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Abstract

The 3D structure dBlastochloris (Bl.) viridisphotosynthetic reaction centre (RC) was
the first membrane protein structure determinedXkay crystallization (Deisenhofer, et
al., 1984; Deisenhofer, et al., 1985). At the saime, Michelet al determined the amino
acid sequence of the reaction centre polypeptitishel, 1982; Michel, et al., 1985;
Michel, et al., 1986; Wiessner, et al.,, 1990). Heare recent investigations on a high
resolution protein structure of this RC (Roszak,akt unpublished observations) have
found that several amino acids positions in theusege did not fit the newer, higher
resolution structure. The aim of this project, #iere, was to re-sequence the genes of the
B anda subunits of the light-harvesting complex (LHC) d@hd L, M, H and Cytochrome
subunits of photosynthetic reaction centre (RCnfBlastochloris (BI.) viridisto see if
new sequence data would produce a better fit thitiferesolution x-ray structure.

All these genes were re-sequenced and the folloslragnges were found; 5 changes
for pufM (M29, M63, M70, M74 and M164), &r pufC (C43, C77, C84, C252, C277,
C287, C288 and C323), and 2 fpuhA (H216 and H256). The new amino acids that
replaced the previous sequence at each positidhufM were as follows; lle for Val
(M29), Ala for Ser (M63), Gly for Leu (M70), Leurfdla (M74) and Ala for Thr (M164),
for PufC: Pro for Ala (C43), Met for lle (C77), Gfar GiIn (C84), Ser for Thr (C252), Met
for Leu (C277), Thr for Ala (C287), Val for Ser (82 and GIn for Lys (C323),and
finally, for PuhA: Asp for Glu (H216) and Ala fore® (H256).

The new sequences were then fitted into the electiensity maps of the higher
resolution crystal structure. The changes in thengmy structure of the polypeptides
resulted in a much better fit. In particular thevneequence data resulted in a significant
change in the structure of the reaction centreteacid so that it is now much more

consistent with data from other reaction centrecstires.
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Chapter 1 Introduction

1.1. Photosynthesis

Photosynthesis is the process that uses energytfresun and ultimately provides all
our food and has provided all of the fossil fuels.

The time between the years 1771 and 1804 was dtingxperiod in the history of
photosynthesis (Blankenship, 2002). The role ofgexyin photosynthesis was established
by Joseph Priestly in the period 1733-1804 (J4®&6) and that of light was demonstrated
by Jan Ingenhousz between 1730-1799. The involvenwn carbon dioxide in
photosynthesis was shown by Jean Senebier betwekEh1B09 and Nicolas de Saussure
discovered the importance of water in the perio@7:¥845. As a result of these studies

the basic chemical equation of photosynthesis \stbbshed, which could be written as:
Carbon dioxide + water + light> organic matter + oxygen

It was another sixty years before the careful mesmseants of the photosynthetic
quotient, which is the ratio between the carbonxide assimilated and the oxygen
produced, were made by a Frenchman, T. B. Bousdinga1864 (Blankenship, 2002).
Photosynthesis can be thought of as the photoclaémeduction of CQ into organic
substances (Berg, et al., 2002; Blankenship, 2008¢ minimal balanced equation for
photosynthesis can now be written as:

hv
6CO, + 6H,0 — CeH1206 + 60 (1)

Many years after the overall reaction was estabtishattention has turned to
elucidating the details of the mechanism of thecpss. The photosynthetic process can be
conveniently divided into two parts, the light reans and the subsequent dark reactions.
The light reactions are there where solar energygésl to power the synthesis of the ATP
and NADPH. The dark reactions, commonly called @avin cycle (named after the
Nobel Prize winner Melvin Calvin in 1961), are whecarbohydrate (carbon) is

synthesized from C£n an enzymatic process (Berg, et al., 2002; Btaskip, 2002).



1.2. Photosynthetic bacteria

Plants are not the only types of organism that abe to photosynthesise. Most
species of bacteria merely survive by respiratimwever, there are others that are able to
use photosynthesis to grow (Berg, et al., 2002nBaship, 2002). In 1941, Cornelis van
Neil carried out a series of experiments on baaitgrhotosynthesis in which no oxygen
was involved. According to van Neil's findings, thmacteria must have access to a
reducing substrate in order to provide hydrogerttierfurther reduction of CQvan Neill,
1941). The general equation he proposed is:

hv
CO, + 2HA — (CH0) + H,0 + 2A (2)

This reaction is a general form of the reaction @A may be H, H,S, H0 or a
variety of simple organic molecules. WhepAHs H,O, A, is oxygen.

There are five major types of photosynthetic baatare now recognised; purple
bacteria, green sulfur bacteria, green non suléatdyia, heliobacteria and cyanobacteria
(Balows, et al., 1992; Madigan, et al.,, 1997). Thst four are anoxygenic bacteria,
meaning that they do not evolve oxygen.

Purple bacteria are one of main groups of photd®fitt organisms that have had an
important role in revealing how the process woflkgese bacteria have a very simple form
of photosynthesis and so have been the subjecetaileld structural and spectroscopic
studies, making them the best understood of altqdymthetic organisms in terms of

energy collection and primary electron transfer.

1.2.1. Purple bacteria

Purple bacteria can be classified into sulphurradsulphur branches (Imhoff, 1995)
dependent on their ability or not to use sulphuthaselectron donor in reaction (2). There
are two families of purple sulphur bacteria, namelZhromaticeae and
Ectothiorhodospiraceaelhe Chromaticeaedeposit globules of elemental sulphur inside
the cell, whereas€ctothiorhodospiraceagroduce deposits outside the cell (Imhoff,
1984A).

The Rhodospirillaceadamily of the non-sulphur purple bacteria is thesindiverse

family among the phototropic purple bacteria (Infhef al., 1989). It can be divided into 7



genera, namely RhodopseudomonasRhodospirillum Rhodobacter Rhodocyclus
Rhodomicrobium Rubrivax and Rhodophyla(Willems, et al., 1991; Imhoff, 1995). A

schematic classification of purple photosynthetictbria can be seenHigure 1

Purple Bacteria
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A 4
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Rhodospirillaceae
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Ectothiorhodospiriceae
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Rhodopseudomonas
Rhaodospirillum
Rhodobacter

Rhodocyclus

Chromatium
Thiocystis
Amoebacter

Thiorhodovibrio

Ectothiorhodospira

Rhaodophila

Rubrivivax

Figure 1. Schematic classification of purple phgttisetic bacteria (Imhoff, et al., 1989; Willems,
et al., 1991; Imhoff, 1995)

Most of the Rhodospirillaceae are able to surviyerdéspiration under aerobic and
dark conditions. In this growth condition the celle largely un-pigmented as they survive
by respiration. However, when the growth conditidmecome anaerobic and light is
available the cells are very quickly able to chafigen respiration to photosynthesis (Law,
et al., 2008).

The natural habitat of these organisms is in theewasbic layer in ponds and lakes
below the chlorophyll-containing oxygenic phototnsp see Figure 2 (Cogdell, et al.,
2006). In this situation the lack of oxygen caufies cytoplasmic membranes, where
photosynthesis takes place, to become invaginatedeatended in area. As the result,
intracytoplasmic membranes (ICM) are created, wmkich the cell inserts the necessary
complexes to harvest light energy (Drews, et &95). These complexes contain all the

necessary pigments and proteins required for hghtesting (Law, et al., 2008).



Oxygen tension
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Figure 2. Schematic figure of purple photosynthddacteria position in their natural habitat
(Cogdell, et al., 2006).

The key point is that the spectrum of the solargn¢hat reaches the purple bacteria
has been filtered by the chlorophyll (Chl)-contamioxygenic phototrophs. These remove
the blue and red light (up to 750 nm) and allowyagreen and near infra red light (above
750 nm) to pass through. It is only these wavelengf light that are available for purple
bacteria. Carotenoid pigments contained in the Ipupbacteria capture green light while
bacteriochlorophyll (Bchl) captures the red liggbgdell, et al., 2006; Frank, et al., 1991).
Most purple bacterial species contain Bahivhereas a few contain Bdhl

By themselves pigments, such as Bchlsare not able to harvest energy in purple
bacteria. It is only when they are bound to spe@fioteins in the correct orientation that
they are able to perform their specific functiomghie photosynthetic process. For example
when pigments are correctly bound to the reactientre (RC) polypeptides, they
participate in electron transfer, whereas if they bound to the Light-Harvesting (LH)
apoproteins, they can participate in energy tran€@®gdell, et al., 2006). More details

about properties of these pigments will be disaligseection 1.3.



Purple bacteria develop ICM membranes when oxygeemoved from the culture,
however, the architecture of the ICM is varies frepecies to species. The shape of these
structures is very stable and, therefore, has at gg@onomical value (Oelze, et al., 1972).

Several structural types of ICM from purple nonpsulr bacteria are shown in Figure 3.

Figure 3. Schematic illustration of different stwral types of intracytoplasmic membranes (ICM)
where the photosynthetic unit is found (Oelze, let 2972). (A) Vesicle type (found iRsp.
rubrum). (B) Thylakoid-like, arrange in regular stacksuifidRsp. molischianujn(C) Tubuli type

(found inThiocapsa pfennigi (D) Large lamellae membranes (foundRips. acidophila

1.3. The photosynthetic pigments involved in the ligetagtions of

purple bacterial photosynthesis

In purple bacteria, Bchd is the main light harvesting pigment (Cogdellakt 1996).
Bacteriochlorophyll is an analogue of the Chl males found in green plants. It consists
of the bacteriochlorin ring and a phytol chain eltied to C-17. The bacteriochlorin ring is
planar with a M§" ion in the centre, coordinated to four pyrroleragen atoms. A
comparison of the chemical structures of €laihd Bchla is presented in Figure 4.



Bacteriochlorin

ClH, CH; ClH; CH;
Q« Transition

I
Chlorophyll a dipole moment Bacteriochlorophyll a
Qy Transition

Figure 4. Structures of Cld and Bchla (Kobayashi, et al., 2007). The numbering system is
according to the IUPAC standard system. The aagyup at C-3 and single bond in ring B
between C-7 and C-8 are the main differences faumthl a (marked in blue circles as compared
to Chl a). The directions of Qand Q transition dipole moments are shown in red ancmgre

respectively.

The structural differences between Beh&ind Chla are the acetyl group at the C-3
position and the single bond in ring B between &d C-8. Also in the Chl molecule there
is a double bond between C-7 and C-8 in ring B.

Because of their asymmetrically conjugatedsystem, the electronic transitions of
Bchl have two main transition dipole moments,&@d Q, shown in Figure 4 leading to a
characteristic absorption spectrum. Thg dpsorption band can be found is the visible
region (700-420 nm) at ~ 570 nm, whereas thealsorption band is in near infra red
region (NIR; >770 nm). A third absorption band,ledlthe Soret band, is located in the
blue region of the spectrum (~380 nm) and is itatsd in Figure 5.

Bacteriopheophytin (Bpheo) is a similar to Bchl kifters only in the absence of the

Mg** ion at the centre of the bacteriochlorin ring (Fig6).
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Figure 5. Absorption spectra of Chlorophgl/lChlorophyllc and Bacteriochlorophyh in diethyl

ether (Kobayashi, et al., 2007).
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Bacteripheophytin a

Figure 6. Structure of Bacteriopheophytn (Blankenship, 2002), a metal-free analogue of

bacteriochlorophyill.



Carotenoids are long conjugated molecules, whick agnthesized by the
condensation of molecules of isoprene. They arephead-to-tail, forming &5 and then
tail-to-tail between two g's, to form Go This Co molecule is the precursor of all
carotenoids, and is called phytoene (Britton, 199&jss, 2006). All other carotenoids are
formed from this precursor by reactions such asrdwdation, desaturation and
methylation (Takaichi, 1999; Rodriguez-Amaya, 200Carotenoids are found in all
known wild-type photosynthetic organisms and in ynaon photosynthetic organisms
(Frank, et al., 2000). They have several imporfanttions in photosynthesis, such as
accessory light harvesting, photoprotection viadbenching of Chl (Bchl) triplet states,
singlet oxygen scavenging, excess energy dissipaina structure stabilisation (Frank, et
al., 1996). The chemical structure of several @noids found in purple bacteria can be
seen in Figure 7.

Some quinone molecules are also involved in thietigactions of purple bacteria.
Ubiquinones are found in all purple bacteria, whsrenenaquinones are found in some
purple but in all green bacteria (Imhoff, 1984BheBe molecules are involved in the redox
reactions in the electron transfer chain within tR€. The chemical structure of

ubiquinone is illustrated in Figure 8.
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Figure 7. Chemical structure of several carotenfodad in purple bacteria (Cogdell, et al., 2006).

Isoprene, is the precursor of all carotenoids,

H;CO CH,4
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Figure 8. Chemical structure of quinone (BlankepsBD02). n refers to the number of isoprenoid

units that make up the chain (n =7 - 10).



1.4. The energy transfer pathways in purple photosymthacteria

In purple bacteria the photosynthetic apparatussistsr of RC and several LH
complexes. The RC can absorb photons directly bually energy is transferred to them
from the light harvesting complexes (Cogdell, et 4999). In all species of purple
bacteria, the reaction centre is surrounded bygla harvesting complex called LH1. This
complex is, therefore, called the LH1-RC “core” emmia complex (Brunisholz, et al.,
1986; Cogdell, et al., 1996). In some types of miljacteria a different type of complex,
called LH2, is also present and is arranged perghlyearound the ‘core’ complex.
(Cogdell, et al., 1999).

Photon N\ Periplasm
S \\
Cytochrome b/c
H LH?2 LHI 2 !
\\\
DdPré 3
/’ ] _ % . :
<
/o B850( | BE&O
g B300)
ADP+P, | ATP
H+ Cytoplasm H*
ATP synthase

Figure 9. Schematic illustration of the photosytithenembrane in purple bacteria (Cogdell, et al.,
2006). Energy transfer is indicated by the greywas; whereas the redox reactions involved in
cyclic electron transfer are shown by the blackwas: The cyclic movement of electrons results in

a proton gradient across the membrane. This prottive force is used to drive ATP synthesis.

The overall light reactions in the purple bactephbtosynthetic membrane are shown
in Figure 9. The process begins when a photon soraked by a Bchl or Carotenoid
molecule and this energy is then transferred toRe The RC then catalyses a series of

electron transfer reactions resulting in chargeasson across the membrane. This initial
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charge separation reaction is then stabilised Hysesyuent slower electron transfer
reactions where (ubi or mena) quinone is reduceg@ilbd or mena) quinol. The reduced
quinone molecule diffuses out from the RC-LH1 ‘canto the lipid bilayer and migrates
to its oxidation site on the cytochrorbé; complex. The reduced quinone is oxidised and
the released proton pumped across the membrane.elBlcgons are used to reduce
cytochromec, which in turn reduces the RC to complete thetedectransfer cycle. The
resulting proton gradient drives the generatiod®P through the action of ATP synthase
(Berg, et al., 2002).

The two well-defined pigment-protein complexes, La2d RC-LH1'core’ complex,
of RhodopseudomondRps) acidophila10050 can be separated on a sucrose gradient and
be clearly seen by eye (Cogdell, et al., 1983)sTillustrated in Figure 10 together with
the absorption spectrum of each band. LH2 has tremg NIR absorption bands at ~800
and 850 nm, whereas the RC-LH1 complex has a sstgbmg absorption band at ~875
nm. These complexes are also referred to as B80&B8 B875 respectively (Cogdell, et
al., 1985). In both complexes, the Bchls and caatkin the LH parts are non-covalently

bound to two hydrophobic proteins calle@ndp.

1.5. Bacterial light harvesting complexes

Light harvesting complexes, also known as antermraptexes, have evolved to
increase the effective cross-sectional area fdit lmposorption for each reaction centre.
Antenna complexes supply each reaction centre veittough photons to allow
photosynthesis to occur at reasonable rates owederange of incident light intensities.
They also absorb a wider spectral range of ligahtthe RC itself, so that more of the

incident solar spectrum can be used efficientlyg@adl, et al., 1999).
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Figure 10. A sucrose gradient is the first steptdate and purify of LH2 and RC-LH1 complexes
from Rps. acidophilastrain 10050 (Cogdell, et al., 1983). The solsbili photosynthetic
membrane was layered onto the top of sucrose-geagsitient and centrifuged overnight resulting
in the separation of the two major light harvestogplexes. These two complexes have different
colours as different carotenoids are bound. The tbi@plex has absorption bands at 800 — 850

nm, while the RC-LH1 complex has absorption bangi7&tnm.

1.5.1. The structure of the light harvesting complexes

The 3D crystal structure to 2.5 A resolution of thé2 complex fromRps. acidophila
strain 10050 has been elucidated (McDermott, etl8B5). This high resolution structure
has allowed the structure and function of LH2 tadisezussed in detail. The LH2 complex
is a circular nonamer, composed by nine paira ahdp apoproteins (McDermott, et al.,
1995). Overall, the complex consists of 18 polymss, 27 Bchla and 9 carotenoids
molecules. The structure of LH2 complex frdRps. acidophilal0050 can be seen in
Figure1l The complex can be split into nine heterodimeagh containing one and one
B apoprotein, one Bckd molecule that absorbs at 800 nm (B800), two Echiolecules
that absorb at 850 nm (B850) and one carotenoid.

12



The a-apoprotein helices make up the inner wall of tlmnglex, while thep-
apoprotein helices form the outer wall. The C-terirof both apoproteins are located at the
periplasmic side of the photosynthetic membranethad\-termini are at the cytoplasmic
side (Brunisholz and Zuber 1992; Zuber and Cogd®95). Both of these termini bend
over, almost parallel to the membrane surfacesntbose the pigments.

The eighteen B850 Bchis molecules are situated in between the heliced) thi¢
plane of their bachteriochlorin rings perpendicutaithe proposed membrane surface. In
each o apoprotein pair, one Bchl is bound to theolypeptide and one to thg
polypeptide. The nine B800 Bchésmolecules are situated between fhpolypeptides.
The positions of the B800 Bchl rings are almosajparto the membrane surface (Figure
11).

The major carotenoid molecule present in the LHRp$. acidophilastrain 10050 is
rhodopin glucoside, although there are small amadmthers (Gardiner, 1992). These
nine molecules are in van der Waals contact with éipoproteins and the Bclal
molecules. The carotenoid is found between the B850 Bchl a molecules in the
monomer and also comes into the close contact thiehB800 Bchla molecules. The
carotenoids must be in close contact with the Bchiolecules in order to quench their
triplet states, before they can continue to makglst oxygen.

The RC-LH1 ‘core’ complexes were first visualized EM pictures of membranes
from Rps. viridis more recently referred to &astochloris (Bl). viridisand confirmed to
have a hexagonal shape surrounding the RC (HirdiSi9i7, Jay et al. 1984; Miller, 1979,
1982, Stark et al. 1986). Since then, many otheties have suggested a variety of shapes
for LH1; circular (Karrasch et al. 1995; Gerkerakt2003), square (Stahlberg et al. 1998),
‘S’-shaped (Scheuring et al. 2004a, 2005; Siebeal.e2004), elliptical (Scheuring et al.
2003; Fotiadis et al 2004) or even just arcs (Babat et al 2004).

Basically, there are at least two distinct clasgeRC-LH1 ‘core’ complexes. In one
class they are monomeric, namely one RC surroubglethe LH1 complex. Examples of
this class are in the RC-LH1 complex REp. rubrumand Rps. palustris(Gall, 1994,
Karraschet al. 1995). The second class are dimeric, consistingrofRC-LH1 units. This
kind of RC-LH1 ‘core’ complex can be foundRb. sphaeroide€Siebertet al. 2004).

13



Figure 11. lllustration of the LH2 complex Bips. acidophilafMcDermott, et al., 1995). (a) The
cytoplasmic side of the complex. Protein units stiewn as white (inner as while outer ag}
apoprotein), B800 Bcha green, B850 Bchh red, and carotenoid yellow. (b) A view of the

complex perpendicular to the symmetry axis.
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More recent studies have suggested that LH1 steigtusome species, such Rb.
sphaeroides, Rsp. Rubruor Bl. viridis, is rather flexible (Westerhuis et al. 2002;
Scheuring et al. 2003, 2004; Bahatyrova et al. Bp@®btiadis et al. 2004). There is a
further shape complication found Rb. sphaeroidesyhich is related to the presence of a
protein called PufX. When this protein presenRin. sphaeroideRC-LH1 complexhey
are dimeric, whereas in a Pufghenotype the RC-LH1 complex is monomeric (Siebert
al. 2004).PufX is a protein that has role in the photosyntheyclic electron transport. It
was suggested that the presence of this proteragsired to allow a sufficiently rapid
redox connection between quinol reduced by the R& the site of its oxidation on the
cytochromeb/c; complex (Barz et al. 1995).

It was further suggested that PufX provides a pddaallow the quinol to escape
through the LH1 helices (Cogdell et al. 1996; Pafkeach et al. 2001). An illustration of
this model can be seen in Figure 12. Further sisisheeded to reveal detail of the ‘core’
complex structure, since no high resolution stmectif an RC-LH1 complex is available at

the moment.

Figure 12. A schematic model of LH1 that interrapby PufX protein (Cogdell, et al., 2006). The
PufX protein creates gap in thép-dimers rings to allow the migration of quinol (@yough the

LH1 ring into the photosynthetic membrane.
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1.5.2. How the light harvesting complexes function

The LH complexes function in a series of photoptaisand photochemical processes.
These processes are the result of the interactibghd with matter. There are three energy
states that play important roles in the photoplsysit organic molecules, namely, the
ground state (§§, the lowest singlet excited state)@nd the lowest triplet excited state
(T1). The absorption of light by a molecule resultsha promotion of an electron from the
highest occupied molecular orbital (HOMO) to thevést unoccupied molecular orbital
(LUMO), Figure 13, to produce the first excitedglet state, §(Kavarnos, et al., 1986).
The singlet excited state {}Scan decay to the ground state through severatragl and
non-radiative processes. All of these processesatssl in a Jablonski diagram (see Figure
14).

LUMO L LUMO
&
L y
[_ﬁ hv
H’ HOMO 1 HOMO
Ground Excited
State State

Figure 13. Electronic ground and excited stateltewé a typical molecule (Garrison, 2005). An
electron will be promoted from the highest occupiadlecular orbital (HOMO) to the lowest
unoccupied molecular orbital (LUMO), creating artited state, as the result of light absorption by

the molecule.

Radiative decay consists of emissive processemefigence (FI) or phosphorescence
(Ph), whereas non-radiative processes consisttefnial conversion (IC) and intersystem
crossing (ISC) (Kavarnos, et al., 1986). Fluorasee(§ — S + hv) is a spin allowed
process in which the molecule relaxes to the graiaté via emission of a photon of light.
Phosphoresence {F> & + hv) is a forbidden radiative process involving enossof light
from the triplet state (1). IC is non-radiative decay process where enesdgst through

vibrational motion (&— $ + Heat;, S— S + Heat), and involves a transition between
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states of the same spin. ISC is also a non-radialiecay process but it performs a
forbidden transition that incorporates an elecspim flip of the electron (S-T1; Ti— Sj;
T1— &) (Kavarnos, et al., 1986). The Bchl molecule, éxample, when excited may
participate in energy transfer or electron trangi@cesses that compete with the normal
modes of relaxation.

Energy transfer is the process whereby energwisterred from an excited molecule
to a second ground state molecule. Electron transfa process where an electron is
transferred from a donor, excited molecule, to aceptor molecule (Kavarnos, et al.,
1986). When light drives the electron transfer pesg it is usually called Photoinduced

Electron Transfer (PET). A schematic figure of bpthcesses is illustrated in Figure 15.

S

IC

hv

hv'

= Ph

IC
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Figure 14. A Jablonski diagram showing the eledtratates of a molecule (Garrison, 2005). The
vertical scale represents energy and the arrowgsept the type of possible transitions between
different electronic states. Ground state mole¢8jgis promoted to and excited statg (6 S) by
absorbing light energy. Non-radiative decay medrani(Internal conversion (IC) and Intersystem
crossing (ISC)) return the molecule to the groutradeswhereas radiative transitions (Fluorescence

(FI) or Phosphorescence (Ph) also decay excitedaul@ by emitting light.

The light-absorbing pigments are non-covalently nzbuo two types of integral
membrane proteins, forming either reaction centrardenna complexes (Cogdell, et al.,
1999). As mentioned previously on section 1.4, fthection of the pigments depends on
the protein and where they are bound. LH polypegtidold the pigments in the correct
orientation so that they are able to perform lightvesting. In this case the protein
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‘scaffold’ allows these pigments to absorb ligheegy and then efficiently and rapidly
transfer that energy to the RC (Brunisholz, etl#i85).

(2
S, - Electron  ---}--
Transfe

Figure 15. A schematic model of energy and eledtramsfer. If a photon is absorbed at the correct
wavelength, an electron is excited from the grostade (9 to the singlet state (5 (1) Energy

transfer occurs if the singlet state electron retuo the ground state by releasing the energyhwhic
is then captured by a second ground state mole¢2jeElectron transfer is process where the

singlet state electron is transferred from dontw acceptor molecule (Bchl as an example).

The pathway of energy transfer in the purple b&dteantenna complexes is as
follows: B800—B800, B806-B850, B850-B850, LH2-LH1 (B850—B875) and
LH1—RC. Initially, when a LH2 B800 Bchd molecule absorbs a photon the molecule is
excited to the first excited singlet state (B800B800—B800 singlet-singlet energy
transfer can occur. From B800*, energy can thetrdoesferred to the B850 molecules that
are excitonically coupled in a ring (Bergstrom Et1®88; Sundstrom and van Grondelle,
1995).

Rapid energy migration around the B850 ring is fiomally important in the bacterial
photosynthetic membrane. The energy migrates artemd850 molecules very rapidly
>100-200 fs (van Grondelle et al, 1994). The rdtenergy transfer frorRps. sphaeroides
andRb. acidophilaLH2 (B850)— LH1 (B875) has been time resolved (Sundstrom,et al
1986; van Grondelle et al, 1987, 1984; Zhang €1292b; Hess et al, 1995; Nagarajan, et
al., 1997). This energy transfer takes place ing&.5The energy transfer from B8#5RC
takes between 20-50 ps (Sundstrom et al, 1986chesset al. 1989; Zhang et al. 1992a;
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Beekman et al. 1994, Freiberg et al. 1996). Thesegy transfer steps are illustrated in
Figure 16.

Carotenoids function as accessory LH pigments amck la stabilising role in the
complex (Lang and Hunter, 1994). However, the nmagbrtant role of carotenoids in LH
complexes is photoprotection. In the absence ajteaoids, over excitation of Bchlcan
lead to the production of Bchltriplets and on to the production of singlet oxygEoote,
1976), as seen in Figure 17. Singlet oxygen is t@xic to the cells. When carotenoids are
present, energy transfer between Bazlitiplets and carotenoid leads to the production of
carotenoid triplets rather than singlet oxygen (ktem et al., 1976; Frank, et al., 1991;
Bittl, et al., 2001).

