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Abstract
Epigenetics and post-translational modifications (PTMs) are processes which

contribute to the activation and deactivation of tumour development and cancer cell
proliferation. ENCODE is a database incorporating all of the found modifications
lying on the genome. Currently, a huge gap in the literature exists which proves that
histone modifications are significantly underrepresented within cancer research. This
gap is due to the lack of methods available for analysis of clinical samples.
Chromatin immunoprecipitation (ChIP) is a vastly used technique however, it holds
many limitations. This thesis describes a protocol which can be used to successfully
identify the presence of PTMs of proteins from samples containing as little as 1,000-
10,000 cells. By using carrier cells from d.melanogaster, target cells can be input into
the solution and immunoprecipitated side by side. Results showed that by treating
carriers with UV light in specific conditions, it is possible to inhibit the PCR
amplification of the carrier cells 200 fold while still retaining carrier qualities. The
treated cells were tested for their carrier and inhibition abilities where, it was proved
that a successful ChIP can be carried out after treatment. Carrier cell inhibition
provides an opportunity for subsequent analysis via high throughput sequencing, in
turn producing more reliable and in depth results. This protocol could aid in the

identification of new drug targets during pharmaceutical drug development.




1. Introduction

1.1 Epigenetics

1.1.1 The Nucleosome
The human genome project launched in 1990, 13 years later researchers had

sequenced the 3 billion base pairs in all 23 diploid chromosomes. These 3 billion
base pairs are found within all of the 50 trillion cells which form the human
body. Each base pair is known to be 0.34 nanometers long, therefore each cell
contains about 2 meters of ravelled DNA. With 50 trillion cells each encompassing
around 2 meters of DNA, the human DNA component is long enough to stretch to
the Sun and back more than 300 times. An intelligent packaging system, known as
the nucleosome, was first imaged by Klug et al. in 1980, it comprises 2 copies each
of the core histone proteins; H2A, H2B, H3 and H4. Together, these proteins
constitute the histone octamer by which 147 base pairs of DNA is wrapped (Lugar et
al. 1997). DNA is wrapped 1 % times around the octamer in a left-handed turn, kept
in place by histone H1, also known as the ‘linker’ histone. The idea of a ‘linker’
histone acting as the locking complex between the core octamer and DNA was
recognized initially by Varshavshy et al. (1976). To add to the complexity of the
packaging system, an arginine and lysine rich tail is located at the N-terminus of the
core histones. While these tails may not largely impact the nucleosome structure
they play a significant role in signalling, this role is interchangeable depending on the
type and location of modification.

Not only is the nucleosome considered a packaging molecule accommodating 100
trillion meters of DNA within the human body, it also bares the capacity to covalently
bind with chemical groups, in turn resulting in reversible changes to gene
expression. By supporting or suppressing chromatin compaction the nucleosome

can control promoter and enhancer access and moderate regulator binding. In



addition, the nucleosome can be used as a regulator with the accumulation of certain
proteins which can also dictate the fate of regulator binding and gene expression.
Histone modifications are molecular changes to the histone, the most notable being
methylation, acetylation and phosphorylation. The ‘epigenetic code’ is a continuation
of post translation modifications through mitosis to daughter cells (Turner 2000). This
epigenetic code has many layers, initially the modification is put into place via
enzymes, most of which are specific to a modification, i.e. KATs are enzymes which
target lysine residues to acetylate, the acetylation domain is known as a ‘writer’.
Since these modifications are dynamic, ‘erasers’ exist which remove this
modification, i.e. HDACs remove the acetyl group on an acetylated histone residue.
And finally, the readers, are domains on the effectors which provide an accessible
area to accommodate this modified residue, i.e. the methylation of lysine 3 on
histone 9 provides a surface area specific for the binding of the protein HP1 (Yun et

al. 2011)

1.1.2 Acetylation
Histones have been thought to play a significant role in signalling since before the

nucleosome was first imaged (Klug et al. 1980). Pogo et al. (1966) recognised the
positive correlation between histone acetylation and RNA synthesis by using
phytohemaglutinin (PHA), a protein isolated from the red kidney bean. They
concluded that acetylation alters the fine structure of chromatin, therefore loosening
the grip of the negatively charged DNA allowing for more fluent binding of
transcription factors (Jiang et al. 2011). Di-acetylation is the double acetylation of a
residue, the addition of each acetyl group will incur a resulting increase in negative

charge on the nucleosome structure making the DNA more accessible.



