
 

 

Fig. S29 
Scaffold/staple layout of the 7283_SSV_2.5pN version. The number of nucleotides in the 
ssDNA spring is 143. The complementary strand of the SSV promotor region in the 
scaffold is purple. 
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157 36 35 125

C G G T T A A T T T G C G T G A T G G A C A G A C T C T T T T A C T C G G T G G C C T C A C T G A T T A C T T G C G T T G A A A T A A A G G C T T C T C C C G C A A A A G T A T T A C A G G G T C A T A A T G T T

AAGAAGTATTGCTACAA TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCC ATATATGAGGGTTCTAAAAATTTTTATC TTTGGTACAACCGATTTAGCTTTAT

G A T G T T A T T A C T A A T C A T G T C T A A A A T C C C T T T A A T C G G C C T C C T G T T T A G C T A C A C A T T A C T C A G G C A T T G C A T T T A A A G C T C T G A G G C T T T A T T G C T T A A T T T

CTTCTACTCAGGCAAGT TCCCGCTCTGATTCTAACGAGGAAAGCACGTTATA GCCTTTCTCACCCTTTTGAATCTTTACC TGCTAATTCTTTGCCTTGCCTGTAT

G G C C G A T A G T T T G A G T T C G T G C T C G T C A A A G C A A C C A T A G T A C G C G C C C T G T C A T A T T G A T G G T G A T T T G A C T G T C T C C G G A T T T A T T G G A T G T T A A T G C T A C T A

TATTGTTCTGGATATTACCAGCAA AGCGGCGCATTAAGCGCGGCGGGTGTGG TTTATCAGCTAGAACGGTTGAATAT CTATTAGTAGAATTGATGCCACCTTTTC

T T T T T C C T G T T G C A A T G G C T G G C G G T A A T G G T T A C G C G C A G C G T G A C C G C T A C C A A A A A T A G C T A C C C T C T C C G G C A T T A A A G C T C G C G C C C C A A A T G A A A A T A T

CGTCAAAATGTAGGTATTTCCATGAGCG ACTTGCCAGCGCCCTAGCGCCCGCT AATGACCTGATAGCCTTTGTAGATCTCT AGCTAAACAGGTTATTGACCATTT

+ C C C C A G G C T T T A C A C T T T A T G C T T C C G G C T C G T A T G T T G T G T G G A A T T G T G A G C G G A T A A C A A T T T C A C A + C G G T A C C C G G G G A T C C T T C G G A C C G A A A G C G C G A C C A T C G C C G G A G A T T G G A G T A A A G T T T A A A T A C T G A C T A A A A G C T T G G C A C T G G C C G + T T A C C C A A C T T A A T C G C C T T G C A G C A C A T C C C C C T T T C G C C A G C T G G C G T A A T A G C G A A G A G G C C C +

TTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTC TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACAC

T C G G A A C C A C C A T C A A A C A G G A T T T T C G C C T G C T G G G G C A A A C C A G C G T G G A C C G C C A A C G T G A C C T A T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G

GGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATT AATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGC

T T C G C C C T T T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T T G G C T A C A G G A A G G C C A G A C G C G A A T T A T T T T T G A T G G C G T T C C T A T T G

GATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTT GTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAA

T T T A G G G T T C C G A T T T A G T G C T T T A C G G C A C C T C G A C C C C A A A A A A C T T C G T T T A C A A T T T A A A T A T T T G C T T A T A C A A T C T T C C T G T T T T T G G G G C T T T T C T G A

TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCC TTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA

A A T A A T C C A T T T C A G A C G A T T G A G C C T T T C G C T T T C T T C C C T T C C T T T C T T C T C T T G T T T G C T C C A G A C T C T C A G G C G C G A A A T G T A T C T A A T G G T C A A A C T A A A

TTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTA TCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTT

C A A A A A T A T T G T C T G T G C C A C G T A T T C T T A C G C T T T C A G G T C A G A A G G G T T C T A T C T C T G C C A G A C A C C G T A C T T T A G T T G C A T A T T T A A A A C A T G T T G A G C T A C

TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATT AGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTC

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T A T C A A A A G G A G C A A T T A A A G G T A C T C T C T A A T C C T G A C C T G T T G G A G

ATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATT

T T T G C C A A C T G A C C A G A T A T T G A T T G A G G G T T T G A T A T T T G A G G T T C A G C A A G G T G T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C

GTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGA TTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGA

G A A T A T G A T G A T A A T T C C G C T C C T T C T G G T G G T T T C T T T G T T C C G C A A A A T G A T A A T G T T A C T C A A A C T T T T A A A A T T A A T A A C G T T C G G G C A A A G G A T T T A A T A C G A G T T G T C G A A T T T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T T A C T A T T A C C C C C T C T G G C A A A A C T T C T T T T G C A A A A G C C T C T C G C T A T T T T G G T T T T T A T C G T C G T C T G G T A A A C

AGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAG GTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGA GAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAG

T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T C T A A C C C T T C C A T T A T T C A T A A T T T C C G T C A A T A T T T A C C T T C C C T C C C T C A A T C G G T T G A A T G T C G C C C T T T T C T T G A T T C T G T C G C T A C T G A T T A C G G T G C T G C T A T C G A T G G T T T C A T T G T T G A A T G T G G T A T T C C T A A A T C T C A A C T G A T G A A T C T T T C T A C C T G T A A T A A T G T T G T T C C G T T A G T

AAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTT GTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTT GACCGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAA TCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATC

A T T T T G T A A C T T G G T A T T C A A A G C A A T C A G G C G A A T C C G T T A T T G T T T C T C C C G A T G T A A T T C C G T G G T G T C T T T G C G T T T C T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C C G G T G A T T T T G A T T A T G A A A A G A T G G C A A A C G C T A A T A A G G G G G C T A T G C A T A A G G T A A T T C A C A A T G A T T A A A G T T G A A A T T A A A C C A T C T C A A G C C C A A T T T A C T A C T C G T T C

TCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCG CTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTT TGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTT TGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTT

T T G A T T T A T G T A C T G T T T C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T T C C T C G G T T T C C T T C T G G G C T G G C G G C G G C T C T G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C A G C C A G C C T

AAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATA TAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAA TATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAAT ATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCC

C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C T T C T C A G C G T C T T A A T C T A A G C T A T C G C T A T G T T T T C G A T A G C T A T T G C T A T T T C A T T G T T T C T T G C T C T T A T T A T T G G G C T T A A C T T A C T G G A A C G G T A A A T T C A G A G A C T G C G C T T T C C A T T C T G G C T T T A A T G A G G A T T C T T A T G A T T G A C C G T C T G C G C C T C G T T C C G G C T A A G T A A C A T G G A G C A G G T C G C G G A T T

CATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGAC TCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTG CCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGC TCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGT

A A G A T G A A A T T A A C T A A A A T A T A T T T G A A A A A G T T T T C T C G C G T T C T T T G T C T T G C G A T T G G A T T T G A C T T T G T T C A G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G G A A A T A G G C A G G G G G C A T T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T A

TCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAG TTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAA GAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCC GGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT

A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A A T T A T G A T T C C G G T G T T T A T A A A T C G T T T C T T A T T T G G A T T G G G A T A A A T A A T A T G G C T G T T T A T T T T G T A A C T G G C A A T C C G C C T G G T A C T G A G C A A A A C C C C G C T A A T C C T A A T C C T T C T C T T C T T T A G T C C T C A A A G C C T C T G T A G C C G T T G C T A C C C T C G T T C C G A T G C T G T C T T T C G C T G C T G A G G G T G A

TGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT ATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAG ATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTA CGATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGG

T C T C T T A T T A C T G G C T C G A A A A T G C C T C T G C C T A A A T T A C A T G T T G G C G T T G T T A A A T A C T G G G T G C A A A A T A G C A A C T A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G A G G G T G G C G G T T C T G A G G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G G C G A T G G T T G T T G T C A T T G T C G G C G C A A C T A T C G G T A T C A A G C T G T T T A A G A A A T T C A C C T C G A A A G
ATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATAT GGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATC GCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCT CAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGA

T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G C G C G T T C T G C A T T A G C T G A A C T G A T T T G C T T G C T A T T G G G C G C G G T A A T G A T T C C T A C G A T G A A A A T A A A A A C G G C T T T T G T A C T G G T G A C G A A A C T C A G T G T T A C G G T A C A T G G G T T C C T A T T G G A A A A A T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T T G A A A G

TGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTAT TTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG

AGTCTGTCCATCACGCAAATTAACCG TAATCAGTGAGGCCACCGAGTAAAAG TTTATTTCAACGCAAG AGAAGCC AATACTTTTGCGGG AACATTATGACCCTGT

T T G T A G C A A T A C T T C T T G G A A C G G T A C G C C A G A A T C C T G A G A A G T G T T T T T A G A T A A A A A T T T T T A G A A C C C T C A T A T A T A T A A A G C T A A A T C G G T T G T A C C A A A

TTTTAGACATGATTAGTAATAACATC AAAGGGA GCTAAACAGGAGGCCGATT GCCTGAGTAATGTGTA ATGCAAT CCTCAGAGCTTTAA AATAAAG AAATTAAGC

A C T T G C C T G A G T A G A A G T A T A A C G T G C T T T C C T C G T T A G A A T C A G A G C G G G A G G T A A A G A T T C A A A A G G G T G A G A A A G G C A T A C A G G C A A G G C A A A G A A T T A G C A

ACGAGCACGAACTCAAACTATCGGCC TGCTTTG ACAGGGCGCGTACTATGGT AATCACCATCAATATG ACAGTCA CAATAAATCCGGAG TAACATC TAGTAGCAT

T T G C T G G T A A T A T C C A G A A C A A T A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A T A T T C A A C C G T T C T A G C T G A T A A A G A A A A G G T G G C A T C A A T T C T A C T A A T A G

ATTGCAACAGGAAAAA GCCAGCC GCGTAACCATTACC TGC ACGC GTAGCGGTC TAGCTATTTTTG AATGCCGGAGAGGG ATATTTTCATTTGGGGCGCGAGCTTT

C G C T C A T G G A A A T A C C T A C A T T T T G A C G A G C G G G C G C T A G G G C G C T G G C A A G T A G A G A T C T A C A A A G G C T A T C A G G T C A T T A A A T G G T C A A T A A C C T G T T T A G C T

GCCTGGGG GTGTAAA GCATAAA CATACGAGCCGGAA TCACAATTCCACACAA CAGTATTTAAACTTTACTCCAATCTCCGGCGATGGTCGCGCTTTCGGTCCG GGGGGATGTGCTGCAAGGC GGCGAAA GCCAGCT CTATTAC GGGCCTCTTCG

G A G A C G G G C A A C A G C T G A T T G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G T G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A

TGGTTCCGA TTGATGG ATCCTGT CCCAGCAGGCGAAA TGC GGTT GCGGTCCACGCT GTCACGTTG GGGATAG CCGTAAT GGATTGA AAACGGC CTCCGTGGGAAC

A A T C G G C A A A A T C C C T T A T A A A T C A A A A G A A T A G C C C G A G A T A G G G T T G A G T G T T G T T C C G C T T T C A T C A A C A T T A A A T G T G A G C G A G T A A C A A C C C G T C G G A T T

TCCAACGTCAAAGGGCGAA GAC CGTG CCACTATTAAAGAA AGTTTGGAACAAGAGT TTCCTGTAGCCA ATTCGCGTCTGGCC ATA AAAA CAATAGGAACGCCATC

A A A C C G T C T A T C A G G G C G A T G G C C C A C T A C G T G A A C C A T C A C C C A A A T C T T A A T A T T T T G T T A A A A T T C G C A T T A A A T T T T T G T T A A A T C A G C T C A T T T T T T A A C

CGGAACCCTAAA ACTAAAT AGC GTAA AGGTGCC GGGGTCG AAGTTTTTT AAATTGTAAACG AATATTT ATAAGCA AGATTGT AACAGGA CCCCAAA TCAGAAAAG

G G G A G C C C C C G A T T T A G A G C T T G A C G G G G A A A G C C G G C G A A C G T G G C G A T C G A T G A A C G G T A A T C G T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A

AAATGGATTATT GGCTCAATCGTCTG GGAAGAAAGCGAAA GAAAGGAAG CAAACAAGAGAA TCTGGAG CTGAGAG GATACATTTCGCGC ACCATTA TTTAGTTTG

T A C A T T G G C A G A T T C A C C A G T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T C T G C G A A C G A G T A G A

ACAGACAATATTTTTG ACGTGGC GAAAGCGTAAGAAT CCT CTGA CAGAGATAGAACCCTT ACTAAAGTACGGTGTCTGG ATATGCA GTAGCTCAACATGTTTTAA

A A T G G C T A T T A G T C T T T A A T G C G C G A A C T G A T A G C C C T A A A A C A T C G C C A T T A A A A G A G G T C A T T T T T G C G G A T G G C T T A G A G C T T A A T T G C T G A A T A T A A T G C T

AGTATTAAC GTC GGCG GAGGTGA CAGAAGATAAAACA CCACCAG ATACCGAACGAA TTTTGATAA TTGCTCC CCTTTAA GAGAGTA AGGATTA CTCCAACAGGTC

A C C G C C T G C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T A A T A T C G C G T T T T A A T T C G A G C T T C A A A G C G A A C C A G A C C G G A A G C A A A

GTTGGCAAA CTGGTCA TCAATAT TATCAAACCCTCAA AAA CCTC CACCTTGCTGAA AAGACTTCA AGCCCGA AAGAGGA AAAGATT GCATCAA GCAAAGCGGATT

T C A A C A G T T G A A A G G A A T T G A G G A A G G T T A T C T A A A A T A T C T T T A G G A G C A C T A A C A A C T A A T A G A T T A G A G C C G T C A A T A G A T A A T A C A T T T G A G G A T T T A G A A G T A T T A G A C T T T A C A A A C T C G T C A T A A A T A T T C A T T G A A T C C C C C T C A A A T G C T T T A A A C A G T T C A G A A A A C G A G A A T G A C C A T A A A T C A A A A A T C A G G T C T T T A C C C T G A C T A T T A T A G T C A G A A

CGGAATTATCATCATATTC GAG GAAG CAAAGAAACCACCA TGCGGAA TAACATTATCATTT GTTTGAG TATTAATTTTAAAA CGAACGT TTAAATCCTTTGCC ACTCGTA AATACTGCGGAAAATTCGACA ACTGGATAGCGTCC TGTTTAG GGGTAATAGTAAAA CCAGAGG CAAAAGAAGTTTTG GCTTTTG CAAAATAGCGAGAG AAC TAAA GTTTACCAGACGACGA

C T G A T T A T C A G A T G A T G G C A A T T C A T C A A T A T A A T C C T G A T T G T T T G G A T T A T A C T T C T T C A T T A A A G G T G A A T T A T C A C C G T C A C C G A C T T G A G C C A T T T G G G A A T T A G A G C C A G C A A A A T C A C C A G T A G C A C C A T T A C C A T T A G C A A G G C C G G A A A C G T C A C C T A A T G C A G A T A C A T A A C G C C A A A A G G A A T T A C G A G G C A T A G T A A G A G C A A C A C T A T C A T A A C C C T C

AAAACAGAAATA TGCACGT ATT AATT CAA ATAT ACCTACC GGTTAGA ATGGAAG GGAAATTATGAATA GAC TATT GGAGGGAAGGTAAA GAG GATT GGCGACATTCAACC AGAAAAG TAGCGACAGAATCA TAATCAG CGATAGCAGCACCG CACATTCAACAATGAAACCAT GGAATAC AGATTTA TCAGTTG AGATTCA GAA GGTA TATTACA ACAACAT ACTAACGGA

A A G A A A T T G C G T A G A T T T T C A G G T T T A A C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C G A T T T T A A G A A C T G G C T C A T T A T A C C A G T C A G G A C G T T G G G A A G A A A A A T C T A C G T T A A T A A A A C G A

AAGTTACAAAAT GAATACC TTT TTGC CGCCTGA ACGGATT AACAATA CCACGGAATTACATCGGGAGA AAAGACA TATAAAAGAAACGC GGCAACA CATACATAAAGGT GGAAAATA TAATCAAAATCACC CTTTTCA TTAGCGTTTGCCAT ACCTTATGCATAGCCCCCTTA AATCATTGTGAATT CAACTTT TTT AGATGGTTTAA GTAAATTGGGCTTG GAACGAGTA

C G C G C A G A G G C G A A T T A T T C A T T T C A A T T A C C T G A G C A A A A G A A G A T G A T G A A A C A A A C A T C A A G A A A C T G G C A T G A T T A A G A C T C C T T A T T A C G C A G T A T G T T A G C A A A C G T A G A A C C A G A G C C A C C A C C G G A A C C G C C T C C C T C A G A G C C G C C A C C C T C A G A A C C G C C A A A A T C A A C G T A A C A A A G C T G C T C A T T C A G T G A A T A A G G C T T G C C C T G A C G A G A A A C A C C A

ACAGTACATAAATCAA AATGGAA GAATTACCTTTTTT TTCATTT TTACATTTAACAAT AAATTAA ACCCAAAAGAAACA AAT ACGG GAAACGCAATAATA GAG AACC CCAGCCCAGAAGGA GCCGCCG GAACCACCACCAGA CCA GCCA CCACCCTCAGAGCC AGAGCCA TCATTACCCCCCTC TAT CGGA ATCTTGACAAGAAC AAGAGTA AGGCTGGCTGACCTTCATC

T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A G G A A C C G A A C T G A C C A A C T T T G A A A G A G G A C A G A T G A A C G G T G T A C A G A C C A G G C G C A T

AAATCATAG TCA TTTA GAA TAGT CTGAGAAGAGTCAA TAAGACG CTTAGAT GCGATAG ATA AAAC GCAATAGCTATCGA TGAAATA GAAACAA AGAGCAA AATAATA TAAGCCC CCGTTCCAGTAAGT TTA GAAT AGTCTCT AAAGCGC AGAATGG TAAAGCC TCCTCAT ATAAGAA GTCAATC GCAGACG AGCCGGAACGAGGC CTT GTTA GCTCCAT AATCCGCGACCT

G T C T G A G A G A C T A C C T T T T T A A C C T C C G G C T T A G G T T G G G T T A T A T A A C T A T A T G T A A A T G C T G A T G C A G A G G G T A A T T G A G C G C T A A T A T C A G A G A G A T A A C C C A C A A G A A T T G A G C G T C A T A C A T G G C T T T T G A T G A T A C A G G A G T G T A C T G G T A A T A A G T T T T A A C G G G A C C A A G C G C G A A A C A A A G T A C A A C G G A G A T T T G T A T C A T C G C C T G A T A A A T T G T G T C G A