Photon
~1.5 ps
Bgoo |* | B8oo
1-2 ps
<50 fs
o \ 4
B850 [ | B850
2-5 ps
‘ v
B875 | | B875
20-50 ps
\ 4

Figure 16. lllustration of energy transfer timesthie light harvesting complex. Transfer between
B800 takes about 500 fs. Transfer from B800 to B&@s about 1-2 ps. Transfer between B850
takes about 100-200 fs. Transfer from B850 to BA#31) takes about 2-5 ps. Then the energy
migrates to RC in about 20-50 ps. The energy “fisinies way to the RC, through the LH (blue

line).
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BChl*

1). BChl + hv —
2). BChl* —  BChI

(3A). (BChl' + O, — O, + BChl)
(3B). BChl" + Car —  Car' +BChl
4). Car' —  Car +Energy

Figure 17. The photoprotective reactions of camitisin quenching singlet oxygen (Frank, et al.,
1996). (1) After absorption of light, Bchl is proted to an exited singlet stage. Over excitation of
Bchl leads to the production of Bchls triplets (@pssibly resulting in the production of singlet O
(3A). However, this singlet Oproduction is prevented in the presence of Cai¢chvbhan quench

the Behl triplets (3B). The triplet energy contalria Car is then released (4).

1.6. The reaction centre

The RC is a pigment-protein complex, in which egefrgm LH is used to drive the
charge-separation reaction across the photosyatmetmbrane (Cogdell, et al., 2008). The
RC consists of both (bacterio) chlorophylls andeotblectrons transfer cofactors, such as
quinones or iron sulphur centres, along with hytadpc peptides. The RCs contains a
“special pair” of chlorophylls, which have uniqueoperties because of their environment
in the RC protein (Blankenship, 2002). Anoxygenactieria, such as purple bacteria, have
only one type of RC. In contrast, higher plantsgaal cyanobacteria, (oxygenic
photosynthetic organisms) have two RC called Plystesn 1 (PS1) & Photosystem 2
(PS2). Purple bacteria contain a pheophytin-quirtgpe RC similar to PS2.

1.6.1. The structure of the purple bacterial reactiortreen

Most purple bacterial reaction centres contain eéhpeotein subunits; Heavy (H),
Medium (M), Light (L) and several have an additibbaund cytochrome (C) (Lancaster,
2008). The RC fronBl. viridis, has this additional cytochrome subunit and thectire is
shown in Figure 18. The L and M subunits have fraasmembrane helices each, whereas
the H subunit has only one. The L and M subuni@llibacterial RC have a similar overall

protein fold (Lancaster, 2008) and are located kadtlthe periplasmic and cytoplasmic
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sides of the membrane. The H subunit is locatethercytoplasmic side of the membrane
alone.

The C subunit (Figure 18), consists of five segmehat bind covalently four iron-
containing heme groups. These are; the N-termiegiment, the first heme binding
segment, a connecting segment, a second heme-pirsdgigment and the C-terminal
segment. The two segments that contain binding $ite the heme groups make up the
core of the cytochrome, while the other three nemé binding segments contain little
secondary structure. The first heme binding segroentains the binding sites for heme-1
and heme-2 whereas the second contains the birglieg for heme-3 and heme-4
(Lancaster, 2008).

Figure 18. Structure of thé&l. viridis reaction centre (Deisenhofer, 2009) consisting of a
cytochrome subunit in green and the M, Land H subum light blue, blue and yellow,
respectively. Molecules that carry out the reactientre function, the cofactors, are represented as
ball-and-stick models; carbon atoms in white, gé&o in blue, oxygen in red and sulphurs in

yellow. The cofactors arrangement alone is showfigare 19.
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The RC cofactors are surrounded and held in plgcehé protein subunits and are
arranged into two symmetry related branches (Fi@9e The branch mainly located near
the L subunit is active in electron transfer andsaally called the ‘A’ branch, whereas the
non active, M-subunit side is called the ‘B’ brartlancaster, 2008). Both branches start
from a ‘special pair’ (P) of Bchl molecules locatedar the periplasmic side of the
membrane. Then each branch contains a single maiiBehl, followed by a Bpheo
molecule and ends with a quinone, either menab@uinone. A non-heme iron is located
between the two quinones and a carotenoid molasufevan der Waals contact with the

monomeric Bchl on B branch.

Periplasmic side

2-3 ps
& 0.9 ps
Bpheo,
Inactive .
Active
Branch (B Branch (A
200 ps

g

Cytoplasmic side

Figure 19. RC cofactor arrangement (Deisenhofer, aét 1989), Special pair (P),
Bacteriochlorophyll (R, Bg), Bacteriopheophythin (BphgoBphea), Quinone (Q, Q). The tails
of the cofactor molecules have been removed fortglaThe electron transfer reactions are

indicated by the blue arrows.



1.6.2. How the reaction centres function

Energy is transferred from the LH system into th@ &d is used to excite P to P*.
Electron transfer down the A-branch between P* Badccurs in about 2-3 ps Next, the
electron hops quickly in about 0.9 ps to Bpheaaod is then transferred on in the next step
to Qa at the cytoplasmic side in about 200 ps, Eaclnede electron transfers successfully
slow down the back reaction by 3 orders of magmitiedving P. The positive charge left
on P is then neutralized by electron flow from G tQen requires a second turnover to
take up two H from the cytoplasmic side of the membrane to f@ghl,, which diffuses

out into the lipid bilayer and away from the RC.

1.7. Genetics

The photosynthesis gene organization and its régualan the purple photosynthetic
bacteria are well understood. Most of the genetiormation needed to construct the
photosynthetic apparatus in purple bacteria isainatl in a photosynthetic gene cluster
(PGC), a ~41-46 kb stretch of contiguous DNA lodatecircular chromosome of the cell.
This collection of genes codes for 38 open readmges (ORFs) that comprise the
additional information needed, beyond normal meiaiy to permit the organism to grow
using photosynthesis (Blankenship, 2002).

The complete genome sequences of the purple kEcspeciesRhodobacter (Rb.).
capsulatus, Rb. sphaeroidasdRps. palustrihias been determined. In essence, they have
an identical PGC (Choudhary, et al., 2000). The RB@ngements dkb. sphaeroides
shown in Figure 20. There are several sub-clustegenes, coding for bacteriochlorophyll
biosynthesis, carotenoid biosynthesis and the tstraicproteins of the photosystem. The
genes encoding the reaction centre L and M prot@mstheo and apoproteins of the
LH1 complex are contained in an operon near ther®l of the PGC known gsuf
(photosynthetic unit-fixed). The gene for the RGiibunit is located near the other end,
known as the@puhAgene. The LH2 antenna complexes are coded byuteperon, which
is not part of the PGC but located approximately KBOupstream of the puhA gene
(Choudhary, et al., 2000).

The photosynthetic unit (PSU) can be defined asatie of total Bchls to RC BChl in
the ICM (Law, et al., 2008). There are two factivat affect the synthesis of ICM, namely
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oxygen and light (Lascelles, 1959; Holt, et al.639Marrs, et al., 1973). ICM synthesis
will be induced when cells are switched to anaeratmnditions. In this condition, the
cytoplasmic membrane will begin to invaginate (Ghaat al., 1984). The regulation of
how the PGC is expressed has been extensivelyest{deilstra-Ryalls, et al., 1997A).
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Figure 20. Physical and genetic map of the photbgyic gene cluster dRb. sphaeroide?.4.1.
(Choudhary, et al., 2000) The numberaofs is shown from left to right. The arrows show the

likely direction of the transcription of genes/orfs

Oxygen tension is the dominant factor for the P$htteesis. Basically there is an all
or nothing switch that is controlled by oxygen iens(Bauer, 1995; Young & Beatty,
2003). Once the oxygen tension falls below a @itievel, invagination of the cytoplasmic
membrane and the synthesis of LH apparatus wik talace (Takemoto & Lascelles,
1973). From this point, the light intensity detemes the cellular levels of ICM and amount
of the different LH complexes in the PSU. More ante complexes will be produced if the
light intensity is lowered. Recently, the colourtbé incident light has also been found to
regulate the synthesis of the PSU. This regulatimolves bacterial phytochromes in
photosynthetic purple bacteria (Giraud et al. 204, 2005; Armitage & Hellingwerf,
2003; Jaubert et al. 2004; Kyndt et al. 2004; Ewetnal. 2005). In anaerobic conditions,
cells will normally synthesise photosynthetic pigritsebut this will be halted immediately
if the growing conditions switch to aerobic (Colazire, et al., 1957). A similar situation

occurs to cells when the light intensity is changed
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1.7.1. Regulation of photosynthetic unit expression mainl the level

of gene-expression

The transcriptional regulation of purple bacter@iotosynthetic genes involves
several classical two-component bacterial regwasystems. These systems consist of a
DNA-binding protein component and a sensor kinZsslgtra-Ryalls, et al., 1998; Oh, et
al., 2000). InRb. sphaeroideghe transcriptional activation of phototropic gtowis
performed by several proteins. These are PrrBAtf@@ymthetic response regulator), FnrL
(fumarate nitrate regulator), PpsR (photopigmenppsession), AppA (activation of
photopigment anguc expression), SpB (sphaeroidast-binding) and TspO (tryptophan-
rich sensory protein). The proteins that are ragdldy oxygen tension are PrrBA, FnrL,
PpsR and AppA whereas SpB and TspO are regulatetighy These proteins are
summarise in Table 1

The two-component PrrBA (photosynthetic responggiletor) system (Eraso, et al.,
1996) consists of PrrB and PrrA. PrrB is a membigpenning sensor histidine
kinase/phospatase (Oh, et al.,, 2001) that respdadseduced oxygen tension by
undergoing autophosporylation. The phosphate magetigen transferred onto the second
component called PrrA. PrrA is a cytosolic responsgulator protein. PrrA is then
activated, resulting in gene expression either imgibg to DNA directly or by forming
transcriptional complexes involving other proteactbrs (Eraso, et al., 1995).

FnrL is a DNA-binding factor that binds to a reciigm sequence, which resembles
the FNR consensus sequenceEofcoli (Zeilstra-Ryalls, et al., 1997A; Zeilstra-Ryalks,
al., 1997B). This sequence is similar to that fobetbre the genes, which synthesize Bchl,
carotenoids and thpuc operon (that encodes LH2 protein). Under low oxygension,
FnrL binds to this sequence and induces gene es{pres

In contrast to FnrL, the PpsR represses the exprese§the Bchl, carotenoids and the
puc operon genes, under aerobic conditions (Gomelstkal.,, 2000; Gomelsky, et al.,
1995; Penfold, et al., 1994). The PpsR repressuvitgcis not only influenced by the
oxygen tension itself, it is also responsive thioptensity mediated by AppA (Gomelsky,
et al., 1997; Gomelsky, et al., 1998). In this wing cellular abundance of LH2 complex
can be regulated.

As mentioned earlier, so far only two light-respwasfactors have been identified.
The first of these is SpB, which controls the R@ &1 protein expression by binding
upstream of th@uf operon (Zeilstra-Ryalls, et al., 1998; Buggy, ket #994). This factor
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does not regulate LH2 or Bchl (Shimada, et al.,6)99he second factor is TspO.
Unfortunately, the details of how they work ard stnknown (Zeng, et al., 2001).

Table 1. List of Rb. sphaeroidegenes known or proposed to play a role in reguiatif PSU gene

expression (Law, et al., 2008).

Rb. sphaeroides genes Known of proposed gene prodidignction
prrB Sensor kinase

prrA Transcription regulator

ppsR Transcription regulator

ppbC Light-sensitive transcription regulator
himA Subunits of IHF (DNA-binding protein)
appA Unknown

mgpS Unknown

prrC Transcription regulator

Furthermore, it has been recently recognized thatebiophytochromes (BphPs) are
also involved in light regulation in photosynthetamd non-photosynthetic bacteria
(Hughes et al, 1997; Davis et al, 1999; Giraud,e2@02; Armitage et al, 2003; Karniol et
al, 2003; Jaubert et al, 2004; Kyndt et al, 20041s et al, 2005). BphPs sense light in the
red/far-red region of the spectrum. BphPs haveouariroles in the regulation of Car
synthesis (Davis et al, 1999), chalcone synthasgndJet al. 1999), LH complex
biosynthesis (Giraud et al, 2002), and phototakisnftage & Hellingwerf, 2003; Kyndt et
al, 2004). BphPs genes have been identified irfadbhewing photosynthetic bacteri&b.
sphaeroides, Rps. palustris, Rhodospirillum (Rbramn, R. centenum, Thermochromatium
(Tc.). tepidium and Bradyrhizobiu@RS278 (Jiang et al. 1999; Giraud et al, 2002;Kyn
et al, 2004). More work is required before the é¢xanction of the BphPs will be clearly
understood.

26



1.8. Polymerase chain reaction

The polymerase chain reaction (PCR) is an enzymatethod of amplifying
nucleotide sequences. It can increase exponendiaiygle copy of a gene within a matter
of hours. PCR is a powerful technique that hasdtgiecome one of the most widely used
in molecular biology because it is quick, inexpeasand simple. PCR amplifies specific
nucleotide fragments from minute quantities of seunucleotide material, even when it
has relatively poor quality (Becker-Andre, et 4989). This method was originally only
used with DNA molecules as templates. The methadnloav been improved so that RNA
can also be used as a template. The basic pringfdNA amplification using PCR and
the development of the PCR technology will be descrin this section, as it is one of the

major experimental methods used in this thesis.
1.8.1  Basic principle of PCR

There are four main components involved in the P@@cess, namely DNA
templates, oligonucleotide primers, dioxyribonuti@es triphosphates (dNTP), and DNA
polymerase (Erlich, 1989). The other componentctvhis also important, is the reaction
buffer. DNA templates are the fragments of DNA that to be amplified. Primers are
short oligonucleotide sequences (around 15 — 25\epich are used to begin the DNA
synthesis. dNTP are the nucleotides consistingAdfR] dCTP, dGTP and dTTP. DNA
polymerase is the enzyme that catalyzes the DNAakeaction (Gelfand, et al., 1990).

A PCR cycle consists of three steps. The processsswith the denaturation of the
DNA template, where DNA is heated in order to safmthe strands. Denaturation leads to
the splitting of double strands into single strandder the high temperature condition, for
example, 95-98C for 1-2 minutes. The temperature is then dectesaround 55C, in
order to anneal the primers to the DNA templatesi, (B995). Two oligonucleotide
primers, which flank the DNA segment to be amptifiwill form hydrogen bonds with the
template in the complementary region. These prirhgisidize to opposite strands of the
target sequence and are thus oriented. Theref@esyhthesis of DNA by the polymerase
will proceed across the region between the primedfsctively doubling the amount of that
DNA segment (Lawyer, et al., 1989). The extensienconducted by increasing the

temperature, for example, to %2 for 1.5 minutes.
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Figure 21. DNA amplification with PCR (Yuwono, 2006 he red lines represent the wanted gene,

which is wanted to be amplified. The reaction puidimcrease exponentially within matter of

hours.
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Moreover, since the extension products are alsoptamentary to and capable of
binding primers, each successive cycle essentialljples the amount of DNA synthesized
in the previous cycle. The result is in exponeniatumulation of the specific target
fragment, approximately"2where n is the number of cycle (Lawyer, et 889). These
reactions will usually be repeated up to 25 to $6les, forming a lot more new DNA
molecules than the amount of DNA template used. fitmaber of amplification cycles
required depends on the initial concentration ef EiNA template in the reaction solution
(Kubista, et al., 2005).

The basic principle of PCR scheme can be seengur&i21 and Figure 22. A water
bath can be used to create each PCR condition. ¥owhis manual process may lead to
the incubation time inaccuracies (Lawyer, et al989). Therefore, programmable

equipment with higher incubation time accuracy Ibesn developed.

1.8.2  DNA polymerase

The Klenow fragment was the DNA polymerase usethéearly development stage
of PCR. The Klenow fragment is a DNA polymerasd tias lost its 53’ exonuclease
activity (Saiki, et al., 1988). There are seveiahdvantages of the Klenow fragment, such
as thermolability, only a moderate polymerase eatd low processivity (Mullis, et al.,
1989). Processivity is the capability of a polynser&nzyme to catalyze many consecutive
reactions without releasing its substrate (BergJ.e2002).

As making single strands of DNA from double straneiguires a high temperature of
incubation (Gu, 1995), an enzyme which has a greatastance to heat would be more
suitable. The modern alternative to the Klenowiinagt isTaq DNA polymerase, which is
extracted from the bacteriuifhermus aquaticugSaiki, et al., 1988). This strain of this
bacterium usually does not have a restriction end@ase (Brow, 1990), and it produces a
Tag DNA polymerase with a molecular weight of arourtdkD that is heat stable (Brow,
1990). This enzyme has a high DNA polymerase dgt(\2i50 nucleotides per second for
each enzyme molecule) but has no activity as-a 8’ exonuclease (Gelfand, et al., 1990).
It is very active at pH 9.0 (2fC) and has an optimum temperature of aroundC75 80
%C. The half-life of Taq DNA polymerase at 45 is 40 minutes (Brow, 1990).

The Tag DNA polymerase’s heat-resistant property has albwhe optimization of
each step in the PCR process that originally reguine Klenow fragment (Gelfand, et al.,

1990). These modifications have simplified the ps®; making it amendable to
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automation, and have substantially improved theradv@erformance of the reaction by

increasing the fidelity, yield, sensitivity, anchigth of target that can be amplified (Saiki,

et al.,, 1988). It is also possible to ufaq DNA polymerase for sequencing purposes
(Brow, 1990).

A unique property offaqg DNA polymerase is that this enzyme is capabledufiray
one nucleotide, especially dATP, on the 3' end dMNA fragment even if there is no
template. Therefore, the PCR fragment productsliysiave blunt end. This has important
implications because the PCR fragment product kban be ligated into a plasmid vector
without using a DNA ligase enzyme. In general thgugne of the weaknesses Tdq
DNA polymerase is a tendency to mismatch when comginucleotides; thereby causing
a mutation in the amplified gene (Gelfand, etE90).

Modern DNA polymerases are also used nowadays thiheTag DNA polymerase.
An example of such DNA polymerase, which was alseduin this experiment, is
Phusion® DNA polymerase. It has processivity of ragpnately twice greater thahaq
DNA polymerase and also has the ability to prochigber yields.

The other factor that should be considered in of@eonduct PCR successfully is the
Mg?* concentration. Mg concentrations influence the activity &g DNA polymerase.
Its activity is usually maximal at an MgClconcentration of 2 mM with dNTP
concentrations of 0.7-0.8 mM. Higher concentratioh$1g>* above 2.0 mM, will inhibit
Tag DNA polymerase activity (Higuchi, et al., 1992aq activity will also decrease if the
total concentration of dNTP used reaches 4-6 mMfé&ae, et al., 1990).

1.8.3. Realtime PCR

As an analytical technique, the original PCR methad some serious limitations. By
first amplifying the DNA sequence and then analgzthe product, quantification was
exceedingly difficult since the PCR gave rise teesgially the same amount of product
independent of the initial amount of DNA templateslecules that were present (Higuchi,
et al., 1992). The product was quantified at the jgoint of reaction with electrophoresis.
Unfortunately the results were not very precise.

Real-time PCR has revolutionized the quantitatieection of DNA and RNA. It was
pioneered by Higuchi in 1992 who constructed aesysthat detects PCR products as they
accumulate (Kubista, et al., 2005). Theoreticatlyere is a quantitative relationship

between amount of starting target sequence andramd®CR product at any given cycle.
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The overall process of real-time PCR is descrilbeBigure 23. The exponential phase in
PCR process is the optimal point for analyzing dKizbista, et al., 2005). The benefit of
this real time capability is it allows the reseancto determine the amount of starting DNA
in the sample before the amplification by PCR (galg et al., 2005).

In addition to conventional PCR, Real-time PCR mieadfluorescent reporter that
binds to the product formed and reports its presdng fluorescence (Higuchi, et al.,
1992). The reporter generates a fluorescence sipadalreflects the amount of product
formed. The signal is captured by a detector thaasures the amount of PCR product
formed during the process. In his initial work, Haodi used the common nucleic acid stain
ethidium bromide as the fluorescent reporter. Htindbromide becomes fluorescent upon
intercalating into DNA (Higuchi, et al., 1992). ktlum bromide is carcinogenic and that
has become a serious problem, but now other typelyes are used. There are several
fluorescence reporters known such as moleculardoeand exonuclease probes (Kubista,

et al., 2005). An example such a fluorescence tepoan be seen in Figure 24.
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Figure 23. The figure shows real-time PCR respdigsee between fluorescence and number of
amplification cycle. Fluorescence is correlatedhees amount of amplicons. Exponential phase is
where amplification occurs optimally, whereas theggau phase is where amplification stops. CT

is the number of cycles required to reach the tuolels(Kubista, et al., 2005).
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Figure 24. Exonuclease probe: A single-stranded [Pktbe is labelled with a fluorescent dye and
a fluorescent quencher. The proximity of the doamd quencher prevents fluorescence. A
fluorescence signal is generated if the DNA polyamerruns into the hybridized probe during the
extension process, because the polymerase tregisdbe as an obstacle and cleaves it into pieces.

That separates the quencher from the donor, alpflilwrescence (Yuwono, 2006).

1.8.4. Reverse transcription

The reverse Transcriptase PCR (RT-PCR) techniqus @eveloped to analyze
MRNA. The PCR method is not able to use RNA asnaplate, therefore, a reverse
transcription reaction must be carried out at thgifning of the PCR process. An enzyme
called reverse transcriptase is added (Valasedl.,e2005) that produces double stranded
cDNA from mRNA (Berg, et al., 2002), the cDNA cdreh be used as the template in the
PCR process.
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1.9. DNA Sequencing

The definitive description of any DNA molecule, riroa short fragment in a DNA
clone to a whole human chromosome, is its sequdrite analysis of DNA structure and
its role in gene expression have been markedlyititeild by the development of DNA
sequencing. DNA sequencing methods have been arfoursgtveral years but have been
significantly improved since the late 70's (Browi990). There are two types of DNA
sequencing methods. The first method is DNA chaimmination, which is known as
Sanger’s dideoxy method, taken from the inventodme F. Sanger. The second method
uses chemical degradation, which is known as Maé&limert method, also named after its
inventor’'s A. Maxam and W. Gilbert (Hartwell, et,&008). Gilbert and Sanger developed
their techniques, which both have similar accuraggroaching 99%. They won the Nobel
Prize for the contribution to DNA sequencing tedbgy. But now the Sanger method is

the most common technique because it is can bdyeadomated.

1.9.1.The Sanger dideoxy method

The basis of the dideoxy method is to reveal thieoof base pair in an isolated DNA
molecule by controlled termination of DNA replicati (Berg, et al., 2002). There are two
steps to the Sanger method of sequencing. Thestiegt is the generation of a complete
series of single-stranded sub fragments, whiclcangplementary to a portion of the DNA
template under analysis. Basically, the DNA fragteeare generated by interrupting the
enzymatic replication, in other words, further chalongation is blocked. The second step
is the analysis of the mixture of DNA sub-fragmeuoib$éained by using polyacrylamide gel
electrophoresis. The analysis allows the separatiddNA molecules differing in length
by only a single nucleotide (Hartwell, et al., 2D0Bherefore, the sequence of nucleotides
can be read in order.
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2', 3'- dideoxy analog H

Figure 25. The structure of dideoxy analog; hydro¢gghown in red) replaced hydroxyl so that

further elongations will be prevented.
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DNA sequence reading directly from the bottom of the gel upward, is

ATGTU! GTCCAG
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Figure 26. Strategy for chain-termination methodDiNA sequencing (Albert, et al., 2008). Four
different chain-terminating dideoxyribonucleotideiphosphate (dATP, dTTP, dGTP and dCTP ,
shown in red letters) are used in four separate BMAthesis reactions with copies of the same
single-stranded DNA template (gray). The additioh tike dideoxy analog along with the
deoxyribonucleotides triphosphate will interrupt BNragment replication. Thus, each reaction
produces a set of DNA copies that terminate aecbfit points of the sequence. These products are
then separated by electrophoresis in four paralieds of polyacrylamide gel (bottom gray square).

The DNA sequence reads from the bottom of the petand.
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The first step begins by preparing the purifiedpnatared DNA with olignucleotide
primers that are complementary to a particular@itehe DNA. The incorporation of each
chain-terminating dideoxyribonecleotide triphosghanalog (dATP, sTTP, dCTP and
dGTP) will produce separate fragments each withdaakyribonucletide triphosphate at
the end. Polymerization from the primer strand ew#s until, by chance, the
dideoxynucleotide is incorporated (Hartwell, et 2D08). An example of a dideoxy analog
chemical structure can be seen in Figure 25.

The second step is as important as the first ohe.flagments in each of four aliquots
are separated according to their size by polyagrgla gel electrophoresis. The resolution
of the gel is such that you can distinguish DNA ecoles that differ in length by only a
single base. As shown in Figure 26, the appearah@ DNA fragment of a particular
length demonstrates the presence of a particuleleotide at that position in the strand
(Berg, et al., 2002). Once the sequence of the yhewhthesize DNA is known, it is a
simple matter to convert this sequence into a cemphtary sequence of the template
strand under analysis.

Instead of having single radioactive label on thenpr oligonucleotide, the automated
DNA sequencing process now uses chain-terminatidgoatynucleotides that each has a
different colour from a fluorescent dye (Hartwedl, al., 2008). As a result, the four
separate reactions are no longer needed. All faar ke combined in a single reaction
mixture that can then be analyzed in a single @me gel with the use of the automated
sequencerRigure 27. Automated sequencer detector will capture theriscence from
each dideoxynucleotide. The detector records ttmicorder of the passing band that then
can be translated into sequence data by a com(Bieg, et al., 2002; Hartwell, et al.,
2008).
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Figure 27. Automated fluorescence detection of anligcleotide fragments produced by the
dideoxy method. Upper: Four chain-terminating didemicleotides with four different colours.

Bottom: The combination of four chain-terminatingctares at four wavelengths.
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1.10. Aim of this project

The 3D structure of thBl. viridis photosynthetic RC was the first membrane protein
structure determined by X-ray crystallography ([ealsofer, et al., 1984; Deisenhofer, et
al., 1985). At the same time, Michet al determined the amino acid sequence of the
reaction centre polypeptides (Michel, 1982; Michet,al., 1985; Michel, et al., 1986;
Wiessner, et al., 1990). However, recent X-ray tati@graphic studies on high resolution
data from this RC (Roszak, et al., unpublished nladi®ns) have found that several amino
acids in the sequence do not fit well in the etetdensity. This suggests that there may be
errors in the original sequence data. The aimisfgloject, therefore, is to re-sequence the
genes of thg anda subunits of the LH1 and the L, M, H and Cytochroersubunits of
the photosynthetic RC froml. viridis to establish if new sequence data produces arbette

fit to the recently obtained new electron densigpsh
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Chapter 2 Materials and methods

Unless stated otherwise all the chemicals usetlisnresearch were of Analar grade.
Molecular biological enzymes and kits were obtaifredn Sigma, Promega and Qiagen,
and used as per the manufacturer instructions. daidils of the chemicals and kits are

summarised in Appendix.
2.1. General culturing method and cell storage

Bacterial cultures were maintained in agar stabihénlaboratory until required. The

cultures were checked on a regular basis to emsuity.
2.2. Growth of photoheterotropic cultures

BI. viridis bacteria were grown anaerobically in an illumicatemperature controlled
room (30°C), in succinate based media (Bose S, 1963) medierew-cap bottles.