Histone acetylation is a dynamic and reversible reaction which can be catalysed by
enzymes known as histone acetyltransferases (HATs). There are 2 main HAT
groups, GNAT and MYST. The MYST family of proteins are highly conserved
throughout human and yeast entities, they comprise of 5 main proteins: Moz, Qkf,
Mof, TIP60 and Hbo (Thomas and Voss 2007, Zhang et al. 2014). The GNAT
enzyme family is a huge group of enzymes named after the founding GCN5 enzyme
(GCNb&-related N-acetyltransferase), over 10,000 have been identified throughout all
kingdoms (Vetting et al. 2004).

Histone acetylation can also be reversed by histone deacetylases (HDACs), the
deacetylation of histones is just as important for gene regulation as acetylation.
There are currently 18 known HDACs in mammalian cells which have been grouped
in to class |, Il, Ill and IV, characterised this way because of their similarities to
various yeast proteins (summarised in Delcuve et al. 2012). Class I, Il and IV are all
part of the classical HDAC family and are zinc (Zn?*) dependant. Class Ill however,
consists of seven Sir2 (sirtuin) proteins with NAD" dependant reactions. HATs and
HDACs work in partnership to control the levels of histone acetylation in the cell
nucleus.

The second line of regulation is in what is known to be the ‘readers’, they are
domains within proteins which specifically identify and bind to modified residues.
Although the HAT and HDAC enzymes catalyse the acetyl transfer reactions,
another domain can be found in most HATs which recognises the residue which
needs to be acetylated, thereby ensuring a secure acetylation pattern.

Generally, but not exclusively, acetylation targets lysine residues, however Tweedie-
Cullen et al. (2012) identified 58 never-before-described modifications including

acetylation and di-acetylation of serine’s and threonine’s. In a publication entitled



“Histone acetylation and epigenetic code” (Turner 2000) lysine acetylation was
named as being the most common, well understood and significant amongst all the

post translational modifications.

1.1.3 Methylation
Histone methylation was first described 40 years ago by Murray (1964) and, along

with acetylation, first identified as a post translation modification by Allfrey et al. later
in 1964. Since its discovery vast research has elucidated numerous biological
functions, mechanisms and molecular interactions by which histone methylation can
occur. Histone methylation, unlike acetylation, does not have a direct effect on
chromatin structure, i.e. DNA-histone affinity is left unchanged because methyl
groups are neutrally charged. Another difference between methylation and
acetylation is that lysine residues are capable of being methylated multiple times, in
a mono-, di- and tri-methylated state. The main two residues affected by methylation
are lysine and arginine; histidine methylation also occurs but is less common and not
as well understood. Methylation is a broadly studied histone modification, despite
this there is no definitive outcome which can summarise its effects. For example, tri-
methylation of lysine 27 on histone 3 (H3K27me3) is associated with gene silencing,
H3K4me3 however, is known to be linked with active transcription (Cao et al. 2002,
Bernstein et al. 2005).

Methylation has two lines of regulation: firstly, the histone tail residue must be
methylated. There are numerous enzymes involved in the methylation and
demethylation of both arginine and lysine, each with a different purpose.
Methyltransferases are enzymes which catalyse the relocation of one methyl group
from the donor, usually S-adenosyl-L-methionine (SAM), to a substrate. There are

currently thought to be 208 proteins with the potential to act as a catalyst for this



reaction (Petrossian and Clarke 2011). KMTs or lysine methyltransferases are lysine
specific transfer enzymes, most KMTs carry a SET domain which is the fundamental
factor when signalling to the lysine on the histone tail (Dillon et al. 2005). 8 families
of KMT have been identified, all except one contain a SET domain (Feng et al.
2002).

Until the identification of histone demethylases by Shi et al. (2004), histone
methylation was considered to be a permanent post-translational modification where,
in order to remove the modification the histone tails were cut or the entire histone
was replaced. Shi et al. (2004) identified the first demethylase known as Lysine-
specific Demethylase 1 (KDM1), a flavin adenine dinucleotide (FAD)-dependant
amine oxide reaction (Cloos et al. 2008). However, this enzyme family require a
protonated methyl e-ammonium group to catalyse this reaction, since trimethylated
lysines do not hold this additional hydrogen atom this family is only suitable for the
demethylation of mono- and di- methylated lysines. Further research discovered a
subfamily of enzymes from 2-oxoglutarate (20G) enzymes are capable of
demethylating trimethylated histone residues via a hydroxylation reaction. This
subgroup of the 20G enzymes contains a JmjC catalytic domain and produces the
demethylation action with Fe (l) and a-ketoglutarate (aKG) as cofactors (Klose et al.
2006). The third demethylation family, Petidylarginine deiminase 4, PADI4, doesn’t
demethylate arginine in the typical manor, but deimminates the methyl-arginine to
citrulline thereby removing the methyl group (Cuthbert et al. 2004).