TTTCATCTT TAGTTAA TATATTT AAAACTTTTTCAAA ACGCGAG ACAAAGA TCGCAAG AATCCAA CCTGAACAAAGTCA CAC TGAA AATTAAC ACGGGAG GCATTAG GGGAAGC ATTTCCA CCTGCCT CCC AATG AACAGTT ATA CCGT ACAGTGC TTGAGTA GCC CAGT CCCAGCGATTATGT ACC TTTG AACACTCATC CTAA GAATACA GGCAAAA TAAAACGAAAGA

C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G A G A G A A T A A C A T A A A A A G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A C T T T T T C A T G A G G A A G T T T C C A T T A A A C G G G T A A A A T A C G T A A T G C C A C T A C G A A G G C A C C A A C C

TTAGTATCATATGCGTTAT TGT AGCC TAATTACTAGAAAA TCA GGAA AAGAAACGATTTATAAACACC ATCCCAATCCAAAT ATTATTT AAATAAACAGCCAT AGTTACA CCAGGCGGATTGCC CTCAGTA TTAGCGGGGTTTTG ATTAGGA TGAGGACTAAAGAAGAGAAGG GGCTACAGAGGCTT TAGCAAC CATCGGAACGAGGG CAG AAGA TCACCCTCAGCAGCGA

A C A A A T T C T T A C C A G T A T A A A G C C A A C G C T C A A C A G T A G G G C T T A A T T G A G A A T C G C C A C T A C A A T T T T A T C C T G A A T C T T A C C A A C G C T A A C G A G C G T C T T T C C A G A G C C T A A T T A A G T G C C G T C G A G A G G G T T G A T A T A A G T A T A G C C C G G A A T A G G T G T A T C C A C G C A T A A C C G A T A T A T T C G G T C G C T G A G G C T T G C A G G G A G T T A A A G G C C G C T T T T G C G G G A T C G

AGTAATAAGAGA TCGAGCC TTT GGCA AGA AGGC GTAATTT CCAACAT AGTATTTAACAACG TGCACCC GCTATTT ATTAGTT AAG AATC AGCCTTA TGA GTTT TCGACTTGCGGGAG CCC GCCA CAGAACC CCACCCT AGTACCG TTT GAGG GCCACCGTACTCAG AACCATC TGACAAC CCGACAA GCG AGTT TACCGAT AGCTTGA CTTAAAC TGAATTT CTTTCGAGG
A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G A T A T A G A A G G C T T A T C C G G T A T T C T A A G A A C G C G A G G C G T T T T A G C G A A C C T C C C A G A A C C G C C A C C C T C A G A G C C A C C A C C C T C A T T T T C A G G G A T A G C A A G C T C A C G T T G A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G

TGAACAAGAAAA TAAGTCC AGA CAAT TTATCAA CGCCTGT ACG CAGA CAGTTCAGCTAATG AGCAAAT AATAGCA CGCGCCC TCATTAC GTAGGAA TTTCATC TTTTTAT AAAGCCG CAGTACA TCGTCAC CTGAGTT CGTAACA CATGTAC TTCCAATAGGAACC ATAATTT GCGAATA AGGAATT CAACTAA AAAGGAA TAG AGAA CGGAGTG GTTTCAG CTTTCAACA

A T A A T A T C C C A T C C T A A T T T A C G A G C A T G T A G A A A C C A A T C A A T A A T C G G C T G T C T T T C C T T A T C A T T C C A A G A A C G G G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G T T T T G T C G T C T T T C C A G A C G T T A G T A A A T G A A T T T T C T G T A T G G G A T T T T G C T A A A C A A
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Fig. S30 
Scaffold/staple layout of the 7283_SSV_4.1pN version. The number of nucleotides in the 
ssDNA spring is 96. 
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0 7 14 21 28 35 42 49 56 63 70 77 84 91 98 105 112 119 126 133 140 147 154 161 168 175 182 189 196 203 210 217 224 231 238 245

181 12 12 148

C G G T T A A T T T G C G T G A T G G A C A G A C T C T T T T A C T C G G T G G C C T C A C T G A T T A C T T G C G T T G A A A T A A A G G C T T C T C C C G C A A A A G T A T T A C A G G G T C A T A A T G T T

AAGAAGTATTGCTACAA TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCC ATATATGAGGGTTCTAAAAATTTTTATC TTTGGTACAACCGATTTAGCTTTAT

G A T G T T A T T A C T A A T C A T G T C T A A A A T C C C T T T A A T C G G C C T C C T G T T T A G C T A C A C A T T A C T C A G G C A T T G C A T T T A A A G C T C T G A G G C T T T A T T G C T T A A T T T

CTTCTACTCAGGCAAGT TCCCGCTCTGATTCTAACGAGGAAAGCACGTTATA GCCTTTCTCACCCTTTTGAATCTTTACC TGCTAATTCTTTGCCTTGCCTGTAT

G G C C G A T A G T T T G A G T T C G T G C T C G T C A A A G C A A C C A T A G T A C G C G C C C T G T C A T A T T G A T G G T G A T T T G A C T G T C T C C G G A T T T A T T G G A T G T T A A T G C T A C T A

TATTGTTCTGGATATTACCAGCAA AGCGGCGCATTAAGCGCGGCGGGTGTGG TTTATCAGCTAGAACGGTTGAATAT CTATTAGTAGAATTGATGCCACCTTTTC

T T T T T C C T G T T G C A A T G G C T G G C G G T A A T G G T T A C G C G C A G C G T G A C C G C T A C C A A A A A T A G C T A C C C T C T C C G G C A T T A A A G C T C G C G C C C C A A A T G A A A A T A T

CGTCAAAATGTAGGTATTTCCATGAGCG ACTTGCCAGCGCCCTAGCGCCCGCT AATGACCTGATAGCCTTTGTAGATCTCT AGCTAAACAGGTTATTGACCATTT

+ C C G G C T C G T A T G T T G T G T G G A A T T G T G A G C G G A T A A C A A T T T C A C A C A G G A A A C A G C T A T G A C C A T G A T T + C G G T A C C C G G G G A T C C T T C G G A C C G A A A G C G C G A C C A T C G C C G G A G A T T G G A G T A A A G T T T A A A T A C T G A C T A A A A G C T T G G C A C T G G C C G + T C G T G A C T G G G A A A A C C C T G G C G T T A C C C A A C T T A A T C G C C T T G C A G C A C A T C C C C C T T T C G C C A G +

TTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTC TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACAC

T C G G A A C C A C C A T C A A A C A G G A T T T T C G C C T G C T G G G G C A A A C C A G C G T G G A C C G C C A A C G T G A C C T A T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G

GGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATT AATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGC

T T C G C C C T T T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T T G G C T A C A G G A A G G C C A G A C G C G A A T T A T T T T T G A T G G C G T T C C T A T T G

GATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTT GTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAA

T T T A G G G T T C C G A T T T A G T G C T T T A C G G C A C C T C G A C C C C A A A A A A C T T C G T T T A C A A T T T A A A T A T T T G C T T A T A C A A T C T T C C T G T T T T T G G G G C T T T T C T G A

TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCC TTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA

A A T A A T C C A T T T C A G A C G A T T G A G C C T T T C G C T T T C T T C C C T T C C T T T C T T C T C T T G T T T G C T C C A G A C T C T C A G G C G C G A A A T G T A T C T A A T G G T C A A A C T A A A

TTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTA TCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTT

C A A A A A T A T T G T C T G T G C C A C G T A T T C T T A C G C T T T C A G G T C A G A A G G G T T C T A T C T C T G C C A G A C A C C G T A C T T T A G T T G C A T A T T T A A A A C A T G T T G A G C T A C

TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATT AGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTC

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T A T C A A A A G G A G C A A T T A A A G G T A C T C T C T A A T C C T G A C C T G T T G G A G

ATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATT

T T T G C C A A C T G A C C A G A T A T T G A T T G A G G G T T T G A T A T T T G A G G T T C A G C A A G G T G T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C

GTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGA TTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGA

G A A T A T G A T G A T A A T T C C G C T C C T T C T G G T G G T T T C T T T G T T C C G C A A A A T G A T A A T G T T A C T C A A A C T T T T A A A A T T A A T A A C G T T C G G G C A A A G G A T T T A A T A C G A G T T G T C G A A T T T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T T A C T A T T A C C C C C T C T G G C A A A A C T T C T T T T G C A A A A G C C T C T C G C T A T T T T G G T T T T T A T C G T C G T C T G G T A A A C

AGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAG GTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGA GAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAG

T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T C T A A C C C T T C C A T T A T T C A T A A T T T C C G T C A A T A T T T A C C T T C C C T C C C T C A A T C G G T T G A A T G T C G C C C T T T T C T T G A T T C T G T C G C T A C T G A T T A C G G T G C T G C T A T C G A T G G T T T C A T T G T T G A A T G T G G T A T T C C T A A A T C T C A A C T G A T G A A T C T T T C T A C C T G T A A T A A T G T T G T T C C G T T A G T

AAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTT GTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTT GACCGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAA TCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATC

A T T T T G T A A C T T G G T A T T C A A A G C A A T C A G G C G A A T C C G T T A T T G T T T C T C C C G A T G T A A T T C C G T G G T G T C T T T G C G T T T C T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C C G G T G A T T T T G A T T A T G A A A A G A T G G C A A A C G C T A A T A A G G G G G C T A T G C A T A A G G T A A T T C A C A A T G A T T A A A G T T G A A A T T A A A C C A T C T C A A G C C C A A T T T A C T A C T C G T T C

TCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCG CTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTT TGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTT TGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTT

T T G A T T T A T G T A C T G T T T C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T T C C T C G G T T T C C T T C T G G G C T G G C G G C G G C T C T G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C A G C C A G C C T

AAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATA TAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAA TATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAAT ATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCC

C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C T T C T C A G C G T C T T A A T C T A A G C T A T C G C T A T G T T T T C G A T A G C T A T T G C T A T T T C A T T G T T T C T T G C T C T T A T T A T T G G G C T T A A C T T A C T G G A A C G G T A A A T T C A G A G A C T G C G C T T T C C A T T C T G G C T T T A A T G A G G A T T C T T A T G A T T G A C C G T C T G C G C C T C G T T C C G G C T A A G T A A C A T G G A G C A G G T C G C G G A T T

CATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGAC TCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTG CCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGC TCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGT

A A G A T G A A A T T A A C T A A A A T A T A T T T G A A A A A G T T T T C T C G C G T T C T T T G T C T T G C G A T T G G A T T T G A C T T T G T T C A G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G G A A A T A G G C A G G G G G C A T T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T A

TCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAG TTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAA GAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCC GGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT

A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A A T T A T G A T T C C G G T G T T T A T A A A T C G T T T C T T A T T T G G A T T G G G A T A A A T A A T A T G G C T G T T T A T T T T G T A A C T G G C A A T C C G C C T G G T A C T G A G C A A A A C C C C G C T A A T C C T A A T C C T T C T C T T C T T T A G T C C T C A A A G C C T C T G T A G C C G T T G C T A C C C T C G T T C C G A T G C T G T C T T T C G C T G C T G A G G G T G A

TGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT ATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAG ATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTA CGATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGG

T C T C T T A T T A C T G G C T C G A A A A T G C C T C T G C C T A A A T T A C A T G T T G G C G T T G T T A A A T A C T G G G T G C A A A A T A G C A A C T A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G A G G G T G G C G G T T C T G A G G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G G C G A T G G T T G T T G T C A T T G T C G G C G C A A C T A T C G G T A T C A A G C T G T T T A A G A A A T T C A C C T C G A A A G
ATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATAT GGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATC GCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCT CAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGA

T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G C G C G T T C T G C A T T A G C T G A A C T G A T T T G C T T G C T A T T G G G C G C G G T A A T G A T T C C T A C G A T G A A A A T A A A A A C G G C T T T T G T A C T G G T G A C G A A A C T C A G T G T T A C G G T A C A T G G G T T C C T A T T G G A A A A A T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T T G A A A G

TGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTAT TTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG

AGTCTGTCCATCACGCAAATTAACCG TAATCAGTGAGGCCACCGAGTAAAAG TTTATTTCAACGCAAG AGAAGCC AATACTTTTGCGGG AACATTATGACCCTGT

T T G T A G C A A T A C T T C T T G G A A C G G T A C G C C A G A A T C C T G A G A A G T G T T T T T A G A T A A A A A T T T T T A G A A C C C T C A T A T A T A T A A A G C T A A A T C G G T T G T A C C A A A

TTTTAGACATGATTAGTAATAACATC AAAGGGA GCTAAACAGGAGGCCGATT GCCTGAGTAATGTGTA ATGCAAT CCTCAGAGCTTTAA AATAAAG AAATTAAGC

A C T T G C C T G A G T A G A A G T A T A A C G T G C T T T C C T C G T T A G A A T C A G A G C G G G A G G T A A A G A T T C A A A A G G G T G A G A A A G G C A T A C A G G C A A G G C A A A G A A T T A G C A

ACGAGCACGAACTCAAACTATCGGCC TGCTTTG ACAGGGCGCGTACTATGGT AATCACCATCAATATG ACAGTCA CAATAAATCCGGAG TAACATC TAGTAGCAT

T T G C T G G T A A T A T C C A G A A C A A T A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A T A T T C A A C C G T T C T A G C T G A T A A A G A A A A G G T G G C A T C A A T T C T A C T A A T A G

ATTGCAACAGGAAAAA GCCAGCC GCGTAACCATTACC TGC ACGC GTAGCGGTC TAGCTATTTTTG AATGCCGGAGAGGG ATATTTTCATTTGGGGCGCGAGCTTT

C G C T C A T G G A A A T A C C T A C A T T T T G A C G A G C G G G C G C T A G G G C G C T G G C A A G T A G A G A T C T A C A A A G G C T A T C A G G T C A T T A A A T G G T C A A T A A C C T G T T T A G C T

CGAGCCGG CAACATA TTCCACA TTATCCGCTCACAA TTCCTGTGTGAAATTG CAGTATTTAAACTTTACTCCAATCTCCGGCGATGGTCGCGCTTTCGGTCCG AAGTTGGGTAACGCCAGGG GGCGATT GCTGCAA GGGATGT CTGGCGAAAGG

G A G A C G G G C A A C A G C T G A T T G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G T G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A

TGGTTCCGA TTGATGG ATCCTGT CCCAGCAGGCGAAA TGC GGTT GCGGTCCACGCT GTCACGTTG GGGATAG CCGTAAT GGATTGA AAACGGC CTCCGTGGGAAC

A A T C G G C A A A A T C C C T T A T A A A T C A A A A G A A T A G C C C G A G A T A G G G T T G A G T G T T G T T C C G C T T T C A T C A A C A T T A A A T G T G A G C G A G T A A C A A C C C G T C G G A T T

TCCAACGTCAAAGGGCGAA GAC CGTG CCACTATTAAAGAA AGTTTGGAACAAGAGT TTCCTGTAGCCA ATTCGCGTCTGGCC ATA AAAA CAATAGGAACGCCATC

A A A C C G T C T A T C A G G G C G A T G G C C C A C T A C G T G A A C C A T C A C C C A A A T C T T A A T A T T T T G T T A A A A T T C G C A T T A A A T T T T T G T T A A A T C A G C T C A T T T T T T A A C

CGGAACCCTAAA ACTAAAT AGC GTAA AGGTGCC GGGGTCG AAGTTTTTT AAATTGTAAACG AATATTT ATAAGCA AGATTGT AACAGGA CCCCAAA TCAGAAAAG

G G G A G C C C C C G A T T T A G A G C T T G A C G G G G A A A G C C G G C G A A C G T G G C G A T C G A T G A A C G G T A A T C G T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A

AAATGGATTATT GGCTCAATCGTCTG GGAAGAAAGCGAAA GAAAGGAAG CAAACAAGAGAA TCTGGAG CTGAGAG GATACATTTCGCGC ACCATTA TTTAGTTTG

T A C A T T G G C A G A T T C A C C A G T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T C T G C G A A C G A G T A G A

ACAGACAATATTTTTG ACGTGGC GAAAGCGTAAGAAT CCT CTGA CAGAGATAGAACCCTT ACTAAAGTACGGTGTCTGG ATATGCA GTAGCTCAACATGTTTTAA

A A T G G C T A T T A G T C T T T A A T G C G C G A A C T G A T A G C C C T A A A A C A T C G C C A T T A A A A G A G G T C A T T T T T G C G G A T G G C T T A G A G C T T A A T T G C T G A A T A T A A T G C T

AGTATTAAC GTC GGCG GAGGTGA CAGAAGATAAAACA CCACCAG ATACCGAACGAA TTTTGATAA TTGCTCC CCTTTAA GAGAGTA AGGATTA CTCCAACAGGTC

A C C G C C T G C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T A A T A T C G C G T T T T A A T T C G A G C T T C A A A G C G A A C C A G A C C G G A A G C A A A

GTTGGCAAA CTGGTCA TCAATAT TATCAAACCCTCAA AAA CCTC CACCTTGCTGAA AAGACTTCA AGCCCGA AAGAGGA AAAGATT GCATCAA GCAAAGCGGATT

T C A A C A G T T G A A A G G A A T T G A G G A A G G T T A T C T A A A A T A T C T T T A G G A G C A C T A A C A A C T A A T A G A T T A G A G C C G T C A A T A G A T A A T A C A T T T G A G G A T T T A G A A G T A T T A G A C T T T A C A A A C T C G T C A T A A A T A T T C A T T G A A T C C C C C T C A A A T G C T T T A A A C A G T T C A G A A A A C G A G A A T G A C C A T A A A T C A A A A A T C A G G T C T T T A C C C T G A C T A T T A T A G T C A G A A

CGGAATTATCATCATATTC GAG GAAG CAAAGAAACCACCA TGCGGAA TAACATTATCATTT GTTTGAG TATTAATTTTAAAA CGAACGT TTAAATCCTTTGCC ACTCGTA AATACTGCGGAAAATTCGACA ACTGGATAGCGTCC TGTTTAG GGGTAATAGTAAAA CCAGAGG CAAAAGAAGTTTTG GCTTTTG CAAAATAGCGAGAG AAC TAAA GTTTACCAGACGACGA