In order to ensure the starting culture was puteuad culture was grown up from an
agar stab, serially diluted and plated out on gates before being placed in anaerobic
jar. The cells are grown for about 1 week beforelyi separated single colonies appear.
Single, well separated colonies were then pickédrom the plates and used to inoculate
agar stabs, thereby providing fresh stocks of puttires.

To start a good quality liquid culture, fresh medias poured aseptically onto the top
of the agar in the stab, sealed and incubated %E 30 the growth room for 3-4 days. The
bacteria then grew into the liquid media. In tutims small liquid culture was used to
inoculate a larger culture bottle (500 ml). The 560 cultures were grown for

approximately 2-3 days. Figure 28 shows variougestaf the growth of the cultures.
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Figure 28. Bacterial cultures in bottles, an anbiergar and on a plate. The pure cultures are
maintained in agar stabs (A), before being transfemto the 100 ml bottle (B) and then onto the
500 ml bottle (C). An anaerobic jar (D) where singblonies on plates (E) were grown. Single
colonies are indicated by yellow arrows.

2.3. Cell harvesting

After 500 ml of cells had grown to sufficient deysithey were harvested by
centrifugation (10 min, 8,000 x g, °%C). The clear supernatant was discarded leaving a
pellet of bacterial cells. This pellet was re-susje in minimum volume of TE buffer
(see appendix) using a hand homogeniser. TE buaffetains EDTA, which removes

magnesium ions that are essential for preserviagtterall structure of the cell envelope
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and also inhibits cellular enzymes that could dégrBNA (Brown, 1990). Therefore, the
initial TE buffer usage at this stage will protédoe DNA. The re-suspended cells were then

either used directly for DNA extraction or stored20°C until required.
2.4. Genomic DNA isolation

The bacterial cells are enclosed in a cytoplasmeémbrane and surrounded by a rigid
cell wall. This barrier has to be disrupted in aorde release the cell components.
Techniques for breaking open bacterial cells (Jysan be divided into physical methods
and chemical methods. Physical lysis causes callipliion by a mechanical force but also
shears the genomic DNA, whereas chemical lysisaadht about by chemical agents and
causes less damage to the DNA (Brow, 1990). Chéiymia generally involves one agent
attacking the cell wall and another disrupting ¢b# membrane.

Only 200 pl of harvested cell suspension is regui@ the isolation of genomic
DNA. In addition to DNA, a bacterial cell extradsa contains significant quantities of
protein. The standard way to remove protein frooelaextract is to add phenol or a 1:1
(v/v) mixture of phenol and chloroform. These ornigasolvents precipitate protein but
leave the nucleic acid (DNA) in aqueous solutiorof 1990).

The re-suspended cell pellet was transferred inth.5a ml Eppendorf tube. An
equivalent volume of the phenol-chloroform 1:1 jvhgixture was then added into the
tube, vortexed briefly and incubated for 5 minut€ke resulting viscous solution was
microfuged (4 min, 13,000 x g) and the clear sugiamt then carefully loaded into a new
1.5 ml Eppendorf tube and the volume measured.

In the presence of salt (monovalent cations suddadsand at a temperature of -
20°C or less, absolute ethanol will efficiently pretape polymeric nucleic acids. The
DNA obtained is then able to be collected by singaetrifugation.

The DNA contained in supernatant from the previsigp was precipitated with 2.5
volumes of 96% ethanol, together with 0.1 volume8 & sodium acetate, pH 5.3. The
sample was then cooled to -20 for 2 hours (or £C overnight) and the pellet (DNA)
obtained by centrifugation (13,000 x g) in the caddm. The supernatant was discarded
and the DNA pellet was washed once with 70% ethd&edbre being re-suspended in
sterile water. The dissolved DNA was then readybéoused for analysis. How this

procedure was optimised will be described in Chapte
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2.5. Quantification of the DNA by gel electrophore

When necessary, gel electrophoresis was used tk the size and the concentrat
of the DNA obtained. Fragments DNA, cornaining the gene of interest, w size
fractionated on 1.2% agarose gel in TAE buffer (B0 Tris-Acetate, 10mM EDTA, pt
8.3 at 28C). In orderto stain the DNASyber© safe DNA gel stain was u. Gels were
run under a constant voltage of 100 V and 4(A for 30 minutes. Twoadders, either
with 100 bpor 1 kb steps were used to estimate the size dDN¥ and, by comparison (
the fluorescence intensity, to approximately deteenthe DNA concentration. The ladd
were obtainedrom New England Biolal (UK) Ltd and are showin Figure 29. If the size
and purity of the DNA fragment was satisfactorygatld then be used for the next s

Base Pairs  Mass (ng) Kilobases Mass (ng)
-1517 45 —100 42

B0 @
-100 35
-1,000 0§
— Q00 7

— 800 4
- 700 21
~ 600 18

500517 97

400 38
300 29

— 200 28

—= 100 48
—05 42

Figure 29.Gel electrophoresis rults of ladder used. Ladders were named basedzerdgference
between each fragment, (A) 100 bp ladder and (B)lakder. These pictures were obtained f
New England Biolabs (UK) Ltc

2.6. Polymerase chain reacti

The DNA amplification was perforrd by PCR usinga Thermo Hybaid thermal
cycler PX2. APCR reaction mix (15 ul) was prepared for eachti@acEach reaction mi
contains buffer(supplied with the polymeras, dNTPs, water, primers (forward a
reverse), DNA polymerase athe DNA template. fie PCR conditions were optimised
varying factors such as the annealing temperathee,elongation time and the prin
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concentrations. Primers were designed based opréwously published DNA sequence
of BI. viridis (Michel, et al., 1985; Michel, et al., 1986; Wiess, et al., 1990).

Details about the optimisation of the PCR condgiamd the primer design are given
in Chapter 3. Primers were obtained from Sigman&rmes Phusion® DNA polymerase
was obtained from New England Biolabs (UK) Ltd. Thaification of DNA fragments,

where required, was performed using a Qiaquick@ Kjiobtained from Qiagen.

2.7. DNA cloning

PCR products that could not be sequenced direatiye wloned into JM109© High
Efficiency Escherichia coli(E. coli) cells with the pGEM®-T Easy Vector System. The
vectors are supplied so that they contain 3’ teaninymidine at both cutting ends. These
single 3’-T overhangs at the insertion site enhaihee ligation efficiency of the PCR
product into plasmids by preventing re-circulaimatof the vector. The pGEM®-T Easy
Vector also contains T7 and SP6 RNA polymerases ¢gee Figure 30 and Figure 31 for
details) flanking the cloning region within tkepeptide coding region of the enzyrfie
galactosidase. Insertional inactivation of drpeptide allows recombinant clones to be
directly identified by colour screening (blue - wd)i on indicator plates with the use of
IPTG and X-gal. White colonies contain inserts, mas blue colonies do not. The validity
of the insert in th&. coli cells can be confirmed by PCR using T7 and SR6qs.

Another method to identify whether the insertiomgass has been successful is by
Ruscony test. This is a quick method to providenmiation about the presence of inserts
in theE. colicells. This method isolates the plasmid and measits size. Th&. colicells
are re-suspended in 15 pl of Ruscony mix (seepperalix for details). Then the mixture
is incubated at room temperature (+°%5 for 10 to 15 minutes. Either phenol (2 ul) or
phenol-chloroform (4 ul) is added, and then mixethwand homogeniser. Next, 10 pl of
chloroform is added, and the mixture is again hoentged and centrifuged (2 minutes,
6,000 x g) to separate the liquid into 2 phases. @lasmid will be contained in the upper
phase. The upper phase is loaded onto a gel (s&tt) and the plasmid size determined.
PGEM®-T Easy Vector has a size of about 3 kb, fioeee the presence of the correct
insert in the plasmid can be easily identified.afiyy the DNA plasmid can be directly
isolated from thé. coli by using the QIAGEN® Plasmid Purification kit.
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pGEME®-T Easy Vector

T7 Transcription Start

... TGTAA TACGA CTCAC TATAG GGCGA ATTGG GCCCG ACGTC GCATG CTCCC GGCCG CCATG
3 ... ACATT ATGCT GAGTG ATATC CCGCT TAACC CGGGC TGCAG CGTAC GAGGG CCGGC GGTAC

T7 Promoter ‘ || | | | | H
Apal Aatll Sphl BstZI Meol

GCGGC CGCGGE GAATT CGATT3
CGCCG GCGCC CTTAA GCTA

ATCAC TAGTG AATTC GCGGC CGCCT GCAGG TCGAC

(C'O”ed msert)S"l’FAGTG ATCAC TTAAG CGCCG GCGGA CGTCC AGCTG

b L e
Nogsm Sacll EcoRl Spel  EcoRl Pl Sall

SP6 Transcription Start

CATAT GGGA GAGCT CCCAA CGCGT TGGAT GCATA GCTTG AGTAT TCTAT AGTGT CACCT AAAT . .. 3
GTATA CCCT CTCGA GGGTT GCGCA ACCTA CGTAT CGAAC TCATA AGATA TCACA GTGGATTTA . .. &

| ” ” | SPe Promoter
Ndel Sacl Bstxl Msil

Figure 30. The promoter and multiple cloning segasnof the pGEM®-T Easy vectors (picture
obtained from pGEM®-T Easy vectors handbook). Thp strand of the sequence shown
corresponds to the RNA synthesized by T7 RNA pohase. Bottom strand corresponds to the
RNA synthesized by SP6 RNA polymerase

Xmnl 2009
171 ]
Scal 1890 Nael 2707 Apal 14
\ Aatl] 20
f1 ori Sph 26
BstZl 31
Neol 37
Amp' BstZI ig
PGEM®-TEasy  jacz Nl |
Vector r .t EcoRl | 52
(3015bp)

Spel 64
EcoRlI 70
Notl 77
BstZ| 77
Pstl a8
ori Sall 90
Ndel 97
Sacl 109
BstXl 118
Nsil 127
141

T SPB

Figure 31. pGEM®-T Easy vector circle map and seqaeeference points (picture obtained from
pGEM®-T Easy vectors handbook)
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2.8. DNA sequencing

DNA was sequenced by the Molecular Biology SuppOrit (MBSU) DNA
sequencing service at the University of Glasgowe Tragments were sequenced by
Sanger’s dideoxy method by using a MegaBASE 10Q0esgcer from GE healthcare. The
raw sequence data alignment was performed by QMgtEBI, 2008) and the amino acid
translation by Molbiol 6 frame translator (Molbi@008).

2.9. Experiment method overview

A flowchart of the experiment methods used is giweriFigure 32. This flowchart

therefore shows an outline of the complete project.
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Growing Bacteria

Harvest Bacteria Cells

Previous
Published Total Cell DNA Isolation
Sequence
A
DNA Fragments Isolation &
Primer Design > Amplification
(PCR)

Fragment good for
sequence?

Clone fragment into vector and
expressed to E.coli

Sequencing
(Sanger Dideoxy Method)

A

Sequence Result

A

Compare Results with Previous
Sequence

Sequence Correction

Use the new sequence data New Refined
to interrogate the electron » Structure
density maps

Figure 32. Overview of the experimental methodolofiye sequence results were then compared

with the previous published version in order toaiithe corrected sequence version.
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Chapter 3 Re-sequencing the genes of light harvesy

complex and reaction centre fromBl. viridis

3.1. Introduction

The 3D structure dBl. viridis RC was the first membrane protein structure detezthi
by X-ray crystallography (Deisenhofer, et al., 19B&isenhofer, et al., 1985). In order to
fit the polypeptide sequences into the electronsigrMichel had previously sequenced
the genes encoding the RC and LH1 polypeptides H{&ljc1982). TheBl viridis strain
used in this research is DSM 133, the same ashysbtichel.

The genes encoding tiffeand a. subunits of the LH complex and the L, M, and C
subunits of the photosynthetic RC froBl. viridis are organized into thpufBALMC
operon (Michel, et al., 1986), illustrated (Michel, 1982 The H subunit is encoded
separately in thpuh operon (Michel, 1982). The DNA sequence of gemen@ing thep
(pufB), a (pufA), L (puflL), M (pufM), C ufC) and H puhA were determined by manual
DNA sequencing (Michel, 1982; Michel, et al., 198&chel, et al., 1986; Wiessner, et al.,
1990). On the upstream part of tn&f operon, theufB andpufAgenes are separated by 17
bp nucleotides. ThpufA gene is separated from tpafL gene by 122 bp (Michel, et al.,
1985), while pufM is separated fronpufL by 11 bp (Michel, et al., 1986). The gene
encoding theufCis located at the end of the gene encoginfiM and overlaps it by 1 bp
(Wiessner, et al., 1990). As often happen with seientific developments and technical
inventions, an accidental observation leads tobtbginning of an experiment. A recent
2.0A resolution structure, obtained whilst studythg binding of the carotenoid in ti.
viridis RC has found that several amino acids positiorthenprotein sequence do not fit
well into the electron density map (Roszak, et wpublished observations). It was
apparent from the new electron density maps thattiginal Bl. viridis RC amino acid
sequence may contain some errors and that theesldbht result could only be resolved
by re-sequencing theuf andpuh operons. Examples of these clashes are showrgurd-i
34 and 35. In this case the electron density mapduged by the new high, resolution
structure have been fitted with the Michel polypéptsequence and the poor fits are rather

obvious.
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The examples presented Figure 34 and Figure 3Strdlie there are problems at
positions M70, M164, C77, C277 and C43. The newdyamed electron density maps
indicate that the amino acid residue assigned th @& these positions is probably not
correct. The published amino acid sequence assifjits M164, C77, C277 and C43 to
Leu, Thr, lle, Leu and Ala, respectively. This wat&scribed in this thesis re-sequences
the puf and puh operons fromBl. viridis and establishes new polypeptide sequences for
these genes. The re-sequencing of these genesamparison between the old and new
sequences is presented in Chapter 3 and how tifésences enable us to better interpret

the electron density maps is discussed in Chapter 4

1071 bp
‘ 210 bp ‘ 210 bp 825 bp L 975 bp
\ \ pufB \ \ pufA \ \ pufL \ \ puf pufC

7 bp»‘ ‘«
777 bp

‘ puhA ‘

122 bp
— h 11 bpﬂh 1 bp—ja—

Figure 33. The genetic map of tpef operon DNA region betwegoufB, pufA, pufL, pufM and

pufC (Wiessner, et al., 1990puhAposition is not in the same operon with the others
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Figure 34. The Ro-Fc electron density atcllevel (in blue) and th&o-Fc density at 3 level (in
green-red) at the carotenoid binding site. Theipielry RC model is shown in yellow (with
shortened carotenoid) while two published model3BRodes 1DXR and 1I5N are given in
magenta and cyan respectively. Residue Leu M7(hetasvith the apparent carotenoid density
residue Ala M74 appears to not satisfy the existoensity (Roszak, et al., unpublished

observations)
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Figure 35. Four examples of putative mistakes m phblished amino acid sequence identified
based on the electron density maps. Colour ideatifin as in Figure 34 (Roszak, et al., 2008). A)
The side chain of Thr residue at M164 lies outsigeelectron density (red). B) lle residue at C77
shows inappropriate positions where one methyl grouerlaps with the density (red) while

another density reveal at the other side (greenOi@ of the methyl group on the side chain of
Leu residue at C277 also lies outside the densdgt) (and other place expect more side chain

(green), d) A larger amino acid residue structarexipected (green) rather than Ala for C43.
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3.2. Isolation of genomic DNA frorl. viridis

Initial attempts to isolate genomic DNA froBi. viridis using the original protocol
(described below) were not successful and gave pody quality fragmented DNA. The
experiments performed to improve and adapt thigiral method forBl. viridis are
described in this section. The final, improved pool for isolating bacterial genomic DNA
is outlined in Chapter 2.

Bl. viridis cells were harvested by as described in secti®ri.2The supernatant was
discarded and the cell pellet re-suspended in 1.Bppendorf tubes in a minimal volume
of liquid, either sterile water or TE was useddomparison.

For the next step, 200 ul of the harvested suspemngas mixed 1:1 (v/v) with phenol-
chloroform. The sample was vortexed briefly, indeldafor 5 minutes at RT and
microfuged to separate the phases. The supernatanthen removed into a fresh 1.5 ml
Eppendorf tube and the volume measured. In thenatigrotocol, the clear supernatant
was washed, twice with the same volume of chlorofan order to remove the residual
phenol. For comparison, a single wash step was talso as it was hoped that fewer
manipulations would decrease DNA fragmentation. Tésulting viscous solution was
microfuged (4 min, 13,000 x g), the supernatanefcdly removed into a fresh 1.5 ml
Eppendorf tube and the volume measured.

The DNA sample was precipitated as described ini@e@.4 and the pellet re-
suspended in sterile water. To check the quantityquality of the obtained DNA, it was
run on an agarose gel as described in Section 2.5.

The initial protocol did not yield good quality,gin-molecular weight DNA, even after
repeating the experiment several times. Culturese vaedso re-grown and all chemical
stocks were re-made fresh. A gel illustrating tiéADobtained is given in Figure 36 and
the composition of each lane is given in Tabler2tHis Figure, it is apparent that re-
suspending the cells in TE buffer gives a greaieldyof fragmented DNA after the final
ethanol precipitation step compared with the expent that just used water. Why this
should be is not clear.

All lanes in Figure 36 had sheared DNA present ijjngigrom the large fluorescence
intensity at the bottom of the gel. It is only Aetbeginning of the isolation where any
difference is apparent. It can be seen that theslaontaining the DNA sample from cells
re-suspended with TE (E, F and G, H) contain rathere DNA than the lanes containing
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the DNA from cells re-suspended in® (A, B and C, D), therefore, from this point
onward cells were always re-suspended after peilét TE buffer.

Literature studies on different DNA isolation metiscsuggested other steps that may
be worthwhile. The first isolation trial (describpdeviously in Figure 36) was conducted
without the use of any liquid )N SDS, Proteinase K and lysozyme. Liquid &hd SDS
(2%) are different methods used in order to phylsiaisrupt the cell wall and to digest
proteins released from the cell lysate. These steps be used before the phenol-
chloroform extraction. | therefore modified my pyool to include these steps.

Harvested cells (200 pul) inside an Eppendorf tuleeewrozen in liquid MNfor 1 to 2
minutes, then, promptly heated to ®Din water bath for 2 minutes. This freeze/thawleyc
was repeated three times. Next, 25 ul of SDS (8@)! of Proteinase K (20 mg/mlin TE
buffer) and 80 pl of lysozyme (10 mg/ml) were addetb the cell suspension. The
mixture was gently inverted a few times by hand #reh incubated for 1 hour at 3C.
Lysozyme digests the polymeric compounds that nugkiine cell wall whereas Proteinase
K digests proteins. After this incubation the pombowas continued with the phenol-
chloroform treatment as described above for figstation trial. The results between the
second isolation trial (lane A (DNA solution added) and B () and the first trial (lane
C (1ul DNA solution added) and D (b)) are compared ifigure 37.

In Figure 37 a comparison between the isolation that useddityy, SDS, Proteinase
K and lysozyme (Lane A and B) and the isolatiort thd not use these treatments (Lane C
and D) is presented. The result from both trials weat no high-molecular weight DNA
was present. There is high intensity fluorescemesgnt at the bottom of the gel in Lanes
C and D suggesting that the DNA had been degrdumdever, there was no sign of any
DNA fragments at all in Lanes A and B. This reswlas worrying and so further
experiments were performed to see where the probl@snoccurring.

It was necessary to determine at which step innfehod the DNA was being
degraded or lost. Samples were taken after eaphrstbe protocol and carefully analysed
by gel electrophoresis (Lanes E to H in Figure 8&he E is the sample obtained after N
SDS, Proteinase K and lysozyme incubation, lanes Fhe sample after phenol-only
extraction, lane G was sample after the first dflaim wash and lane H was the sample
after the second chloroform wash.

Lane E in Figure 37 shows that liquid,N6DS, Proteinase K and lysozyme treatment
results in the presence of high-molecular weightADIbut at low concentration. This is
evident from the low intensity band above 10 kbnidun the lane (marked with a yellow
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arrow). Although it was difficult to load the sarepiollowing the phenol-only extraction
into lane F, high-molecular weight DNA can still besualised in lane F (Figure 37)
suggesting that this step did not result in anyra@gtion. However, there is large
fluorescence intensity present from sheared DNlame G after the chloroform extraction.
In lane H no DNA fluorescence bands can be seeallasuggesting that the second
chloroform treatment results in the loss (degraxté®) of all DNA in the sample. This is
probably because it is degraded to such an exettitt does not precipitate during the
ethanol precipitation step.

From Figure 37, it can be seen that the fragmemtaif the DNA occurs during the
chloroform extraction (lane G). For this reasoreréiiore, DNA isolation was attempted
with minimal chloroform washing. The sample was rasted using only phenol:
chloroform mixture (1:1) bought from Sigma. Theuid N,, SDS, Proteinase K and
lysozyme treatments were removed from the prota®lthey did not provide any
significant improvement to the final result (seeda, B and C, D in Figure 37). Doing
this also minimises unnecessary steps that mayedserDNA yield. As a result of these
modifications, good quality high-molecular weighB fragments could be obtained.

In (Figure 38 high-molecular weight DNA can be seen in all slet8h no significant
differences between the two duplicate samples ¢laAe B and lanes C, D). For
quantification purposes, the volume added to lake€ (loading 0.5 ul) and lanes B, D
(loading 2 pl) was varied. Then fluorescence intgredf the high-molecular weight DNA
was compared with that from the DNA markers. Thecentration of the totdBl. viridis
genomic DNA obtained by this method, based on coispa with DNA marker
fluorescence, was ~80 ng/ul. Now | could proceeith¢oPCR steps.

Table 2. The various volumes used for gel elecmogsis shown in Figure 36. The effect of using

water compared with TE buffer was tested.

H,O TE
A B C D E F G H
Volume of DNA solution (ul)] 1 2 1 2 1 2 1 2
Re-suspended cells used (Ul) 80 100 80 100
TE Buffer - - 200 200
Water 200 200 - -
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M1 A B C D E F & M2

1k

1000 by

200 bp

Figure 36. An example of gel electrophoresis resuDNA isolation that compares the use of TE
buffer and water. The protocol used for each shotloe seen on Table 2. It is evident that no high-
molecular weight DNAs were obtained from this expent. The sizes of markers used are 1 ul of

a 10 kb ladder (M1) and a 1.5kb ladder (M2) (oldifrom New England Biolabs).
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Genomic

DNA Band 10 kb
Region
3 kb
200 bp

Broken fragments

Figure 37. Gel electrophoresis analysis of eagh atalysis of the DNA isolation. DNA samples
isolated using the liquid )NSDS, Proteinase K and lysozyme treatment is givdrane A (1 ul)
and B (5 pl). Lanes C (1 ul) and D (5 ul) are withthese treatments. The DNA extraction and
precipitation was conducted as described in se@iédnThe results of sampling after each step are
shown in lanes E to H. Sample after liquig, SDS, Proteinase K and lysozyme incubation (E),
sample after phenol extraction (F), sample aftst ihloroform wash (G) and sample after second
chloroform wash (H) are shown. Only a small amafDNA can be seen in lane E. The size of
markers used (M1) were 1 ul of a 10kb ladder an@)(& 1.5 kb ladder (obtained from New
England Biolabs).
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10 kb

Broken

Fraoment

Figure 38. Gel electrophoresis of total genomic DdbAained when the chloroform wash step was
omitted. For this experiment, liquid,NSDS, Proteinase K and lysozyme treatments wererait
used. The use of chloroform was also limited to phenol-chloroform extraction only. Genomic
DNA bands (more than 10 kb) can be clearly visealiin this picture. Lanes A, B and C, D are
duplicates from the same initial sample. Lanes & @rhave 0.5 ul while lanes B and D have 2 pl
sample. The markers used were 1 ul of a 10kb la@dé&) and 1 pl of a 1.5kb ladder (M2)
(obtained from New England Biolabs).

3.3. Primers and fragment amplification

The first important step in the process of amptifyDNA by PCR is to design good
quality primers. Primers are short oligonucleotsdeuences (around 15 — 25 bp), which
are used to begin the DNA synthesis. The GC contérthe primers will affect its
behaviour such as the annealing temperature opdssibility of producing secondary
structure, which is unwanted. The sequence of asymrag 500 bases can optimally be
determined by the Sanger dideoxy method (Bergl.e2@02). Therefore, the position of
the primers must be planned according to the seguancapability. Each primer has to

cover each of the approximately 500 bp sectiortbéngene to be sequenced. Primers used
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for sequencing have to be positioned before, imiltelle and after the expected fragment.
The idea was to have all genes fully covered.

There are several important factors to be takea aunsideration when designing
good primers; they are GC content, fragment leragith melting temperature. Neglecting
these factors may result in bad amplification aradl [sequencing results. The worst
scenario will happen if there are no good positiamshe sequence, to design primers due
to such factors as too much GC content. The pti@geof the primers were checked by
using the online oligonucleotide properties caltarlawhich was obtained from the
Northwestern University, web tools website (Nortkteen University, 2008).

The primers were named based on the position optimers in the gene and their
role, either as forward or reverse primers. Fotainse, pufBvirF is primer that was
designed forBl. viridis pufB gene, positioned before the start codon of theegedhat
encodes3-subunit and will replicate in forward direction’ ® 3’) whereaspufCvirRis
primer that starts at the last base of gene thebdas the C subunit and replicates in a
reverse complement direction. The reverse primes designed to be complementary to
the reverse complement strand (5’ to 3’) of thelewttide sequence. Another example of a
reverse primer ipufL104virR.This primer starts at base number 104 in the dbat
encodes the L subunit and will replicate in a reggzomplement direction (5’ to 3’).