The second line of regulation are the recognition domains, or ‘readers’ found within
the methyl transfer enzymes. The outcomes associated with histone methylation are
pre-determined according the domain associated with that region. Once the proteins

are bound they produce a signal calling for enhancers, promoters and other
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effectors, thereby regulating transcription. The domains required for lysine or
arginine interaction differ, methylated lysine residues are recognised by with
Chromo-, Plant Homeo-, Malignant Brain Tumour- (MBT) and Tudor-domains.
Similarly the domain family associated with arginine binding are the bromodomains,
whereas phosphorylationis recognised by the 14-3-3 containing proteins (Izzo and

Scneider 2011).

1.2 Examples of Well Studied Histone Modifications
Many histone modifications have been identified throughout the genome, each

having a resulting effect on gene regulation and expression. In brief, the methylation
of lysine 9 on histone 3 (H3K9me) is a heterochromatin mark (Bannister et al. 2001).
In contrast to H3K9me and H3K9me3, acetylation of lysine 9-histone 3 (H3K9ac) and
lysine 4 (H3K4ac) will provide a hallmark note of gene activation (Tjeertes et al.
2009). The methylation of lysine 4 on histone 3 (H3K4me) is uniformly known as an
active chromatin marker (Flanagan et al. 2005). Acetylation of lysine 56 on histone 3
(H3K56ac) has also been suggested to be required for repair of DNA breaks during
replication (Yuan et al. 2009).

Heterochromatin Protein 1 (HP1) selectively binds to H3K9me, it is the protein
responsible for mediating gene silencing at heterochromatin (Fischle et al. 2005).
The chromo domain located in HP1 recognises the methyl group on K9 as a ‘marker’
for binding. Methylation is catalysed by the SET domain within the Histone-lysine N-
methyltransferase, SUV39H1 (Aagaard et al. 2000). Once SUV39H1 methylates the

residue it signals for HP1 to bind where it is used as a transcriptional repressor.
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1.2.1 Histone Crosstalk
Histone crosstalk is a mechanism by which histone modifications are enzymatically

put into place and in turn have impact upon other potential modifications. An
example of how this can occur is by substrate competition, catalyst inhibition, and by
interfering with the space around it (Turner 2000). Histone crosstalk plays a
fundamental part in gene regulation for example, cross talk occurs between
H3S10ph and H3K9me1/2/3 during M phase. As previously mentioned,
H3K9me1/2/3 are all uniform marks of heterochromatin, during M phase of the cell
cycle certain heterochromatin marks have to be removed, therefore displacing the
HP1 protein. Since the protein is already bound to the methyl marker a reaction must
occur in order to dissociate this complex. Phosphorylation of Serine 10 on histone 3
(H3S10ph) is the mechanism by which HP1 can be removed. The kinase enzyme
Aurora B is activated by factors within the chromosomal passenger complex (CPC),
once active Aurora B has the catalytic capacity to phosphorylate H3S10. A study by
Fischle et al. (2005) identified that phosphorylation of H3S10 inhibited the binding
capacity of HP1 to H3K9me3. By mutating 3 aromatic amino acids in the
chromodomain of HP1 Fischle et al. produced evidence that H3S10ph is the sole
inhibitor of the HP1 chromodomain-H3K9me3 complex. Furthermore, they also found
that H3S10 is not present during interphase of the cell cycle explaining how the HP1-
H3K9me3 complex is restored during this time. By initiating H3S10ph, chromatin can
keep its form and such modification can be passed on to daughter cells, if the
mechanism were to merely remove the methylation from site it would mean a high
risk methylation reformation when the cell comes through the other side of M phase,
therefore leaving chromatin open for replication errors, and consequently,

detrimental effects upon the organism.
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1.3 Chromatin Immunopreciptation
In 1978 Vaughn Jackson (Jackson 1978) published a paper identifying what would

become a ground breaking technique in molecular biology. Chromatin
immunoprecipitation is a comparative technique using antibodies to bind to proteins
on specific locations in the genome, it assesses where in the genome histone
modifications occur and where non-histone proteins bind. The chromatin
immunoprecipitation (ChlIP) protocol has since been used for the mapping of
numerous post-translational modifications. Modification and manipulation of the ChIP
protocol have enabled more effective nucleosome digestion, use with small cell
numbers and with or without protein cross-linking (Jackson 1978, Hebbes 1988,
Gilmour and Lis 1985, O’'Neil et al. 2006); it has also been used in conjunction with
other techniques, e.g. Microarray (ChIP-chip); this partnership creates a more global
view of DNA- protein binding (Lee et al. 2006).