C T G A T T A T C A G A T G A T G G C A A T T C A T C A A T A T A A T C C T G A T T G T T T G G A T T A T A C T T C T T C A T T A A A G G T G A A T T A T C A C C G T C A C C G A C T T G A G C C A T T T G G G A A T T A G A G C C A G C A A A A T C A C C A G T A G C A C C A T T A C C A T T A G C A A G G C C G G A A A C G T C A C C T A A T G C A G A T A C A T A A C G C C A A A A G G A A T T A C G A G G C A T A G T A A G A G C A A C A C T A T C A T A A C C C T C

AAAACAGAAATA TGCACGT ATT AATT CAA ATAT ACCTACC GGTTAGA ATGGAAG GGAAATTATGAATA GAC TATT GGAGGGAAGGTAAA GAG GATT GGCGACATTCAACC AGAAAAG TAGCGACAGAATCA TAATCAG CGATAGCAGCACCG CACATTCAACAATGAAACCAT GGAATAC AGATTTA TCAGTTG AGATTCA GAA GGTA TATTACA ACAACAT ACTAACGGA

A A G A A A T T G C G T A G A T T T T C A G G T T T A A C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C G A T T T T A A G A A C T G G C T C A T T A T A C C A G T C A G G A C G T T G G G A A G A A A A A T C T A C G T T A A T A A A A C G A

AAGTTACAAAAT GAATACC TTT TTGC CGCCTGA ACGGATT AACAATA CCACGGAATTACATCGGGAGA AAAGACA TATAAAAGAAACGC GGCAACA CATACATAAAGGT GGAAAATA TAATCAAAATCACC CTTTTCA TTAGCGTTTGCCAT ACCTTATGCATAGCCCCCTTA AATCATTGTGAATT CAACTTT TTT AGATGGTTTAA GTAAATTGGGCTTG GAACGAGTA

C G C G C A G A G G C G A A T T A T T C A T T T C A A T T A C C T G A G C A A A A G A A G A T G A T G A A A C A A A C A T C A A G A A A C T G G C A T G A T T A A G A C T C C T T A T T A C G C A G T A T G T T A G C A A A C G T A G A A C C A G A G C C A C C A C C G G A A C C G C C T C C C T C A G A G C C G C C A C C C T C A G A A C C G C C A A A A T C A A C G T A A C A A A G C T G C T C A T T C A G T G A A T A A G G C T T G C C C T G A C G A G A A A C A C C A

ACAGTACATAAATCAA AATGGAA GAATTACCTTTTTT TTCATTT TTACATTTAACAAT AAATTAA ACCCAAAAGAAACA AAT ACGG GAAACGCAATAATA GAG AACC CCAGCCCAGAAGGA GCCGCCG GAACCACCACCAGA CCA GCCA CCACCCTCAGAGCC AGAGCCA TCATTACCCCCCTC TAT CGGA ATCTTGACAAGAAC AAGAGTA AGGCTGGCTGACCTTCATC

T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A G G A A C C G A A C T G A C C A A C T T T G A A A G A G G A C A G A T G A A C G G T G T A C A G A C C A G G C G C A T

AAATCATAG TCA TTTA GAA TAGT CTGAGAAGAGTCAA TAAGACG CTTAGAT GCGATAG ATA AAAC GCAATAGCTATCGA TGAAATA GAAACAA AGAGCAA AATAATA TAAGCCC CCGTTCCAGTAAGT TTA GAAT AGTCTCT AAAGCGC AGAATGG TAAAGCC TCCTCAT ATAAGAA GTCAATC GCAGACG AGCCGGAACGAGGC CTT GTTA GCTCCAT AATCCGCGACCT

G T C T G A G A G A C T A C C T T T T T A A C C T C C G G C T T A G G T T G G G T T A T A T A A C T A T A T G T A A A T G C T G A T G C A G A G G G T A A T T G A G C G C T A A T A T C A G A G A G A T A A C C C A C A A G A A T T G A G C G T C A T A C A T G G C T T T T G A T G A T A C A G G A G T G T A C T G G T A A T A A G T T T T A A C G G G A C C A A G C G C G A A A C A A A G T A C A A C G G A G A T T T G T A T C A T C G C C T G A T A A A T T G T G T C G A

TTTCATCTT TAGTTAA TATATTT AAAACTTTTTCAAA ACGCGAG ACAAAGA TCGCAAG AATCCAA CCTGAACAAAGTCA CAC TGAA AATTAAC ACGGGAG GCATTAG GGGAAGC ATTTCCA CCTGCCT CCC AATG AACAGTT ATA CCGT ACAGTGC TTGAGTA GCC CAGT CCCAGCGATTATGT ACC TTTG AACACTCATC CTAA GAATACA GGCAAAA TAAAACGAAAGA

C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G A G A G A A T A A C A T A A A A A G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A C T T T T T C A T G A G G A A G T T T C C A T T A A A C G G G T A A A A T A C G T A A T G C C A C T A C G A A G G C A C C A A C C

TTAGTATCATATGCGTTAT TGT AGCC TAATTACTAGAAAA TCA GGAA AAGAAACGATTTATAAACACC ATCCCAATCCAAAT ATTATTT AAATAAACAGCCAT AGTTACA CCAGGCGGATTGCC CTCAGTA TTAGCGGGGTTTTG ATTAGGA TGAGGACTAAAGAAGAGAAGG GGCTACAGAGGCTT TAGCAAC CATCGGAACGAGGG CAG AAGA TCACCCTCAGCAGCGA

A C A A A T T C T T A C C A G T A T A A A G C C A A C G C T C A A C A G T A G G G C T T A A T T G A G A A T C G C C A C T A C A A T T T T A T C C T G A A T C T T A C C A A C G C T A A C G A G C G T C T T T C C A G A G C C T A A T T A A G T G C C G T C G A G A G G G T T G A T A T A A G T A T A G C C C G G A A T A G G T G T A T C C A C G C A T A A C C G A T A T A T T C G G T C G C T G A G G C T T G C A G G G A G T T A A A G G C C G C T T T T G C G G G A T C G

AGTAATAAGAGA TCGAGCC TTT GGCA AGA AGGC GTAATTT CCAACAT AGTATTTAACAACG TGCACCC GCTATTT ATTAGTT AAG AATC AGCCTTA TGA GTTT TCGACTTGCGGGAG CCC GCCA CAGAACC CCACCCT AGTACCG TTT GAGG GCCACCGTACTCAG AACCATC TGACAAC CCGACAA GCG AGTT TACCGAT AGCTTGA CTTAAAC TGAATTT CTTTCGAGG
A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G A T A T A G A A G G C T T A T C C G G T A T T C T A A G A A C G C G A G G C G T T T T A G C G A A C C T C C C A G A A C C G C C A C C C T C A G A G C C A C C A C C C T C A T T T T C A G G G A T A G C A A G C T C A C G T T G A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G

TGAACAAGAAAA TAAGTCC AGA CAAT TTATCAA CGCCTGT ACG CAGA CAGTTCAGCTAATG AGCAAAT AATAGCA CGCGCCC TCATTAC GTAGGAA TTTCATC TTTTTAT AAAGCCG CAGTACA TCGTCAC CTGAGTT CGTAACA CATGTAC TTCCAATAGGAACC ATAATTT GCGAATA AGGAATT CAACTAA AAAGGAA TAG AGAA CGGAGTG GTTTCAG CTTTCAACA

A T A A T A T C C C A T C C T A A T T T A C G A G C A T G T A G A A A C C A A T C A A T A A T C G G C T G T C T T T C C T T A T C A T T C C A A G A A C G G G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G T T T T G T C G T C T T T C C A G A C G T T A G T A A A T G A A T T T T C T G T A T G G G A T T T T G C T A A A C A A
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Fig. S31 
Scaffold/staple layout of the 7283_SSV_6.2pN version. The number of nucleotides in the 
ssDNA spring is 72. 
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193 160

C G G T T A A T T T G C G T G A T G G A C A G A C T C T T T T A C T C G G T G G C C T C A C T G A T T A C T T G C G T T G A A A T A A A G G C T T C T C C C G C A A A A G T A T T A C A G G G T C A T A A T G T T

AAGAAGTATTGCTACAA TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCC ATATATGAGGGTTCTAAAAATTTTTATC TTTGGTACAACCGATTTAGCTTTAT

G A T G T T A T T A C T A A T C A T G T C T A A A A T C C C T T T A A T C G G C C T C C T G T T T A G C T A C A C A T T A C T C A G G C A T T G C A T T T A A A G C T C T G A G G C T T T A T T G C T T A A T T T

CTTCTACTCAGGCAAGT TCCCGCTCTGATTCTAACGAGGAAAGCACGTTATA GCCTTTCTCACCCTTTTGAATCTTTACC TGCTAATTCTTTGCCTTGCCTGTAT

G G C C G A T A G T T T G A G T T C G T G C T C G T C A A A G C A A C C A T A G T A C G C G C C C T G T C A T A T T G A T G G T G A T T T G A C T G T C T C C G G A T T T A T T G G A T G T T A A T G C T A C T A

TATTGTTCTGGATATTACCAGCAA AGCGGCGCATTAAGCGCGGCGGGTGTGG TTTATCAGCTAGAACGGTTGAATAT CTATTAGTAGAATTGATGCCACCTTTTC

T T T T T C C T G T T G C A A T G G C T G G C G G T A A T G G T T A C G C G C A G C G T G A C C G C T A C C A A A A A T A G C T A C C C T C T C C G G C A T T A A A G C T C G C G C C C C A A A T G A A A A T A T

CGTCAAAATGTAGGTATTTCCATGAGCG ACTTGCCAGCGCCCTAGCGCCCGCT AATGACCTGATAGCCTTTGTAGATCTCT AGCTAAACAGGTTATTGACCATTT

+ T T G T G T G G A A T T G T G A G C G G A T A A C A A T T T C A C A C A G G A A A C A G C T A T G A C C A T G A T T A C G A A T T C G A G C T C G G T A C C C G G G G A T C C T T C G G A C C G A A A G C G C G A C C A T C G C C G G A G A T T G G A G T A A A G T T T A A A T A C T G A C T A A A A G C T T G G C A C T G G C C G T C G T T T T A C A A C G T C G T G A C T G G G A A A A C C C T G G C G T T A C C C A A C T T A A T C G C C T T G C A G C A C A T C C +

TTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTC TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACAC

T C G G A A C C A C C A T C A A A C A G G A T T T T C G C C T G C T G G G G C A A A C C A G C G T G G A C C G C C A A C G T G A C C T A T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G

GGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATT AATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGC

T T C G C C C T T T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T T G G C T A C A G G A A G G C C A G A C G C G A A T T A T T T T T G A T G G C G T T C C T A T T G

GATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTT GTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAA

T T T A G G G T T C C G A T T T A G T G C T T T A C G G C A C C T C G A C C C C A A A A A A C T T C G T T T A C A A T T T A A A T A T T T G C T T A T A C A A T C T T C C T G T T T T T G G G G C T T T T C T G A

TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCC TTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA

A A T A A T C C A T T T C A G A C G A T T G A G C C T T T C G C T T T C T T C C C T T C C T T T C T T C T C T T G T T T G C T C C A G A C T C T C A G G C G C G A A A T G T A T C T A A T G G T C A A A C T A A A

TTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTA TCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTT

C A A A A A T A T T G T C T G T G C C A C G T A T T C T T A C G C T T T C A G G T C A G A A G G G T T C T A T C T C T G C C A G A C A C C G T A C T T T A G T T G C A T A T T T A A A A C A T G T T G A G C T A C

TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATT AGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTC

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T A T C A A A A G G A G C A A T T A A A G G T A C T C T C T A A T C C T G A C C T G T T G G A G

ATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATT

T T T G C C A A C T G A C C A G A T A T T G A T T G A G G G T T T G A T A T T T G A G G T T C A G C A A G G T G T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C

GTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGA TTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGA

G A A T A T G A T G A T A A T T C C G C T C C T T C T G G T G G T T T C T T T G T T C C G C A A A A T G A T A A T G T T A C T C A A A C T T T T A A A A T T A A T A A C G T T C G G G C A A A G G A T T T A A T A C G A G T T G T C G A A T T T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T T A C T A T T A C C C C C T C T G G C A A A A C T T C T T T T G C A A A A G C C T C T C G C T A T T T T G G T T T T T A T C G T C G T C T G G T A A A C

AGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAG GTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGA GAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAG

T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T C T A A C C C T T C C A T T A T T C A T A A T T T C C G T C A A T A T T T A C C T T C C C T C C C T C A A T C G G T T G A A T G T C G C C C T T T T C T T G A T T C T G T C G C T A C T G A T T A C G G T G C T G C T A T C G A T G G T T T C A T T G T T G A A T G T G G T A T T C C T A A A T C T C A A C T G A T G A A T C T T T C T A C C T G T A A T A A T G T T G T T C C G T T A G T

AAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTT GTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTT GACCGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAA TCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATC

A T T T T G T A A C T T G G T A T T C A A A G C A A T C A G G C G A A T C C G T T A T T G T T T C T C C C G A T G T A A T T C C G T G G T G T C T T T G C G T T T C T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C C G G T G A T T T T G A T T A T G A A A A G A T G G C A A A C G C T A A T A A G G G G G C T A T G C A T A A G G T A A T T C A C A A T G A T T A A A G T T G A A A T T A A A C C A T C T C A A G C C C A A T T T A C T A C T C G T T C

TCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCG CTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTT TGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTT TGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTT

T T G A T T T A T G T A C T G T T T C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T T C C T C G G T T T C C T T C T G G G C T G G C G G C G G C T C T G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C A G C C A G C C T

AAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATA TAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAA TATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAAT ATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCC

C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C T T C T C A G C G T C T T A A T C T A A G C T A T C G C T A T G T T T T C G A T A G C T A T T G C T A T T T C A T T G T T T C T T G C T C T T A T T A T T G G G C T T A A C T T A C T G G A A C G G T A A A T T C A G A G A C T G C G C T T T C C A T T C T G G C T T T A A T G A G G A T T C T T A T G A T T G A C C G T C T G C G C C T C G T T C C G G C T A A G T A A C A T G G A G C A G G T C G C G G A T T

CATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGAC TCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTG CCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGC TCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGT

A A G A T G A A A T T A A C T A A A A T A T A T T T G A A A A A G T T T T C T C G C G T T C T T T G T C T T G C G A T T G G A T T T G A C T T T G T T C A G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G G A A A T A G G C A G G G G G C A T T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T A

TCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAG TTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAA GAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCC GGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT

A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A A T T A T G A T T C C G G T G T T T A T A A A T C G T T T C T T A T T T G G A T T G G G A T A A A T A A T A T G G C T G T T T A T T T T G T A A C T G G C A A T C C G C C T G G T A C T G A G C A A A A C C C C G C T A A T C C T A A T C C T T C T C T T C T T T A G T C C T C A A A G C C T C T G T A G C C G T T G C T A C C C T C G T T C C G A T G C T G T C T T T C G C T G C T G A G G G T G A

TGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT ATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAG ATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTA CGATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGG

T C T C T T A T T A C T G G C T C G A A A A T G C C T C T G C C T A A A T T A C A T G T T G G C G T T G T T A A A T A C T G G G T G C A A A A T A G C A A C T A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G A G G G T G G C G G T T C T G A G G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G G C G A T G G T T G T T G T C A T T G T C G G C G C A A C T A T C G G T A T C A A G C T G T T T A A G A A A T T C A C C T C G A A A G
ATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATAT GGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATC GCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCT CAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGA

T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G C G C G T T C T G C A T T A G C T G A A C T G A T T T G C T T G C T A T T G G G C G C G G T A A T G A T T C C T A C G A T G A A A A T A A A A A C G G C T T T T G T A C T G G T G A C G A A A C T C A G T G T T A C G G T A C A T G G G T T C C T A T T G G A A A A A T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T T G A A A G

TGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTAT TTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG

AGTCTGTCCATCACGCAAATTAACCG TAATCAGTGAGGCCACCGAGTAAAAG TTTATTTCAACGCAAG AGAAGCC AATACTTTTGCGGG AACATTATGACCCTGT

T T G T A G C A A T A C T T C T T G G A A C G G T A C G C C A G A A T C C T G A G A A G T G T T T T T A G A T A A A A A T T T T T A G A A C C C T C A T A T A T A T A A A G C T A A A T C G G T T G T A C C A A A

TTTTAGACATGATTAGTAATAACATC AAAGGGA GCTAAACAGGAGGCCGATT GCCTGAGTAATGTGTA ATGCAAT CCTCAGAGCTTTAA AATAAAG AAATTAAGC

A C T T G C C T G A G T A G A A G T A T A A C G T G C T T T C C T C G T T A G A A T C A G A G C G G G A G G T A A A G A T T C A A A A G G G T G A G A A A G G C A T A C A G G C A A G G C A A A G A A T T A G C A

ACGAGCACGAACTCAAACTATCGGCC TGCTTTG ACAGGGCGCGTACTATGGT AATCACCATCAATATG ACAGTCA CAATAAATCCGGAG TAACATC TAGTAGCAT

T T G C T G G T A A T A T C C A G A A C A A T A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A T A T T C A A C C G T T C T A G C T G A T A A A G A A A A G G T G G C A T C A A T T C T A C T A A T A G

ATTGCAACAGGAAAAA GCCAGCC GCGTAACCATTACC TGC ACGC GTAGCGGTC TAGCTATTTTTG AATGCCGGAGAGGG ATATTTTCATTTGGGGCGCGAGCTTT

C G C T C A T G G A A A T A C C T A C A T T T T G A C G A G C G G G C G C T A G G G C G C T G G C A A G T A G A G A T C T A C A A A G G C T A T C A G G T C A T T A A A T G G T C A A T A A C C T G T T T A G C T

CCACACAA CACAATT ATCCGCT TGTGTGAAATTGTT GGTCATAGCTGTTTCC CAGTATTTAAACTTTACTCCAATCTCCGGCGATGGTCGCGCTTTCGGTCCG GCCAGGGTTTTCCCAGTCA GGGTAAC TTAAGTT AAGGCGA GGATGTGCTGC

G A G A C G G G C A A C A G C T G A T T G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G T G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A

TGGTTCCGA TTGATGG ATCCTGT CCCAGCAGGCGAAA TGC GGTT GCGGTCCACGCT GTCACGTTG GGGATAG CCGTAAT GGATTGA AAACGGC CTCCGTGGGAAC

A A T C G G C A A A A T C C C T T A T A A A T C A A A A G A A T A G C C C G A G A T A G G G T T G A G T G T T G T T C C G C T T T C A T C A A C A T T A A A T G T G A G C G A G T A A C A A C C C G T C G G A T T