Fourteen primers were designed for the PCR andeheencing purposes (Table 3)
based upon the previous sequence information aatafrom Michelet al (1985 and
1986). The positions of these designed primerdivel@o the organisation of theuf and
puh operons can be seen in Figure 39. The primers Wleae used in the fragment
amplification will be described in section 3.3.1 exbas those used for sequencing in
Section 3.3.2.
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pufLvirF

—>
pufBvirF )
> pufL429virF pufM47virF pufC390virF
| | putB pufA pufL [ putM [ pufC
A A pufMvirR
pufL104virR pufL504virR pufC541virR ~ pufCvirR
puhAvirF
>
L] puhA [
-

PUbAVIrR

Figure 39lllustration of the primers position in the geneapnMarked position on DNA sequence

can be seen on appendix. Primers were checkedbfirsinplification for its quality before used for

sequencing. Amplified fragments that have poor igugrimers for sequencing has to be cloned

into a vector. Then, the cloned product was seqaby T7 and SP6 primers.

Table 3. List of all primers involved in PCR amjgiftion and sequencing. In total, there are 14

primers that were designed for this research.

Oligo Name | Length Velting GC .
No Temperature Dimer | 2ndry
(bp) (%)
(o)

1 pUfBvirF 21 74.9 57 No |Mbderatd
2 pufLvirF 24 76.5 60 No None
3 pufL10virR 22 67.8 50 No None
4 puUflLA29%irF 21 70.6 62 No None
5 PpuUfL504virR 21 a3 52 No None
6 pufVAArF 20 67.9 (56 No None

7 | pufiMHZ8virF 21 714 62 | None | Weak
8 PUfMVIrR 20 4.5 50 No None
9 pufC138virF 19 51 53 No None
10 | puf@C330VvirF 18 72.6 67 yes None
11 | pufC54ivirR 18 67.2 61 yes None
12 pufCvirR 18 613 50 No None
13 PUhAVIrF 18 60.2 53 No None
14 PpUhAvVIrR 17 59.5 50 No None
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3.3.1. Amplification of the gene fragments

There were 10 primers used to amplify the requigghe fragments The
combinations of primers used, the predicted anditta length of the amplified products

are shown in Table 4.

Table 4. List of primers (in pairs) used in the #figations. There were 10 primers involved in

producing 5 fragments that were used as sequeterimgates.

Te rature (oC
No | PrimersName | Gene/s contained IVEI’ITOe Alrj1 ( li ) GC | Predicted | Obtained
ing| Annealin % Length Length
g
1 quBv:rl'—' pufB pufA and 74.9 55 57 1226 1206
pufL504virR most of pufl 63 52

2 pufLvir pufl andpuf 221 sz O 1 gy 1831
pufMuirR 64.5 50

3 pufl\ﬂ47$wrF End partof pufM& | 714 55 62 1564 1564
pufCvirR pufC 613 50

4 |[RICBBITF | part of pufc 2 5 = 933
pufCvirR 613 50 B3

5 puhAvirt. puhA 02 | 4,5 |2 g3 3
puhAvirR 595 50

The PCR procedure used is described in the follgwaxample for pufC
PufM478virF and pufCvirR primers were employed. The expected length froemRER
process was 1,564 bp (Figure 40, Figure 41, andr&ig2). However, before a high
concentration of this fragment could be obtainedugh PCR amplification, optimisation
of the protocol had to be conducted. In this céedffect of primer concentration was
tested.

Three concentrations of reverse primers were u8éd (M, 600 nM and 300 nM).
The concentration of forward primer was kept thes€900 nM) for each different reverse
primer concentration. The basic PCR conditions weept the same. The annealing
temperature used was 80 and the extension time was 50 seconds. Detatlsegbrotocol
and the gel electrophoresis analysis of the resaltsbe seen in Table 5 and Figure 40.
Several DNA bands were found in each lane in tHeTdeere is band with the expected

size that can be seen in lane corresponding thigteest reverse primer concentration, 900
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nM (lane 1, Figure 40). The expected lengtlpofC fragment is 1,564 kb. Poor yields of
the expected product were found in other lanes. Higleest reverse primer concentration
was, therefore, used for the next trial (900 nM).

The next parameter that was optimised was the #ngetemperature. In some
primers that have a GC content of more than 60%, temperature can lead to the
production of secondary products. In the case effittst trial with pufC (in Figure 40),
secondary products were detected in all lanes.afsbe seen in Table 3 and Table 4, the
GC content of the primers is at acceptable levéD(%). However, secondary products
were clearly a problem. For this reason, the ammgatmperature was increased b
to 55°C. This modification resulted in a clear fluoreseand for a DNA product with
the exact size of expectguifC fragment (Figure 41) with, in this case, no siigaift
secondary products.

After the optimised protocol had been determidactge scale amplification of the
pufC fragment was performed in order get enough fouseqing. The result of thjsufC
amplification can be seen in the gel in Figure®2e concentration of the product obtained
from this amplification was, approximately, 50 nig/fihe amplification product was then
purified using the Qiaquick® spin kit before beswnt for sequencing.

All required gene fragments for use as sequencergplates were successfully
amplified by PCR. These amplification products suenmarised in Table 4. The next step

was to test the primers that were going to be frsieskequencing.
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Table 5. PCR protocol for the isolation of {afC fragment.pufM478virFwas the forward primer

and pufCvirR the reverse primer. There were 3 variations oérsw primer concentrations (900,
600 and 300 nM) tested. The volumes of reversegurifim pl) are highlighted in yellow. The
concentration of DNA template used was 8 ng/ultBesults were only found with Master mix 1,
where the expected product was produced. Howevwgthefr optimisation of the annealing

temperature was required.

Cycler program:

Initial denaturation 9&C, 1 minute

Denaturation 98C, 30 seconds
30x  Annealing 58C, 45 seconds
Extension 72C, 50 seconds
Final extension 7%C, 5 minute
Hold 40°c, ~
Master mix compositiorn
PCR mix volume 15 pl

Forward primer pufM478virF 900 nM

Reverse primer

pufCvirR 900 nM, 600 nM, 300 nM

s Primer concentral | Reverse 900 nM 600 nM 300 nM
Base plvol. | MASTER | MASTER | MASTER
Compositions per Mix 1 Mix 2 Mix 3
per sample| sample (uh (uh (uh
Sample amount 2 2 2
Buffer HF 5x conc. 3.00 6.00 6.00 6.00
dNTPs 10mM 0,2mM 0.30 0.60 0.60 0.60
Water 10.15 18.52 19.40 20.60
Primer f 20uM 200 0.1% 1.34 1.34 1.34
Primer r 20uM 200 0.15 1.34 0.90 0.45
DNA pol. Phusion
(2U/ ul) 0.10 0.20 0.20 0.20
Template DNA
(8ng/ul) 1.00 2.00 2.00 2.00
Suma 15.00 30.00 30.00 30.00
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+1.560 kb

Secondary

produc

Figure 40. Gel electrophoresis analysis of the dioalion of the pufC fragment (1,561 bp).
PufM478virFis the forward primer anpufCvirRis the reverse primer. Three variations in reverse
primer concentration were used in this amplificat{@&=900 nM, C= 600 nM and E=300 nM).
High intensity of secondary products was seen wébh variation. Slot numbers B, D and F are
negative controls where the reactions were cawigdin the absence of the genomic DNA. The
highest intensity of the expected product was foundane A, where highest reverse primer
concentration was used. Clearly further optimigat®required. The marker (M) used was 1 pl of
a 1.5kb ladder (obtained from New England Biolabs).
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+1,564 by

Figure 41. Gel electropnoresis analysis of the diogifion of thepufC fragment. The fragment has
size of around 1,564 bp. lane A used the optimjzetibcol (annealing temperature is %5 and
highest reverse primer concentration is 900 nMneL8 is the negative control with no added
genomic DNA. The marker used (M) was 1 pl of thé&tlGadder (obtained from New England
Biolabs).

M A B

1.5kb

500 bp

Figure 42. Gel electrophoresis analysis of thedacple amplification of theufC fragment (1,564
bp). Two different volumes were used to measurectirecentration (A) 1 pl and (B) 2 pl. The
fluorescence intensity of the product in lane B wghightly more intense than the bands in the
ladder (500 bp, 97 ng/ ul). The concentration ivel® was therefore estimated to be approximately
100 ng/ 2 ul (50 ng/ ul). The marker used (M) wasl bf the 1.5kb ladder (obtained from New
England Biolabs).
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3.3.2. Testing the primers to be used for sequgncin

There were 10 primers designed to be used in theeseing. The quality of these
primers was tested using PCR prior to sending sesnfg the sequencing service. The
same procedure as for the fragment amplificatios wsed. If the primers pairs did not
produce the exact size of fragment predicted therséquencing will not be a success. The
primer combinations, the target of the genes tedmuenced, the predicted and obtained
length of the amplification products are shown ablE 6.

Almost all combinations successfully amplified thexjuired genes for sequencing.
There was only one combinatiqmyfC390virFandpufCvirR which was unsuccessful. The
predicted size for this pair was 680 BufC390virFwas designed to amplify the sequence
at the end opufC. Optimisation of the PCR protocols was tried, the results always
showed the presence of secondary products (FiggkeWhen the pfC390virF primer/
pufC DNA combination was sent for sequencing tiseiltevas very poor. This is shown in
Figure 44. This Figure compares an example of aessful sequencing run with this bad
one.

Unfortunately, a single primer could not replacefG890virF and provide the
coverage needed. Therefore, another method imglsioning was used to overcome this

problem.
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Table 6. List of primers involved in the sequencifithere were 10 primers involved in the
sequencing. Most of primers could be successfidgdun the sequencing reaction. The one pair

that failed is highlighted in red.

[Termperat
No | Primers Narme Target Genes I(\e/elt' :r: (OCI:] GC Predicted | Obtained
to be sequenced ne X nea (%) Length Length
ing
PUfBVIrF 74.9 57
1 puf A L 55 827 827
pUfLIOWIrR B puA pufl 67.8 50
> pLg‘BVIrI-' , 74.9 s 57
PUfL5OIrR P &3 52
PUFLAZVirE 70.6 &2
3 C 55 1940 1940
pufC541virR pufl, puivl puft 67.2 61
pufVUAVirF 67.9 &0
4 C 55 933 933
DUf MR puiMl puf 64.5 50
PpUfC390virF 72.6 67 1,800;
5 pufC 55 680 1,000; 80G;
puUfCvirR 613 50 680; 250
M1 M2 A [

600 bp

Product
+ 680 bp

Figure 43. Gel electrophoresis analysis of thelteguestingpufC390virFandpufCvirR primers.
The presence of secondary products is clear. Heeo$ithe expected product (Lane A) was 680 bp
(pointed by yellow arrow). Lane B is the negatiwairol. The markers used were 1 pl of a 10kb
ladder (M1) and 1.5kb ladder (M2) (obtained fromaNEngland Biolabs).
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Figure 44. Examples of sequencing results thatimddaby Sanger’'s dideoxy method. Above: a

j llj‘

good sequence result. Bottom: a poor sequence @siagined with. Poor sequences have untidy

peaks resulting in difficulties in reading the ardéthe bases.

3.3.3. PCR products that required cloning befoey ttould be sequenced

As described above there were two parts of the gamée sequenced that needed to
be cloned before they could be sequenced. These therend part opufC where the
primers designed for the sequencing reaction faaled the whole opuhAwhere due to
the lack of previously available sequence dataas wot possible to design primers that
would give full coverage of the gene sequence Sgare 45).

The combination opufC138virFandpufCvirR did produce an amplification product
that contained the end partifC. This length of this fragment was 933 bp, see f@gib.
This fragment was inserted into the vector and ttlened intoE. coli. Therefore, the T7
and SP6 primers could be used to sequence thedcfaagment. More detail about cloning

will be discussed in section 3.4.

GAATTCCCCGCCTAGACAGI T TTCTGCCCACGGAGGT TCTTATGTATCACGGCGCTCTCGCTCAACATTTAGA
CATCGCACAACTCGTATGGTACGCGCAGT GECTGGT CATCTGGACGGT TGTCCTGCTGTACCT CCGCCGTGAG
GACCGT CGCGAAGGCTACCCGCT GGT CGAGCCCCT TGGT CTCGT CAAGCT GGCGCCCGAAGACGGECCAGGT CT
ACGAGCTGCCCTATCCCAAGACGT TCGT GCTCCCGCACGECGECACCGT CACGGT TCCGECGT CGTCGT CCGGA
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AACCCGCGAACT GAAGCT GGCGCAGACCGACGGCT TCGAAGGCGCCCCGCT GCAGCCGACCGECAATCCECTG
GTI'CGACGCCGT CGGECCCGGECT TCGTAT GCCGAGCGT GCGGAAGT GGT CGACGCCACGGT TGACGGCAAGECCA
AGATCGT CCCGCT GCGCGT TGCGACCGACT TCT CGAT CGCGGAAGGCGACGT CGAT CCGCGT GGECCT GCCEGT
GGTI'TGCCGCT GACGGCGT CGAGGCT GGTACGGT TACCGACCT CTGGGT CGACCGCTCGGAGCACTATTTCCGC
TACCTCGAGCT CT CGGT GGCCGECAGCGCCCGCACCGCGECT GATCCCGCT CGGCT TCTGCGACGT CAAGAAGG
ACAAGAT CGT CGT GACGT CGATCCT GT CCGAGCAGT TCGCCAACGT GCCGCGT CTGCAGAGCCGCGACCAGAT
CACGCTGCGCGAAGAAGACAAGGT GTCGGECCTACT ACGCT GECGGT CTGCT CTACGCGACGCCGGAGCGT GCG
GAATCGITGCTGTGAACGACGATTTCGA

puhAvirF: CGGCTAGACAGT TTTCTGE PUhAVIrR GTTGCTGTGAACGACGA

Figure 45. Previous publishgguhA DNA sequence obtained from GeneBank under acaessio
number;BI. viridis, X02659. Start codon (ATG) and stop codon (TGAhighlighted in yellow.
Forward primer is highlighted in green while rewemimer in gray. ThipuhAgene has fragment
size of 800 bp. Around first part of 40 to 100 bewery primer sequence will have bad result (see
Figure 44). Therefore, cloning this fragment iateector will be necessary.

1kb + 900 bp

Figure 46. DNA Fragment resulting from the ampéfion using thgufC138virFand pufCvirR
primers. PCR reaction was performed usngC fragment as the template. The product length
(Lane A and C) was expected at around 933 bp. LBreesd D are negative controls. The marker
used (M) was 1 ul of 10 kb ladder (obtained fronwNEngland Biolabs).
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The other case where a fragment could not be seqdatirectly was theuhAgene.
The position of primers, which were designed to Eynthe puhAgene for cloning, can be
seen in Figure 45.

The optimised protocol for the amplification of thehAgene is given in Table 7. The
result of this optimised PCR reaction is shown iguFe 47. The result of the large scale
amplification of thepuhA gene is shown in Figure 48. This amplified prodweis then
purified by using the Qiaquick® spin. The concetbra of this fragment was
approximately 50 ng/ul.

Table 7. PCR protocol fgguhAfragment isolationpuhAvirFwas used as forward primer whereas
puhAvirRas reverse primer. There were 3 variations of @réntoncentrations (400, 600 and 900
nM). Concentration of DNA template used was 8 ngAll variations have great results (Figure

47). Therefore, the lowest primer concentrationdde used for the amplification purpose.

Cycler program:

Initial denaturation 94C, 1 minute
Denaturation 98C, 30 seconds

30x  Annealing 48C, 45 seconds
Extension 72C, 30 seconds

Final extension 7%C, 5 minute

Hold 40°C, ~

Master mix composition

PCR mix volume 15 pl

Forward primer
Reverse primer

puhAvirF, 400 nM, 600 nM, 900 nM
puhAvirR 400 nM, 600 nM, 900 nM

as Primer
ion 400 nM 600 nM 900 nM
Base| ulvol.
Compositions per | MASTER | MASTER | MASTER
per sample| sample Mix 1 Mix 2 Mix 3
Sample amount 1 2 2 2
Buffer HF 5x conc. 3.00 6.00 6.00 6.00
dNTPs 10mM 0,2mM 0.30 0.60 0.60 0.60
Water 10.15 20.00 19.40 18.50
Primer f 20uM 200 0.15 0.60 0.90 1.35
Primer r 20uM 200 0.15 0.60 0.90 1.35
DNA pol. Phusion
(2U/ pl) 0.10 0.20 0.20 0.20
Template DNA
(8ng/ ul) 1.00 2.00 2.00 2.00
Suma 15.00 30.00 30.00 30.00
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A B CDE M

800 bp

Figure 47. Gel electrophoresis analysis of thelt@dyprotocol optimisation of the amplification of
puhA (823 bp). Variations of primers concentration waesed in the amplification (400 nM; lane
A, 600 nM; lane C and 900 nM; lane E). All produbtsse clear and correct size. Unfortunately,
the primers, which were used for amplifications Idonot be used for sequencing purposes.
Therefore, cloning the fragment into plasmid wil becessary. The marker used (M) was 1 pl of
1.5 kb ladder (obtained from New England Biolabs).

A B M1 M2

800 bp

Figure 48. Gel electrophoresis analysis of the ltasfuthe large scal@puhA amplification. Fair
intensity is found in lane A (1 ul) while sharpénsity in lane B (2 ul). Product intensity in laBe
looks similar with the 3 kb band in the ladder. fineduct has concentration of approximately 100
ng / 2 ul (50 ng/ ul). Protocol used can be seemairie 7. The markers used were 1 ul of a 1.5 kb
(M1) and 10 kb (M2) ladder (obtained from New EmgidBiolabs).
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3.4. Fragment cloning

As also mentioned in previous section (3.3), tlgriments that required cloning in this
study were end part @dufC andpuhA This section will describe how this cloning was
performed using puhA as an example. The clonindghatetan be divided into ligation and
transformation. Ligation is the part where PCR piigdpbuhAfor example, is inserted into
the cloning vehicle, the pGEM-T Easy® vector syst@mansformation is the insertion of
the cloning vehicle into th&. coli cells. The key components in ligation step are the
vector, the DNA ligation enzyme (ligase) and theRP@oduct. The ligation reaction was
performed by using a kit obtained from Promega. Tigation protocol can be seen in
Table 8.

The position where the PCR product will be inserted be seen in Figure 30 and
Figure31in Chapter 2.7. This pPGEM®-T Easy vector has a siz3 kb, including the T7
and SP6 replication site (178 bp). Thus in the adseuhA the ligation product should
give the new plasmid a total length of 3,8kb. Arfipdition using T7 and SP6 as primers
should then produce a fragment with the size otiaihkb (823bp fopuhA+ 178bp for T7
and SP6).

In the transformation step, the plasmid contaippngAwas inserted int&. coli cells
by heat shock, for 45 to 50 seconds, using a wm#r set at 43C. The ‘transformation’
cultures were then incubated at %7 for 1.5 hours. These putative transformed cudture
were aseptically inoculated onto LB media plates iacubated overnight (16-24 hours) at
37 °C for blue-white colour screening. Figure 49 shdtws result of this test. 9 white
colonies were selected from these two plates aed #septically inoculated onto a new
plate in order to obtain bigger amounts of the pdé ‘transformant’ cultures.

The presence of the correct insert in the plasmasl to be confirmed, either by the
Ruscony method or by PCR. Since the Ruscony metlasdquicker it was used first. This
was then confirmed by PCR, using T7 and SP6 asgpsim

All 9 white colonies were subjected to the Ruscoest as described in Chapter 2
(Section 2.7). The result of these tests is shawthe gel presented in Figure 50. Only one
of these colonies actually contained the correms$mid (lane ). This can be seen from the
size of the band, which is 800 bp bigger than ttieers. The other lanes show plasmids
that have sizes around 3 kb (lanes A to H) indicpthe absence of the required insert.

After the Ruscony test, the nine selected coloniese also used as the templates in
the PCR reactions. The PCR protocol used is gimehable 9. The results of these PRC
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reactions are shown in Figure 51. Lanes A-H shaothiecbresence of inserts but their sizes
are to small to have includgaihA Lane I, which should have contained the corneseiit
based on the Ruscony test, strangely did not shownsert. However when the PCR
reaction with this sample was given a longer extansme (lane K) the correct insert size
was found. This confirms that puhA had indeed belened in this white colony. The
plasmid was then isolated and purified using thAGEN® Plasmid purification kit. The
plasmid has an approximate concentration of 100uh@Figure 52) and was ready to be
sequenced.

This procedure was also used successfully to dlemend of pucC.

Table 8. Ligation protocol used fgruhA cloning. The puhA fragment was obtained from a
previous PCR amplification (Figure 48). Prior tangsthepuhAfragment the ligation protocol was

checked using the manufacturer’s test inserts. fEsisgave the expected results (data not shown).

Ligation Protocol - pPGEM-T Easy Vector system

Vir-puhA PCR fragments

negative
cute 20042000 Vipun | Postve | e
d)
Buffer 2x Rapid 10.0 10.0 10.0
PGEMHT Easy Vector (50ng/ul) 2.0 10 10
PCR product 6.0 0.0 0.0
Control DNA 0.0 4.0 0.0
TADNA ligase 2.0 2.0 2.0
water 0.0 3.0 4.0
total volume 20.0 20.0 20.0

Incubate at 37Cfor 2 h, or ar 4 T ovemight
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Figure 49. Pictures of the plates of the blue-whitdour screeningto test for successful
transformation opuhAin the pGEM®© T-Easy plasmid vector. (A) White auiles, pointed out by
black arrows, show positive clones. The blue casnare negatives clones. (B) The plate

containing the amplified selected white colonies.
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Other
plasmids and
genomic

DNA

3kb

Expected
product
+ 3.8 kb

Figure 50. A gel showing the results of the Rusctest on the white colonies, to test for the
presence of thpuhAinsert. Negative clones are found in Lanes A td@hkre is only one positive
clone (Lane I). The size of this band is aroundkb.8The marker (M) used 1 ul of a 10 kb ladder

(obtained from New England Biolabs).

73



Table 9. The PCR protocol for amplification of fmghAinsert. T7 was used as forward primer and
SP6 as reverse primer. The concentration of bathgps was 200 nM.

Cycler program:

Initial denaturation : 98C, 2 minute s
Denaturation 94C, 20 seconds
30x  Annealing : 48C, 30 seconds
Extension : 72C, 1.5 minutes
Final extension : 7%C, 5 minute
Hold : 4°C, ~
Master mix compositiorn
PCR mix volume : 15 pl
Forward primer : T7, 200M
Reverse primer : SP6, 26
Base| ulvol.
Compositions per | MASTER
per sample| sample Mix
Sample amount 9
Buffer HF 5x conc. 1.% 13.5
dNTPs 10mM 0,2mM 0.45 4.05
Water 10.15 91.35
Primer f 20uM 200 0.1% 1.35
Primer r 20uM 200 0.15 1.35
DNA pol. Phusion (2U[il) 0.10 9
Cells 0.00 0
Suma 15.00 135.00
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M AB CD E F G HI J M M K

Figure 51. A Gel showing the analysis of the resaftthe PCR amplification of the inserts of the
plasmids that gave the white colonies shown in fégif. Nine samples (A to 1), which gave the
white colonies were amplified using the T7 and pR@ers. Lanes A to H showed small inserts of
about 200bp that probably come from a direct jajrafithe two primers. The negative control is in
lane J. The w amplification from the white colomat showed the positive Ruscony test gave no
product. This clone was then tested with a londg@ngation time (2 min) and the result of this is
shown in lane K. The expected fragment (yellow&jris present at around 1 kb (800 bp for puhA
+ 200 bp for T7 and SP6 area). The marker (M) wgasl 1 ul of a 1.5 kb ladder (obtained from
New England Biolabs).
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3 kb; 125 ng

Figure 52. A gel showing the result of a largerlesgsolation of the plasmid that contained the
puhAinsert. The volume of the samples was (A) 1 pl @2 pl. The marker (M) used was 1 pl
of 10 kb ladder (obtained from New England Biolalid)e concentration of the plasmid, estimated

from lane A, is 100ng/ul

3.5. Nucleotide sequencesmiffB, pufA, puflL, pufM, puf@rdpuhA

The nucleotide sequences obtained were translatedhe corresponding amino acid
sequences, which were then compared with the presequences determined by Michel
(1982, 1985 and 1986). The nucleotide sequences tenslated using the Molbiol 6
frame translation program (Molbiol, 2008) and aéigrby the ClustalW2 program (EBI,
2008). The previously published sequences werdar@atdrom their GenBank accession
numbers as followsBl. viridis M55261 for beta and alpha subunits, X03915 font #
subunits, X02659 for the H subunit and X05768 e tytochrome subunit.

As mentioned previously in section 3.3, for eaajusacing reaction both forward and
reverse primers were used. This then producesfidaaboth strands of the DNA allowing
an internal check for each sequence i.e., theg@relimentary and have to match.

The region of the genomic DNA that contains pléB andpufA genes was sequenced
using thepufBvirF and pufL104virR primers. The complete sequence of both of these

genes was obtained using thefBvirF primer. The sequence obtained using the reverse
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primer @pufL104virR yielded the identical (complimentary) sequendeese sequences are
shown in Figure 53. A comparison between this negquence data and the previous
published sequence is shown in Figure 54. In thsedhe new sequence confirms the
previous sequence.

The region of genomic DNA that contains {h&L gene (825 bp) was sequenced next.
The primers involved in sequencingufL gene werepufL504virR pufLvirF and
pufL429virk The 5-end ofpufL gene (start codon area) was sequenced by the same
primers that sequenced thefB andpufAgenes (described above). Then the middle part of
thepufL gene was sequenced using paé_504virRandpufLvirF primers (Figure 55). The
sequences of the 5’-end and the middle of pufL vgered quality. Finally, the 3’-end of
pufL was sequenced using thefL429virF primer (Figure 56). It can be seen in Figure 56
that the start of the pufL sequence was of poolityuélowever the later part of the gene
did sequence well and had sufficient overlap whth data shown in Figure 55 to allow the
two sequences to be successfully joined. The newesee ofpufL was identical to the
previous sequenced determined by Michel et al (1982

The primers involved in sequencing the region @& genomic DNA that contains
pufM gene (975 bp) wengufL429virF, pufM47virFandpufC541virR The 5’-end opufM
gene (start codon area) was sequenced usinmuthd29virFprimer, while the middle part
of the gene was sequenced ugmgM47virF (see Figure 56). These two sequences were
or high quality and cold be easily overlapped. Bhend part ofpufM gene was sequenced
using the reverse primpufC541virR(Figure 57). The 3’-end of pufM also sequenced wel
and provided an excellent overlap with the middéet pf the gene. The new sequence
showed 5 differences when compared with the prevemguence.

The sequence obtained using PigfC541virRprimer described in the last paragraph
also contains the first part ptifC (start codon area). THe&ufC gene consists of 1,071 bp
(see below) but using this primer only allowed fingt 496 bp to be sequenced. The rest of
the pufC gene was then sequenced using the T7 and SPérprise® Figure 57) from the
remaining fragment that had been cloned into th&MG T-easy vector (described in
Section 3.4). The new sequenceafC had 8 differences when compared to the previous
sequence. All opuhAwas sequenced using the T7 and SP6 primers nadmA that had
been cloned into the pGEM T-easy vector (Figure 58gre were two differences in the
new sequence when compared with the previous olh@&ewn assembled sequences have
been translated into their corresponding amino sa@dd aligned with the previously
published sequences for comparison (see Figure$3p
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An overall summary of the differences between tlesv rsequence data and the
previous ones is provided in Table 10. The consecpgefor the structure of thad. viridis

RC when these changes are fitted into the electemisity map are presented in Chapter 4.