Firstly, chromatin must be extracted, there are various ways in which this can be
achieved. The native ChIP (NChIP) chromatin preparation involves the breakdown of
cells via homogenisation and nucleosome digestion with micrococcal nucleases
(O’'Neil and Turner 2003). X-ChIP chromatin preparation is a method using
formaldehyde as a cross-linking agent prior to nucleosome fragmentation via
sonication (Jackson 1978); cross-linking can also be achieved by exposure to a UV
source (Gilmour and Lis 1985). Other successful methods are worth mentioning to
demonstrate the versatility of ChlP, Bauer et al. (2002) used a combination of
formaldehyde cross linking followed by micrococcal nuclease digestion. Secondly, by
binding antibodies to proteins found on the genome it is possible to isolate protein-
bound DNA regions. Once again, there are various methods for immunoprecipitation
depending on the chromatin preparation protocol used. Beads are bound to
antibodies, introduction of the antibody-bound-beads to the chromatin gives the

13



opportunity for the antibodies to bind to their complimentary modifications. The
output chromatin, or ‘pull-down’, can be taken on for further analysis with q-PCR,

microarray and high throughput sequencing.
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Figure 1.1 A figure to illustrate the main steps involved in carrier-ChIP for both native and formaldehyde
crosslinked chromatin preparation
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1.3.1 Native Chromatin Immunoprecipitation (N-ChlP)
Unlike X-ChlIP, the native chromatin immunoprecipitation (N-ChIP) technique as first

published by Hebbes et al. (1988) does not require any cross-linking. It is therefore
only effective on histone proteins or other proteins that bind DNA with extremely high
affinity. Nucleosome digestion or fragmentation is achieved using the enzyme
micrococcal nuclease (MNase), polynucleosomal strands become mono-, di- and tri-
nucleosomal segments or variably (yet reproducibly) bigger (concentration and
duration dependant). The nuclease family are a group of enzymes which cut the
phosphodeister bonds between nucleotides in a DNA or RNA sequence. MNase
specifically is a ribo-, deribo-, endo-, exonuclease enzyme isolated from
Staphylococcus aureus, which cuts chromatin at the linker strands between
nucleosomes (Heins et al. 1966).

N-ChIP holds many advantages in identifying histone modifications compared to
other ChIP techniques. N-ChIP provides a higher antibody specificity as micrococcal
nuclease digestion is not as harsh as sonication (the fragmentation method used in
X-ChlIP) and does not chemically modify the histone tail as fixation does. Enzymatic
fragmentation will leave the histone tails intact allowing for more efficient antibody
binding, whereas when sonication is used to fragment the nucleosome, histone tails
are damaged leading to fewer tails to bind to and in turn, decreased pulldown
efficiency. In addition, DNA and protein output can be analysed leading to a more
efficient precipitation; moreover, output DNA can be analysed without the use of
PCR amplification (O’Neil and Turner 2003). However it has a major disadvantage,
due to the nature of the protocol it is not possible to analyse non-histone proteins
because non-histone proteins do not exert the same affinity to the post-translation
modification as histones, therefore another technique is needed for these non-

histone proteins. Additionally, the nucleosomes have the ability to rearrange during
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nuclease digestion which can cause detrimental effects on further analysis.
Furthermore, nuclease digestion is known to be somewhat selective potentially

causing bias in the input chromatin.

1.3.2 Cross-linked Chromatin Immunoprecipitation
Cross-linked chromatin immunoprecipitation (X-ChlIP) was the first method of ChIP to

be developed, Jackson (1978) initially identified the use of formaldehyde as the
optimal cross-linking agent. Due to the small size (just four atoms) and simple
molecular structure it is easy for the formaldehyde (CH,O, otherwise known as
methanal) to infiltrate the cell, following absorption covalent bonds are formed
between proteins, DNA, RNA etc (Sunderland et al., 2008). The small size of the
formaldehyde molecule means that only residues that are in close proximity to one
another can be cross-linked, hence why it is the chosen chemical for protein-protein
interactions, fig. 1.1. This theory has been utilised and broadly studied in order to
bring about a more refined X-ChlP protocol. Cross-linking can also be achieved by
using UV radiation, Gilmour and Lis (1985) used this technology as an alternative to
the carcinogen formaldehyde, their results showed a cross-linking productivity of one
protein molecule per 60kb. Following this, nucleosome fragmentation is achieved
using sonication, a process which uses high energy sound waves to break down the
nucleosomes into smaller sequences. However, sonication is not a reproducible way
of obtaining fragmented chromatin, due to the erratic and intermittent use of sounds
waves chromatin is sheered at unpredictable locations.