TCCAACGTCAAAGGGCGAA GAC CGTG CCACTATTAAAGAA AGTTTGGAACAAGAGT TTCCTGTAGCCA ATTCGCGTCTGGCC ATA AAAA CAATAGGAACGCCATC

A A A C C G T C T A T C A G G G C G A T G G C C C A C T A C G T G A A C C A T C A C C C A A A T C T T A A T A T T T T G T T A A A A T T C G C A T T A A A T T T T T G T T A A A T C A G C T C A T T T T T T A A C

CGGAACCCTAAA ACTAAAT AGC GTAA AGGTGCC GGGGTCG AAGTTTTTT AAATTGTAAACG AATATTT ATAAGCA AGATTGT AACAGGA CCCCAAA TCAGAAAAG

G G G A G C C C C C G A T T T A G A G C T T G A C G G G G A A A G C C G G C G A A C G T G G C G A T C G A T G A A C G G T A A T C G T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A

AAATGGATTATT GGCTCAATCGTCTG GGAAGAAAGCGAAA GAAAGGAAG CAAACAAGAGAA TCTGGAG CTGAGAG GATACATTTCGCGC ACCATTA TTTAGTTTG

T A C A T T G G C A G A T T C A C C A G T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T C T G C G A A C G A G T A G A

ACAGACAATATTTTTG ACGTGGC GAAAGCGTAAGAAT CCT CTGA CAGAGATAGAACCCTT ACTAAAGTACGGTGTCTGG ATATGCA GTAGCTCAACATGTTTTAA

A A T G G C T A T T A G T C T T T A A T G C G C G A A C T G A T A G C C C T A A A A C A T C G C C A T T A A A A G A G G T C A T T T T T G C G G A T G G C T T A G A G C T T A A T T G C T G A A T A T A A T G C T

AGTATTAAC GTC GGCG GAGGTGA CAGAAGATAAAACA CCACCAG ATACCGAACGAA TTTTGATAA TTGCTCC CCTTTAA GAGAGTA AGGATTA CTCCAACAGGTC

A C C G C C T G C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T A A T A T C G C G T T T T A A T T C G A G C T T C A A A G C G A A C C A G A C C G G A A G C A A A

GTTGGCAAA CTGGTCA TCAATAT TATCAAACCCTCAA AAA CCTC CACCTTGCTGAA AAGACTTCA AGCCCGA AAGAGGA AAAGATT GCATCAA GCAAAGCGGATT

T C A A C A G T T G A A A G G A A T T G A G G A A G G T T A T C T A A A A T A T C T T T A G G A G C A C T A A C A A C T A A T A G A T T A G A G C C G T C A A T A G A T A A T A C A T T T G A G G A T T T A G A A G T A T T A G A C T T T A C A A A C T C G T C A T A A A T A T T C A T T G A A T C C C C C T C A A A T G C T T T A A A C A G T T C A G A A A A C G A G A A T G A C C A T A A A T C A A A A A T C A G G T C T T T A C C C T G A C T A T T A T A G T C A G A A

CGGAATTATCATCATATTC GAG GAAG CAAAGAAACCACCA TGCGGAA TAACATTATCATTT GTTTGAG TATTAATTTTAAAA CGAACGT TTAAATCCTTTGCC ACTCGTA AATACTGCGGAAAATTCGACA ACTGGATAGCGTCC TGTTTAG GGGTAATAGTAAAA CCAGAGG CAAAAGAAGTTTTG GCTTTTG CAAAATAGCGAGAG AAC TAAA GTTTACCAGACGACGA

C T G A T T A T C A G A T G A T G G C A A T T C A T C A A T A T A A T C C T G A T T G T T T G G A T T A T A C T T C T T C A T T A A A G G T G A A T T A T C A C C G T C A C C G A C T T G A G C C A T T T G G G A A T T A G A G C C A G C A A A A T C A C C A G T A G C A C C A T T A C C A T T A G C A A G G C C G G A A A C G T C A C C T A A T G C A G A T A C A T A A C G C C A A A A G G A A T T A C G A G G C A T A G T A A G A G C A A C A C T A T C A T A A C C C T C

AAAACAGAAATA TGCACGT ATT AATT CAA ATAT ACCTACC GGTTAGA ATGGAAG GGAAATTATGAATA GAC TATT GGAGGGAAGGTAAA GAG GATT GGCGACATTCAACC AGAAAAG TAGCGACAGAATCA TAATCAG CGATAGCAGCACCG CACATTCAACAATGAAACCAT GGAATAC AGATTTA TCAGTTG AGATTCA GAA GGTA TATTACA ACAACAT ACTAACGGA

A A G A A A T T G C G T A G A T T T T C A G G T T T A A C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C G A T T T T A A G A A C T G G C T C A T T A T A C C A G T C A G G A C G T T G G G A A G A A A A A T C T A C G T T A A T A A A A C G A

AAGTTACAAAAT GAATACC TTT TTGC CGCCTGA ACGGATT AACAATA CCACGGAATTACATCGGGAGA AAAGACA TATAAAAGAAACGC GGCAACA CATACATAAAGGT GGAAAATA TAATCAAAATCACC CTTTTCA TTAGCGTTTGCCAT ACCTTATGCATAGCCCCCTTA AATCATTGTGAATT CAACTTT TTT AGATGGTTTAA GTAAATTGGGCTTG GAACGAGTA

C G C G C A G A G G C G A A T T A T T C A T T T C A A T T A C C T G A G C A A A A G A A G A T G A T G A A A C A A A C A T C A A G A A A C T G G C A T G A T T A A G A C T C C T T A T T A C G C A G T A T G T T A G C A A A C G T A G A A C C A G A G C C A C C A C C G G A A C C G C C T C C C T C A G A G C C G C C A C C C T C A G A A C C G C C A A A A T C A A C G T A A C A A A G C T G C T C A T T C A G T G A A T A A G G C T T G C C C T G A C G A G A A A C A C C A

ACAGTACATAAATCAA AATGGAA GAATTACCTTTTTT TTCATTT TTACATTTAACAAT AAATTAA ACCCAAAAGAAACA AAT ACGG GAAACGCAATAATA GAG AACC CCAGCCCAGAAGGA GCCGCCG GAACCACCACCAGA CCA GCCA CCACCCTCAGAGCC AGAGCCA TCATTACCCCCCTC TAT CGGA ATCTTGACAAGAAC AAGAGTA AGGCTGGCTGACCTTCATC

T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A G G A A C C G A A C T G A C C A A C T T T G A A A G A G G A C A G A T G A A C G G T G T A C A G A C C A G G C G C A T

AAATCATAG TCA TTTA GAA TAGT CTGAGAAGAGTCAA TAAGACG CTTAGAT GCGATAG ATA AAAC GCAATAGCTATCGA TGAAATA GAAACAA AGAGCAA AATAATA TAAGCCC CCGTTCCAGTAAGT TTA GAAT AGTCTCT AAAGCGC AGAATGG TAAAGCC TCCTCAT ATAAGAA GTCAATC GCAGACG AGCCGGAACGAGGC CTT GTTA GCTCCAT AATCCGCGACCT

G T C T G A G A G A C T A C C T T T T T A A C C T C C G G C T T A G G T T G G G T T A T A T A A C T A T A T G T A A A T G C T G A T G C A G A G G G T A A T T G A G C G C T A A T A T C A G A G A G A T A A C C C A C A A G A A T T G A G C G T C A T A C A T G G C T T T T G A T G A T A C A G G A G T G T A C T G G T A A T A A G T T T T A A C G G G A C C A A G C G C G A A A C A A A G T A C A A C G G A G A T T T G T A T C A T C G C C T G A T A A A T T G T G T C G A

TTTCATCTT TAGTTAA TATATTT AAAACTTTTTCAAA ACGCGAG ACAAAGA TCGCAAG AATCCAA CCTGAACAAAGTCA CAC TGAA AATTAAC ACGGGAG GCATTAG GGGAAGC ATTTCCA CCTGCCT CCC AATG AACAGTT ATA CCGT ACAGTGC TTGAGTA GCC CAGT CCCAGCGATTATGT ACC TTTG AACACTCATC CTAA GAATACA GGCAAAA TAAAACGAAAGA

C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G A G A G A A T A A C A T A A A A A G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A C T T T T T C A T G A G G A A G T T T C C A T T A A A C G G G T A A A A T A C G T A A T G C C A C T A C G A A G G C A C C A A C C

TTAGTATCATATGCGTTAT TGT AGCC TAATTACTAGAAAA TCA GGAA AAGAAACGATTTATAAACACC ATCCCAATCCAAAT ATTATTT AAATAAACAGCCAT AGTTACA CCAGGCGGATTGCC CTCAGTA TTAGCGGGGTTTTG ATTAGGA TGAGGACTAAAGAAGAGAAGG GGCTACAGAGGCTT TAGCAAC CATCGGAACGAGGG CAG AAGA TCACCCTCAGCAGCGA

A C A A A T T C T T A C C A G T A T A A A G C C A A C G C T C A A C A G T A G G G C T T A A T T G A G A A T C G C C A C T A C A A T T T T A T C C T G A A T C T T A C C A A C G C T A A C G A G C G T C T T T C C A G A G C C T A A T T A A G T G C C G T C G A G A G G G T T G A T A T A A G T A T A G C C C G G A A T A G G T G T A T C C A C G C A T A A C C G A T A T A T T C G G T C G C T G A G G C T T G C A G G G A G T T A A A G G C C G C T T T T G C G G G A T C G

AGTAATAAGAGA TCGAGCC TTT GGCA AGA AGGC GTAATTT CCAACAT AGTATTTAACAACG TGCACCC GCTATTT ATTAGTT AAG AATC AGCCTTA TGA GTTT TCGACTTGCGGGAG CCC GCCA CAGAACC CCACCCT AGTACCG TTT GAGG GCCACCGTACTCAG AACCATC TGACAAC CCGACAA GCG AGTT TACCGAT AGCTTGA CTTAAAC TGAATTT CTTTCGAGG
A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G A T A T A G A A G G C T T A T C C G G T A T T C T A A G A A C G C G A G G C G T T T T A G C G A A C C T C C C A G A A C C G C C A C C C T C A G A G C C A C C A C C C T C A T T T T C A G G G A T A G C A A G C T C A C G T T G A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G

TGAACAAGAAAA TAAGTCC AGA CAAT TTATCAA CGCCTGT ACG CAGA CAGTTCAGCTAATG AGCAAAT AATAGCA CGCGCCC TCATTAC GTAGGAA TTTCATC TTTTTAT AAAGCCG CAGTACA TCGTCAC CTGAGTT CGTAACA CATGTAC TTCCAATAGGAACC ATAATTT GCGAATA AGGAATT CAACTAA AAAGGAA TAG AGAA CGGAGTG GTTTCAG CTTTCAACA

A T A A T A T C C C A T C C T A A T T T A C G A G C A T G T A G A A A C C A A T C A A T A A T C G G C T G T C T T T C C T T A T C A T T C C A A G A A C G G G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G T T T T G T C G T C T T T C C A G A C G T T A G T A A A T G A A T T T T C T G T A T G G G A T T T T G C T A A A C A A
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Fig. S32 
Scaffold/staple layout of the 7283_SSV_9.3pN version. The number of nucleotides in the 
ssDNA spring is 59. 
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0 7 14 21 28 35 42 49 56 63 70 77 84 91 98 105 112 119 126 133 140 147 154 161 168 175 182 189 196 203 210 217 224 231 238 245

199 167

C G G T T A A T T T G C G T G A T G G A C A G A C T C T T T T A C T C G G T G G C C T C A C T G A T T A C T T G C G T T G A A A T A A A G G C T T C T C C C G C A A A A G T A T T A C A G G G T C A T A A T G T T

AAGAAGTATTGCTACAA TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCC ATATATGAGGGTTCTAAAAATTTTTATC TTTGGTACAACCGATTTAGCTTTAT

G A T G T T A T T A C T A A T C A T G T C T A A A A T C C C T T T A A T C G G C C T C C T G T T T A G C T A C A C A T T A C T C A G G C A T T G C A T T T A A A G C T C T G A G G C T T T A T T G C T T A A T T T

CTTCTACTCAGGCAAGT TCCCGCTCTGATTCTAACGAGGAAAGCACGTTATA GCCTTTCTCACCCTTTTGAATCTTTACC TGCTAATTCTTTGCCTTGCCTGTAT

G G C C G A T A G T T T G A G T T C G T G C T C G T C A A A G C A A C C A T A G T A C G C G C C C T G T C A T A T T G A T G G T G A T T T G A C T G T C T C C G G A T T T A T T G G A T G T T A A T G C T A C T A

TATTGTTCTGGATATTACCAGCAA AGCGGCGCATTAAGCGCGGCGGGTGTGG TTTATCAGCTAGAACGGTTGAATAT CTATTAGTAGAATTGATGCCACCTTTTC

T T T T T C C T G T T G C A A T G G C T G G C G G T A A T G G T T A C G C G C A G C G T G A C C G C T A C C A A A A A T A G C T A C C C T C T C C G G C A T T A A A G C T C G C G C C C C A A A T G A A A A T A T

CGTCAAAATGTAGGTATTTCCATGAGCG ACTTGCCAGCGCCCTAGCGCCCGCT AATGACCTGATAGCCTTTGTAGATCTCT AGCTAAACAGGTTATTGACCATTT

+ G G A A T T G T G A G C G G A T A A C A A T T T C A C A C A G G A A A C A G C T A T G A C C A T G A T T A C G A A T T C G A G C T C G G T A C C C G G G G A T C C T T C G G A C C G A A A G C G C G A C C A T C G C C G G A G A T T G G A G T A A A G T T T A A A T A C T G A C T A A A A G C T T G G C A C T G G C C G T C G T T T T A C A A C G T C G T G A C T G G G A A A A C C C T G G C G T T A C C C A A C T T A A T C G C C T T G C A G +

TTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTC TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACAC

T C G G A A C C A C C A T C A A A C A G G A T T T T C G C C T G C T G G G G C A A A C C A G C G T G G A C C G C C A A C G T G A C C T A T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G

GGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATT AATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGC

T T C G C C C T T T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T T G G C T A C A G G A A G G C C A G A C G C G A A T T A T T T T T G A T G G C G T T C C T A T T G

GATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTT GTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAA

T T T A G G G T T C C G A T T T A G T G C T T T A C G G C A C C T C G A C C C C A A A A A A C T T C G T T T A C A A T T T A A A T A T T T G C T T A T A C A A T C T T C C T G T T T T T G G G G C T T T T C T G A

TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCC TTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA

A A T A A T C C A T T T C A G A C G A T T G A G C C T T T C G C T T T C T T C C C T T C C T T T C T T C T C T T G T T T G C T C C A G A C T C T C A G G C G C G A A A T G T A T C T A A T G G T C A A A C T A A A

TTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTA TCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTT

C A A A A A T A T T G T C T G T G C C A C G T A T T C T T A C G C T T T C A G G T C A G A A G G G T T C T A T C T C T G C C A G A C A C C G T A C T T T A G T T G C A T A T T T A A A A C A T G T T G A G C T A C

TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATT AGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTC

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T A T C A A A A G G A G C A A T T A A A G G T A C T C T C T A A T C C T G A C C T G T T G G A G

ATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATT

T T T G C C A A C T G A C C A G A T A T T G A T T G A G G G T T T G A T A T T T G A G G T T C A G C A A G G T G T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C

GTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGA TTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGA

G A A T A T G A T G A T A A T T C C G C T C C T T C T G G T G G T T T C T T T G T T C C G C A A A A T G A T A A T G T T A C T C A A A C T T T T A A A A T T A A T A A C G T T C G G G C A A A G G A T T T A A T A C G A G T T G T C G A A T T T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T T A C T A T T A C C C C C T C T G G C A A A A C T T C T T T T G C A A A A G C C T C T C G C T A T T T T G G T T T T T A T C G T C G T C T G G T A A A C

AGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAG GTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGA GAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAG

T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T C T A A C C C T T C C A T T A T T C A T A A T T T C C G T C A A T A T T T A C C T T C C C T C C C T C A A T C G G T T G A A T G T C G C C C T T T T C T T G A T T C T G T C G C T A C T G A T T A C G G T G C T G C T A T C G A T G G T T T C A T T G T T G A A T G T G G T A T T C C T A A A T C T C A A C T G A T G A A T C T T T C T A C C T G T A A T A A T G T T G T T C C G T T A G T

AAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTT GTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTT GACCGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAA TCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATC

A T T T T G T A A C T T G G T A T T C A A A G C A A T C A G G C G A A T C C G T T A T T G T T T C T C C C G A T G T A A T T C C G T G G T G T C T T T G C G T T T C T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C C G G T G A T T T T G A T T A T G A A A A G A T G G C A A A C G C T A A T A A G G G G G C T A T G C A T A A G G T A A T T C A C A A T G A T T A A A G T T G A A A T T A A A C C A T C T C A A G C C C A A T T T A C T A C T C G T T C

TCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCG CTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTT TGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTT TGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTT

T T G A T T T A T G T A C T G T T T C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T T C C T C G G T T T C C T T C T G G G C T G G C G G C G G C T C T G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C A G C C A G C C T

AAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATA TAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAA TATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAAT ATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCC

C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C T T C T C A G C G T C T T A A T C T A A G C T A T C G C T A T G T T T T C G A T A G C T A T T G C T A T T T C A T T G T T T C T T G C T C T T A T T A T T G G G C T T A A C T T A C T G G A A C G G T A A A T T C A G A G A C T G C G C T T T C C A T T C T G G C T T T A A T G A G G A T T C T T A T G A T T G A C C G T C T G C G C C T C G T T C C G G C T A A G T A A C A T G G A G C A G G T C G C G G A T T

CATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGAC TCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTG CCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGC TCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGT

A A G A T G A A A T T A A C T A A A A T A T A T T T G A A A A A G T T T T C T C G C G T T C T T T G T C T T G C G A T T G G A T T T G A C T T T G T T C A G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G G A A A T A G G C A G G G G G C A T T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T A

TCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAG TTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAA GAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCC GGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT

A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A A T T A T G A T T C C G G T G T T T A T A A A T C G T T T C T T A T T T G G A T T G G G A T A A A T A A T A T G G C T G T T T A T T T T G T A A C T G G C A A T C C G C C T G G T A C T G A G C A A A A C C C C G C T A A T C C T A A T C C T T C T C T T C T T T A G T C C T C A A A G C C T C T G T A G C C G T T G C T A C C C T C G T T C C G A T G C T G T C T T T C G C T G C T G A G G G T G A

TGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT ATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAG ATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTA CGATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGG

T C T C T T A T T A C T G G C T C G A A A A T G C C T C T G C C T A A A T T A C A T G T T G G C G T T G T T A A A T A C T G G G T G C A A A A T A G C A A C T A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G A G G G T G G C G G T T C T G A G G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G G C G A T G G T T G T T G T C A T T G T C G G C G C A A C T A T C G G T A T C A A G C T G T T T A A G A A A T T C A C C T C G A A A G
ATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATAT GGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATC GCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCT CAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGA

T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G C G C G T T C T G C A T T A G C T G A A C T G A T T T G C T T G C T A T T G G G C G C G G T A A T G A T T C C T A C G A T G A A A A T A A A A A C G G C T T T T G T A C T G G T G A C G A A A C T C A G T G T T A C G G T A C A T G G G T T C C T A T T G G A A A A A T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T T G A A A G

TGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTAT TTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG

AGTCTGTCCATCACGCAAATTAACCG TAATCAGTGAGGCCACCGAGTAAAAG TTTATTTCAACGCAAG AGAAGCC AATACTTTTGCGGG AACATTATGACCCTGT

T T G T A G C A A T A C T T C T T G G A A C G G T A C G C C A G A A T C C T G A G A A G T G T T T T T A G A T A A A A A T T T T T A G A A C C C T C A T A T A T A T A A A G C T A A A T C G G T T G T A C C A A A

TTTTAGACATGATTAGTAATAACATC AAAGGGA GCTAAACAGGAGGCCGATT GCCTGAGTAATGTGTA ATGCAAT CCTCAGAGCTTTAA AATAAAG AAATTAAGC

A C T T G C C T G A G T A G A A G T A T A A C G T G C T T T C C T C G T T A G A A T C A G A G C G G G A G G T A A A G A T T C A A A A G G G T G A G A A A G G C A T A C A G G C A A G G C A A A G A A T T A G C A

ACGAGCACGAACTCAAACTATCGGCC TGCTTTG ACAGGGCGCGTACTATGGT AATCACCATCAATATG ACAGTCA CAATAAATCCGGAG TAACATC TAGTAGCAT

T T G C T G G T A A T A T C C A G A A C A A T A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A T A T T C A A C C G T T C T A G C T G A T A A A G A A A A G G T G G C A T C A A T T C T A C T A A T A G

ATTGCAACAGGAAAAA GCCAGCC GCGTAACCATTACC TGC ACGC GTAGCGGTC TAGCTATTTTTG AATGCCGGAGAGGG ATATTTTCATTTGGGGCGCGAGCTTT

C G C T C A T G G A A A T A C C T A C A T T T T G A C G A G C G G G C G C T A G G G C G C T G G C A A G T A G A G A T C T A C A A A G G C T A T C A G G T C A T T A A A T G G T C A A T A A C C T G T T T A G C T

ACAATTCC TCCGCTC ATTGTTA GTTTCCTGTGTGAA AATCATGGTCATAGCT CAGTATTTAAACTTTACTCCAATCTCCGGCGATGGTCGCGCTTTCGGTCCG TTTTCCCAGTCACGACGTT GCCAGGG GGGTAAC TTAAGTT CTGCAAGGCGA

G A G A C G G G C A A C A G C T G A T T G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G T G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A

TGGTTCCGA TTGATGG ATCCTGT CCCAGCAGGCGAAA TGC GGTT GCGGTCCACGCT GTCACGTTG GGGATAG CCGTAAT GGATTGA AAACGGC CTCCGTGGGAAC

A A T C G G C A A A A T C C C T T A T A A A T C A A A A G A A T A G C C C G A G A T A G G G T T G A G T G T T G T T C C G C T T T C A T C A A C A T T A A A T G T G A G C G A G T A A C A A C C C G T C G G A T T

TCCAACGTCAAAGGGCGAA GAC CGTG CCACTATTAAAGAA AGTTTGGAACAAGAGT TTCCTGTAGCCA ATTCGCGTCTGGCC ATA AAAA CAATAGGAACGCCATC

A A A C C G T C T A T C A G G G C G A T G G C C C A C T A C G T G A A C C A T C A C C C A A A T C T T A A T A T T T T G T T A A A A T T C G C A T T A A A T T T T T G T T A A A T C A G C T C A T T T T T T A A C

CGGAACCCTAAA ACTAAAT AGC GTAA AGGTGCC GGGGTCG AAGTTTTTT AAATTGTAAACG AATATTT ATAAGCA AGATTGT AACAGGA CCCCAAA TCAGAAAAG

G G G A G C C C C C G A T T T A G A G C T T G A C G G G G A A A G C C G G C G A A C G T G G C G A T C G A T G A A C G G T A A T C G T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A

AAATGGATTATT GGCTCAATCGTCTG GGAAGAAAGCGAAA GAAAGGAAG CAAACAAGAGAA TCTGGAG CTGAGAG GATACATTTCGCGC ACCATTA TTTAGTTTG

T A C A T T G G C A G A T T C A C C A G T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T C T G C G A A C G A G T A G A

ACAGACAATATTTTTG ACGTGGC GAAAGCGTAAGAAT CCT CTGA CAGAGATAGAACCCTT ACTAAAGTACGGTGTCTGG ATATGCA GTAGCTCAACATGTTTTAA

A A T G G C T A T T A G T C T T T A A T G C G C G A A C T G A T A G C C C T A A A A C A T C G C C A T T A A A A G A G G T C A T T T T T G C G G A T G G C T T A G A G C T T A A T T G C T G A A T A T A A T G C T

AGTATTAAC GTC GGCG GAGGTGA CAGAAGATAAAACA CCACCAG ATACCGAACGAA TTTTGATAA TTGCTCC CCTTTAA GAGAGTA AGGATTA CTCCAACAGGTC

A C C G C C T G C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T A A T A T C G C G T T T T A A T T C G A G C T T C A A A G C G A A C C A G A C C G G A A G C A A A

GTTGGCAAA CTGGTCA TCAATAT TATCAAACCCTCAA AAA CCTC CACCTTGCTGAA AAGACTTCA AGCCCGA AAGAGGA AAAGATT GCATCAA GCAAAGCGGATT

T C A A C A G T T G A A A G G A A T T G A G G A A G G T T A T C T A A A A T A T C T T T A G G A G C A C T A A C A A C T A A T A G A T T A G A G C C G T C A A T A G A T A A T A C A T T T G A G G A T T T A G A A G T A T T A G A C T T T A C A A A C T C G T C A T A A A T A T T C A T T G A A T C C C C C T C A A A T G C T T T A A A C A G T T C A G A A A A C G A G A A T G A C C A T A A A T C A A A A A T C A G G T C T T T A C C C T G A C T A T T A T A G T C A G A A

CGGAATTATCATCATATTC GAG GAAG CAAAGAAACCACCA TGCGGAA TAACATTATCATTT GTTTGAG TATTAATTTTAAAA CGAACGT TTAAATCCTTTGCC ACTCGTA AATACTGCGGAAAATTCGACA ACTGGATAGCGTCC TGTTTAG GGGTAATAGTAAAA CCAGAGG CAAAAGAAGTTTTG GCTTTTG CAAAATAGCGAGAG AAC TAAA GTTTACCAGACGACGA

C T G A T T A T C A G A T G A T G G C A A T T C A T C A A T A T A A T C C T G A T T G T T T G G A T T A T A C T T C T T C A T T A A A G G T G A A T T A T C A C C G T C A C C G A C T T G A G C C A T T T G G G A A T T A G A G C C A G C A A A A T C A C C A G T A G C A C C A T T A C C A T T A G C A A G G C C G G A A A C G T C A C C T A A T G C A G A T A C A T A A C G C C A A A A G G A A T T A C G A G G C A T A G T A A G A G C A A C A C T A T C A T A A C C C T C

AAAACAGAAATA TGCACGT ATT AATT CAA ATAT ACCTACC GGTTAGA ATGGAAG GGAAATTATGAATA GAC TATT GGAGGGAAGGTAAA GAG GATT GGCGACATTCAACC AGAAAAG TAGCGACAGAATCA TAATCAG CGATAGCAGCACCG CACATTCAACAATGAAACCAT GGAATAC AGATTTA TCAGTTG AGATTCA GAA GGTA TATTACA ACAACAT ACTAACGGA

A A G A A A T T G C G T A G A T T T T C A G G T T T A A C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C G A T T T T A A G A A C T G G C T C A T T A T A C C A G T C A G G A C G T T G G G A A G A A A A A T C T A C G T T A A T A A A A C G A

AAGTTACAAAAT GAATACC TTT TTGC CGCCTGA ACGGATT AACAATA CCACGGAATTACATCGGGAGA AAAGACA TATAAAAGAAACGC GGCAACA CATACATAAAGGT GGAAAATA TAATCAAAATCACC CTTTTCA TTAGCGTTTGCCAT ACCTTATGCATAGCCCCCTTA AATCATTGTGAATT CAACTTT TTT AGATGGTTTAA GTAAATTGGGCTTG GAACGAGTA

C G C G C A G A G G C G A A T T A T T C A T T T C A A T T A C C T G A G C A A A A G A A G A T G A T G A A A C A A A C A T C A A G A A A C T G G C A T G A T T A A G A C T C C T T A T T A C G C A G T A T G T T A G C A A A C G T A G A A C C A G A G C C A C C A C C G G A A C C G C C T C C C T C A G A G C C G C C A C C C T C A G A A C C G C C A A A A T C A A C G T A A C A A A G C T G C T C A T T C A G T G A A T A A G G C T T G C C C T G A C G A G A A A C A C C A

ACAGTACATAAATCAA AATGGAA GAATTACCTTTTTT TTCATTT TTACATTTAACAAT AAATTAA ACCCAAAAGAAACA AAT ACGG GAAACGCAATAATA GAG AACC CCAGCCCAGAAGGA GCCGCCG GAACCACCACCAGA CCA GCCA CCACCCTCAGAGCC AGAGCCA TCATTACCCCCCTC TAT CGGA ATCTTGACAAGAAC AAGAGTA AGGCTGGCTGACCTTCATC

T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A G G A A C C G A A C T G A C C A A C T T T G A A A G A G G A C A G A T G A A C G G T G T A C A G A C C A G G C G C A T

AAATCATAG TCA TTTA GAA TAGT CTGAGAAGAGTCAA TAAGACG CTTAGAT GCGATAG ATA AAAC GCAATAGCTATCGA TGAAATA GAAACAA AGAGCAA AATAATA TAAGCCC CCGTTCCAGTAAGT TTA GAAT AGTCTCT AAAGCGC AGAATGG TAAAGCC TCCTCAT ATAAGAA GTCAATC GCAGACG AGCCGGAACGAGGC CTT GTTA GCTCCAT AATCCGCGACCT

G T C T G A G A G A C T A C C T T T T T A A C C T C C G G C T T A G G T T G G G T T A T A T A A C T A T A T G T A A A T G C T G A T G C A G A G G G T A A T T G A G C G C T A A T A T C A G A G A G A T A A C C C A C A A G A A T T G A G C G T C A T A C A T G G C T T T T G A T G A T A C A G G A G T G T A C T G G T A A T A A G T T T T A A C G G G A C C A A G C G C G A A A C A A A G T A C A A C G G A G A T T T G T A T C A T C G C C T G A T A A A T T G T G T C G A

TTTCATCTT TAGTTAA TATATTT AAAACTTTTTCAAA ACGCGAG ACAAAGA TCGCAAG AATCCAA CCTGAACAAAGTCA CAC TGAA AATTAAC ACGGGAG GCATTAG GGGAAGC ATTTCCA CCTGCCT CCC AATG AACAGTT ATA CCGT ACAGTGC TTGAGTA GCC CAGT CCCAGCGATTATGT ACC TTTG AACACTCATC CTAA GAATACA GGCAAAA TAAAACGAAAGA

C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G A G A G A A T A A C A T A A A A A G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A C T T T T T C A T G A G G A A G T T T C C A T T A A A C G G G T A A A A T A C G T A A T G C C A C T A C G A A G G C A C C A A C C

TTAGTATCATATGCGTTAT TGT AGCC TAATTACTAGAAAA TCA GGAA AAGAAACGATTTATAAACACC ATCCCAATCCAAAT ATTATTT AAATAAACAGCCAT AGTTACA CCAGGCGGATTGCC CTCAGTA TTAGCGGGGTTTTG ATTAGGA TGAGGACTAAAGAAGAGAAGG GGCTACAGAGGCTT TAGCAAC CATCGGAACGAGGG CAG AAGA TCACCCTCAGCAGCGA

A C A A A T T C T T A C C A G T A T A A A G C C A A C G C T C A A C A G T A G G G C T T A A T T G A G A A T C G C C A C T A C A A T T T T A T C C T G A A T C T T A C C A A C G C T A A C G A G C G T C T T T C C A G A G C C T A A T T A A G T G C C G T C G A G A G G G T T G A T A T A A G T A T A G C C C G G A A T A G G T G T A T C C A C G C A T A A C C G A T A T A T T C G G T C G C T G A G G C T T G C A G G G A G T T A A A G G C C G C T T T T G C G G G A T C G

AGTAATAAGAGA TCGAGCC TTT GGCA AGA AGGC GTAATTT CCAACAT AGTATTTAACAACG TGCACCC GCTATTT ATTAGTT AAG AATC AGCCTTA TGA GTTT TCGACTTGCGGGAG CCC GCCA CAGAACC CCACCCT AGTACCG TTT GAGG GCCACCGTACTCAG AACCATC TGACAAC CCGACAA GCG AGTT TACCGAT AGCTTGA CTTAAAC TGAATTT CTTTCGAGG
A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G A T A T A G A A G G C T T A T C C G G T A T T C T A A G A A C G C G A G G C G T T T T A G C G A A C C T C C C A G A A C C G C C A C C C T C A G A G C C A C C A C C C T C A T T T T C A G G G A T A G C A A G C T C A C G T T G A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G

TGAACAAGAAAA TAAGTCC AGA CAAT TTATCAA CGCCTGT ACG CAGA CAGTTCAGCTAATG AGCAAAT AATAGCA CGCGCCC TCATTAC GTAGGAA TTTCATC TTTTTAT AAAGCCG CAGTACA TCGTCAC CTGAGTT CGTAACA CATGTAC TTCCAATAGGAACC ATAATTT GCGAATA AGGAATT CAACTAA AAAGGAA TAG AGAA CGGAGTG GTTTCAG CTTTCAACA

A T A A T A T C C C A T C C T A A T T T A C G A G C A T G T A G A A A C C A A T C A A T A A T C G G C T G T C T T T C C T T A T C A T T C C A A G A A C G G G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G T T T T G T C G T C T T T C C A G A C G T T A G T A A A T G A A T T T T C T G T A T G G G A T T T T G C T A A A C A A
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Fig. S33 
Scaffold/staple layout of the 7283_SSV_11.4pN version. The number of nucleotides in 
the ssDNA spring is 55. The same subset of staples was used for the 0 pN version folded 
with the enzymatically-linearized scaffold. 
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C G G T T A A T T T G C G T G A T G G A C A G A C T C T T T T A C T C G G T G G C C T C A C T G A T T A C T T G C G T T G A A A T A A A G G C T T C T C C C G C A A A A G T A T T A C A G G G T C A T A A T G T T

AAGAAGTATTGCTACAA TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCC ATATATGAGGGTTCTAAAAATTTTTATC TTTGGTACAACCGATTTAGCTTTAT

G A T G T T A T T A C T A A T C A T G T C T A A A A T C C C T T T A A T C G G C C T C C T G T T T A G C T A C A C A T T A C T C A G G C A T T G C A T T T A A A G C T C T G A G G C T T T A T T G C T T A A T T T

CTTCTACTCAGGCAAGT TCCCGCTCTGATTCTAACGAGGAAAGCACGTTATA GCCTTTCTCACCCTTTTGAATCTTTACC TGCTAATTCTTTGCCTTGCCTGTAT

G G C C G A T A G T T T G A G T T C G T G C T C G T C A A A G C A A C C A T A G T A C G C G C C C T G T C A T A T T G A T G G T G A T T T G A C T G T C T C C G G A T T T A T T G G A T G T T A A T G C T A C T A

TATTGTTCTGGATATTACCAGCAA AGCGGCGCATTAAGCGCGGCGGGTGTGG TTTATCAGCTAGAACGGTTGAATAT CTATTAGTAGAATTGATGCCACCTTTTC

T T T T T C C T G T T G C A A T G G C T G G C G G T A A T G G T T A C G C G C A G C G T G A C C G C T A C C A A A A A T A G C T A C C C T C T C C G G C A T T A A A G C T C G C G C C C C A A A T G A A A A T A T

CGTCAAAATGTAGGTATTTCCATGAGCG ACTTGCCAGCGCCCTAGCGCCCGCT AATGACCTGATAGCCTTTGTAGATCTCT AGCTAAACAGGTTATTGACCATTT

+ A A T T G T G A G C G G A T A A C A A T T T C A C A C A G G A A A C A G C T A T G A C C A T G A T T A C G A A T T C G A G C T C G G T A C C C G G G G A T C C T T C G G A C C G A A A G C G C G A C C A T C G C C G G A G A T T G G A G T A A A G T T T A A A T A C T G A C T A A A A G C T T G G C A C T G G C C G T C G T T T T A C A A C G T C G T G A C T G G G A A A A C C C T G G C G T T A C C C A A C T T A A T C G C C T T G C +

TTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTC TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACAC

T C G G A A C C A C C A T C A A A C A G G A T T T T C G C C T G C T G G G G C A A A C C A G C G T G G A C C G C C A A C G T G A C C T A T C C C A T T A C G G T C A A T C C G C C G T T T G T T C C C A C G G A G

GGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATT AATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGC

T T C G C C C T T T G A C G T T G G A G T C C A C G T T C T T T A A T A G T G G A C T C T T G T T C C A A A C T T G G C T A C A G G A A G G C C A G A C G C G A A T T A T T T T T G A T G G C G T T C C T A T T G

GATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTT GTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAA

T T T A G G G T T C C G A T T T A G T G C T T T A C G G C A C C T C G A C C C C A A A A A A C T T C G T T T A C A A T T T A A A T A T T T G C T T A T A C A A T C T T C C T G T T T T T G G G G C T T T T C T G A

TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCC TTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA

A A T A A T C C A T T T C A G A C G A T T G A G C C T T T C G C T T T C T T C C C T T C C T T T C T T C T C T T G T T T G C T C C A G A C T C T C A G G C G C G A A A T G T A T C T A A T G G T C A A A C T A A A

TTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTA TCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTT

C A A A A A T A T T G T C T G T G C C A C G T A T T C T T A C G C T T T C A G G T C A G A A G G G T T C T A T C T C T G C C A G A C A C C G T A C T T T A G T T G C A T A T T T A A A A C A T G T T G A G C T A C

TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATT AGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTC

G T T A A T A C T G A C C G C C T C A C C T C T G T T T T A T C T T C T G C T G G T G G T T C G T T C G G T A T T T A T C A A A A G G A G C A A T T A A A G G T A C T C T C T A A T C C T G A C C T G T T G G A G

ATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGT TTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATT

T T T G C C A A C T G A C C A G A T A T T G A T T G A G G G T T T G A T A T T T G A G G T T C A G C A A G G T G T G A A G T C T T T C G G G C T T C C T C T T A A T C T T T T T G A T G C A A T C C G C T T T G C

GTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGA TTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGA

G A A T A T G A T G A T A A T T C C G C T C C T T C T G G T G G T T T C T T T G T T C C G C A A A A T G A T A A T G T T A C T C A A A C T T T T A A A A T T A A T A A C G T T C G G G C A A A G G A T T T A A T A C G A G T T G T C G A A T T T T C C G C A G T A T T G G A C G C T A T C C A G T C T A A A C A T T T T A C T A T T A C C C C C T C T G G C A A A A C T T C T T T T G C A A A A G C C T C T C G C T A T T T T G G T T T T T A T C G T C G T C T G G T A A A C

AGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAG GTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGA GAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAG

T A T T T C T G T T T T A C G T G C A A A T A A T T T T G A T A T G G T A G G T T C T A A C C C T T C C A T T A T T C A T A A T T T C C G T C A A T A T T T A C C T T C C C T C C C T C A A T C G G T T G A A T G T C G C C C T T T T C T T G A T T C T G T C G C T A C T G A T T A C G G T G C T G C T A T C G A T G G T T T C A T T G T T G A A T G T G G T A T T C C T A A A T C T C A A C T G A T G A A T C T T T C T A C C T G T A A T A A T G T T G T T C C G T T A G T

AAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTT GTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTT GACCGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAA TCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATC

A T T T T G T A A C T T G G T A T T C A A A G C A A T C A G G C G A A T C C G T T A T T G T T T C T C C C G A T G T A A T T C C G T G G T G T C T T T G C G T T T C T T T T A T A T G T T G C C A C C T T T A T G T A T G T A T T T T C C G G T G A T T T T G A T T A T G A A A A G A T G G C A A A C G C T A A T A A G G G G G C T A T G C A T A A G G T A A T T C A C A A T G A T T A A A G T T G A A A T T A A A C C A T C T C A A G C C C A A T T T A C T A C T C G T T C

TCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCG CTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTT TGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTT TGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTT

T T G A T T T A T G T A C T G T T T C C A T T A A A A A A G G T A A T T C A A A T G A A A T T G T T A A A T G T A A T T A A T T T T G T T T C T T T T G G G T A T T C C G T T A T T A T T G C G T T T C C T C G G T T T C C T T C T G G G C T G G C G G C G G C T C T G G T G G T G G T T C T G G T G G C G G C T C T G A G G G T G G T G G C T C T G A G G G G G G T A A T G A A T A T C C G G T T C T T G T C A A G A T T A C T C T T G A T G A A G G T C A G C C A G C C T

AAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATA TAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAA TATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAAT ATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCC

C T A T G A T T T T G A T A A A T T C A C T A T T G A C T C T T C T C A G C G T C T T A A T C T A A G C T A T C G C T A T G T T T T C G A T A G C T A T T G C T A T T T C A T T G T T T C T T G C T C T T A T T A T T G G G C T T A A C T T A C T G G A A C G G T A A A T T C A G A G A C T G C G C T T T C C A T T C T G G C T T T A A T G A G G A T T C T T A T G A T T G A C C G T C T G C G C C T C G T T C C G G C T A A G T A A C A T G G A G C A G G T C G C G G A T T

CATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGAC TCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTG CCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGC TCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGT

A A G A T G A A A T T A A C T A A A A T A T A T T T G A A A A A G T T T T C T C G C G T T C T T T G T C T T G C G A T T G G A T T T G A C T T T G T T C A G G G T G T T C A G T T A A T T C T C C C G T C T A A T G C G C T T C C C T G G A A A T A G G C A G G G G G C A T T A A C T G T T T A T A C G G G C A C T G T T A C T C A A G G C A C T G A C A T A A T C G C T G G G G G T C A A A G A T G A G T G T T T T A G T G T A T T C T T T T G C C T C T T T C G T T T T A

TCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAG TTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAA GAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAGGTTCC GGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT

A T A A C G C A T A T G A T A C T A A A C A G G C T T T T T C T A G T A A T T A T G A T T C C G G T G T T T A T A A A T C G T T T C T T A T T T G G A T T G G G A T A A A T A A T A T G G C T G T T T A T T T T G T A A C T G G C A A T C C G C C T G G T A C T G A G C A A A A C C C C G C T A A T C C T A A T C C T T C T C T T C T T T A G T C C T C A A A G C C T C T G T A G C C G T T G C T A C C C T C G T T C C G A T G C T G T C T T T C G C T G C T G A G G G T G A

TGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT ATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAG ATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTA CGATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGG

T C T C T T A T T A C T G G C T C G A A A A T G C C T C T G C C T A A A T T A C A T G T T G G C G T T G T T A A A T A C T G G G T G C A A A A T A G C A A C T A A T C T T G A T T T A A G G C T T C A A A A C C T C C C G C A A G T C G A G G G T G G C G G T T C T G A G G G T G G C G G T A C T A A A C C T C C T G A G T A C G G T G G C G A T G G T T G T T G T C A T T G T C G G C G C A A C T A T C G G T A T C A A G C T G T T T A A G A A A T T C A C C T C G A A A G
ATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATAT GGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATC GCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCT CAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGA

T T T T C T T G T T C A G G A C T T A T C T A T T G T T G A T A A A C A G G C G C G T T C T G C A T T A G C T G A A C T G A T T T G C T T G C T A T T G G G C G C G G T A A T G A T T C C T A C G A T G A A A A T A A A A A C G G C T T T T G T A C T G G T G A C G A A A C T C A G T G T T A C G G T A C A T G G G T T C C T A T T G G A A A A A T T A T T A T T C G C A A T T C C T T T A G T T G T T C C T T T C T A T T C T C A C T C C G C T G A A A C T G T T G A A A G

TGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTAT TTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAG

AGTCTGTCCATCACGCAAATTAACCG TAATCAGTGAGGCCACCGAGTAAAAG TTTATTTCAACGCAAG AGAAGCC AATACTTTTGCGGG AACATTATGACCCTGT

T T G T A G C A A T A C T T C T T G G A A C G G T A C G C C A G A A T C C T G A G A A G T G T T T T T A G A T A A A A A T T T T T A G A A C C C T C A T A T A T A T A A A G C T A A A T C G G T T G T A C C A A A

TTTTAGACATGATTAGTAATAACATC AAAGGGA GCTAAACAGGAGGCCGATT GCCTGAGTAATGTGTA ATGCAAT CCTCAGAGCTTTAA AATAAAG AAATTAAGC

A C T T G C C T G A G T A G A A G T A T A A C G T G C T T T C C T C G T T A G A A T C A G A G C G G G A G G T A A A G A T T C A A A A G G G T G A G A A A G G C A T A C A G G C A A G G C A A A G A A T T A G C A

ACGAGCACGAACTCAAACTATCGGCC TGCTTTG ACAGGGCGCGTACTATGGT AATCACCATCAATATG ACAGTCA CAATAAATCCGGAG TAACATC TAGTAGCAT

T T G C T G G T A A T A T C C A G A A C A A T A C C A C A C C C G C C G C G C T T A A T G C G C C G C T A T A T T C A A C C G T T C T A G C T G A T A A A G A A A A G G T G G C A T C A A T T C T A C T A A T A G

ATTGCAACAGGAAAAA GCCAGCC GCGTAACCATTACC TGC ACGC GTAGCGGTC TAGCTATTTTTG AATGCCGGAGAGGG ATATTTTCATTTGGGGCGCGAGCTTT

C G C T C A T G G A A A T A C C T A C A T T T T G A C G A G C G G G C G C T A G G G C G C T G G C A A G T A G A G A T C T A C A A A G G C T A T C A G G T C A T T A A A T G G T C A A T A A C C T G T T T A G C T

TCACAATT TATCCGC AAATTGT CTGTTTCCTGTGTG GTAATCATGGTCATAG CAGTATTTAAACTTTACTCCAATCTCCGGCGATGGTCGCGCTTTCGGTCCG TTCCCAGTCACGACGTTGT CAGGGTT GTAACGC AAGTTGG GCAAGGCGATT

G A G A C G G G C A A C A G C T G A T T G C C C T T C A C C G C C T G G C C C T G A G A G A G T T G C A G C A A G T G T A G A T G G G C G C A T C G T A A C C G T G C A T C T G C C A G T T T G A G G G G A C G A

TGGTTCCGA TTGATGG ATCCTGT CCCAGCAGGCGAAA TGC GGTT GCGGTCCACGCT GTCACGTTG GGGATAG CCGTAAT GGATTGA AAACGGC CTCCGTGGGAAC

A A T C G G C A A A A T C C C T T A T A A A T C A A A A G A A T A G C C C G A G A T A G G G T T G A G T G T T G T T C C G C T T T C A T C A A C A T T A A A T G T G A G C G A G T A A C A A C C C G T C G G A T T

TCCAACGTCAAAGGGCGAA GAC CGTG CCACTATTAAAGAA AGTTTGGAACAAGAGT TTCCTGTAGCCA ATTCGCGTCTGGCC ATA AAAA CAATAGGAACGCCATC

A A A C C G T C T A T C A G G G C G A T G G C C C A C T A C G T G A A C C A T C A C C C A A A T C T T A A T A T T T T G T T A A A A T T C G C A T T A A A T T T T T G T T A A A T C A G C T C A T T T T T T A A C

CGGAACCCTAAA ACTAAAT AGC GTAA AGGTGCC GGGGTCG AAGTTTTTT AAATTGTAAACG AATATTT ATAAGCA AGATTGT AACAGGA CCCCAAA TCAGAAAAG

G G G A G C C C C C G A T T T A G A G C T T G A C G G G G A A A G C C G G C G A A C G T G G C G A T C G A T G A A C G G T A A T C G T A A A A C T A G C A T G T C A A T C A T A T G T A C C C C G G T T G A T A A

AAATGGATTATT GGCTCAATCGTCTG GGAAGAAAGCGAAA GAAAGGAAG CAAACAAGAGAA TCTGGAG CTGAGAG GATACATTTCGCGC ACCATTA TTTAGTTTG

T A C A T T G G C A G A T T C A C C A G T C A C A C G A C C A G T A A T A A A A G G G A C A T T C T G G C C A A A A G T T T C A T T C C A T A T A A C A G T T G A T T C C C A A T T C T G C G A A C G A G T A G A

ACAGACAATATTTTTG ACGTGGC GAAAGCGTAAGAAT CCT CTGA CAGAGATAGAACCCTT ACTAAAGTACGGTGTCTGG ATATGCA GTAGCTCAACATGTTTTAA

A A T G G C T A T T A G T C T T T A A T G C G C G A A C T G A T A G C C C T A A A A C A T C G C C A T T A A A A G A G G T C A T T T T T G C G G A T G G C T T A G A G C T T A A T T G C T G A A T A T A A T G C T

AGTATTAAC GTC GGCG GAGGTGA CAGAAGATAAAACA CCACCAG ATACCGAACGAA TTTTGATAA TTGCTCC CCTTTAA GAGAGTA AGGATTA CTCCAACAGGTC

A C C G C C T G C A A C A G T G C C A C G C T G A G A G C C A G C A G C A A A T G A A A A A T C T A A A G C A T A A T A T C G C G T T T T A A T T C G A G C T T C A A A G C G A A C C A G A C C G G A A G C A A A

GTTGGCAAA CTGGTCA TCAATAT TATCAAACCCTCAA AAA CCTC CACCTTGCTGAA AAGACTTCA AGCCCGA AAGAGGA AAAGATT GCATCAA GCAAAGCGGATT

T C A A C A G T T G A A A G G A A T T G A G G A A G G T T A T C T A A A A T A T C T T T A G G A G C A C T A A C A A C T A A T A G A T T A G A G C C G T C A A T A G A T A A T A C A T T T G A G G A T T T A G A A G T A T T A G A C T T T A C A A A C T C G T C A T A A A T A T T C A T T G A A T C C C C C T C A A A T G C T T T A A A C A G T T C A G A A A A C G A G A A T G A C C A T A A A T C A A A A A T C A G G T C T T T A C C C T G A C T A T T A T A G T C A G A A

CGGAATTATCATCATATTC GAG GAAG CAAAGAAACCACCA TGCGGAA TAACATTATCATTT GTTTGAG TATTAATTTTAAAA CGAACGT TTAAATCCTTTGCC ACTCGTA AATACTGCGGAAAATTCGACA ACTGGATAGCGTCC TGTTTAG GGGTAATAGTAAAA CCAGAGG CAAAAGAAGTTTTG GCTTTTG CAAAATAGCGAGAG AAC TAAA GTTTACCAGACGACGA

C T G A T T A T C A G A T G A T G G C A A T T C A T C A A T A T A A T C C T G A T T G T T T G G A T T A T A C T T C T T C A T T A A A G G T G A A T T A T C A C C G T C A C C G A C T T G A G C C A T T T G G G A A T T A G A G C C A G C A A A A T C A C C A G T A G C A C C A T T A C C A T T A G C A A G G C C G G A A A C G T C A C C T A A T G C A G A T A C A T A A C G C C A A A A G G A A T T A C G A G G C A T A G T A A G A G C A A C A C T A T C A T A A C C C T C

AAAACAGAAATA TGCACGT ATT AATT CAA ATAT ACCTACC GGTTAGA ATGGAAG GGAAATTATGAATA GAC TATT GGAGGGAAGGTAAA GAG GATT GGCGACATTCAACC AGAAAAG TAGCGACAGAATCA TAATCAG CGATAGCAGCACCG CACATTCAACAATGAAACCAT GGAATAC AGATTTA TCAGTTG AGATTCA GAA GGTA TATTACA ACAACAT ACTAACGGA

A A G A A A T T G C G T A G A T T T T C A G G T T T A A C G T C A G A T G A A T A T A C A G T A A C A G T A C C T T T A A G T T T A T T T T G T C A C A A T C A A T A G A A A A T T C A T A T G G T T T A C C A G C G C C A A A G A C T T T G C C T T T A G C G T C A G A C T G T A G C G C G T T T T C A T C G G C A T T T T C G G T C G A T T T T A A G A A C T G G C T C A T T A T A C C A G T C A G G A C G T T G G G A A G A A A A A T C T A C G T T A A T A A A A C G A

AAGTTACAAAAT GAATACC TTT TTGC CGCCTGA ACGGATT AACAATA CCACGGAATTACATCGGGAGA AAAGACA TATAAAAGAAACGC GGCAACA CATACATAAAGGT GGAAAATA TAATCAAAATCACC CTTTTCA TTAGCGTTTGCCAT ACCTTATGCATAGCCCCCTTA AATCATTGTGAATT CAACTTT TTT AGATGGTTTAA GTAAATTGGGCTTG GAACGAGTA

C G C G C A G A G G C G A A T T A T T C A T T T C A A T T A C C T G A G C A A A A G A A G A T G A T G A A A C A A A C A T C A A G A A A C T G G C A T G A T T A A G A C T C C T T A T T A C G C A G T A T G T T A G C A A A C G T A G A A C C A G A G C C A C C A C C G G A A C C G C C T C C C T C A G A G C C G C C A C C C T C A G A A C C G C C A A A A T C A A C G T A A C A A A G C T G C T C A T T C A G T G A A T A A G G C T T G C C C T G A C G A G A A A C A C C A

ACAGTACATAAATCAA AATGGAA GAATTACCTTTTTT TTCATTT TTACATTTAACAAT AAATTAA ACCCAAAAGAAACA AAT ACGG GAAACGCAATAATA GAG AACC CCAGCCCAGAAGGA GCCGCCG GAACCACCACCAGA CCA GCCA CCACCCTCAGAGCC AGAGCCA TCATTACCCCCCTC TAT CGGA ATCTTGACAAGAAC AAGAGTA AGGCTGGCTGACCTTCATC

T A T A T G T G A G T G A A T A A C C T T G C T T C T G T A A A T C G T C G C T A T T A A T T A A T T T T C C C T T A G A A T C C T T T T A C C G A A G C C C T T T T T A A G A A A A G T A A G C A G A T A G C C G A A C A A A G T T A A T T G A C A G G A G G T T G A G G C A G G T C A G A C G A T T G G C C T T G A T A T T C A C A A A C A A A T A G G A A C C G A A C T G A C C A A C T T T G A A A G A G G A C A G A T G A A C G G T G T A C A G A C C A G G C G C A T

AAATCATAG TCA TTTA GAA TAGT CTGAGAAGAGTCAA TAAGACG CTTAGAT GCGATAG ATA AAAC GCAATAGCTATCGA TGAAATA GAAACAA AGAGCAA AATAATA TAAGCCC CCGTTCCAGTAAGT TTA GAAT AGTCTCT AAAGCGC AGAATGG TAAAGCC TCCTCAT ATAAGAA GTCAATC GCAGACG AGCCGGAACGAGGC CTT GTTA GCTCCAT AATCCGCGACCT

G T C T G A G A G A C T A C C T T T T T A A C C T C C G G C T T A G G T T G G G T T A T A T A A C T A T A T G T A A A T G C T G A T G C A G A G G G T A A T T G A G C G C T A A T A T C A G A G A G A T A A C C C A C A A G A A T T G A G C G T C A T A C A T G G C T T T T G A T G A T A C A G G A G T G T A C T G G T A A T A A G T T T T A A C G G G A C C A A G C G C G A A A C A A A G T A C A A C G G A G A T T T G T A T C A T C G C C T G A T A A A T T G T G T C G A