The DNA sequence of pufB and puf A obtained using pufBvirF (706 bp) as the

primer

CGGCGT GGT TTCGECCACGT CGCATCCCTGCCGCGT GGGATAT GCGCEGT
GACGGCCGCAAGGECCCCCATTGATGAGGGTATCAAAATGCECTGACTTGAA 0
ACCGAGCCT GACAGGGT TGACGCGAAGAAGAGCECGAAGGAGT TCCACGGEA
TCTTCGTGACCT CGACGGTTCTGTACCT CGCGACCGCCGTGATCGI TCAC ~ puft
TACCTGGT GT GGACGGECT CGT CCGT GGAT CGCT CCCAT CCCGAAGEECTG
GGTGAATCTGGAAGCGCGT CCAGT CGECCCTTTCGTATCTGGT CTGAGCGG
GGAGGACT GACACATGCCTACCGAATATCCCACTGCTTCCTGGAAGCTCT
GCCTGATCCTGGATCCGCECCECGTTCTGACCGCTCTGI TCGTCTACCT G
ACGGTCATCGCTCTGCTCATCCACT TCGGT CTGCTCAGCACCGATCGT CT ~ pufA
GAACT GGT GGGAAT TCCAGCGCGECCT TCCGAAGGCGECGT CGCTCGT GG
TCGITCCGECCGECTGT CEGCTGACCTGAAGCCCATTTTCGGGTGAATCGT
CCGGT GGT GEECGAGGCCTAAT GTGECTTTGCCCGCCACCCAAATTCAGG
GGCGAGGT GGCGCT GGCAACGCCCCT CAAGCGGAGGACAGAGCAAT GGCA }
CTGCTCAGCTTTGAGAGAAAGT AT CGCGT CCECGEEEEGACGCTGATCGG
TGGGGA

J \

pufL

The DNA sequence of pufB and puf A obtained using puflL104virR(648 bp) as

the prinmer

AAGGCCCGCATTGAT GAGGGTATCAAAAT GGCTGACT TGAAACCGAGCCT

GACAGGGT TGACGCGAAGAAGAGCCGAAGGAGT TCCACGGGATCTTCGTGA

CCTCGACGGT TCTGTACCT CGCGACCGECCGTGATCGT TCACTACCTGGT G pufE
TGGACGGECTCGT CCGT GGAT CGCTCCCAT CCCGAAGGECTGEGTGAATCT

GGAAGGCGT CCAGTCGECCCTTTCGTATCTGGT CTGAGCGEEGAGGACT G
ACACATGGCTACCGAATATCGCACTGCTTCCTGGAAGCTCTGCECTGATCC
TGGATCCGECGCCAECGT TCTGACCGCTCTGI TCGTCTACCTGACGGTCATC
GCTCTGCTCATCCACTTCGGT CTGCTCAGCACCGATCGTCTGAACTGGT G pufA
GGAATTCCAGCGCGEECCT TCCGAAGECGECGT CECTCGTIGGTCGT TCCGC

CGCCTGT CGGCTGACCT GAAGCCCATTTTCCGGT GAATGGT CCGGTCGT G
GGCGAGCCCTAATGTGECTTTGCCCGECCACCCAAAT TCAGGGECCGAGGT G
GCGCTGECAACGCCCCT CAAGCGGAGGACAGAGCAAT GGCACTGCTCAGC } pufL

TTTGAGAGAAAGT AT CCCGT CCGCCEEEEGACCCTGATCGGT GGAGAC

Figure 53. Sequencing results mifB and pufA genes using both theufBvirF and pufL104virR
primers. The sequence obtained ugndBvirF (upper) covers 706 bp and that usjmgL104virR
(bottom) covers 648 bp. The start and stop codaere wighlighted in yellow and the complete
genes in red. Both sequences when translated heta@drresponding amino acid sequence (see
Figure 54) are identical. These sequencing reaxadso revealed the first partfmffL.
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Puf B

>New  MADLKPSLTGLTEEEAKEFHG FVTSTVLYLATAVI VHYLVWARPW APl PKGWNLEG 60
>0 d MADLKPSLTG.TEEEAKEFHG FVTSTVLYLATAVI VHYLVWWTARPW APl PKGWNLEG 60

LR I O S O O S O

>New  VQSALSYLV- 69
>0d  VQSALSYLV- 69

kkkkkkhkk*k

Puf A
>New MATEYRTASWKLWLI LDPRRVLTALFVYLTVI ALLI HFGLL STDRLNWAEFQRGLPKAAS 60
>a d MATEYRTASVKLWLI LDPRRVLTALFVYLTVI ALLI HFGLL STDRLNWNEFQRGLPKAAS 60

R S R R I Sk O R R I S R R S R S b ok S S R Rk I kb o R R

>New  LVVWWPPAVG 69
>a d LVWPPAVG 69

khkkkkkhkkk

Figure 54. Comparisons between the newly obtaimat the previously published amino acid
sequences of the PufB aRdifA. Matching residues are indicated by a starapd it can be seen

that the new and old sequences are identical.

The DNA sequence of pufl obtained using puflL504virR (439 bp)as the priner

ATGGCACTGCTCAGCT TTGAGAGAAAGT ATCGOGT COGOGGGEBGACGCT )
GATCGGTGGAGACTTGTTCGATTTCTGGGT GGGECCGTACT TTGTCGGCT
TCTTCGGAGT TTCGGCAATCTTCTTCATTTTCCTCGGCGTTAGTTTGATC
GGCTACGCGGOGT CACAAGGGCCCACCT GGGATCCCT TCGCCATCAGCAT
CAAT CCOGCCOGACCT GAAGT ACGGGCT CGEOGCGECGCCGCTGCTCGAG > pufL
GGOGGCTTCTGECAGGCGAT CACCGT CTGOGCTCTTGGTGOGT TCATTTC
GTGGATGCTCOGT GAGGT CGAAAT TTCCCGCAAGCT CGGAATTGGTTGGC
ACGTCCCGCTGGCCTTCTGOGT TCCGATCTTCATGT TCTGOGT TCTGCAG
GTTTTTCGCCCGCTGCTTCTCGGT TCGT GGGGT CATGOGT TTCCCTACGG
CATCCTGAGCCATCTCA) J

The DNA sequence of pufl obtained using puflLvirF (492 bp) as the priner

BGACGCTGATCGGTGGAGACT TGT TCGATTTCTGGGT GGGGCCGTACTTT A
GTCGGCTTCTTCGGAGT TTCGGCAATCTTCTTCATTTTCCTCGGCGTTAG
TTTGATCGGCTACGCGGCGT CACAAGGGCCCACCT GGGATCCCTTCGCCA
TCAGCATCAAT CCGCCCGACCT GAAGT ACGGGCT CGGCGCGGCGCCGLTG
CTCGAGGGCGGCT TCTGBCAGGCGAT CACCGT CTGCGCTCTTGGTGCGT T
CATTTCGT GGATGCTCCGT GAGGT CGAAAT TTCCCGCAAGCTCGGAATTG
GTTGGCACGT CCCGCTGRCCTTCTGCGT TCCGATCTTCATGT TCTGCGT T >

pufL

CTGCAGGTTTTTCGCCCCCTGCTTCTCGGTTCGTGEEGTCATGCGITTCC
CTACGGCATCCTGAGCCATCTCT TGGGT GAACAACT TCGGGTATCAGT
ACCTTAACTGECACTACAACCCGEGACACATGTCGTCCGITTCGITCCTG
TTTGTGAACGCGAT GECGCT GGGT CTGCACGECGGT CTCATCCTGT CGGT
TGCCAACCCCGGCGAT GGCGACAAGGT GAAGACGGCGGAACACGAGAACC
AGTACTTCCGT GACGT CGT CGGECTACT CGATCGGCGECGCTCAGCATTCAC
CGTCTGGEECCTGI TCCTGECGT CGAACATCTTCCTGACGEECGECCTTTCG
CACCATCGCTAGCGGT CCGI TCT GGACCCGCGECT GGCCCGAATGTTGEG j
GCTGGTGECTC

Figure 55. Sequencing results of {m&L gene usingufL504virR(upper) andgufLvirF (bottom).
The sequence obtained usipgfL504virRcovers 468 bp and that usipgfLvirF covers 747 bp.
The start codon gbufL is highlighted in yellow and the completpdfL gene in red. The overlap
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regions between these two primers are highlightegkéen and purple. The highlighted grey base
indicates the sequence continued by primét429virF(Figure 56).

The DNA sequence obtai ned using pufL429virF (808 bp) as the priner

TGAGCCAT CTCGATTGGGT CACAGCTNNANGTATCAGTACCTTAACTGGC
ACTACAANNNGGGACACATGT CGTCOGT TTCGTTCCTGTTTGTGAACGCG
ATGGCGCT GGGT CTGCACGGCGGT CTCATCCT GT CGGT TGCCAACCCOGG Difficult
CGAT GGCGACAAGGT GAAGACGGCGGAACACGAGAACCAGTACTTCCGTG to read
ACGT CGTCGGCTACT CGATCGGOGCGCT CAGCAT TCACCGT CTGGGCCTG
TTCCTGGOGT CGAACATCTTCCT GACGGGOGCCT TTGGCACCATCGCTAG

CGGT COGT TCT GGACCCGOGGCT GRCCGGAAT GGT GRGGCT GGTGACTCG

ACATTCOGT TCT GGAGCTAAGGGGGOGCACAATGGCTGATTATCAAACTA } pufl
TCTACARIGCAGAT TCAGGCCCGOGGOCCGCATATCACTGTCTCCGGCGAG
TGGGGCGACAACGAT CGCATCGGTAAGCCCTTCTATTCTTACTGGCT GGG
CAAGAT CGGT GACGOGCAGAT CGGGCCGAT CTATCT GGGTGCTTCGGGAA
TCGOGGOGT TCGCOCT TCGGOGCGACCGCGAT CCT GAT CATCGGGT TCAAC
ATGCTGGOCGAAGT CCACTTCGACCCGCTGCAGTTCTTCCGCCAGTTCTT > pufM
CTGGCTCGGCCT CTACCCGCCGAAGGRCGCAGT ACGGCAT GGGRCATCCOGC
CGCTTCATGAT GECGGCT GGTGGCT TATGGOCGGOCTGT TCATGACGCTG
TCGCTTGGCTCCT GGT GGAT CCGGGGT GTACT CBCGEGCCCGTGOCTCTC
cccooini | J

The DNA sequence obtai ned using puf MM7virF (737 bp) as the priner

[BGCAGATCGGGCCGATCTAT CTGGGT GCTTCGGGAAT CGCGGCGT TCGCC 3\
TTCGGCGECGACCGCGAT CCTGAT CATCGGEGT TCAACAT GCT GGCCGAAGT
CCACTTCGACCCGCTGCAGI TCTTCCECCAGT TCTTCTGECTCGGECCTCT
ACCCGCCGAAGGCGCAGT ACGECATGEECATCCCCCCGCTTCATGATGEC
GCCTGGTGECTTATGGECCEECCTGTTCATGACGCTGTCCCTTGECTCCTG
GTI'GGATCCGGGT GTACT CECGEECCCGT GCTCTCGECCTTGGTACCCACA
TCGCGTGGAACT TCECTGCGEECGATCTTCTTCGTGCTGTGCATCGGTTGC
ATCCATCCGGECGCT TGT CGECAGCT GGT CGGAAGGCGT TCCGT TCGGCAT > pufM
CTGGCCGCACATCGACT GECTGACCGCGT TCTCGATCCGCTACGGCAACT
TCTACTATTGCCCGT GGCACGGGT TCTCGATCGGCT TCGCCTACGECTGC
GGCCT T T GT TCGCGGCT CACGGT GCGACCAT CCTGGCCGT CGCTCGGT T
TGGECGECGAT CGCGAAAT CGAGCAGAT CACCGACCGECGGECACCECGET GG
AGCGT GCGECTCTGT TCTGECGCT GGACGAT CGGCT TCAACGCCACGATC
GAGTCTGTCCATCGCTECECCTGGTTCTTCTCCCTGATGGTGATGGTGIC )
TGCGAGCGT CGGTATTCTTCTGACCGGCACCTTCGTE

Figure 56. Sequencing resultsmffM gene usingufL429virF (upper) ancpufM47virF (bottom).
The sequence for 3'-end plifL as well as 5’-end gbufM were obtained usingufL429virE The
stop codon opuflL and start codon fopufM are highlighted in yellow and the completedfM
gene in red. The overlap region wjahfLvirF (Figure 55) is highlighted in gray whereas basg th
overlaps withpufM47virF (bottom) is highlighted in dark green and darkeblihe highlighted
cyan and bright green bases indicate the sequemt@wed bypufL429virFprimer (Figure 57).
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The DNA sequence obtained using puCs4lvirR (668 bp) as the primer

GCGCCTGGTITCTTCTCCCTGATGGT GATGGT GTCTGCGAGCGT CGGTATT
CTTCTGACCGGCACCT TCGTBGACAACT GGTACCT CTGGT GT GT CAAGCA }_
\

TGGCGCTGOGCCGGACTATCOGGCT TATCTCOCCGCCACGCCTGATCCTG
CCTCGCT GCOGGGAGCACCGAAATGAAACAGCT GATTGT TAATTCGGT TG
CGACT GT CGOGCTGGCGT CTCTCGT GRCOGGT TGT TTCGAGCCGCCGOCG
GCGACCACGACCCAGACT GGT TTCOGCGGGECT GTCGATGGGT GAGGTTCT
TCACCCGGOGACCGT GAAGGCCAAGAAGGAGCOGT GACGOGCAGTATCCGC
CGGOGCT GCOGGOGGT GAAGGOGGAAGGCCCGCCGGT GTCGCAGGTCTAC
AAGAACGT CAAGGT GCT CGGAAAT CTGACCGAGGCCGAGT TCCTGOGGAC > pufC
CATGACGGCGAT GACGGAAT GGGT GT CGCOGGAGGAAGGCT GCACGTACT
GCCACGACGAGAACAACCT CGCTTCAGAGGCOCAAGTACCCGTACGTGGTG
GCGOGT CGCAT GCT CGAGAT GACGOGT GOGAT CAACACCAACT GGACGCA
GCACGT CGCCCAGACCGGT GTGACCT GCTACACCT GOCACCGT GGCACGC
CGCTCCOGCCGTACGT R J

pufM

The DNA sequence obtained using SP6 (608 bp) as the priner
AAAGCCAAGAAGGAGCGT GACGCGCAGTATCCGCCGGCGCTGCCGGECGGT A
GAAGGCGGAAGGCCCGCCGGT GTCGCAGGT CTACAAGAACGT CAAGGTGC
TCGGAAAT CTGACCGAGGCCGAGT TCCTGCGGACCATGACGGCGATGACG
GAATGGGT GT CGCCGGAGGAAGGCTGCACGTACTGCCACGACGAGAACAA
CCTCGCTTCAGAGGCCAAGTACCCGTACGT GGTGGCGCGTCGCATGCTCG
AGATGACGCGT GCGATCAACACCAACT GGACGCAGCACGTCGCCCAGACC
GGTGT GACCT GCTACACCT GCCACCGT GGCACGCCGCTCCCGCCGTACGT > pufC
CCGGTACCT GGAGCCGACGCT GCCCCTGAACAAT CGTGAGACGCCGACCC
ACGT CGAGCGGGT TGAGACCCGT TCGGGCTACGT CGTCBGCCT CGCGAAG
TACACGGCCTACTCGGCTCTGAACTACGATCCGTTCACGATGTI TCCTCGC
GAACGACAAGCGT CAGGT CCGT GTGGT GCCGCAGGACGGCGCTCCCCCTT
GT CGGCGT CAGCCGCGBCAAGGAACGT CGCCCGCTGT CGGACGCCTATGC
GACCTTCR J

The DNA sequence obtained using T7 (634 bp) as the priner

GCCACCGT GCACGCCGCTCCCGCCGTACGT CCGGTACCTGGAGCCGACGE
TGCCCCTGAACAAT CGT GAGACGCCGACCCACGT CGAGCGEGT TGAGACC
CGTTCGGGCTACGT CGTBGCCT CGCGAAGT ACACGGCCTACTCGGCTCT
GAACTACGATCCGT TCACGATGT TCCTCGCGAACGACAAGCGTCAGGTCC
GTI'GTGGT GCCECAGACGGECGCT CCCCLCT TGT CGECGT CAGCCGCGGECAAG
GAACGT CGCCCGCT GTCGGACGCCTATGCGACCT TABCGCTGATGATGAG > pufC
CATCTCTGACT CGCTCGGAACCAACT GCACGT TCTGCCATAACGCGCAGT
CGTTCGAGACCT GGGGTAAGAAGAGCACGCCGECAGCGCGCCATCELTTCG
TGGGGCATTCCGATGGT TCGTGACATGAACATGAACTATCTCGCTCCCCT
GAACACCGT GCTGCCGEECCAGCCGT CTTGECCGCCAGGGT GAGGCTCCCGC
AGGCCGACT GCCGCACCT GCCACCAGEGT GT GACGAAGCCGECTGI TCGGT
GCGT CCCGT CTCCAGGAT TATCCGGAGCTGGGCCCGATCAAGGCTGCTGC
GAAGTAAAAT CGATTCCCGCGCCGCCATGCGECC

Figure 57. Sequencing results of i&C gene using the following primemifC541virR(upper),

SP6 (middle) and T7 (bottom). The sequence fom@'-ef pufM as well as 5-end gbufC were
obtained usingufC541virR The stop codon gbufC and start codon fgpufM are highlighted in
yellow and the completed pufC gene is in red. Therlap regions between the three sequences
obtained with these three primers are highlightedlive green and magenta. In the sequence data
from the run withpufC541virRthe stop codon fgoufM and the start codon f@ufC overlap. This
overlap region is highlighted in yellow.
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The DNA sequence of puhA obtained using T7 (634 bp) as the primer

GCCGEECCCEEGAAT CGAT TCGCCTAGACAGT TTTCTGCCCACGGAGGT TC
TTATGTATCACGGCGCTCTCGCTCAACATTTAGACATCGCCCAACTCGTA
TGGTACGCGCAGTGECTGGT CATCTGGACGGT TGTCCTGCTGTACCTCCG
CCGTGAGGACCGT CCCGAAGGCTACCCCCTGGTCGAGCCECTTGGTCTCG
TCAAGCT GGCGCCCCGAAGACGGECCAGGT CTACGAGCTGCCCTATCCCAAG
ACGTTCGT GCT CCCGCACGGCGIBACCGT CACCGT TCCGCGT CGTCGTCC
CGAGACCCGCGAGCT GAAGCT CGCGCAGACCGACGECT TCGAGEECGELCC
CCCTGCAGCCGACCGGECAATCCCCTGGT CGACGCCGT TGECCCGECTTCG
TATGCCGAGCCCGCGEGAAGT GGT CGACGCCACGGT TGACGGECAAGGCCAA
GATCGT CCCGCTTCGT GT TGCGACCGACT TCT CGAT CGCGGAAGGECGACG
TCGATCCGCGT GGCCTGCCEGET GGT TGCCGCCGACGECGET CGAAGCCGGT
ACGGTTACCGACCT CTGGGT CGACCGCT CGGAGCACTATTTCCGCTACCT
CGAGCT CT CGGT GGCCGECAGCGCCCGCACCGCGCTGATCCCdl

The DNA sequence from puhA obtained using SP6 (608 bp) as the priner

BACCGT CACCGT TCCGOGT CGT CGT COCGAGACCCGOGAGCT GAAGCTCGCG
CAGACCGACGGCT T CGAGBGOGCCCOGCT GCAGCCGACCGGCAAT COGCTGG
TCGACGCOGT TGGOCCGGCT TCGT AT GCOGAGCGOGOGGAAGT GGT CGACGC
CACGGT TGACGGCAAGGCCAAGAT CGT CCCGCT TCGT GTTGCGACCGACTTC
TCGATCGOGGAAGBCGACGT CGAT COGCGT GBCCTGOCGGT GGT TGCCGOCG
ACGGCGT CGAAGCCGGT ACGGT TACCGACCT CT GGGT CGACCGCT CGGAGCA
CTATTTCCGCT ACCT CGAGCT CTCGGT GBCOGGCAGCGOCCGCACCGCGCTG
ATCCCART CGGCT TCTGCGAT GT CAAGAAGGACAAGAT CGT CGT GACGT CGA
TCCTGTCOGAT CAGT TCGOCAACGT GOCGCGT CTGCAGAGCCGCGACCAGAT
CACGCT GOGOGAAGAAGACAAGGT GTCGECCTACT ACGOGGGECGGTCTGCTC
TACGCGACGCCGGAGOGT GCGGAAGCGT TGCT GTGAACGACGAATCACTAGT
GAATTCGOGGOCGCCT GCAGGT CGACCATAT

Figure 58. Sequencing results of fghAgene using the following primers T7 (upper) and SP6
(bottom). The sequence for 5’-endmffCwere obtained using7 while for 3'-end using SP@he

start and stop codon are highlighted in yellow #melcompleted pufC gene is in red. The overlap
regions between the sequences obtained usingtiheggimers are highlighted in bright green and

pink.
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Puf L

New MAL L SFERKYRVRGGT LI GGDL FDFW/GEPYFVGFFGVSAI FFI FLGVSLI GYAASQGPTW 60
ad MALL SFERKYRVRGGT LI GGDLFDFWCGEPYFVGFFGVYSAI FFI FLGVSLI GYAASQGPTW 60

LR I O S O O S O

New DPFAI SI NPPDLKYGL GAAPL L EGGFWQAI TVCAL GAFI SWWMLREVEI SRKLGA GWHVPL120
ad DPFAI SI NPPDLKYGLGAAPLLEGGFWQAI TVCALGAFI SWMLREVEI SRKLG GAHVPL120

LR S O

New AFCVPI FMFCVLQVFRPLLLGSWGHAFPYG L SHL DVWNNFGYQYL NVWHYNPGHVBSVSF180
ad AFCVPI FMFCVLQVFRPLLLGSWGHAFPYG L SHL DW/NNFGY QYL NWHYNPGHVBSVSF180

LR O

New LFVNAVAL GLHGGLI L SVANPGDGDKVKTAEHENQYFRDVWGYSI GALSI HRLGLFLASN240
ad LFVNAVAL GLHGGLI LSVANPGDGEDKVKTAEHENQYFRDVVGYSI GALSI HRLGLFLASN240

LR I O O

New | FLTGAFGTI ASGPFWIRGWPEWNGWALDI PFWS- 274
ad | FLTGAFGTI ASGPFWTRGAWPEWNGWALDI PFWS- 274

LR R S O O S O

Figure 59. Comparison between the newly obtainedl the previously published amino acid
sequence of PufL. Matching residues are indicated Istar ) and it can be seen that these

sequences are identical.

Puf M

New  MADYQTI YTQ QARGPH TVSGEWEDNDRI GKPFYSYW.GKI GDAQ GPl YLGASG AAF 60
ad MADYQTI YTQ QARGPHI TVSGEWGDNDRVGKPFYSYW.GKI GDAQ GPl YLGASG AAF 60

LRk I O R S S O

New AFGATAI LI | GFNMLAEVHFDPL QFFROFFW.GL YPPKAQYGVG PPLHDGGWALMAGLF120
ad AFGSTAI LI I LFNMAAEVHFDPL QFFRQFFW.GL YPPKAQYGME PPLHDGGWALMAGLF120

I S R b O S O R

New MTLSLGSWA RVYSRARAL GLGTHI AWNFAAAI FFVLCI GCl HPALVGSWSEGVPFG WP180
ad MTLSLGSWA RVYSRARAL GLGTHI AWNFAAAI FFVLCI GCI HPTLVGSWSEGVPFG WP180

LRk I O S O S S O

New H DW.TAFSI RYGNFYYCPWHGFSI GFAYGCGLLFAAHGATI LAVARFGCGDREI EQl TDR240
ad H DWLTAFSI RYGNFYYCPVWHGFSI GFAYGCGLLFAAHGATI LAVARFGCGDREI EQ TDR240

LRk I O

New GTAVERAALFWRWIT GFNATI ESVHRWOWFFSLMWMWSASVA LLTGTFVDNWYLWCVKH300
ad GITAVERAAL FVWRWIT GENATI ESVHRWOGWFFSLMWMWSASVAE LLTGTFVDNWYLWCVKH300

Rk S R R S R I kO I kS R R S R Rk b Sk S R R R Sk e b o O R

New GAAPDYPAYLPATPDPASLPGAPK- 324
ad GAAPDYPAYLPATPDPASLPGAPK- 324

R O S I

Figure 60. Comparison between the newly obtainedl the previously published amino acid
sequence of PufM. Matches between the old and eewesnces are indicated by sta) (vhereas
differences are given by a space and highlightegeitow. In total, 5 differences have been found
for this polypeptide at positions M29, M63, M70, #and M164.
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Puf C

New MKQLI VNSVATVALASL VAGCFEPPPATTTQT G-FRGL SMGEVLHPATVKAKKERDAQYPP 60
ad MKQLI VNSVATVALASLVAGCFEPPPATTTQT GFRGL SMGEVLHPATVKAKKERDAQYPP 60

LRk S O R

New ALPAVKAEGPPVSQVYKNVKVL GNL TEAEFL RTMIAMIEW/SPEEGCT YCHDENNLASEA120
ad ALAAVKAEGPPVSQVYKNVKVLGNL TEAEFLRTMTAI TEW/SPQEGCT YCHDENNLASEAL120

kk khkkhkkkhkkhkhkkhkhkhkhkkhkkhkhkkhhkhkhhkkhhkhkhhkhhhkhkhkhkx *hkkhkkk* *hkhkkrkkhkhkhkkdkhkkrkkkx*x

New KYPYVVARRMLEMI'RAI NTNWIQHVAQT GVTCYTCHRGT PLPPYVRYLEPTLPLNNRETP180
ad KYPYVWARRM.EMI'RAI NTNWIQHVAQT GVTCYTCHRGTPLPPYVRYLEPTLPLNNRETP180

LR O S O O O

New THVERVETRSGYVVRLAKYTAYSALNYDPFTM-LANDKRQVRVVPQT AL PL VGVSRGKER240
ad THVERVETRSGYVVRLAKYTAYSALNYDPFTMFLANDKRQVRVVPQT AL PLVGVSRGKER240

LR O

New RPLSDAYATFALMVSI SDSL GTNCTFCHNAQSFESWEKKSTPOQRAI AWNG RMVRDIVNIVNS 00
ad RPLSDAYATFALMVBI SDSL GTNCTFCHNAQT FESWGKKSTPORAI AWANG RMVRDLNIVN300

LR I S O O R O R O O

New YLAPLNTVLPASRL GRQGEAPQADCRT CHQGVTKPLFGASRL QDYPEL GPI KAAAK 356
ad YLAPLNASL PASRL GRQGEAPQADCRT CHQGVTKPLFGASRLKDYPEL GPl KAAAK 356

*kkkkk Rk S R R I O I AR I o S R R R kS R R Rk S S b

Figure 61. Comparison between the newly obtainedl the previously published amino acid
sequence of PufC. The matches between the old ewdsequences are indicated by a star (
whereas the differences are given by a space ajididfited in yellow. In total, there were 8
differences found in this polypeptide at positiaté3, C77, C84, C252, C277, C287, C288 and
C323.