It is commonly known that there are a number of transcription regulatory factors
(TRFs) that work in combinations to regulate gene expression and regulation. Miura
et al. (2009) identified a set of transcription regulatory factors (TRFs) and various

DNA regions which could be involved in combinatorial regulation. More specifically,

17



with the use of X-ChIP they were able to locate the regulatory region downstream
from the CEBPA gene and confirm its functionality.
These studies show that X-ChIP by formaldehyde, UV and other cross-linking
methods is a largely versatile and reliable technique; particularly the use of non-
histone proteins and those who’s binding affinity to DNA is not effective enough for
the use of N-ChIP. In organisms where native chromatin preparation is not easy, X-
ChIP is the ideal technique due to the complexity of native chromatin preparation. X-
ChIP can also be advantageous during instances where there is not enough cells
available for N-ChlIP, as the number of cells required for X-ChlIP is generally less (5 x
10" — 1 x 10° cells/ N-ChIP vs >1 x 10" cells/ X-ChIP) (O’Neil and Turner 2003,
Abcam 2011). Moreover, the use of cross-linking reduces the likelihood of
nucleosome rearrangement during sonication compared to N-ChIP. Never-the-less,
cross-linking still has its limitations, the most prominent being the irregular and
unreproducible way in which the nucleosomes are fragmented during sonication;
cross-linking may inadvertently fix temporary interactions therefore not giving a true
image of permanent modifications. Finally, despite the reduced number of cells
required for X-ChIP compared to N-ChIP, it is still not possible to perform X-ChIP

with small cell numbers therefore ruling out clinical application.

1.3.3 Carrier Chromatin Immunoprecipitation (C-ChlP)
Carrier ChlP is a development of the N-ChIP protocol to allow for the use of small

cell numbers. As identified in the X-ChIP and N-ChlIP sections, a major disadvantage
of both techniques is that they do not have a clinical application due to the high
number of cells required to start the experiment. When you consider that a typical
mouse embryo’s inner cell mass (ICM) consists of ~20 cells (O’'Neill et al. 2006) it is

possible to understand that obtaining the required 107-108 cells is unrealistic. By
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using cultured SL2 cells from the Drosophila melanogaster (fruit fly) and combining
them with as little as 100 mammalian cells, the SL2 cells will protect against the loss
of the mammalian cells through chromatin preparation and act as a carrier
throughout.

O’Neill et al. (2006) established this idea of using cultured D.melanogaster cells
alongside mammalian cells in order to determine epigenetic changes in the early
embryo. They used this carrier technology to identify and confirm the existence of
modificated genes in the inner cell mass and embryonic stem cells, a project that
until the introduction of C-ChIP would not have been possible.

Carrier ChlP was able to revolutionise the way in which we can look at histone
modifications, other techniques have been recorded as identified in table 1.1.
Moreover, researchers are now able to judge the validity of their research which has
relied solely on cultured cells, made possible by using carrier ChIP as a comparative
analysis to provide a realistic picture from non-cultured cells. Despite the wide
application of this technique to many experiments it leaves one fundamental
weakness. Due to the presence of a large excess of the D.melanogaster cells it is
not possible to complete the analysis with high throughput sequencing. Analysis of
C-ChIP chromatin has thus far been limited to PCR analysis and the global

distribution of the modifications of samples prepared by C-ChlP is not possible.

1.3.4 Alternative Techniques for Small Cell Number ChIP
Other ChIP techniques have been published which are specific to the sequencing

analysis of small cell number samples. Nano-ChlP-Seq uses the same concept as X-
ChlIP by initially crosslinking the modifications with formaldehyde, lysing and
subsequently sonicating to sheer the nucleosomes. IP is achieved using sepharose

A beads and subsequent incubation with the chosen antibody isolates the target
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chromatin. Losses during the wash stage are reduced by binding the bead/antibody
complex to columns. After IP libraries are prepared in three major steps, firstly, IP
DNA is primed with custom primers, containing a hair pin loop, restriction site
(BsiVI) and random nonamer sequence for DNA binding, step two involves the
amplification of the target DNA plus the added restriction site. BciVI, when cut,
leaves a 3’ adenosine overhang which allows adaptor binding during the final step of
library preparation followed by quantification by RT-PCR. Although Aldi and
Bernstein (2011) were able to reduce the number of cells needed for ChlIP to as little
as 10,000 this method still has some limitations. Firstly, the method described has
used formaldehyde crosslinking and sonication to isolate DNA, similar to that of X-
ChIP, it's adaptation to NChIP is yet to be proven. In addition, this protocol can only
be utilised for 10,000 cells when using embryonic stem cells, when using other cell
types including FACS sorted cells 25,000 cell or more were needed. Indeed, the
authors quote only a two to three orders of magnitude improvement in terms of the
numbers of cells required compared to standard ChiP methodology. Furthermore,
the time taken to perform the whole ChlIP protocol including library preparation is
upwards of five days. Thus, although at the time of publication this method was a
breakthrough in the field, it can be concluded that a better, more efficient protocol
could be adapted to eliminate many of these limitations.