TTTCATCTT TAGTTAA TATATTT AAAACTTTTTCAAA ACGCGAG ACAAAGA TCGCAAG AATCCAA CCTGAACAAAGTCA CAC TGAA AATTAAC ACGGGAG GCATTAG GGGAAGC ATTTCCA CCTGCCT CCC AATG AACAGTT ATA CCGT ACAGTGC TTGAGTA GCC CAGT CCCAGCGATTATGT ACC TTTG AACACTCATC CTAA GAATACA GGCAAAA TAAAACGAAAGA

C T G A C C T A A A T T T A A T G G T T T G A A A T A C C G A C C G T G T G A T A A A T A A G G C G T T A A A T A A G A T T T G T T T A A C G T C A A A A A T G A A A A T A G C A G C C T T T A C A G A G A G A A T A A C A T A A A A A G G A A C C T A T T A T T C T G A A A C A T G A A A G T A T T A A G A G G C T G A G A C T C C T C A C T T T T T C A T G A G G A A G T T T C C A T T A A A C G G G T A A A A T A C G T A A T G C C A C T A C G A A G G C A C C A A C C

TTAGTATCATATGCGTTAT TGT AGCC TAATTACTAGAAAA TCA GGAA AAGAAACGATTTATAAACACC ATCCCAATCCAAAT ATTATTT AAATAAACAGCCAT AGTTACA CCAGGCGGATTGCC CTCAGTA TTAGCGGGGTTTTG ATTAGGA TGAGGACTAAAGAAGAGAAGG GGCTACAGAGGCTT TAGCAAC CATCGGAACGAGGG CAG AAGA TCACCCTCAGCAGCGA

A C A A A T T C T T A C C A G T A T A A A G C C A A C G C T C A A C A G T A G G G C T T A A T T G A G A A T C G C C A C T A C A A T T T T A T C C T G A A T C T T A C C A A C G C T A A C G A G C G T C T T T C C A G A G C C T A A T T A A G T G C C G T C G A G A G G G T T G A T A T A A G T A T A G C C C G G A A T A G G T G T A T C C A C G C A T A A C C G A T A T A T T C G G T C G C T G A G G C T T G C A G G G A G T T A A A G G C C G C T T T T G C G G G A T C G

AGTAATAAGAGA TCGAGCC TTT GGCA AGA AGGC GTAATTT CCAACAT AGTATTTAACAACG TGCACCC GCTATTT ATTAGTT AAG AATC AGCCTTA TGA GTTT TCGACTTGCGGGAG CCC GCCA CAGAACC CCACCCT AGTACCG TTT GAGG GCCACCGTACTCAG AACCATC TGACAAC CCGACAA GCG AGTT TACCGAT AGCTTGA CTTAAAC TGAATTT CTTTCGAGG
A T A T A A A G T A C C G A C A A A A G G T A A A G T A A T T C T G T C C A G A C G A C G A C A A T A A A C A A C A T G A T A T A G A A G G C T T A T C C G G T A T T C T A A G A A C G C G A G G C G T T T T A G C G A A C C T C C C A G A A C C G C C A C C C T C A G A G C C A C C A C C C T C A T T T T C A G G G A T A G C A A G C T C A C G T T G A A A A T C T C C A A A A A A A A G G C T C C A A A A G G A G C C T T T A A T T G T A T C G G T T T A T C A G C T T G

TGAACAAGAAAA TAAGTCC AGA CAAT TTATCAA CGCCTGT ACG CAGA CAGTTCAGCTAATG AGCAAAT AATAGCA CGCGCCC TCATTAC GTAGGAA TTTCATC TTTTTAT AAAGCCG CAGTACA TCGTCAC CTGAGTT CGTAACA CATGTAC TTCCAATAGGAACC ATAATTT GCGAATA AGGAATT CAACTAA AAAGGAA TAG AGAA CGGAGTG GTTTCAG CTTTCAACA

A T A A T A T C C C A T C C T A A T T T A C G A G C A T G T A G A A A C C A A T C A A T A A T C G G C T G T C T T T C C T T A T C A T T C C A A G A A C G G G T A T T A A A C C A A G T A C C G C A C T C A T C G A G A A C A A G C A C T A C A A C G C C T G T A G C A T T C C A C A G A C A G C C C T C A T A G T T A G C G T A A C G A T C T A A A G T T T T G T C G T C T T T C C A G A C G T T A G T A A A T G A A T T T T C T G T A T G G G A T T T T G C T A A A C A A
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Fig. S34 
2 % agarose gel of the six different 7283_SSV variants after folding. L: 1kb DNA ladder; 
S: 7283_SSV scaffold control.  
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Fig. S35 
TEM images of the 7283_SSV_0pN sample. The red arrows point at partially assembled 
structures. These were most likely folded from the fraction of scaffold that was already 
nicked at positions randomly distributed along the sequence before the enzymatic 
linearization. Scale bars: 50 nm. 
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Fig. S36 
TEM images of the 7283_SSV_2.5pN sample. Scale bars: 50 nm. 
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Fig. S37 
TEM images of the 7283_SSV_4.1pN sample. Scale bars: 50 nm. 
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Fig. S38 
TEM images of the 7283_SSV_6.2pN sample. Scale bars: 50 nm. 
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Fig. S39 
TEM images of the 7283_SSV_9.3pN sample. Scale bars: 50 nm. 
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Fig. S40 
TEM images of the 7283_SSV_11.4pN sample. Scale bars: 50 nm. 
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Fig. S41 
E - S histograms of the 7283_SSV samples (ALEX-2CDE < 12). (Left) Control 
measurements of three force versions without TBP added. Only the low-FRET population 
(corresponding to the undistorted state) is present at all three forces. (Right) 
Measurements after the addition of 1 µM MjTBP. Average measurement time per sample 
was ~ 30 min.  
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Fig. S42 
(A) Dissociation equilibrium constant hi plotted as a function of force in a semi-log plot. 
To calculate hi we assumed the following reversible, bimolecular binding reaction with 
concurrent binding and bending: 
 

3jT + k!l ⇌ [3jT–k!l	pqrs&tg] 
 
At equilibrium, hi is given by:  
 

hi = 3jT ∗
k!l

3jT–k!l 	 

 
The TBP concentration 3jT  was constant for all measurements (1µM). The solid line is 
an exponential fit. The ratio of free DNA and TBP–DNA complex was calculated from 
the bimodal FRET efficiency distribution. The initial value for hi at 0 pN is with 
1.37 µM higher than the ~50 nM reported earlier (27). We attribute this mainly to the 
significantly lower temperature of 35°C at which we measure (compared to 55°C in ref. 
27 and the optimal growth temperature of M.jannashii of 85°C) and the low salt 
concentration used in our measurements. 
 
(B) Change in the molar Gibbs free energy ∆∆e plotted as a function of force. The solid 
line is a linear fit. 
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Sequence of 7253_HJ scaffold: 
insert sequences: 
 
HJ_insert: 
5’-GATCCTTCCCAGTTGAGCGCTTGCTAGGGTTAAA-3’ 
 
HJ_insert_complement 
5’—AGCTTTTAACCCTAGCAAGCGCTCAACTGGGAAG-3’ 
 
full sequence: 
 
BamHI site:    red 
Holliday Junction strand x:  green 
HindIII site:    blue 
 
GGATCCTTCCCAGTTGAGCGCTTGCTAGGGTTAAAAGCTTGGCACTGGCCGTCGTTTTACAACGTCGTGAC
TGGGAAAACCCTGGCGTTACCCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAATAG
CGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGGCGAATGGCGCTTTGCCTGGT
TTCCGGCACCAGAAGCGGTGCCGGAAAGCTGGCTGGAGTGCGATCTTCCTGAGGCCGATACTGTCGTCGTC
CCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACACCAACGTGACCTATCCCATTACGGTCAA
TCCGCCGTTTGTTCCCACGGAGAATCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGCTGGC
TACAGGAAGGCCAGACGCGAATTATTTTTGATGGCGTTCCTATTGGTTAAAAAATGAGCTGATTTAACAAA
AATTTAATGCGAATTTTAACAAAATATTAACGTTTACAATTTAAATATTTGCTTATACAATCTTCCTGTTT
TTGGGGCTTTTCTGATTATCAACCGGGGTACATATGATTGACATGCTAGTTTTACGATTACCGTTCATCGA
TTCTCTTGTTTGCTCCAGACTCTCAGGCAATGACCTGATAGCCTTTGTAGATCTCTCAAAAATAGCTACCC
TCTCCGGCATTAATTTATCAGCTAGAACGGTTGAATATCATATTGATGGTGATTTGACTGTCTCCGGCCTT
TCTCACCCTTTTGAATCTTTACCTACACATTACTCAGGCATTGCATTTAAAATATATGAGGGTTCTAAAAA
TTTTTATCCTTGCGTTGAAATAAAGGCTTCTCCCGCAAAAGTATTACAGGGTCATAATGTTTTTGGTACAA
CCGATTTAGCTTTATGCTCTGAGGCTTTATTGCTTAATTTTGCTAATTCTTTGCCTTGCCTGTATGATTTA
TTGGATGTTAATGCTACTACTATTAGTAGAATTGATGCCACCTTTTCAGCTCGCGCCCCAAATGAAAATAT
AGCTAAACAGGTTATTGACCATTTGCGAAATGTATCTAATGGTCAAACTAAATCTACTCGTTCGCAGAATT
GGGAATCAACTGTTATATGGAATGAAACTTCCAGACACCGTACTTTAGTTGCATATTTAAAACATGTTGAG
CTACAGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGCAAAAATGACCTCTTATCAAAAGGAGCAATT
AAAGGTACTCTCTAATCCTGACCTGTTGGAGTTTGCTTCCGGTCTGGTTCGCTTTGAAGCTCGAATTAAAA
CGCGATATTTGAAGTCTTTCGGGCTTCCTCTTAATCTTTTTGATGCAATCCGCTTTGCTTCTGACTATAAT
AGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTCGTTTTCTGAACTGTTTAAAGCATTTGAGGG
GGATTCAATGAATATTTATGACGATTCCGCAGTATTGGACGCTATCCAGTCTAAACATTTTACTATTACCC
CCTCTGGCAAAACTTCTTTTGCAAAAGCCTCTCGCTATTTTGGTTTTTATCGTCGTCTGGTAAACGAGGGT
TATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTGGCGTTATGTATCTGCATTAGTTGAATGTGG
TATTCCTAAATCTCAACTGATGAATCTTTCTACCTGTAATAATGTTGTTCCGTTAGTTCGTTTTATTAACG
TAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCAGTTCTTAAAATCGCATAAGGTAATTCACAA
TGATTAAAGTTGAAATTAAACCATCTCAAGCCCAATTTACTACTCGTTCTGGTGTTTCTCGTCAGGGCAAG
CCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTTGGGTAATGAATATCCGGTTCTTGTCAAGATTAC
TCTTGATGAAGGTCAGCCAGCCTATGCGCCTGGTCTGTACACCGTTCATCTGTCCTCTTTCAAAGTTGGTC
AGTTCGGTTCCCTTATGATTGACCGTCTGCGCCTCGTTCCGGCTAAGTAACATGGAGCAGGTCGCGGATTT
CGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTACTTTGTTTCGCGCTTGGTATAATCGCTGGGG
GTCAAAGATGAGTGTTTTAGTGTATTCTTTTGCCTCTTTCGTTTTAGGTTGGTGCCTTCGTAGTGGCATTA
CGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGTCTTTAGTCCTCAAAGCCTCTGTAGCCGTTG
CTACCCTCGTTCCGATGCTGTCTTTCGCTGCTGAGGGTGACGATCCCGCAAAAGCGGCCTTTAACTCCCTG
CAAGCCTCAGCGACCGAATATATCGGTTATGCGTGGGCGATGGTTGTTGTCATTGTCGGCGCAACTATCGG
TATCAAGCTGTTTAAGAAATTCACCTCGAAAGCAAGCTGATAAACCGATACAATTAAAGGCTCCTTTTGGA
GCCTTTTTTTTGGAGATTTTCAACGTGAAAAAATTATTATTCGCAATTCCTTTAGTTGTTCCTTTCTATTC
TCACTCCGCTGAAACTGTTGAAAGTTGTTTAGCAAAATCCCATACAGAAAATTCATTTACTAACGTCTGGA
AAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGCTGTCTGTGGAATGCTACAGGCGTTGTAGTT
TGTACTGGTGACGAAACTCAGTGTTACGGTACATGGGTTCCTATTGGGCTTGCTATCCCTGAAAATGAGGG
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TGGTGGCTCTGAGGGTGGCGGTTCTGAGGGTGGCGGTTCTGAGGGTGGCGGTACTAAACCTCCTGAGTACG
GTGATACACCTATTCCGGGCTATACTTATATCAACCCTCTCGACGGCACTTATCCGCCTGGTACTGAGCAA
AACCCCGCTAATCCTAATCCTTCTCTTGAGGAGTCTCAGCCTCTTAATACTTTCATGTTTCAGAATAATAG
GTTCCGAAATAGGCAGGGGGCATTAACTGTTTATACGGGCACTGTTACTCAAGGCACTGACCCCGTTAAAA
CTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTATGACGCTTACTGGAACGGTAAATTCAGAGAC
TGCGCTTTCCATTCTGGCTTTAATGAGGATTTATTTGTTTGTGAATATCAAGGCCAATCGTCTGACCTGCC
TCAACCTCCTGTCAATGCTGGCGGCGGCTCTGGTGGTGGTTCTGGTGGCGGCTCTGAGGGTGGTGGCTCTG
AGGGTGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGTTCCGGTGGTGGCTCTGGTTCCGGTGATTTT
GATTATGAAAAGATGGCAAACGCTAATAAGGGGGCTATGACCGAAAATGCCGATGAAAACGCGCTACAGTC
TGACGCTAAAGGCAAACTTGATTCTGTCGCTACTGATTACGGTGCTGCTATCGATGGTTTCATTGGTGACG
TTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTTGCTGGCTCTAATTCCCAAATGGCTCAAGTC
GGTGACGGTGATAATTCACCTTTAATGAATAATTTCCGTCAATATTTACCTTCCCTCCCTCAATCGGTTGA
ATGTCGCCCTTTTGTCTTTGGCGCTGGTAAACCATATGAATTTTCTATTGATTGTGACAAAATAAACTTAT
TCCGTGGTGTCTTTGCGTTTCTTTTATATGTTGCCACCTTTATGTATGTATTTTCTACGTTTGCTAACATA
CTGCGTAATAAGGAGTCTTAATCATGCCAGTTCTTTTGGGTATTCCGTTATTATTGCGTTTCCTCGGTTTC
CTTCTGGTAACTTTGTTCGGCTATCTGCTTACTTTTCTTAAAAAGGGCTTCGGTAAGATAGCTATTGCTAT
TTCATTGTTTCTTGCTCTTATTATTGGGCTTAACTCAATTCTTGTGGGTTATCTCTCTGATATTAGCGCTC
AATTACCCTCTGACTTTGTTCAGGGTGTTCAGTTAATTCTCCCGTCTAATGCGCTTCCCTGTTTTTATGTT
ATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAAACAAAAAATCGTTTCTTATTTGGATTGGGA
TAAATAATATGGCTGTTTATTTTGTAACTGGCAAATTAGGCTCTGGAAAGACGCTCGTTAGCGTTGGTAAG
ATTCAGGATAAAATTGTAGCTGGGTGCAAAATAGCAACTAATCTTGATTTAAGGCTTCAAAACCTCCCGCA
AGTCGGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATACCGGATAAGCCTTCTATATCTGATTTGCTTG
CTATTGGGCGCGGTAATGATTCCTACGATGAAAATAAAAACGGCTTGCTTGTTCTCGATGAGTGCGGTACT
TGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCCGATTATTGATTGGTTTCTACATGCTCGTAA
ATTAGGATGGGATATTATTTTTCTTGTTCAGGACTTATCTATTGTTGATAAACAGGCGCGTTCTGCATTAG
CTGAACATGTTGTTTATTGTCGTCGTCTGGACAGAATTACTTTACCTTTTGTCGGTACTTTATATTCTCTT
ATTACTGGCTCGAAAATGCCTCTGCCTAAATTACATGTTGGCGTTGTTAAATATGGCGATTCTCAATTAAG
CCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGTATAACGCATATGATACTAAACAGGCTTTTT
CTAGTAATTATGATTCCGGTGTTTATTCTTATTTAACGCCTTATTTATCACACGGTCGGTATTTCAAACCA
TTAAATTTAGGTCAGAAGATGAAATTAACTAAAATATATTTGAAAAAGTTTTCTCGCGTTCTTTGTCTTGC
GATTGGATTTGCATCAGCATTTACATATAGTTATATAACCCAACCTAAGCCGGAGGTTAAAAAGGTAGTCT
CTCAGACCTATGATTTTGATAAATTCACTATTGACTCTTCTCAGCGTCTTAATCTAAGCTATCGCTATGTT
TTCAAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTTACAGAAGCAAGGTTATTCACTCACATATAT
TGATTTATGTACTGTTTCCATTAAAAAAGGTAATTCAAATGAAATTGTTAAATGTAATTAATTTTGTTTTC
TTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGAAATGAATAATTCGCCTCTGCGCGATTTTGT
AACTTGGTATTCAAAGCAATCAGGCGAATCCGTTATTGTTTCTCCCGATGTAAAAGGTACTGTTACTGTAT
ATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTTTATTTCTGTTTTACGTGCAAATAATTTTGAT
ATGGTAGGTTCTAACCCTTCCATTATTCAGAAGTATAATCCAAACAATCAGGATTATATTGATGAATTGCC
ATCATCTGATAATCAGGAATATGATGATAATTCCGCTCCTTCTGGTGGTTTCTTTGTTCCGCAAAATGATA
ATGTTACTCAAACTTTTAAAATTAATAACGTTCGGGCAAAGGATTTAATACGAGTTGTCGAATTGTTTGTA
AAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGACGGCTCTAATCTATTAGTTGTTAGTGCTCC
TAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTGTTGATTTGCCAACTGACCAGATATTGATTG
AGGGTTTGATATTTGAGGTTCAGCAAGGTGATGCTTTAGATTTTTCATTTGCTGCTGGCTCTCAGCGTGGC
ACTGTTGCAGGCGGTGTTAATACTGACCGCCTCACCTCTGTTTTATCTTCTGCTGGTGGTTCGTTCGGTAT
TTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAAAGACTAATAGCCATTCAAAAATATTGTCTG
TGCCACGTATTCTTACGCTTTCAGGTCAGAAGGGTTCTATCTCTGTTGGCCAGAATGTCCCTTTTATTACT
GGTCGTGTGACTGGTGAATCTGCCAATGTAAATAATCCATTTCAGACGATTGAGCGTCAAAATGTAGGTAT
TTCCATGAGCGTTTTTCCTGTTGCAATGGCTGGCGGTAATATTGTTCTGGATATTACCAGCAAGGCCGATA
GTTTGAGTTCTTCTACTCAGGCAAGTGATGTTATTACTAATCAAAGAAGTATTGCTACAACGGTTAATTTG
CGTGATGGACAGACTCTTTTACTCGGTGGCCTCACTGATTATAAAAACACTTCTCAGGATTCTGGCGTACC
GTTCCTGTCTAAAATCCCTTTAATCGGCCTCCTGTTTAGCTCCCGCTCTGATTCTAACGAGGAAAGCACGT
TATACGTGCTCGTCAAAGCAACCATAGTACGCGCCCTGTAGCGGCGCATTAAGCGCGGCGGGTGTGGTGGT
TACGCGCAGCGTGACCGCTACACTTGCCAGCGCCCTAGCGCCCGCTCCTTTCGCTTTCTTCCCTTCCTTTC
TCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCCTTTAGGGTTCCGATTTAGTGCT
TTACGGCACCTCGACCCCAAAAAACTTGATTTGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGAC
GGTTTTTCGCCCTTTGACGTTGGAGTCCACGTTCTTTAATAGTGGACTCTTGTTCCAAACTGGAACAACAC
TCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATTTTGCCGATTTCGGAACCACCATCAAACAGG
ATTTTCGCCTGCTGGGGCAAACCAGCGTGGACCGCTTGCTGCAACTCTCTCAGGGCCAGGCGGTGAAGGGC
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AATCAGCTGTTGCCCGTCTCACTGGTGAAAAGAAAAACCACCCTGGCGCCCAATACGCAAACCGCCTCTCC
CCGCGCGTTGGCCGATTCATTAATGCAGCTGGCACGACAGGTTTCCCGACTGGAAAGCGGGCAGTGAGCGC
AACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCAGGCTTTACACTTTATGCTTCCGGCTCGTAT
GTTGTGTGGAATTGTGAGCGGATAACAATTTCACACAGGAAACAGCTATGACCATGATTACGAATTCGAGC
TCGGTACCCGG 
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Sequence of 7283_SSV scaffold: 
insert sequences: 
 