PuhA

New  MYHGALACHLDI AQLVWYAQALVI WI'VVLL YLRREDRREGYPLVEPL GLVKLAPEDGQVY60
ad MYHGALAGQHLDI AQLVWYAQALVI WI'VWLL YL RREDRREGYPL VEPL GLVKLAPEDGQVY60

R S S S S R O

New  ELPYPKTFVLPHGGTVTVPRRRPETRELKLAQIDGFEGAPL QPTGNPLVDAVGPASYAER 120
ad ELPYPKTFVLPHGGT VTVPRRRPETREL KLAQT DGFEGAPL QPTGNPLVDAVGPASYAER 120

R R S S S O

New  AEVVDATVDGKAKI VPLRVATDFSI AEGDVDPRGL PVWAADGVEAGTVTDLW/DRSEHYF 180
ad AEVVDATVDGKAKI VPLRVATDFSI AEGDVDPRG.PVVAADGVEAGT VTDLWDRSEHYF 180

R R S R S Sk e bk kR R R R S b S S S R kR IR ok

New  RYLELSVAGSARTALI PLGFCDVKKDKI WTSI LSDQFANVPRLQSRDQ TLREEDKVSA 240
ad RYLELSVAGSARTALI PLGFCDVKKDKI VTSI LSEQFANVPRLQSRDQ TLREEDKVSA 240

R R S IR I ke bk S R Rk S S R R S kb S R IR S S

New  YYAGG.LYATPERAEALL 258
ad YYAGGLLYATPERAESLL 258

khkkkkhkkFdhkhkhkxkhkx * %k

Figure 62. Comparison between the newly obtained the previously published amino acid
sequence of PuhArhe matches between the old and new sequenceadicated by a star* |
whereas the differences are given by a space ajididfited in yellow. In total, there were 2

differences found in this gene at positions H216 IHA56.
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Table 10. Summary of all amino acid differencesaotgd from the new sequence data.

. Amino Acids
Gene Position
New Old

PufB No differences
PufA No differences

M29 lle Val

M63 Ala Ser
PufM M70 Gly Leu

M74 Leu Ala

M164 Ala Thr

C43 Pro Ala

C77 Met lle

c84 Glu GIn

C252 Ser Thr
PufC

c277 Met Leu

C287 Thr Ala

C288 Val Ser

C323 GIn Lys

H216 Asp Glu
PuhA

H256 Ala Ser
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Chapter 4 Fitting the new sequence data with the gh

resolution structure of Bl. viridis reaction centres

It is apparent that there are residue positiomsmMaich there are clashes within the
electron density map when the previously publispet/peptide sequences of the RC
polypetides are fitted into the 2.0 A newly refirteigh resolution structure (Roszak, et al.,
unpublished observations). The new sequence detemied in Chapter 3 has enabled a
careful re-examination of these residue positidigs chapter presents the results of this
re-examination. All electron density maps showrthis chapter are contoured at the 3

level.
4.1. M-subunit

The new sequence of the M-subunit has 5 amino etithges compared with the
previously published sequence data (see TableH®y. each of these changes fit into the
new structural data is described below.

The carotenoid (1, 2-dihydroneurosporene) bindsitg in Bl. viridis RC is formed
mainly residues in the M-subunit. Figure 63A ilhases how the assignment of Leu in the
previous polypeptide sequence at position M70 predwa clash with the carotenoid if it is
fitted as a flat, planar molecule. As a result ¢heotenoid conformation in thgl. viridis
RC is strange when compared with that found in roRR€ structures or expected from
resonance Raman spectra (Robert, 1999). As caedpeirs the electron density, Leu at the
M70 position does not fit well into the new densityap. The new sequence, however,
shows that the residue at position M70 positioin i&ct Gly and not Leu. The presence of
the much smaller Gly residue removes the steridraimce that was caused by the bulky
Leu residue and provides a much better fit intod@esity. This then allows a fully planar
conformation of the carotenoid that also fits kreitéo the electron density (Figure 63B).
This new carotenoid conformation is also much nnalar to the carotenoid structures
found in the reaction centres Bb. sphaeroide$Roszak et al, 2004). These carotenoid
structures are compared in Figure 64. The prevabustures of the RC carotenoid from
Bl. viridis have a strong kink at one end compared with thah se Rb. sphaeroides

Fitting the new sequence data at this point reméivesink and in the new structure the
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carotenoid conformation is more reasonable. Intergly when the sequences of RC’s
from several other purple bacterial species, sicRw gelatinosisChr. tepidium Rsp.
molischianum Rsb. denitrificansand Rb. sphaeroidesare compared the position
corresponding to M70 is also occupied by a Glydesi(see Figure 65). This further
substantiates the new sequence data.

In the newly refined structure at position M74rthes an area of positive density in the
side chain part of the residue. This clearly shtvas the assignment of Ala in the previous
polypeptide sequence at position M74 does notéit into the electron density (see Figure
66A). The new sequence data places a Leu residhesaiosition. The assignment of Leu,
with its two additional methyl groups, instead dBAat position M74 results in a much
better fit into the density (see Figure 66B). Ndwre is no additional unfilled density.

When the previously published residue at positMé3 was fitted into the new
electron density map it did not give a good regkitjure 67A). Ser seems to be too big.
The new sequence places Ala at this position aisdagsignment produces a much better
fit than Ser (Figure 67B).

The old sequence has a Thr residue at the podiibé4. Again clearly this Thr
residue does not fit well into the density. Théneatthe bulky side chain results in a large
area of negative density (Figure 68A). The new sage data assigns Ala to this position.
The Ala side chain is smaller, as it lacks the byglt group and an additional carbon atom,
and as a result of this Ala provides a much béittevithin the electron density (see Figure
68B).

The previous sequence suggested that there i$ @t Yasition M29. This residue can
be fitted nicely to the new electron density mamFe 69A). However, the new amino
acid sequence suggests that this position is Iidoftlnately this assignment of Ille does
not improve the fit to the new electron densityg(Fe 69B). Due to this mismatch the
sequence of this part of the M subunit was repedikd same sequence was obtained the
second time. Furthermore, careful inspection ofsbguences of the M subunits from the
other species of purple bacteria shows enoughhiityaat this residue so that no decision
can be made about the correctness of the new segjaérthis position based on possible
homologies (Figure 65). There is however the pdggithat there was an error in the PCR

reaction and this should probably be re-checked.
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C7 /600 NS5/M

CM1/600 NS5/M

Figure 63. The Ro-Fc electron density atdllevel (in blue) and th&o-Fc density at I level (in
green-red) at the carotenoid binding site (Rosealk)., unpublished observations). The fit of new
RC polypeptide sequence is shown in yellow, white previously published models, PDB codes
1DXR (Lancaster, et al., 2000) and 115N (Mustafigk, 2006), are shown in magenta and cyan
respectively. (A) Negative density was found at plesition where the Leu side chain is supposed
to be present (red). The Leu residue at M70 pasitioes not fit within the new density map.
Furthermore, some density was found suggestingltieatarotenoid has a planar structure (green).
However, the carotenoid was previously modelledhaikink to avoid clashing with the bulky Leu
residue. (B) The new sequence has Gly instead wfategosition M70. This residue removes the
steric hindrance and enables a much better fietoldtained within the density. This in turn enables

the carotenoid to be modelled as a flat, planaemdé that also fits nicely within the density.
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Figure 64. Comparison of carotenoid structures fdifferent crystal structures, Ball-and-stick
models of the 1,2-dihydroneurosporene (newly refioenformation as found in the reaction centre
from B. viridis (Roszak et al., unpublished observations) showyeilow, and two conformations
from the published structures of reaction centoenfB. viridis, PDB codes 1DXR (Lancaster, et
al., 2000) in cyan, and 1I5N (Li, et al., 2006) nmgenta) superimposed with the model of
spheroidene (in red) found in the wild-type reattmentre fromRb. sphaeroidesstrain 2.4.1
(Fuijii, et al., unpublished observations). This chabf carotenoid molecules was obtained by

superposition of reaction centre protein chainsosunding the carotenoid binding site.
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M29

Bl. viridis (old) --MADYQTl YTQ QARGP- H TVSGEWGD- - NDRVG- KPFYSYW.GKI GDAQ GPI YLGA 54
Bl . viridis (new - MADYQTI YTQ QARGP- H TVSGEWGD- - NDRI G KPFYSYW.GKI GDAQ GPI YLGA 54
Rvi. gel atinosus - MAEYONI FTRVQVAGPAHVGVPLPEQD- - SPRTGKKPWO HLLGRLGVAQ GPI YLGP 56
Chr. tepidum - - MPEYQNI FTAVQVRAPAYPGVPLPKGN- - LPRI G- RPI FSYWLCKI GDAQI GPI YLGL 55
Rsp. nolischianum --MIEYQNI FNRVQ RGETYPG ALPDG\ - DERFG KGFFFYW/GKVANAQ GPI YLGG 55
Rsb. denitrificans MWPEYQ\II FTQVQVRGTPEMGVDDAGNNMVEERVG- KPFFSTLAGLFGNGQ GPYYFGW 59
Rb. sphaeroi des - MAEYQNI FSQJQ\/RGPAU_GVH'ED\/I\I- LANRSG VGPFSTLLGV\FGNAQ_GPI YLGS 55
. ** * . *  * * * % * *
car.
M63 M0 M4
Bl. viridis (old) SA AAFAFGSTAI LI I LFNVAAEVHFDPL QFFRQFFW.GLYPPKAQYGVE P- PLHDGGW 113
Bl . viridis (new) SG AAFAFGATAI LI I GFNMLAEVHFDPLQFFRQFFW.GLYPPKAQYGVE P- PLHDGGW 113
Rvi. gel atinosus LA LSI VFGSLAI M | GFNMLASVGWNPI EFFRQFFWLAL EPPSPKYGLKLP- PLNDGGW 115
Chr. tepidum TGTLSI FFGLVAI SI | GFNMLASVHWDVFQFLKHFFW.GLEPPPPQYGLRI P- PLSEGGW 114
Rsp. nmolischi anum WGVASALCFGA AAAVWWELNFLAQVGADW QFVRQFFW.GLEPPLPKYGL.SFP- PLAEGGW 114
Rsb. denitrificans TSI VAFGTG AWFVI VGFNMLAQVGASI PQFI RQLFW.ALEPPSPEYG. SMP- PLNDGGW 118
Rb. sphaer oi des LG/LSLFSGLMI\FFTI G V\FW(QAG/\NPAVFLRDLFFFSLEPPAPEYGLSFAAPLKEGGL 115
) * k% . ** . * % -k k

Bl. viridis (old) WMAG.FMILSLGSWA RVYSRARALGLGTHI AWNFAAAI FFVLCI GCl HPTLVGSWSEG 173
Bl . viridis (new) W.MAG.FMILSLGSWN RVYSRARALGLGTHI AVNFAAAI FFVLCI GCl HPALVGSWSEG 173
Rvi. gelatinosus  W.MAGLFLTI SI LLWAVRMYTRARAL GMGTHVAWAFAAAI WLYLVLGFI RPVLMGSWSEA 175
Chr. tepidum WLI AGLFLTLSI LLLWRTYKRAEAL GVBQHL SWAFAAAI FFYLVLGFI RPVMVIGSWAKA 174
Rsp. nmolischi anum W.I TGFFLTASI LCWAWRVYTRARALGLGTHVAWAFAAAI FFYLSLGFFRPLLMGSWCGEA 174
Rsb. denitrificans Yl ASFFLLVSVMIM'WLLRAYLLAEQHKMEKH FWGFAAAVW FLVLGLFRPI LMGSWSEA 178
Rb. sphaer oi des V\LI ASFFI\/FVAW\SV\YI‘GRTYLRAQALGVGKI—H’AV\AFLSAI V\LV\M\/LGFI RPI LMGSWSEA 175

..... *. T * * *. - * **:*:.' : '*::*-:***:.
Bl. viridis (old) VPFGA WPH DW.TAFSI RYGNFYYCPWHGFSI GFAYGCALLFAAHGATI LAVARFGGDRE 233
Bl. viridis (new) VPFG WPH DW.TAFSI RYGNFYYCPWHGFSI GFAYGCGLLFAAHGATI LAVARFGGDRE 233
Rvi. gelatinosus  VPFG FPHLDWAAFSLRYGNLFYNPFHALSI AFLYGATLLFAMHGATI LAVSRFGCGERE 235
Chr. tepidum VPFG FPHLDWIAAFSI RYGNLYYNPFHMLSI AFL YGSALLFAVHGATI LSVSRFGCGDRE 234
Rsp. nmolischi anum VPFG FPHLDWIAAI SI RYGNFYYNPFHAL SI AFL YGSAVL FAMHGGTLLAVSRYGCGDRE 234
Rsb. denitrificans VPYA FPHLDWTAFSI RYGNLYYNPFHCLSI VFLYGSVLLFCVHGGTI LAVTRYGGDRE 238
Rb. sphaer oi des VPYG FSHLD\M'NNFSLVHGNLFYNPFHGLSI AFLYGSALLFAVHGATI LAVSRFGGERE 235

** * k. '* * % :** :* * * :** * ** :** ** * * * * ** * %
Bl . viridis (old) |EQ TDRGTAVERAALFWRWIT GFNATI ESVHRWGWFFSLM/MVSASVG LLTGTFVDNW 293
Bl. viridis (new) | EQ TDRGTAVERAALFWRWIT GFNATI ESVHRWGWFFSLMWMWSASVG LLTGTFVDNW 293
Rvi. gel atinosus LEQ ADRGTASERAQLFWRWIMGFNATTESI HRWAWNFAVLCPLCGGE Gl LLSGTVVDNW 295
Chr. tepidum | DQl THRGTAAEGAAL FWRWIMGFNATMESI HRWAWACAVLTVI TAG G| LLSGTVVDNW 294
Rsp. nmolischi anum LEQ VDRGTGVERAMLFWRWOLGFNATI ESFHRWGYWFAVLTVLTAAI G| LLTGTVVDNW 294
Rsb. denitrificans LEQ YDRGTATERAALFWRWIMGFNATMEG HRWAWNFAVLTPI TGE G LLTGTVVDNW 298
Rb. sphaer oi des LEQ ADRGTAAERAAL FWRWIMEFNATMEG HRWAI WVAVLVTLTGG G LLSGTVWDNW 295

-:** .***' * * k*kkk*k :***** * '*** . : :**** ** * k k%
Bl . viridis (old) YLWCVKHGAAPDYPAYLPATPDPASLPGAPK-- 324
Bl. viridis (new) YLWCVKHGAAPDYPAYLPATPDPASLPGAPK-- 324
Rvi . gel atinosus YLWAVKHGVAPSYPAVFAPTI DPATLQGVK- - - 325
Chr. tepidum YLWAVKHGVAPAYPEWTAVNPYETAAEVMY- - 325
Rsp. nolischianum YLWAVKHSFVPSYPPVFN- VADPALTSGVAQ - 324
Rsb. denitrificans FI WAQEHHFAPMYDGSYGYEDYGSYEAFI GKEN 331
Rb. sphaeroides  YVAGQNHGVAPLN---------cmmcmmmonn 308

YVWGONHGVAPL N-
Ce ok k%

Figure 65. Multiple sequence alignment of M-suburiils of several species. DNA sequence data
were obtained from the gene bank under accessiombens: Bl. viridis (old), X03915; Rvi.
gelatinosus AB034704;Chr. tepidium D85518;Rsp. molischianumD50654;Rsb. denitrificans
CP000362;Rb. sphaeroidesCP000143. The newl. viridis sequence data is presented in bold
letters. Identical residues are shown with an esté€t). The positions where differences have been
found in the new sequence are highlighted in yellowly Bl. viridis (old) has a Leu (L) residue at
M70 (highlighted in green). Just as in the caseallothe sequences from the other species, the

newly obtained sequence has Gly (G) at M70.
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274 LEUM

Figure 66. Electron density fitted with the old athe& new sequence data at position M74. The
colouring scheme is the same as previous figureP¢aviously unfitted electron density is shown
in green. The new density map suggests that Alduesat M74 position does not provide a good
fit due to the appearance of this positive denfirgen). (B) The new amino acid sequence for
position M74 confirms places a Leu at position MIZdu nicely fits the new, 2.0A electron density

map and removes the missing positive density.
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Figure 67. Electron density fitted with the old athé new sequence data at position M63. The
colouring scheme is the same as the previous figdeThere is a large area of red, negative
density in the map when Ser from the previouslylishbd amino acid sequence is fitted. (B) The
new amino acid sequence data changes the sequepgosition M63 from Ser to Ala. This new,

smaller residue nicely fits the electron densitypmramoving the red negative density.
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/163 PROM

Figure 68. Electron density fitted with the old ahe& new sequence data at position M164. The
colouring scheme is the same as the previous figdyeWhen the density is fitted with the old

sequence data a large area of negative densipp&ent (red). The amino acid at this position was
Thr in the previous sequence (B) The new amino seiflence assignment for position M164 is

Ala, which fits much better into the new electransdity map.
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Figure 69. Electron density fitted with the old athe& new sequence data at position M29. The
colouring scheme is the same as the previous figdeThe previously published sequence has
Val at this position and it is apparent that thésidue fits very nicely into the new density.
However, the new amino acid sequence suggestdi¢haits at this position. (B) Ile at position
M29 could not fit well into the new 2.0 A electraiensity map. The additional side chain is not

contained within the new density.
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4.2. C-subunit

There are 8 amino acid positions in the C-subiinait were changed as a result of the
new sequencing data. Seven of the new assignme@#3aC77, C84, C252, C277, C287
and C323 (see Table 10) each resulted in muchrhi@eto the 2.0 A electron density
maps. However, the change at position C288, thoufits well into the new electron
density, only appears to result in a rather minggrovement.

The new electron density map at position C43 durdit well if this residue is Ala
(Figure 69A). There is extra non-fitted positivendigy suggesting that C43 should be a
larger residue. The new sequence places a Prasghdhition. The cyclic structure of Pro
fits very nicely into the electron density map (g 69B), and ‘fills’ it appropriately.

In the new electron density map, the previousgassent of lle position C77 does not
fit well. This new sequence places a Met residudiatposition. One of the methyl groups
(-CHB) of lle lies outside of the electron dengitgp (see Figure 70A) and there unfilled
density elsewhere. The new sequence shows thgbdkigon is Met. Met contains a large
aliphatic side chain that includes a thioether)(¢seup (Berg, et al., 2002). The structure
of Met fits into the new electron density very w@ée Figure 70).

At position C252, Thr present in the previoususstge does not fit well into the new
electron density map (Figure 71A). Part of Thr lbegside the density. The new sequence
places Ser at C252. Ser at C252 fits the new densitch better than Thr (see Figure
71B). Ser lacks a methyl group on its side champmared to Thr.

The previous sequence had suggested that @ag7a Leu residue. One of methyl
groups on the side chain of Leu clearly lies owéithe new electron density while there
is also extra, unfiled, density present (see Figi#8). The new amino acid sequence
places Met at this position and this residue figgsyvnicely to the new electron density
(Figure 72B).

The electron density at C287 is clearly does narf Ala residue (see Figure 73A).
The new sequence places a Thr residue at thisguosithr fits into the density very well
as can be seen in Figure 73B. Another similar tesas found for next residue C288. The
electron density at this position C288 seems mppeapriate for bigger amino acid rather
than the Ser found in the previous sequence (sped-i74A). The new sequence replaces
Ser with Val. Difference between these two residadse size of the side chain. Val has
of two methyl groups whereas Ser has only one hydirgroup. Val fits the electron

density map much better than Ser (see Figure 74B).
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The new electron density shows that that C323ts.gs. The side chain of Lys lies
outside the electron density (see Figure 75A). & sequence found that C323 is GIn.
In compared with Lys, GIn has shorter side chailm. fizgs very nicely in the new electron
density (Figure 75B).

Finally, based on the new electron density magpoaition C84, the assignment of GIn
from the previously published sequence seems tdugm a reasonable fit (Figure 76A).
There is only a small amount of negative densitywklver, the newly obtained sequence
places Glu in this position. The difference betw&in and Glu is rather small. Glu can
also be fitted very nicely into the new electromslgy (Figure 76B). In this case the
negative density is a little smaller. The sequemn@hthis region of C was repeated with

the same result.

4.3. H subunit

There were only 2 changes found in the new seguehthe H subunit compared with
the previous sequence. These are at positions Bi2A61256. The residues placed at these
positions in the old sequence both appear to béipto fit into the new electron density
maps (see Figure 77A and Figure 78A, respectivdlgg previous assignments of Glu at
H216 and at H256 do not, therefore, seem to beecbrifhe new sequencing result places
an Asp at H216 (Figure 77B). Asp has is smallen tB&u. Asp fits very nicely to the new
density. The new sequence replaces Ser at H256 AlathAgain the smaller Ala much
better fits to the new electron density (78B).

4. 4. Conclusions

To summarise, in all but one case the new seqsesfdde RC polypeptides fit better
to the high-resolution electron density map of Bieviridis RC. The new sequence data
therefore has enabled a more accurate RC crystatste to be produced. In particular the
new structure reveals that the conformation of R carotenoid irBl. viridis is very
similar to that in other RC’s and that this medmat tits structure is now also consistent
with the spectroscopic data. All alterations in tteucture apart from the one in the

vicinity of the carotenoid do not impact the comh@tion of theBl. viridis RC cofactors.
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CB /43 ALAIC

Figure 69. Electron density fitted with the old ath& new sequence data at position C43. The
colouring scheme is the same as previous figurg¢.Tiere is a large putative mistake in the
previous amino acid sequence revealed in green.démsity has found that Ala residue at position
C43 position was not satisfying. The new amino aeiguence at position C43 confirms that Ala is
not present. (B) The new assignment of Pro at iposiZ43 is nicely fits to the new, 2.0A electron

density map.
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Figure 70. Electron density fitted with the old atm@ new sequence data at position C77. The
colouring scheme is the same as previous figureWAen lle residue at C77 position is fitted into

the new density, there is a large unfilled regidrpositive density (green) and a large area of
negative density is apparent (red). The newly oethisequence suggests that this position is Met.

The new assignment of Met at the C77 (B) has nifitdyo the new electron density map.
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C {251 GLNIC

Figure 71. Electron density fitted with the old ath@ new sequence data at position C252. The
colouring scheme is the same as previous figureWhAen Thr residue from the previous sequence
was fitted into the new density, a large area @atige density is apparent. (B) The new amino

acid sequence assignment for position C252 is \Beich fits very nicely to the new electron

density map.
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Figure 72. Electron density fitted with the old ath@ new sequence data at position C277. The
colouring scheme is the same as previous figurg.T@#ere is a large unfilled region of positive

density (green) and small negative density (regeaped when Leu from the previously published
sequence is fitted into the new density. The nmiwa acid sequence for this position is Met. The

new assignment of Met fits very nicely to the ndeactron density.
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Figure 73. Electron density fitted with the old ath@ new sequence data at position C287. The
colouring scheme is the same as previous figure.Tt#e assignment of Ala from the previously
published amino acid sequence to the new densitylitieg in the appearance of a large unfilled
positive density (green). (B) The new amino aciquemce assignment for position C287 is Thr,

which fits very nicely to the new electron densigp.
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Figure 74. Electron density fitted with the old athé@ new sequence data at position C288. The
colouring scheme is the same as the previous figdeThe previously published sequence has
Ser at this position and it is apparent that tleésidue fits very nicely into the new density.
However, the new amino acid sequence suggestd/giaits at this position. (B) Val at position
C288 could not fit well into the new 2.0 A electrdansity map. The additional side chain is not

contained within the new density.
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Figure 75. Electron density fitted with the old ath@ new sequence data at position C323. The
colouring scheme is the same as previous figurg.Tle assignment of Lys residue from the
previously published amino acid sequence doesinutell to the new electron density. There is
too much carbon chain emerges from the electrorsigen(B) The new amino acid sequence

assignment GlIn at position C323 fits nicely to tieev electron density map.
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Figure 76. Electron density fitted with the old ath@ new sequence data at position C84. The
colouring scheme is the same as previous figurg T assignment of Gln from the previously
published sequence seems produce a reasonabléhditnew sequence data confirms that this
position belongs to Glu. (B) The new assignmerGhf residue at the C84 position also fits nicely

to the new electron density map.
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/215 SERMH

ZA 12716 GLUMH

ZA (216 ASPH

Figure 77. Electron density fitted with the old ath@& new sequence data at position H216. The
colouring scheme is the same as previous figurgTtkere is a large area of red, negative density
in the map when Glu from the previously publishedre acid sequence is fitted. (B) The new

amino acid sequence data changes the sequenceigbrp®i216 from Glu to Asp. This new,

smaller residue nicely fits the electron densitypmramoving the red negative density.
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CA /265 GLUM Y )

CA /256 ALAH

CA /255 GLUH

Figure 78. Electron density fitted with the old athé new sequence data at position H256. The
colouring scheme is the same as previous figureTtkere is a large area of red, negative density
in the map when Ser from the previously publishedna acid sequence is fitted. (B) The new
amino acid sequence data changes the sequenceiabrpdi216 from Ser to Ala. This new,

smaller residue nicely fits the electron densitypmramoving the red negative density.
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Appendix 1 — Growh Media

Succinate media for growth ofBl. viridis

Per 1 liter of media

Concentrated base (see below) 20 ml
1M Dipotassium hydrogen orthophosphate 10 mi
1M potassium dihydrogen orthophosphate 10 ml
10% (w/v) ammonium sulphate solution 5ml
1M sodium succinate 10 ml
Growth factors (see below) 1 mi
Casamino acids 1gr

The pH of the media was adjusted to 6.8 using H@l taen sterilized in the autoclave.