iChIP (index-first ChIP) is a recently developed ChIP technique used for analysis of
chromatin samples from small cell numbers by Lara-Astiaso et al. (2014). In iChlIP,
the chromatin is isolated by chemical fixation before using a carefully selected
number of cycles for sonication. Using magnetic beads coated in H3 antibody, the
chromatin is immobilised allowing for barcoding of individual samples which are then

pooled together for IP. Sequencing analysis of the pooled samples is made possible
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as the barcodes are unique to each chromatin sample and can therefore be
separated upon analysis. This is a very new technique which is yet to be fully
explored by other researchers. The authors of iChlIP have gone into great depth on
how to optimise various steps to ensure the integrity of the resulting DNA without the
use of a carrier. The analysis of such small cell numbers without the use of a carrier
increase loss of DNA to tubes and pipette tips. Using a carrier during chromatin
preparation significantly reduces these losses, furthermore carrier cells are able to
increase the reliability and reproducibility of each assay as the amount of chromatin

in each reaction is careful controlled.

The number of cells recovered from a tumour biopsy can vary depending on the
biopsy procedure used to recover the sample, type and location of tumour (Rajer and
Kmet 2005). Although the number of cells retrieved from biopsies in some cases can
be relatively useable, after the cells have been separated into their relevant groups
and proportions have been sent for diagnostic purposes, the number of cells left to
use for research purposes is limited. Although the genetic sequence is mostly a set
sequence (with the exception of single nucleotide polymorphisms, SNPs, and
artefacts), epigenetics and PTMs of histones provide a code which regulate factors
on top of the genome, i.e. transcription factor binding sites. The same is true for non-
histone proteins where PTMs can regulate binding capacity and modify their
activation motifs etc. To provide an insight into the role of post-translational
modifications on the mechanisms of tumour growth and survival, including cell
apoptosis and proliferation, it is important to develop a reliable technique which
identifies the presence of PTMs. Current techniques, mostly involving chromatin

immunoprecipitation, hold many limitations and fundamental weaknesses which
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raise issues with analysis. Since the number of cells required to initiate the first steps
in ChIP are too large to enable use with primary clinical samples, current research is
relying on the generation of new cell lines by cell culture which, by nature, has
limitations growing exponentially as the passage line number increases. Analysis of
primary cell PTMs was made possible by the introduction of a carrier, increasing the
reliability of results and expanding the applications of ChIP to tumour cells after
FACS separation, but introduces new barriers in analysis by high throughput
sequencing. This project aimed to provide a new, versatile analysis for the
identification of PTMs for both histone and non-histone proteins by addressing the
limitations of the current techniques, thereby expanding the depth of current

research in PTMs to primary cells from real, clinical samples.
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Table 1.1 A comparison of the techniques available to identify and compare post-translational modifications of proteins outlining
the advantages, limitations and sources for each. Table 1.1 also includes a comparision methods used for ChIP analysis.

Method Advantages Disadvantages Protocol/Source
Mass Spectrometry (MS) | o No prior knowledge of | o Required expensive software and use of | Arnaudo and Garcia
Botton Up the modification site or complicated algorithms. 2013
type is needed. o Success rate varies.

Short peptides are incompatible with MS

Trypsine digests K and R, histones are K

and R rich therefore creates short

peptides.

o Trypsine cleaves mono-, but not di- and

tri- methylated lysines.
Mass Sepctrometry (MS) | o Use with PTMap | o Misidentification of modifications due to: | Arnaudo and Garcia
Middle Up software increases isobaric mass shift, sample preparation, | 2013

reliability and reduces
false positives.

incorrect database assignments and
false positives.

o Can cause methyltransfer within a
peptide incurring false positives.

o Loss of modification during sample
processing.

o Histone phosphorylation is lost during
sample. processesing due to being acid
labile.

o Heavy isotope labelling required for
reassurance of correct identification.

M-ChIP (Micro-ChlP)

o Uses samples with as
little as 10,000 cells.
o No carrier interference.

o Requires an amplification step.
o Expensive equipment and Kits.
o Not enough sample available to use one

Acevedo et al. 2007
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Can be wused with as an ‘input’.
microarray. o Reduced signal from less cells leads to
underestimation of protein-DNA
interaction.
Fast ChIP Quicker due to | o Required Chelex-100 to facilitate DNA | Nelson et al. 2006
shortened antibody extraction.
binding times. o Only suitable for large cell samples.
Can use multiple
antibodies to
simultaneously process
many samples.
Quick and Quantitative Faster protocol by |o Formaldehyde can cause disruptions to | Dahl and Collas 2007

ChIP(Q?ChIP)

reducing timing.

modifications creating inefficient epitope
precipitation.