SSV_insert: 
5’-GATCCTTCGGACCGAAAGCGCGACCATCGCCGGAGATTGGAGTAAAGTTTAAATACTGACTAAA-3’ 
 
SSV_insert_complement 
5’—AGCTTTTAGTCAGTATTTAAACTTTACTCCAATCTCCGGCGATGGTCGCGCTTTCGGTCCGAAG-3’ 
 
full sequence: 
 
BamHI site:    red 
SSV T6 promotor:   green 
HindIII site:    blue 
 
GGATCCTTCGGACCGAAAGCGCGACCATCGCCGGAGATTGGAGTAAAGTTTAAATACTGACTAAAAGCTTG
GCACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTGGCGTTACCCAACTTAATCGCCTTGCAGC
ACATCCCCCTTTCGCCAGCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCA
GCCTGAATGGCGAATGGCGCTTTGCCTGGTTTCCGGCACCAGAAGCGGTGCCGGAAAGCTGGCTGGAGTGC
GATCTTCCTGAGGCCGATACTGTCGTCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTA
CACCAACGTGACCTATCCCATTACGGTCAATCCGCCGTTTGTTCCCACGGAGAATCCGACGGGTTGTTACT
CGCTCACATTTAATGTTGATGAAAGCTGGCTACAGGAAGGCCAGACGCGAATTATTTTTGATGGCGTTCCT
ATTGGTTAAAAAATGAGCTGATTTAACAAAAATTTAATGCGAATTTTAACAAAATATTAACGTTTACAATT
TAAATATTTGCTTATACAATCTTCCTGTTTTTGGGGCTTTTCTGATTATCAACCGGGGTACATATGATTGA
CATGCTAGTTTTACGATTACCGTTCATCGATTCTCTTGTTTGCTCCAGACTCTCAGGCAATGACCTGATAG
CCTTTGTAGATCTCTCAAAAATAGCTACCCTCTCCGGCATTAATTTATCAGCTAGAACGGTTGAATATCAT
ATTGATGGTGATTTGACTGTCTCCGGCCTTTCTCACCCTTTTGAATCTTTACCTACACATTACTCAGGCAT
TGCATTTAAAATATATGAGGGTTCTAAAAATTTTTATCCTTGCGTTGAAATAAAGGCTTCTCCCGCAAAAG
TATTACAGGGTCATAATGTTTTTGGTACAACCGATTTAGCTTTATGCTCTGAGGCTTTATTGCTTAATTTT
GCTAATTCTTTGCCTTGCCTGTATGATTTATTGGATGTTAATGCTACTACTATTAGTAGAATTGATGCCAC
CTTTTCAGCTCGCGCCCCAAATGAAAATATAGCTAAACAGGTTATTGACCATTTGCGAAATGTATCTAATG
GTCAAACTAAATCTACTCGTTCGCAGAATTGGGAATCAACTGTTATATGGAATGAAACTTCCAGACACCGT
ACTTTAGTTGCATATTTAAAACATGTTGAGCTACAGCATTATATTCAGCAATTAAGCTCTAAGCCATCCGC
AAAAATGACCTCTTATCAAAAGGAGCAATTAAAGGTACTCTCTAATCCTGACCTGTTGGAGTTTGCTTCCG
GTCTGGTTCGCTTTGAAGCTCGAATTAAAACGCGATATTTGAAGTCTTTCGGGCTTCCTCTTAATCTTTTT
GATGCAATCCGCTTTGCTTCTGACTATAATAGTCAGGGTAAAGACCTGATTTTTGATTTATGGTCATTCTC
GTTTTCTGAACTGTTTAAAGCATTTGAGGGGGATTCAATGAATATTTATGACGATTCCGCAGTATTGGACG
CTATCCAGTCTAAACATTTTACTATTACCCCCTCTGGCAAAACTTCTTTTGCAAAAGCCTCTCGCTATTTT
GGTTTTTATCGTCGTCTGGTAAACGAGGGTTATGATAGTGTTGCTCTTACTATGCCTCGTAATTCCTTTTG
GCGTTATGTATCTGCATTAGTTGAATGTGGTATTCCTAAATCTCAACTGATGAATCTTTCTACCTGTAATA
ATGTTGTTCCGTTAGTTCGTTTTATTAACGTAGATTTTTCTTCCCAACGTCCTGACTGGTATAATGAGCCA
GTTCTTAAAATCGCATAAGGTAATTCACAATGATTAAAGTTGAAATTAAACCATCTCAAGCCCAATTTACT
ACTCGTTCTGGTGTTTCTCGTCAGGGCAAGCCTTATTCACTGAATGAGCAGCTTTGTTACGTTGATTTGGG
TAATGAATATCCGGTTCTTGTCAAGATTACTCTTGATGAAGGTCAGCCAGCCTATGCGCCTGGTCTGTACA
CCGTTCATCTGTCCTCTTTCAAAGTTGGTCAGTTCGGTTCCCTTATGATTGACCGTCTGCGCCTCGTTCCG
GCTAAGTAACATGGAGCAGGTCGCGGATTTCGACACAATTTATCAGGCGATGATACAAATCTCCGTTGTAC
TTTGTTTCGCGCTTGGTATAATCGCTGGGGGTCAAAGATGAGTGTTTTAGTGTATTCTTTTGCCTCTTTCG
TTTTAGGTTGGTGCCTTCGTAGTGGCATTACGTATTTTACCCGTTTAATGGAAACTTCCTCATGAAAAAGT
CTTTAGTCCTCAAAGCCTCTGTAGCCGTTGCTACCCTCGTTCCGATGCTGTCTTTCGCTGCTGAGGGTGAC
GATCCCGCAAAAGCGGCCTTTAACTCCCTGCAAGCCTCAGCGACCGAATATATCGGTTATGCGTGGGCGAT
GGTTGTTGTCATTGTCGGCGCAACTATCGGTATCAAGCTGTTTAAGAAATTCACCTCGAAAGCAAGCTGAT
AAACCGATACAATTAAAGGCTCCTTTTGGAGCCTTTTTTTTGGAGATTTTCAACGTGAAAAAATTATTATT
CGCAATTCCTTTAGTTGTTCCTTTCTATTCTCACTCCGCTGAAACTGTTGAAAGTTGTTTAGCAAAATCCC
ATACAGAAAATTCATTTACTAACGTCTGGAAAGACGACAAAACTTTAGATCGTTACGCTAACTATGAGGGC
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TGTCTGTGGAATGCTACAGGCGTTGTAGTTTGTACTGGTGACGAAACTCAGTGTTACGGTACATGGGTTCC
TATTGGGCTTGCTATCCCTGAAAATGAGGGTGGTGGCTCTGAGGGTGGCGGTTCTGAGGGTGGCGGTTCTG
AGGGTGGCGGTACTAAACCTCCTGAGTACGGTGATACACCTATTCCGGGCTATACTTATATCAACCCTCTC
GACGGCACTTATCCGCCTGGTACTGAGCAAAACCCCGCTAATCCTAATCCTTCTCTTGAGGAGTCTCAGCC
TCTTAATACTTTCATGTTTCAGAATAATAGGTTCCGAAATAGGCAGGGGGCATTAACTGTTTATACGGGCA
CTGTTACTCAAGGCACTGACCCCGTTAAAACTTATTACCAGTACACTCCTGTATCATCAAAAGCCATGTAT
GACGCTTACTGGAACGGTAAATTCAGAGACTGCGCTTTCCATTCTGGCTTTAATGAGGATTTATTTGTTTG
TGAATATCAAGGCCAATCGTCTGACCTGCCTCAACCTCCTGTCAATGCTGGCGGCGGCTCTGGTGGTGGTT
CTGGTGGCGGCTCTGAGGGTGGTGGCTCTGAGGGTGGCGGTTCTGAGGGTGGCGGCTCTGAGGGAGGCGGT
TCCGGTGGTGGCTCTGGTTCCGGTGATTTTGATTATGAAAAGATGGCAAACGCTAATAAGGGGGCTATGAC
CGAAAATGCCGATGAAAACGCGCTACAGTCTGACGCTAAAGGCAAACTTGATTCTGTCGCTACTGATTACG
GTGCTGCTATCGATGGTTTCATTGGTGACGTTTCCGGCCTTGCTAATGGTAATGGTGCTACTGGTGATTTT
GCTGGCTCTAATTCCCAAATGGCTCAAGTCGGTGACGGTGATAATTCACCTTTAATGAATAATTTCCGTCA
ATATTTACCTTCCCTCCCTCAATCGGTTGAATGTCGCCCTTTTGTCTTTGGCGCTGGTAAACCATATGAAT
TTTCTATTGATTGTGACAAAATAAACTTATTCCGTGGTGTCTTTGCGTTTCTTTTATATGTTGCCACCTTT
ATGTATGTATTTTCTACGTTTGCTAACATACTGCGTAATAAGGAGTCTTAATCATGCCAGTTCTTTTGGGT
ATTCCGTTATTATTGCGTTTCCTCGGTTTCCTTCTGGTAACTTTGTTCGGCTATCTGCTTACTTTTCTTAA
AAAGGGCTTCGGTAAGATAGCTATTGCTATTTCATTGTTTCTTGCTCTTATTATTGGGCTTAACTCAATTC
TTGTGGGTTATCTCTCTGATATTAGCGCTCAATTACCCTCTGACTTTGTTCAGGGTGTTCAGTTAATTCTC
CCGTCTAATGCGCTTCCCTGTTTTTATGTTATTCTCTCTGTAAAGGCTGCTATTTTCATTTTTGACGTTAA
ACAAAAAATCGTTTCTTATTTGGATTGGGATAAATAATATGGCTGTTTATTTTGTAACTGGCAAATTAGGC
TCTGGAAAGACGCTCGTTAGCGTTGGTAAGATTCAGGATAAAATTGTAGCTGGGTGCAAAATAGCAACTAA
TCTTGATTTAAGGCTTCAAAACCTCCCGCAAGTCGGGAGGTTCGCTAAAACGCCTCGCGTTCTTAGAATAC
CGGATAAGCCTTCTATATCTGATTTGCTTGCTATTGGGCGCGGTAATGATTCCTACGATGAAAATAAAAAC
GGCTTGCTTGTTCTCGATGAGTGCGGTACTTGGTTTAATACCCGTTCTTGGAATGATAAGGAAAGACAGCC
GATTATTGATTGGTTTCTACATGCTCGTAAATTAGGATGGGATATTATTTTTCTTGTTCAGGACTTATCTA
TTGTTGATAAACAGGCGCGTTCTGCATTAGCTGAACATGTTGTTTATTGTCGTCGTCTGGACAGAATTACT
TTACCTTTTGTCGGTACTTTATATTCTCTTATTACTGGCTCGAAAATGCCTCTGCCTAAATTACATGTTGG
CGTTGTTAAATATGGCGATTCTCAATTAAGCCCTACTGTTGAGCGTTGGCTTTATACTGGTAAGAATTTGT
ATAACGCATATGATACTAAACAGGCTTTTTCTAGTAATTATGATTCCGGTGTTTATTCTTATTTAACGCCT
TATTTATCACACGGTCGGTATTTCAAACCATTAAATTTAGGTCAGAAGATGAAATTAACTAAAATATATTT
GAAAAAGTTTTCTCGCGTTCTTTGTCTTGCGATTGGATTTGCATCAGCATTTACATATAGTTATATAACCC
AACCTAAGCCGGAGGTTAAAAAGGTAGTCTCTCAGACCTATGATTTTGATAAATTCACTATTGACTCTTCT
CAGCGTCTTAATCTAAGCTATCGCTATGTTTTCAAGGATTCTAAGGGAAAATTAATTAATAGCGACGATTT
ACAGAAGCAAGGTTATTCACTCACATATATTGATTTATGTACTGTTTCCATTAAAAAAGGTAATTCAAATG
AAATTGTTAAATGTAATTAATTTTGTTTTCTTGATGTTTGTTTCATCATCTTCTTTTGCTCAGGTAATTGA
AATGAATAATTCGCCTCTGCGCGATTTTGTAACTTGGTATTCAAAGCAATCAGGCGAATCCGTTATTGTTT
CTCCCGATGTAAAAGGTACTGTTACTGTATATTCATCTGACGTTAAACCTGAAAATCTACGCAATTTCTTT
ATTTCTGTTTTACGTGCAAATAATTTTGATATGGTAGGTTCTAACCCTTCCATTATTCAGAAGTATAATCC
AAACAATCAGGATTATATTGATGAATTGCCATCATCTGATAATCAGGAATATGATGATAATTCCGCTCCTT
CTGGTGGTTTCTTTGTTCCGCAAAATGATAATGTTACTCAAACTTTTAAAATTAATAACGTTCGGGCAAAG
GATTTAATACGAGTTGTCGAATTGTTTGTAAAGTCTAATACTTCTAAATCCTCAAATGTATTATCTATTGA
CGGCTCTAATCTATTAGTTGTTAGTGCTCCTAAAGATATTTTAGATAACCTTCCTCAATTCCTTTCAACTG
TTGATTTGCCAACTGACCAGATATTGATTGAGGGTTTGATATTTGAGGTTCAGCAAGGTGATGCTTTAGAT
TTTTCATTTGCTGCTGGCTCTCAGCGTGGCACTGTTGCAGGCGGTGTTAATACTGACCGCCTCACCTCTGT
TTTATCTTCTGCTGGTGGTTCGTTCGGTATTTTTAATGGCGATGTTTTAGGGCTATCAGTTCGCGCATTAA
AGACTAATAGCCATTCAAAAATATTGTCTGTGCCACGTATTCTTACGCTTTCAGGTCAGAAGGGTTCTATC
TCTGTTGGCCAGAATGTCCCTTTTATTACTGGTCGTGTGACTGGTGAATCTGCCAATGTAAATAATCCATT
TCAGACGATTGAGCGTCAAAATGTAGGTATTTCCATGAGCGTTTTTCCTGTTGCAATGGCTGGCGGTAATA
TTGTTCTGGATATTACCAGCAAGGCCGATAGTTTGAGTTCTTCTACTCAGGCAAGTGATGTTATTACTAAT
CAAAGAAGTATTGCTACAACGGTTAATTTGCGTGATGGACAGACTCTTTTACTCGGTGGCCTCACTGATTA
TAAAAACACTTCTCAGGATTCTGGCGTACCGTTCCTGTCTAAAATCCCTTTAATCGGCCTCCTGTTTAGCT
CCCGCTCTGATTCTAACGAGGAAAGCACGTTATACGTGCTCGTCAAAGCAACCATAGTACGCGCCCTGTAG
CGGCGCATTAAGCGCGGCGGGTGTGGTGGTTACGCGCAGCGTGACCGCTACACTTGCCAGCGCCCTAGCGC
CCGCTCCTTTCGCTTTCTTCCCTTCCTTTCTCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGG
GGGCTCCCTTTAGGGTTCCGATTTAGTGCTTTACGGCACCTCGACCCCAAAAAACTTGATTTGGGTGATGG
TTCACGTAGTGGGCCATCGCCCTGATAGACGGTTTTTCGCCCTTTGACGTTGGAGTCCACGTTCTTTAATA
GTGGACTCTTGTTCCAAACTGGAACAACACTCAACCCTATCTCGGGCTATTCTTTTGATTTATAAGGGATT
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TTGCCGATTTCGGAACCACCATCAAACAGGATTTTCGCCTGCTGGGGCAAACCAGCGTGGACCGCTTGCTG
CAACTCTCTCAGGGCCAGGCGGTGAAGGGCAATCAGCTGTTGCCCGTCTCACTGGTGAAAAGAAAAACCAC
CCTGGCGCCCAATACGCAAACCGCCTCTCCCCGCGCGTTGGCCGATTCATTAATGCAGCTGGCACGACAGG
TTTCCCGACTGGAAAGCGGGCAGTGAGCGCAACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCA
GGCTTTACACTTTATGCTTCCGGCTCGTATGTTGTGTGGAATTGTGAGCGGATAACAATTTCACACAGGAA
ACAGCTATGACCATGATTACGAATTCGAGCTCGGTACCCGG 
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