Concentrated Base

Per 1 liter of solution

Nitrilotriacetic acid 109
Magnesium sulphate 14.45¢g
Calcium chloride.2kD 3449
Ammonium molybdate 9.25 mg
Ferrous sulphate. 78 99 mg
Nicotinic acid 50 mg
Aneurine hydrochloride 25 mg
Biotin 0.5 mg
Metos 44 (see below) 50 ml

Growth Factors per 1 litre solution

Biotin 0.02 g
Sodium hydrogen carbonate 05¢g
Make up to 1 litre with deionised water to dissalyvthen add
Nicotinic acid 1g
Aneurine hydrochloride 05¢g
4-aminobenzoic acid 19

Boil to dissolve
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Metos 44

Per 100 ml of solution

Disodium EDTA 0.25¢g
Zinc sulphate 1.095¢g
Manganous sulphate.4,@ 0.154 g
Copper sulphate.5i® 39.2 mg
Cobaltous nitrate.6 O 24.8 mg
Ferrous sulphate.70 0.55¢
Di-sodium tetraborate.10.0 17.7 mg

Make up to 100 ml with deionised water and adddpsdiconcentrated sulphuric acid

SOC medium (Per 100 ml of solution)

Bacto®-tryptone 209
Bacto®-yeast extract 05¢g
1M NacCl 1ml
1M KCI 0.25 mi
2M Mg?* stock, filtersterilized 1ml
2M glucose, filter-sterilized 1mi

Add Bacto®-tryptone, Bacto®-yeast extract, NaCl &l to 97 ml distilled water. Stir to
dissolve. Autoclave and cool to room temperaturgéd AM Mc* stock and 2M glucose,
each to a final concentration of 20mM. Bring to 1@0with sterile, distilled water. The
final pH should be 7.0.

LB medium (per liter)

Bacto®-tryptone 10g
Bacto®-yeast extract 59
NaCl 5¢

Adjust pH to 7.0 with NaOH.
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LB plates with ampicillin

Add 15¢g agar to 1 liter of LB medium. Autoclave.lW the medium to cool to 50°C
before adding ampicillin to a final concentratioh1®0ug/ml. Pour 30-35ml of medium
into 85mm petri dishes. Let the agar harden. Saré°C for up to 1 month or at room

temperature for up to 1 week.

LB plates with ampicillin/IPTG/X-Gal

Make the LB plates with ampicillin as above; tharp@ement with 0.5mM IPTG and
80ug/ml X-Gal and pour the plates. Alternatively, 10@f 100mM IPTG and 2@ of
50mg/ml X-Gal may be spread over the surface ofBrampicillin plate and allowed to

absorb for 30 minutes at 37°C prior to use.
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Appendix 2- Standard Solutions

TE buffer

10 mM Tris-Cl, pH 7.5
1 mMEDTA

From 1M stock of Tris-Cl (pH 7.5) and 500 mM stafkeEDTA (pH 8.0)
10 ml 1M Tris-Cl pH 7.5 per L
2 ml 500 mM EDTA pH 8.0

1 M Tris (crystallized free base)

Tris (hydroxymethyl) aminomethane
FW 121.4 g/mol

60.57 g in 0.5L mqg water

pH to 7.5 using HCI

0.5M EDTA

Diaminoethane tetraacetic acid (diNa)

FW 372.2 g/mol

18.6 g in 100ml mq water

pH to 8 using NaOH

>> EDTA will not soluble until pH reaches 8.0

>> Use vigorous stirring, moderate heat (microwve2mins) then adjust pH to 8.0;

Calculation example for 250ml of TE buffer:
e 1000 mM Tris / 10 mM Tris (composition) = 100 X
250 ml / 100 = 2.5 ml of Tris buffer use
e 500 mM EDTA /1 mM EDTA (composition) = 500 X
250 ml /500 = 0.5 ml of EDTA use
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Ruscony Mix:

500 pl lysozyme solution (10 mg/ml)

500 ul 0.5 M EDTA

250 ul 1 M TRIS pH 8.0

100 pl RNase (10 mg/ml)

1.15 ml glycerol (87 %)

0.02 % Bromphenol Blue (end conc. 2 mg/10 ml)
7.5 ml of water

Total volume 10 ml; aliquots 1 ml and stored at °20

IPTG stock solution (0.1M)

1.2g IPTG

Add water to 50ml final volume. Filter-sterilisedagtore at 4°C.

X-Gal (per 2ml)

100mg 5-bromo-4-chloro-3-indoly-D-galactoside

Dissolve in 2ml N,N’-dimethylformamide. Cover wiiluminum foil and store at —20°C.
2M Mg?* stock
20.33g MgCI2 « 6H20

24.65g MgS0O4 « 7TH20
Add distilled water to 100ml. Filter-sterilise.
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Appendix 3 — PCR product (insert): vector Molar Raios calculation
(obtained from pGEM®-T Easy vectors handbook)

To calculate the appropriate amount of PCR prodinsert) to include in the ligation

reaction, the following equation was used:

ng of vector X Kb size of insert

, X insert : vector molar ratio = ng of insert
kb size of vector

Example:
How much 0.5kb PCR product should be added toadidig in which 50ng of 3.0kb

vector will be used if 3:1 insert:vector molar oais desired?

50 ng of vector X 0.5kb size of insert 3 .
X 1= 25ng of insert

3.0kb size of vector

Answer: 25 ng of insert should be added to theibgamixture.
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Appendix 4 - Abbreviations and Masses of the aminacids

Name 3 letter 1 letter
abbreviation abbreviation
Alanine Ala A
Arginine Arg R
Asparginine Asn N
Cysteine Cys C
Glutamic Acid Glu E
Glutamine GIn Q
Glycine Gly G
Histidine His H
Isoleucine lle I
Leucine Leu L
Lysine Lys K
Methionine Met M
Phenylalanine Phe F
Proline Pro P
Serine Ser S
Threonine Thr T
Tryptophan Trp W
Tyrosine Tyr Y
Valine Val Vv
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Appendix 5 — Primer Design Position in Previous DNAequence;
Start and stop codons are highlighted in yellow, Rmers position are in
gray. (Michel, 1982; Michel, et al., 1985; Michelet al., 1986; Wiessner,

et al., 1990)

Puf operon (pufB, pufA, pufl, pufM and pufC

AAGAGOGGGT GACGGT CGOGT GT GT TGCGCGT GOCOGT GCOGCTCTTGTC

GGGGGEGCAGECT GCGT GACGGEGGGAGT TGOGCAAT TTTTCCTCTCATCGG

TTCGACGAGGOGGT TTTCOGCAACGECGAAT CGAACCAAGAGT CTTTGOC PUFBVI RF
CGGTTTTGCOGGGT GAAGAGT TCGACGT GGT TTCGECCACGT CGATCCCT
GOCGOGT GGGATAT GCGOGGT GACGECOGCAAGGCOCGCAT TGAT GAGGG
TATCAAAAT GGCTGACT TGAAACCGAGCCTGACAGGGTTGACGGAAGAAG )
AGGCGAAGGAGT TCCACGGGAT CTTCGT GACCT CGACGGT TCTGTACCTC
GOGACCGOCGT GATCGTTCACT ACCT GGT GT GGACGGCT CGT COGT GGAT >~ bt B
CGCTOCCAT CCOGAAGGGCT GGGT GAAT CT GGAAGGCGT CCAGT CGEOGC
TTTOGTATCTGGTCTGAGCGGGGAGGACT GACACATGGCTACCGAATATC
GCACTGCTTCCT GGAAGCT CTGGCT GATCCT GGAT CCGOGCCGOGTTCTG
ACCGCTCTGTTCGT CTACCT GACGGT CATCGCTCTGCTCATCCACTTOGG -
TCTGCTCAGCACCGAT CGT CTGAACT GGT GGGAAT TOCAGOGCGGCCTTC
CGAAGGOGGOGT OGCT CGT GGT CGT TCOGCOGGCT GTCGGCTGACCT GAA
ACCCACTTTTCGGGT GAAT GGT CGGGT GGT GGGCGAGGCCCAAT GTGGCT
TTGCOOGOCACCCAAAT TCAGGGECGAGGT GBCGCT GAGCAACGCCOCCTCA
AGCGGAGGACAGAGCAAT GBCACT GCT CAGCT TTGAGAGAAAGT ATCGOGT PUFLVI RF
COGOGGGEGGACGCT GATCGGT GGAGACT TGT TCGAT TTCT GGGT GGGGC \
CGTACTTTGTCGGCTTCT TEEEAGTIICEEEARTEHIGH TCATTTTCCTC PUFL104VI RR
GGCGTTAGT TTGAT CBGCT ACGOGGOGT CTCAAGGECCCACCT GGGATCC
CTTCOGCCATTAGCAT CAATCOGOCOGACCT GAAGT ACGGGCT CGGAGCEG
CGCOGCT GCT CGAGGROGGCTTCT GECAGGOGAT CACCGT CTGOGCTCTT
GGTGCATTCATTTCGT GGATGCT COGT GAGGT CGAAATTTCCOGCAAGCT
CGGAATTGGTTGGECACGT COCGCT GECCTTCTGOGT TCOGAT CTTCATGT
TCTGCGTCCTGCAGGT TTTTCGOCCGCT GCTTCTTGGGT CGT GGGGTCAT Puf L
GCTTTCOOCTACGECAT CCT GAGCCAT CTCGAT TGGGT GAACAACTTCGG PUFL429VI RF
GTATCAGTACCTTAACT GEACTATAACEEEEEAGAGATIET CGTCCGTTT PUFL504VI RR
CGTTOCTGTTCGT GAACGCAAT GGOGCT GGGT CTGCACGGT GGTCTGATT
CTGTOGGT CGCTAACCCGGGOGAT GGCGACAAGGT CAAGACGGCAGAGCA
CGAGAACCAGT ACTTCOGT GAT GT OGT TGGCT ATTCGAT CGECGCGCTCA
GCATTCACCGCCTGEEOCT CTTOCT CGOCT CGAATATCTTCCT GACAGGC
GOCTTTGGCACCAT CGCTAGOGGT COGTTCT GGACT CGOGGCT GGOOGGA j
ATGGT GGGGCT GGT GGCT CGACATTCOGT TCTGGAGCT AAGGGGGECGCAC } Puf M

Puf A
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AATGGCTGACTATCAAACTATCTACACGCAGATTCAGGECCCGCEECCCEe
ATATCACTGT CT CCGECGAGT GGGGCGACAACGAT CGCGT CGGTAAGCCC
TTCTATTCTTACT GGCT GGGCAAGATCGGT GACGCGCAGAT CGGGCCGAT
CTATCTGGGTGCTTCGGGAAT TGCGECGT TCGCTTTCGGT TCGACCGCEA
TCCTGATCATCCTGTTCAACATGGCGGCCGAAGTTCACTTCGATCCTCTG
CAGTTCTTCCGGCAGITCTTCTGGCTCGGCCTTTAT CCGCCGAAGGCGCA
GTACGGCATGGGECATCCCGCCGCTTCATGATGECGECTGGTGECTTATGG
CCGCECCTGTTCATGACGCTGI CGCTCGGT TCCTGGT GGATCCGGGTGTAC
TCGCGGEECTCGTGCTCTCGGCCTCGGECACCCACATCGCGTGGAACTTCGC
TGCGGCGATCTTCTTCGTGCTGTGTATTGECTGCATCCATCCGACTCTGG
TCGGCAGCTGGT CGGAAGGCGT TCCGTTCGGCATCTGGECCGCACATCGAC
TGGECTGACTGCGTI TCTCGATCCGCTACGGCAACTTCTACTATTGCCCGT G
GCACGGGTTCTCGATCGGECTTCGCCTATGGECTGCGECCTGECTGT TCGCGG
CTCACGGCGCCACCATTCTGGCCGT TGCCCGGT TTGECGECGATCGCGAA
ATCGAGCAGATCACCGACCGCGGCACTGCGGTGGAGCGTGCGEECTCTGI T
CTGGCGCTGGACGATCGECTTCAACGCCACGATCGAGT CTGTCCATCGCT
GGGCECTGGTTCTTCTCCCTGATGGTGATGGT GT CTGCGAGCGTCGGTATC
CTTCTGACCGGCACGI TCGT CGACAACTGGTACCTCTGGTGTGTCAAGCA
TGGOGCT GCGCCGEACTATOOEEETTATETEECCGOCACGCCTGATCCTG
CCTCGCTGCCGGGAGCACCGAAATGAAACAGCTGATTGT TAATTCGGTCG
CGACTGTCGCGCTGECGTCTCTCGT GGCCGGT TGT TTCGAACCGCCGLCG
GCTACCACGACCCAGACTGGTITTCCGCGGACTTTCGATGGGTGAGGTTCT
TCACCCGGCGACCGT GAAAGCCAAGAAGGAACGT GACGCTCAGTATCCGC
CGGCTCTGGCCGCGEGT GAAGGCGGAAGGECCCGCCCGTCTCGCAGGTCTAC
AAGAACGT CAAGGT GCTCGGGAATCTGACCGAGGCCGAGTI TCCTGCGGAC
CATGACGGCGATCACGCGAATGGGT GTCGCCTCAGGAAGGCTGCACGTACT
GCCACGACGAGAACAACCTCGCTTCCGAGGCCAAGTATCCGTACGTGGTG
GCGCGCCGCATGCT GGAAAT GACGCGCGCTATCAACACCAACTGGACGCA
GCACGT CGCCCAGACCGGTGTGACCTGCTACACCT GCCACCGTGGCACGEC
CGCTCCCGCCGTACGTCCGGTACCTGGAGCCGACGCTGCCGCTGAACAAT
CGTGAGACGCCGACCCACGT CGAGCGEGT TGAGACCCGT TCGEECTATGT
CGTCCGCCTTGCGAAGT ACACGGCCTACTCGGECTCTGAACTACGATCCGT
TCACGATGI TCCTCGCGAACGACAAGCGTCAGGTCCGTGTTGT GCCGCAG
ACGGCGCTTCCGCTGGT CGGECGT CAGCCGCGGCAAGGAACGT CGTCCECT
GTCGGACGCCTACGCGACCTTCGCGCTGATGATGAGCATCTCTGACTCGC
TCOGCACCAACT GCACGTT CT{EOEATARGEOBBAGACOTIIOEAGT OGT GG
GGTAAGAAGAGCACGCCGCAGCGCGCCATTGCGT GGT GGGGECATTCGGAT
GGTTCGTGATCTGAACATGAACTATCTCGCTCCGCTGAACGCCTCGCTGC
CGGCCAGCCGT CTTGGECCGECCAGGGT GAGGCT CCGCAGGCCGACTGCCEC
ACCTGCCACCAGGGT GTGACGAAGCCGCTGI TCGGT GCGT CCCGGECTCAA

GGATT ATCOGGAGCT GOGOCDEATICAAGEETGETEOGRAGT AA
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PUFMA7VI RF

PUFMA78VI RF

Puf M

PUFMWI RR

PUFC138VI RF

PUFC390VI RF

Puf C

PUFC541VI RR

PUFCVI RR



PuhA

GAATTCCCCGECTAGACAGI TTTCTGCCCACGGAGGT TCTTATGTATCAC
GGCCCTCTCGCTCAACATTTAGACATCGCACAACT CGTATGGTACGCGCA
GTGCCTGGT CATCTGGACGGT TGTCCTGCTGTACCT CCGCCGT GAGGACC
GTCCCGAAGGCTACCCGCT GGTCGAGCCGCT TGGT CTCGT CAAGCTGECG
CCGGAAGACGGECCAGGT CTACGAGCTGCCCTATCCCAAGACGT TCGTGCT
CCCGCACGGECGEECACCGT CACGGT TCCGCGT CGT CGT CCEGAAACCCECG
AACT GAAGCT GGCGCAGACCGACGCECT TCGAAGGCGCCCCGLCT GCAGCCG
ACCGCGCAAT CCGCTGGT CGACGCCGT CGECCCGECT TCGTATGCCGAGCG
TGCGGAAGT GGTCGACGCCACGGT TGACGGCAAGGCCAAGATCGT CCCGC
TGCGCGT TGCGACCGACT TCTCGAT CGCCGAAGGCGACGT CGATCCGCGT
GGCCTGECCGGT GGT TGCCAECT GACGECGT CGAGGCTGGTACGGT TACCGA
CCTCTGGGT CGACCGCT CGGAGCACTATTTCCGCTACCT CGAGCTCTCGG
TGGECCGECAGCGCCCGCACCCCGECTGATCCCGCTCGECTTCTGCGACGT C
AAGAAGGACAAGATCGT CGT GACGT CGATCCT GT CCGAGCAGT TCGCCAA
CGT GCCCCGT CTGCAGAGCCGCGACCAGAT CACGCT GCGCGAAGAAGACA
AGGT GT CGECCTACTACGCT GECGGT CTGCTCTACGCGACGCCGGAGCGT

GOGGAATOBTITGOET CAROGAIEH T TTCGA
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Appendix 6 — Raw Sequencing Data of Primers

puf Bvi rF

CAGAGCTTTGCCGGCTTTGCT GCGT GAANTANNACGGCGTGGT TTCGGCCACGT CGCATC
CCTGNCCGCGT GGGATAT GCGCGGT GACGECCGCAAGGCCCGCAT TGATGAGGGTATCAA
AATGGCTGACT TGAAACCGAGCCT GACAGGGT TGACCGAAGAAGAGGCGAAGGAGT TCCA
CCGGATCTTCGTGACCTCGACGGT TCTGTACCT CGCGACCGCCGT GATCGT TCACTACCT
GGTGTGGACGECT CGT CCGT GGAT CGCTCCCAT CCCGAAGGECT GGGT GAATCTGGAAGG
CGI'CCAGT CGCCGCTTTCGTATCTGGT CTGAGCGEGGAGGACT GACACATGGCTACCGAA
TATCGCACTGCTTCCTGGAAGCT CTGGCTGATCCT GGAT CCGCGCCGCGT TCTGACCCCT
CTGTTCGICTACCTGACGGTCATCGCTCTGCTCATCCACT TCGGT CTGCT CAGCACCGAT
CGTCTGAACT GGTGGGAAT TCCAGCGCGECCT TCCGAAGECGEECGT CECTCGTGGTCGT T
CCGCCACECT GT CGECTGACCTGAAGCCCATTTTCGGEGT GAAT GGT CGGGT GGT GEGCGAG
GCCTAATGT GCCT TTGCCCGCCACCCAAAT TCAGGGGECGAGGT GGCGCT GECAACGLCCCC
TCAAGCGGAGGACAGAGCAAT GGCACT GCTCACCT TTGAGAGAAAGT AT CGCGT CCCCGG
GCGGACCCTGATCGEGT GCEGAGACTTTGT TTCGATTTCT TGGEGT GEGGECCGTACTTTGT
CCECTTCTTCGGAGI TTTCCGCAATCTTCTTCATTTTCTCGGECGT TAGT TTGATNCGEGEG
CTACGCCGGEECGT CACACAAGGGECCCCAACCT GGAAT CCCTTTCGCCATCAGCATTCAAT
CCCGGCCCCGGAACCT TGGAAGGT TAACGGEGEEECT CCEECECCEEECEECCCGECT TANCT
CGAAAGGGCCGEAENT TCTTGECCAGGCANAT CANCCGECT TAGGGECTCCTTGEGTGCGT T
CACATTCCACGGGGAT TCCCCGGAAGAT CAAAAT TCCCCCGAGCCCTCGATTTGGTTGEC
ACGTCCCCGTCCCTTTTGECTCACACTTTTGITTTNGNCTTCACGGTTTTCCCNCGTCTT
CTGCAGGGAGACT

Puf LvirF

GCAACCCCCCNTAGCTTTGAGAGAAAGT AT CGCCGT CCGGCGT TANGGGACGCTGATCGG
TGGAGACTTGT TCGATTTTCTGGEGT GGGECCGTACTTTGTCGECTTCTTCGGAGT TTCGG
CAATCTTCTTCATTTTCCTCGGCGTTAGT TTGATCGGECT ACGCGGECGT CACAAGGGECCCA
CCTGGGATCCCTTCGCCAT CAGCATCAAT CCGCCCGACCT GAAGT ACGGEECT CGECELCG
CGCCCCTGCT CGAGGECEECT TCTGECAGGCGATCACCGT CTGCGECTCTTGGT GCGT TCA
TTTCGTGGATGCT CCGT GAGGT CGAAATTTCCCGCAAGCT CGGAATTGGT TGECACGT CC
CGCTGECCTTCTGCGI TCCGATCTTCATGT TCTGCGT TCTGCAGGT TTTTCGCCCGCTCGC
TTCTCGGTTCGTGEEGT CATGCGT TTCCCTACGGCAT CCTGAGCCATCTCGATTGGGT GA
ACAACT TCGGEGTATCAGTACCT TAACTGGCACTACAACCCGGGACACATGTCGTCCGTTT
CGTTCCTGTTTGIGAACGCGAT GECCCTGEGT CTGCACGECGEGTCTCATCCTGICGGT TG
CCAACCCCGGCGAT GGCGACAAGGT GAAGACGGECGGAACACGAGAACCAGTACTTCCGT G
ACGT CGT CGGCTACT CGAT CGGCGCGCT CAGCAT TCACCGT CTGEECCTGT TCCTGECGT
CGAACATCTTCCTGACGGECGCCT TTGECACCAT CCCTAGCGGT CCGT TCTGGACCCECG
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GCTGCECCGGAATGT TGEECCTGGT TGECTCGACAT T TCCCGT TCT GGAAGGCT AGEEEG
GCGCACAATGGECTGATTATTCAAACT TATCTAACACGCAGAT TCAGGCCGECGECCCCCAT
ATCCACTTGT CTTCCGCGAATTGGGGEECAACAACAATTGNANTCTGGGT TAAAGCCCTTC
TATTTTAAACT GCCCTGGGACAAAACT CCCGT GAAACGCCCAAATAT TAGGGEECCGACTC
TAANCNGGCGNNACTACCGGGAAACT CCCGGGT TTGCCNT TGEEEEECACACGNGACCCT
GAACAATCCGGT TCNAAANT TGGCCAAGATCCTTAGCACCCGTNGATTTTCCNCANTTTT
GGTGCT CTCACCCCAGGAGGCGEGAGAGT GGT GGACACCCCCCTATAAACGNGTGGGTTTAN
GANCGT TACACACACT TACGNCAGAGACGNGCGACGEGAGAAAGGACACCT CTTNCAAGGT

puf L104vi rR

AAGCGACAAGT ACGGCCCNCCCAGGAT TAGAACAAGT CTCCACCGAT CAGCGT CCCCCCT
GCGGACCCGATACTTTCTCTCAAAGCT GAGCAGT GCCATTGCTCTGI CCTCCGCTTGAGG
GCGCGT TGCCAGCGCCACCT CGCCCCTGAAT T T GGGT GGCGEGECAAAGCCACAT TAGECCT
CGCCCACCACCCGACCAT TCACCCGAAAAT GEGCT TCAGGT CAGCCGACAGCCGGCGGAA
CGACCACGAGCGACGCCGCCT TCEGAAGGCCGECGCT GGAAT TCCCACCAGT TCAGACGAT
CGGT GCTGAGCAGACCGAAGT GGAT GAGCAGAGCGAT GACCGT CAGGTAGACGAACAGAG
CGGT CAGAACGCGGECGCGGAT CCAGGAT CAGCCAGAGCT TCCAGGAAGCAGT GCGATATT
CGGTAGCCATGT GT CAGT CCTCCCCGCT CAGACCAGATACGAAAGCGCCGACT GGACECC
TTCCAGATTCACCCAGCCCT TCGGGAT GGGAGCGAT CCACGGACGAGCCGT CCACACCAG
GTI'AGT GAACGAT CACGGECGEGT CCCGAGGT ACAGAACCGT CGAGGT CACGAAGATCCCGT G
GAACTCCTTCCCCTCTTCT TCCGT CAACCCT GT CAGGCTCGGT TTCAAGTCAGCCATTTT
GATACCCT CATCAAT GCGGGCCT TEECGECCGT CACCGCGCAT AT CCCACGCGECAGGEGA
TCGACGT GGCCGAAACCACGCCGAACT CTTCACCCAGCAAAGCGEG

puf L504vi rR

CAGTTAGGTACTGATACCGACAGT TGGT CGNT TCTAATCGAGAAT GGCT CAGGATGCCGT
AGGGFAAACGCAT GACCCCACGAACCGAGAAGCAGCGGEGECGAAAAACCT GCAGAACGCAG
AACAT GAAGAT CCGAACGCAGAAGGCCAGCGEEGACGT GCCAACCAAT TCCGACGCT TCCGG
GAAAT TTCGACCT CACGGAGCAT CCACGAAAT GAACGCACCAAGAGCGCAGACGGTGATC
GCCTGCCAGAAGCCGCCCT CGAGCAGCGECGCCGCGCCGAGCCCGTACT TCAGGTCGEEC
GCGATTGATGCTGAT GGCGAAGGGAT CCCAGGT GGECCCT TGT GACGCCGCGT AGCCGAT
CAAACTAACGCCGAGGAAAAT GAAGAAGAT TGCCGAAACT CCGAAGAAGCCGACAAAGTA
CGGCCCCACCCAGAAAT CGAACAAGT CTCCACCGAT CAGCGT CCCCCCGCGGACCCGATA
CTTTCTCTCAAAGCT GAGCAGT GCCAT TCGAGAAT GGCT CAGGAT GCCGTAGGGAAACCC
ATGACCCCACGAACCGAGAAGCAGCGGEECGAAAAACCT GCAGAACGCAGAACATGAAGAT
CGCGAACCCAGAAGGCCAGCGCEGACGT GCCAACCAAT TCCGAGCT TGCGGGAAATTTCGAC
CTCACGGAGCATCCACGAAAT GAACGCACCAAGAGCGCAGACGGT GATCGCCT GCCAGAA
GCCGCCCT CGAGCAGCEECECCCGCECCGAGCCCGT ACT TCAGGT CGGGCGEGATTGATCC
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TGATGCCGAAGGGAT CCCAGGT GEGCCCT TGT GACGCCGECGT AGCCGATCAAACTAACGC
CGAGGAAAAT GAAGAAGAT TGCCGAAACT CCGAAGAAGCCGACAAAGT ACGGECCCCACCC
AGAAAT CGAACAAGT CTCCACCGAT CAGCGT CCCCCCGCGGACGCGATACTTTCTCTCAA
AGCTGAGCAGT GCCAT

puf L429virF

ATCTGAGCATCTCGATTGGGTCACAGI TTAAGTATCAGTACCT TAACTGGCACTACAACC
TCGCCGACACATGTCGTCCGT TTCGT TCCTGT TTGT GAACGCGAT GGCCCTGGEGTCTGCAC
GGCGGTCTCATCCT GT CGGT TGCCAACCCCCGCGAT GGCGACAAGGT GAAGACGGECGGAA
CACGAGAACCAGTACT TCCGT GACGT CGT CGGCTACT CGAT CGGCGCGCTCAGCATTCAC
CGTICTGGGCCTGI TCCTGECGT CGAACAT CTTCCTGACGGGECGCCT TTGECACCEATCCGC
TAGCGGT CCGT TCTGGACCCGCAEECT GGCCEGAAT GGT GEGEECTGGTGECTCGACATTCC
GI'TCTGGAGCTAAGGGEGEECCCACAATGCCTGATTATCAAACTATCTACACGCAGATTCAG
GCCCGCGECCCCCATAT CACT GT CT CCGECGAGT GGGGCGACAACGAT CGCATCGGTAAG
CCCTTCTATTCTTACTGGCTGGECAAGAT CCGT GACGCGCAGATCGGGCCGATCTATCTG
GGTGCTTCGGGAAT CGCGECGT TCACCT TCGGECGCEGNCCGECGATCCTGATCATCGEGT T
CAACAT GCTGGECCGAAGT CCACT TCGACCCGCTGCAGTI TCTTCCECCAGT TCTTCTGECT
CGGCCT CTACCCGCCGAAGGCGCAGT ACGGCAT GGECATCCCGCCCCTTCATGATGECCG
CTGGTGCCT TATGECCGEECCTGI TCATGACCGCT GT CGCT TAGCT CCTGGT GGATCCGEGEGEG
TGTACTFCSGCGEECCCGT GCCTCTCEEECCT TTGEGT TACCCAACAT CGCGT GGAAACT
TCGCTTGECCEGATCTTCTTTCGT GCTGI GCATCGGGT TGCCT CCATCCGECCCTTGTCG
GGANGCT GGGT CAGGAANGGGTNCCGT C

puf MA7virF

AGT GGGCGACACGAT CGCATCGCCTAGCCCCTTCNNATTCT TACT GGCTGGGCAACATCG
GTGATCGCGCAGAT CGEGCCGATCTATCTGEGT GCTTCGGGAATCGCGECGT TCGCCTTC
GGCGCGACCGCGATCCTGATCATCGGGT TCAACAT GCTGGCCGAAGT CCACT TCGACCCG
CTGCAGITCTTCCGCCAGT TCTTCTGGECT CGECCT CTACCCGCCGAAGGCGCAGTACGEC
ATGGECCATCCCGCCGCT TCATGATGGCGECT GGTGECT TATGECCGECCTGT TCATGACG
CTGICGCTTGCCT CCTGGT GGAT CCGEGT GTACT CGCGEECCCGT GCTCTCGECCTTGGT
ACCCACATCGCGTI GGAACT TCGCCTGCGECGATCTTCTTCGTGCTGTGCATCGGT TGCATC
CATCCGGECGCT TGT CGGCAGCT GGTCAGAAGECGT TCCGT TCGECATCTGGCCCCACATC
GACTGGECTGACCGCGT TCTCGAT CCGCTACGGECAACT TCTACTAT TGCCCGT GGCACGEG
TTCTCGATCGGECT TCGCCTACGGECTGCGECCTTTTGI TCGCGGECT CACGGT GCGACCATC
CTGGCCGTCGCTCGGT TTGGECGECGAT CGCGAAAT CGAGCAGAT CACCGACCGCGGCACC
GCGGT GGAGCGT GCGECTCTGT TCTGECGECT GGACGAT CGGCT TCAACGCCACGATCGAG
TCTGTCCATCCCTGEEECTGGT TCTTCTCCCTGATGGT GATGGT GT CTGCGAGCGT CGGT
ATTCTTCTGACCGGCACCT TCGT CGGACAACT GGTAACCT CTGGTGT GTCAAGCATGGECEC
GCTGCGCCGEEGACTATCCGEGECT TAATCTCCCCCGCCACGECCTGATCCTGECTCGCTCL
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CGGAT