Only suitable for samples of a large cell
number

Matrix ChlP

Several samples in one
plate.

Can be automated.
Quicker due to
shortening of steps.

Requires Chlenex-100 to facilitate DNA
extraction.
Volume of cells required.

Flanagin et al. 2008

Native ChIP (N-ChIP)

No crosslinking
required.

Nucleosomes are cut at
reproducible lengths
between the
nucleosomes.

High antibody

o O O O

Not suitable for non-histone proteins.
Nucelosome rearrangement .
Nuclease digestion can be selective.
Volume of cells required.

O’Neil and Turner 2003
Hebbes et al. 1988
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specificity.

o DNA and protein output
can be  analysed,
therefore more efficient
precipitation.

o Analysis can be
achieved without PCR.

Formaldehyde Crosslinked
ChiIP

o Applicable to non-
histone proteins.

o Good for organisms
where chromatin is
difficult to prepare.

Histone tails can be damaged during
sonication causing issues with antibody
binding.
Fragmentation
reproducible.
Volume of cells required.

Formaldehyde can cause disruptions to
modifications creating inefficient epitope
precipitation.

by sonication is not

Jackson 1978

UV Crosslinked ChIP

Applicable to
histone proteins.
Good for organisms where

non-

O

Histone tails can be damaged during
sonication causing issues with antibody
binding.

Gilmour and Lis 1985

chromatin is difficult to Fragmentation by sonication is not
prepare. reproducible.
Volume of cells required.
Carrier ChlIP (C-ChlIP) o Can be wused with Carrier cells cause background ‘noise’ | O’Neil et al. 2006

samples of a small cell
number.

o Applicable with both
crosslinked and native
chromatin therefore,

during high throughput sequencing.
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histone and non-
histone proteins.
ChIP-chip Provides a  whole High quantity whole genome micro-array | Lee et al. 2006
(ChlP  with  microarray genome analysis. platforms are expensive.
analysis) Broad applications. Experimental process is long.
Challenging to troubleshoot.
Requires the use of replicate samples to
account for experimental ‘noise’.
Use of algorithms.
ChiIP by  sequencing Higher resolution than Analyses all input sample so not to be | Park 2009

analysis (ChlP-Seq)

ChIP-chip.

Fewer artefacts.

Large coverage of
analysis.

used as analysis for C-ChlP.

N-ChIP and X-ChIP analysis require
large cell numbers.

Doesn’t view whole genome.

Nano-ChIP-Seq

Can analyse as few as
10,000 cells.

High throughput
sequencing is possible.

Duration can be up to 5 days
10,000 is only applicable to ESC, other
cell types require higher quantities.

Adli and Bernstein 2011

iChIP

Can reduce the number
of cells required to just
500 cells.

Can be analysed with
high throughput
sequencing.

Requires the use of a specialised
barcoding system.

Cells can cause detrimental effects to
the quality of the chromatin.

Lara-Astiaso et al. 2014
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1.4 Aims and Objectives

1.4.1 Primary Aims
The main focus of this experiment was to identify a novel way of coupling carrier

chromatin immunoprecipitation (C-ChIP), a procedure for immunoprecipitating
chromatin from small numbers of cells, to next generations sequencing (C-ChlP-
seq). This requires the development of techniques that will suppress the

amplification of carrier DNA when constructing sequencing libraries.

1.4.2 Objectives
In order to achieve this aim 3 objectives were identified.

1. To develop a protocol by which the DNA of carrier cells can be fragmented
by UV light so as to supress its amplification, while still allowing the
preparation of chromatin suitable for ChiP. Ensuring that the number of
output cells (number of cells recovered after treatment) is not reduced so
much that it hinders further experimental

2. ldentify parameters for the use of crosslinked ChIP with carrier cells (a
technique not previously attempted).

3. Perform chromatin immunoprecipitation assay on both crosslinked and
native chromatin assessing the rate of inhibition induced by UV treated

cells before and after the creation of DNA libraries.
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2. Materials and Methods

2.1 Materials

Primer sets used (See appendix for position within the sequence)

Name Sequence Company
DM GapDH Forward | AGCGAACTGAAACTGAACGA Invitrogen
DM GapDH R142 ACGGAGGCGCCCTTAT Invitrogen
DM GapDH R221 GAAACGACCGTGAGTCGAG Invitrogen
DM GapDH R319 CTGGCCCAGTTGATGTTG Invitrogen
DM GapDH R419 CGAGATGATGACCTTCTTGG Invitrogen
HS CD74 end F TGCTGCTTCTCTCTCCAGTC Invitrogen
HS CD74 end R TGTCCAAGGGTGACGAAAGA Invitrogen
HS CD74 -500F TGCCCCTTCTCTCTGTCTTG Invitrogen
HS CD74 -500R GCACTAGAGGCCTCAGTTGA Invitrogen
HS CD74 -1000F CTTGCCAACACAGTCCCATC Invitrogen
HS CD74 -1000R GTGATCTTTACGGAGGCCCT Invitrogen
Chromosome 18 | ACTCCCCTTTCATGCTTCTG Invitrogen
desert F