T7 prinmer for pufC fragnent

CGATGGEGECCGACGT CGCAT GCTCCCGECCGCAT GGCEECECEEGAATCGATTTTACTTCG
CAGCAGCCT TGAT CGGGCCCAGCT CCGGATAAT CCTGGAGACGGGACGCACCGAACACCG
GCTTCGT CACACCCT GGT GGCAGGT GCGGECAGT CGGCCT GCGGAGCCTCACCCTGELCGEC
CAAGACGGCT GECCCECAGCACGGT GT TCAGCCGAGCGAGATAGT TCATGTTCATGT CAC
GAACCATCCGAAT GCCCCACCAAGCGAT GECECGCTGCGECGTGCTCTTCTTACCCCAGG
TCTCGAACGACT GCGCGT TATGGECAGAACGT CCAGT TGGT TCCGAGCGAGT CAGAGATCGC
TCATCAT CAGCGCGAAGGT CGCATAGGCGT CCGACAGCGEGECGACGT TCCTTGCCGECGEL
TGACGCCGACAAGCGEEGAGCGCCGT CTGCGECACCACACGGACCTGACCCT TGTCGITCG
CGAGGAACAT CGTGAACGGATCGTAGT TCAGAGCCGAGT AGGCCGT GTACT TCGCGAGEC
GGACGACGT AGCCCGAACGGEGT CTCAACCCGCT CGACGT GGGTCEECGT CTCACGATTGT
TCAGGGGECAGCGT CAECT CCAGGT ACCGGACGT ACGECGEGEAGCGECGT GCACGGT GGCA
GGGTTGTAAGCCAGGGT CCACACCCGGEGT CTGEECCGAACGT GCTGCGT TCCCAGATTTG
GGT GT TTGATCGGCAACGCCGT TCATCCT CGNAGGCAT TGCGGAACGCGGECCAACACCAC
CGTTACGGGGTACT TGGECCTCT TGAAGGCGAAGGT TTGT TCCTACGGT CAGT GGGCAAG
TACGT TGCAAGCCT TTCCT CCGEEENAACCCCAATTTCCGGTATTCGCCNGGT CCATTGG
TCCCGAAGGGAACANT CGECNT CGGGT CAGANT TTCCGAGAGCCACCT

SP6 priner for pufC fragnent (end part)

GATTCATGCTATCNT TCCAACT GCGT TGGGAGCT CTCCCATAT GGT CGACCT GCAGECGG
CCGCGAATTCACTAGT GATTACCGT GAAAGCCAAGAAGGAGCGT GACGCGCAGTATCCGC
CGGCCCT GCCEECAEGT GAAGGCGCGAAGGCCCECCAEGT GTCCCAGGT CTACAAGAACGT CA
AGGT GCTCGCGAAAT CTGACCGAGGCCGAGT TCCTGCGGACCAT GACGGCGAT GACGGAAT
GGGT GT CCCCCGAGGAAGCCT GCACGT ACT GCCACGACGAGAACAACCT CCCTTCAGAGG
CCAAGTACCCGTACGT GGT GGCGCGT CGCAT GCTCGAGAT GACGCGT GCGATCAACACCA
ACTGGACGCAGCACGT CGCCCAGACCGGT GT GACCT GCTACACCT GCCACCGT GGCACGC
CCCTCCCGCCGTACGT CCAGT ACCT GGAGCCGACGCT GCCCCTGAACAAT CGT GAGACGC
CGACCCACGT CGAGCGGEGT TGAGACCCGT TCGEGGECT ACGT CGT CCGCCTCGCGAAGT ACA
CGGCCTACT CCGCCTCTGAACTACGATCCGT TCACGATGT TCCTCGCGAACGACAAGCGTC
AGGT CCGT GTGGT GCCGCAGGACGECGECT CCCCCT TGT CGGCGT CAGCCGCGGCAAGGAA
CGT CCCCCGCT GTCCGACGCCTAT GCGACCT TCGCCGCTGATGATGAGCATCTCTGACTC
GCTCGGEGAACCAACT GCAACGT TCTGCCATAACGCGCAGGT CGT TCGAGAACCCT GEEGT
TAAAGAAAGAGCACACGCCGAAAT CGCGECCATCGCT TGEGT GGEGCCAT TCECGATGGT T
CGTGGACATTGAACATTAAGCTTATCTCT CCGNT TCAGT GAACACCCGT GCCT GCCGCCA
NACGT CTTTGGGCCGCAGGT GAAGGCT CCGGAAGCGAT TGACGGECACNCT TGCAC

T7 prinmer for puhA fragnent
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CAATGGEGCCGACGT CGCAT GCTCCCGECCT GCAT GECGGECCCGEGAATCGAT TCGECTAG
ACAGTTTTCTGCCCACGGAGGT TCTTATGTATCACGGECGCTCTCGCTCAACATTTAGACA
TCGCCCAACT CGTAT GGTACGCGCAGT GECTGGTCATCTGGACGGT TGTCCTGCTGTACC
TCCGCCGT GAGGACCGT CGCGAAGGCTACCCGCTGGT CGAGCCGCTTGGT CTCGT CAAGC
TGGCCCCCGAAGACGECCAGGT CTACGAGCT GCCCTATCCCAAGACGT TCGTGCTCCCGC
ACGGCGGECACCGT CACCGT TCCGECGT CGT CGT CCCGAGACCCGCGAGCT GAAGCTCECGC
AGACCGACGECT TCGAGGEECGECCCCGECT GCAGCCGACCGEECAAT CCGCT GGT CGACECCG
TTGGCCCGECT TCGTATGCCGAGCGCGCGGAAGT GGT CGACGCCACGGT TGACGGCAAGG
CCAAGATCGTCCCGCTTCGT GT TGCGACCGACT TCTCGATCGCGGAAGGCGACGT CGATC
CGCGT GECCTCCCGEGT GGT TECCGCCGACGECGT CGAAGCCGGTACGGT TACCGACCTCT
GGGTCGACCGCTCGGAGCACTATTTCCGCTACCT CGAGCT CTCGGT GECCGECAGCGLCCC
GCACCGCGCTGATCCCGCT TCGECTTCTGCGAAT GT CCANANGAAGGACCAAGATCGT CC
GTI'GACGT CGAT CTGT CCGGATCAAGT TCGCCAACGNT GCCCCGT CTGCAGAGCCGCGAAC
CAGNATCACGCT GGCCGAAGAANACAAGGT GTCGGCCTAT TAAGCGGGEGEGECTGI CATAAG
AGAAGCCGAAACCTGNGGAACGCCGTIGT T

SP6 priner for puhA fragnment

AATCTAAGCTATGCATCCAACGCGCTTGGGAGCCNT TTACCCATATGGT CGACCTGCAGEC
GGCCGCGAATTCACTAGT GATTCGT CGT TCACAGCAACGCT TCCGCACGCT CCGELGI CG
CGT AGAGCAGACCGCCCGCGTAGTAGCCCGACACCTTGT CTTCTTCGCGCAGCGT GATCT
GGT CCCGECT CTGCAGACGCGGECACGT TGGCGAACT GAT CCGACAGGAT CGACGT CACGA
CGATCTTGTCCTTCT TGACAT CGCAGAAGCCGAGCGEGAT CAGCGECGGT GCGEECECTGC
CGGCCACCGAGAGCT CGAGGT AGCGGAAATAGT GCT CCGAGCGGT CGACCCAGAGGT CGG
TAACCGTACCGGCT TCGACGCCGT CGECGGECAACCACCGEECAGECCACCCGGAT CGACGT
CGCCT TCCGCGAT CGAGAAGT CGGT CGCAACACGAAGCGGGACGATCTTGECCT TGCCGT
CAACCGT GGCGTCGACCACT TCCGECGCGCT CAGCAT ACGAAGCCGEGECCAACGECGT CGA
CCAGCGGATTGCCAEGT CGECT GCAGCGEEEECECCCT CGAAGCCGT CGGT CTGCGCCGAGCT
TCAGCT CGCGEEGT CT CGGGACGACGACGCGGAACGGT GACGGT GCCGCCGT GCGEGAGCA
CGAACGT CT TGGGATAGGGCAGCT CGTAGACCT GGCCCGT CTTCCCGGCGCCAAGACTTG
ACGAGACCAAGCCGGECT CGACCAGCGEGT AGCCCT TCGGACNAGGGGT CTCAACGGEGEGEEA
AGGTACAGCAGGACAACCCGT CCAGAT GACCAGGCACATCTGCCGTACACTAACAGATTG
GCAGATGT CTAAATNNTTAGATAAAGCCCNGGATACATAAAACCTNCGT GGGCAGAAAAT
TGITT
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Appendix 7 — Amino acids translation for the new sguence
Puf B: 210 nucl eoti des
Translation in forward direction

DNA: at ggct gactt gaaaccgagcct gacagggt t gacggaagaagaggcgaaggagt t ccacgggat ¢
AM : M. A .D .L..K.P..S.L.T..G.L..T..E..E..E..A. . K.E.F..H.G.I.

DNA: ttcgtgacctcgacggttctgtacctcgcgaccgecgt gat cgttcactacct ggt gt ggacggcet
AM : . F..V..T..S..T..V..L..Y..L..A.T.. A. V... V..H.Y..L..V.. W.T. A

DNA: cgt ccgt ggat cgct cccat cccgaagggct gggt gaat ct ggaaggegt ccagt cggegetttcg
AM: . R.P..W.I..A.P..I..P..K.G.W.V..N.L..E.G.V..Q.S..A .L..S

DNA: tatctggtctga
AA : LY. LUV,
Puf A- 210 nucl eoti des

Translation in forward direction:

DNA: at ggctaccgaat at cgcact gctt cct ggaagcet ct gget gat cct ggat ccgcgecgegttctg
AM: M. A.T..E.Y..R.T..A.SS.W.K.L..W.L..l..L.. D..P..R.R . V.. L.

DNA: accgctctgttcgtctacctgacggt catcgetctget cat ccactt cggt ct gect cagcaccgat
AA: T..A . L..F..V..Y..L..T..V..I..A.L.L.I..H.F..G.L..L..S.T..D

DNA: cgt ct gaact ggt gggaat t ccagcgecggect t ccgaaggcggegt cget cgt ggt cgtt ccgecg
AA: R.L.N.W.W.E.F.Q.R.G.L..P..K.A.A.S.L.V..V..V..P..P.

DNA: gctgtcggctga
AA . LA V..G.*.

Puf L: 825 nucl eoti des
Translation in forward direction:

DNA: at ggcact gct cagcet t t gagagaaagt at cgcgt ccgcggggggacgct gat cggt ggagacttg
AM: . M.A.L..L..S.F..E.R.K.Y..R.V..R.G.G.T..L..1..G.G.D..L.

DNA: ttcgatttctgggtggggccgtactttgtcggettcttcggagtttcggcaatcttcettcatttte
A : .F..D.F..W.V..G.P..Y..F..V..G.F..F..G.V..S..A.l..F..F..1..F

DNA: ctcggcgttagtttgatcgget acgcggegt cacaagggceccacct gggat ccctt cgecat cage
AA: .L..G.V..S. .L..1..G.Y..A.A.S.Q.G.P.. T.W.D..P..F..A .1..S

DNA: at caat ccgcccgacct gaagt acgggct cggcgeggcgecgcet get cgagggeggcet t ct ggcag
AA: I..N.P..P..D..L..K.Y..G.L..G.A . A.P..L..L..E..G.G.F..W.Q

DNA: gcgat caccgt ctgcgetcttggtgegttcatttcgt ggat gct ccgt gaggt cgaaatttcccge
AM: A .I..T..V..C.A.L..G.A.F.I..S. W.M.L..R.E.V..E.I..S.R

136



*3 %2 %z 2% 23 23 3¢

52

Puf M
Tr ansl

*3 %2 3% 2% 23 3¢ 22 3¢

52

aagct cggaat t ggt t ggcacgt cccget ggecttctgegttccgatcttcatgttctgegttctg
.K.L..G.I..G.W.H.V..P..L.. A.F..C.V..P..I..F..M.F..C .V..L.

caggtttttcgcccgetgettctcggttcgt ggggt cat gegtttccct acggeat cct gagecat
.Q.V..F..R.P..L..L..L..G.SS..W.G.H.A.F..P..Y..G.l..L..S. . H

ct cgat t gggt gaacaact t cgggt at cagt acct t aact ggcact acaacccgggacacat gt cg
.L..D..W.V..N.N.F..G.Y..Q.Y..L..N.W.H.Y..N.P.. G.H.M.S

tccgtttcgttcctgtttgtgaacgcgat ggcget gggt ct gcacggeggt ct cat cct gt cggt t
.S.V..S..F..L.. .. V.N..A.M A.L.G.L..H.G.G.L..I..L..S.WV

gccaaccccggcgat ggcgacaaggt gaagacggcggaacacgagaaccagt act t ccgt gacgt ¢
.A.N.P..G.D..G.D..K.V..K.T..A.E.H.E.N.Q.Y..F..R.D..V

gt cggct act cgat cggecgcegcet cageat t caccgt ct gggect gt t cct ggegt cgaacatcttc
V..G.Y..S..I..G.A.L..S.I.H.R.L..G.L..F..L..A.S..N..I..F

ct gacgggcgccttt ggcaccat cget agecggt ccgt t ct ggacccgegget ggccggaat gt t gg
.L.. T..G.A.F..G.T..1..A.S..G.P..F.F..W.T..R.G.W.P..E.W. W

ggct ggt ggct cgacatt ccgtt ct ggagct aa
.G.W.W.L..D..l1..P..F.. W.S..*,

975 nucl eot i des
ation in forward direction:

at ggct gatt at caaact at ct acacgcagat t caggcccgcggcccgceat at cact gt ct ccgge
M.A.D..Y..Q.T..1..Y..T..Q.1..Q.A.R.G.P..H.I..T..V..S..G

gagt ggggcgacaacgat cgcat cggt aagcccttctattcttact ggct gggcaagat cggt gac
.EE.W.G.D..N.D..R.I..G.K.P..F..Y..S..Y. W.L..G.K.IlI..G.D.

gcgcagat cgggccgat ct at ct gggt gct t cgggaat cgecggegt t cgect t cggecgegaccgeg
ALLQLUL..GLUPUTLLY.LLL.G.A.S .G.I..A.A.F.A.F.G.A.T..A

at cct gat cat cgggt t caacat gct ggccgaagt ccact t cgacccget gcagttcttccgccag
oL, FRE.N.M.L..A.E..V..H.F..D..P..L..Q.F..F..R.Q

ttcttctggetcggect ct acccgeccgaaggcgeagt acggeat gggcat cccgecgcet t cat gat
F..FR.W.L..G.L..Y..P. .. K . A.Q.Y..G.M.G.I..P..P..L..H.D.

ggcggct ggt gget t at ggccggect gt t cat gacgcet gt cgett gget cct ggt ggat ccgggt g
.G.G.W.W. L. M.A.G.L..FN..M.T..L..S..L..G.SS. W.W.I..R.WV

tact cgcgggeccgt get ct cggect t ggt acccacat cgegt ggaactt cget gcggegatcttce
.Y.S.R.A.R.A.L..G.L..G.T..H.I..A.W.N.F..A . .A . .A.I..F

ttcgtgctgtgcat cggttgcat ccat ccggeget t gt cggcagcet ggt cggaaggegttcegttce
.F..v..L..C.I..G.C.I..H.P..A.L..V..G.S..W.S. .E..G.V..P..F

ggcat ct ggccgcacat cgact ggct gaccgegt t ct cgat ccget acggcaacttctact attge
.G.I.W.P..H.lI..DD.W.L..T..A.F..S.1..R.Y..G.N.F..Y..Y..C
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ccgt ggcacgggt t ct cgat cggett cgect acgget gecggecttttgttcgegget cacggt geg
.P.W.H.G.F..S.1..G.F..A.Y..G.C.G.L..L..F..A.A.H.G.A

accat cct ggccgt cget cggt t t ggcggecgat cgcgaaat cgagcagat caccgaccgeggcacce

.T..1..L.. A.V..A.R.F..G.G.D..R.E.I..E.Q.I..T..D..R .G .T.
gcggt ggagegt gecgget ct gt t ct ggcget ggacgat cgget t caacgccacgat cgagt ct gt ¢
AUV E.R.A.A.LL.FF W.R. W.T..I..G.F..N.A.T..1..E.S . VW

cat cgct gggget ggtt ctt ct cget gat ggt gat ggt gt ct gcgagegt cggt att ct t ct gacc
.H.R.W.G.W.F..F..S..L..M.V..M.V..S..A .S .V..G.I..L..L..T.

ggcacct t cgt cgacaact ggt acct ct ggt gt gt caagcat ggcgct gcgccggact at ccggct
.G.T..F..V..D.N.W.Y..L..W.C.V..K.H.G.A.A.P..D..Y..P..A

tatctccccgeccacgect gat cct gcct cget gccgggagcaccgaaat ga
.Y..L..P..A . T..P..D..P.. A.S..L..P..G.A .P..K .*,
1071 nucl eoti des

ation in forward direction:

at gaaacagct gattgttaattcggttgcgact gt cgcget ggecgt ct ct cgt ggceggttgttte
.M. K.Q.L.I..V..N..S..V.. A.T..V..A.L..A.S..L..V..A.G.C.F

gagccgccgecggcgaccacgacccagact ggttt ccgecgggcet gt cgat gggt gaggttcttcac
.E..P..P..P. A.T..T..T..Q.T..G.F..R.G.L..S. M.G.E. . V..L.. H

ccggcgaccgt gaaagccaagaaggagcgt gacgcgcagt at ccgccggegcet gccggeggt gaag
P..A.T..V..K.A.K.K.E.R.D.A.Q.Y..P..P..A . L .P..A . V..K

gcggaaggcccgecggt gt cgcaggt ct acaagaacgt caaggt gct cggaaat ct gaccgaggec
AALEE.GL.P..P..V..S..Q.V..Y..K.N.V..K.V..L..G.N.L..T..E . A

gagt t cct gcggaccat gacggcgat gacggaat gggt gt cgccggaggaaggct gcacgt act gc
.EE.F..L..R. T..M.T..A.M.T..E.W.V..S..P..E.E.G.C.T..Y..C

cacgacgagaacaacct cgct t cagaggccaagt acccgt acgt ggt ggcgegt cgcat gct cgag
.H.D..EE.N.N.L .A.S .E.A.K.Y..P..Y..V......A.R.R.M.L..E

at gacgcgt gcgat caacaccaact ggacgcagcacgt cgcccagaccggt gt gacct gct acacc
M. T.R.AJT.N.T..NW.T.Q.H.V..A.Q.T.G.V..T..C..Y..T

t gccaccgt ggcacgccgcet cccgecgt acgt ccggt acct ggageccgacgct geccect gaacaat
.C..H.R.G.T..P..L..P..P..Y..V..R.Y..L..E..P..T..L..P..L..N..N.

cgt gagacgccgacccacgt cgagcgggt t gagacccgt t cgggcet acgt cgt ccgect cgcgaag
.R.E.T..P.. T..H.V..E.R.V..E.T..R.S..G.Y..V..V..R.L..A .K

tacacggcct act cggct ct gaact acgat ccgt t cacgat gt t cct cgcgaacgacaagcegt cag
Y. T..A.Y..S..A.L..N.Y..D..P..F.. T..M.F..L..A.N.D..K.R.Q

gt ccgt gt ggt gccgcagacggcegcet cccgcet t gt cggegt cageccgecggcaaggaacgt cgeccg
N..R.V..V..P..Q.T..A .L..P..L..V..G.V..S..R.G.K.E.R.R.P
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ct gt cggacgcct at gcgacctt cgcgct gat gat gagcat ct ct gact cgct cggaaccaact gc
.L..S..D..A.Y. A.T..F..A.LL.M.M.S.I..S.D.S.L..G.T..N.C

acgttctgccat aacgcgcagt cgt t cgagacct ggggt aagaagagcacgccgcagcgcegecat ¢
.T..F..C.H.N.A.Q.S..F..E.T..W.G.K.K.S .T..P..Q.R .A .I.

gct t ggt ggggcat t cggat ggt t cgt gacat gaacat gaact at ct cgct ccget gaacaccgt g
A WW.GI..R. M.V..R.D.M.N.M.N.Y..L..A.P..L..N..T.. V.
ct gccggecagecgt ctt ggccgeccagggt gagget ccgcaggecgact gccgecacct gccaccag
.L..P..A.SS.R.L..G.R.Q.G.E.A.P..Q.A.D.C.R.T..C.H.Q

ggt gt gacgaagccgct gt t cggt gcgt cccgt ct ccaggat t at ccggagcet gggeccgat caag
.G.V..T..K.P..L..F..G.A.S..R.L..Q.D..Y..P..E..L..G.P..I..K

gct gct gcgaagt aa
CACUALA LKLY
777 nucl eoti des

ation in forward direction:

at gt at cacggcgct ct cgct caacat t t agacat cgcccaact cgt at ggt acgcgecagt ggct g
M.Y..H.G.A.L..A.Q.H.L..D..I..A..Q.L.V..W.Y..A .Q.W. L.

gt cat ct ggacggt t gt cct gct gt acct ccgeegt gaggaccgt cgcgaaggcet accecgcet ggt ¢
Nl WL T.. VooV L L..Y..L..R.R.E.DD.R.R.E.G.Y..P..L.. V.

gagccgctt ggt ct cgt caagcet ggcgccggaagacggccaggt ct acgagcet geect at cccaag
.E..P..L..G.L..V..K.L..A.P..E.D.G.Q.V..Y..E..L..P..Y..P..K

acgttcgt gct cccgcacggcggeaccgt caccgtt ccgegt cgt cgt cccgagacccgegaget g
.T..F..V..L..P..H.G.G.T..V..T..V..P.. R.R.R.P..E.T..R .E . L.

aagct cgcgcagaccgacggct t cgagggcgecccgcet gcagccgaccggcaat ccget ggt cgac
.K.L..A.Q.T..D..G.F..EE.G.A.P..L..Q.P..T..G.N.P..L..V..D

gccgtt ggceccgget t cgt at gccgagcgecgeggaagt ggt cgacgecacggt t gacggcaaggec
AAOV.GL.P..A .S .Y. A.E.R. A.E.V..V..D.A.T..V..D..G.K . A

aagat cgt cccgett cgt gt t gcgaccgact t ct cgat cgcggaaggcgacgt cgat ccgegt gge
K.l..V..P..L..R.V..A.T..D..F..S..I..A .E..G.D..V..D..P..R .G

ct gccggt ggt t gccgeccgacggegt cgaagecggt acggt t accgacct ct gggt cgaccgct cg
.L..P..V..V.. A.A.D.G.V..E.A.G.T..V..T..D..L.. W.V..D..R . S

gagcactatttccgct acct cgagcet ct cggt ggccggcagegeccgcaccgcgcet gat cccget ¢
.E..H.Y..F..R.Y..L..E..L..S..V.. A.G.S..A.R.T..A.L..l1..P.. L.

ggct t ct gcgat gt caagaaggacaagat cgt cgt gacgt cgat cct gt ccgat cagt t cgccaac
.G.F..C.D..V..K.K.D..K.l..V..V.. ..S.1..L..S..D..Q.F..A . N

gt gccgcegt ct gcagagccgcgaccagat cacgct gcgcgaagaagacaaggt gt cggect act ac
.V..P..R.L..Q.S..R.D..Q.I..T..L..R.E.E..D..K.V..S..A.Y..Y
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DNA: gcgggcggt ct get ct acgcgacgccggagegt gcggaagegt t gt gt ga
AM : . A.G.G.L..L..Y..A.T..P..E.R.A .E .A .L..L .*.
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