Chromosome 18 | AGGTCCCAGGACATATCCATT Invitrogen
desert R

HS CD74 F103 AGTGGGCGGAGTGGCCTTCT Invitrogen
HS CD74 R172 CCCGGCTCGCCTCTTAAAGTCGGTGCT | Invitrogen
HS CD74 R221 CTTCCCGACAGCTCCTGCTTCTCCTCC | Invitrogen
HS CD74 R344 TCGGTGTGCCCTTTCCTGGTGCTCA Invitrogen
HS CD74 R492 GAGAGGGAGCCGGAGCCCAGAGCA Invitrogen

DM = Drosophila Melanogaster

HS = Homo Sapien

Buffers used

Name Components Concentration Experiment(s)
1 x TAE Tris 40 mM Agarose
Acetic Acid 20 mM electrophoresis
EDTA 1 mM
01%TE Tris 1 mM
EDTA 0.1 mM
Buffer NB Tris-HCI 15 mM N-ChIP
MgCl, 5 mM
NaCl 15 mM
KCI 60 mM
EGTA 0.1mM
2-mercaptoethanol | 0.5 mM
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Na Butyrate 5 mM
PMSF 0.1 mM
Digestion buffer Sucrose 0.32M N-ChIP
Tris-HCI 50 mM
MgCl, 4 mM
CaCl, 1mM
Na Butyrate 5 mM
PMSF 0.1 mM
Lysis buffer (N- | Tris-HCI 1 mM N-ChIP
ChIP) EDTA 0.2 mM
Na Butyrate 5 mM
PMSF 0.2 mM
Incubation buffer NaCl 50 mM N-ChIP
Tris-HCI 20 mM
Na Butyrate 20 mM
EDTA 5 mM
PMSF 0.1 mM
Wash Buffer A Tric-HCI 50 mM N-ChlIP
EDTA 10 mM
Na Butyrate 5 mM
NaCl 50 mM
PMSF 0.1 mM
Wash Buffer B Tric-HCI 50 mM N-ChIP
EDTA 10 mM
Na Butyrate 5 mM
NaCl 100 mM
PMSF 0.1 mM
Wash Buffer C Tric-HCI 50 mM N-ChIP
EDTA 10 mM
Na Butyrate 5 mM
NaCl 150 mM
PMSF 0.1 mM
Dilution buffer Triton X-100 1% X-ChlIP
EDTA 2mM
NaCl 150 mM
Tris-HCI, pH 8 20 mM
Protease  inhibitor
cocktails
0.1 M Citrate- | Citric Acid X-ChlP
phosphate buffer, | Na;HPO4
pH 5
Low salt buffer Triton X-100 1% X-ChIP
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SDS 0.1 %
EDTA 2mM
NaCl 150 mM
Tris-HCI, pH 8 20 mM
High salt buffer Triton X-100 1% X-ChlP
SDS 0.1%
EDTA 2mM
NaCl 500 mM
Tris-HCI 20 mM
Elution buffer NaHCO3 100 mM X-ChIP
SDS 1%
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2.2 Methods

2.2.1 Cell Culture
Drosophila melanogaster SL2 cells (Schneider 1972) were cultured at 24 °C, 5 %

CO; and routinely split twice weekly in a 1:10 ratio with growth media [500 ml Insect-
Xpress + 5 % Fetal Bovine Serum (FBS) + 1 % Penicillin Streptomycin (Pen Strep)]
until required when the cells were split 1:3 and allowed to grow overnight. To
dissociate weakly adherent cells, flask was ‘banged’. Once dislodged the cells were
washed with PBS (phosphate buffered saline) and resuspended in buffer NB to be
counted using a haemocytometer. Cells were resuspended at 2 x 107 cells ml™.
Frozen plates were made by pouring water into the contours of the plate between
each of the wells on both sides and leaving to freeze overnight. Cells to the
concentration of ~2 x 107 cells/ ml at a volume of 500 pl were transferred into various
wells on frozen and non-frozen 12-well plates ready for ultra violet treatment. The
plates were sealed with optical film and kept cool by using frozen plates, storing in
ice during movement and placing an ice block on one side during UV treatment. The
cells were treated by placing on a UV transilluminator for 30 minutes; 10 minutes in
UV conditions, 5 minute submerged in ice followed by 10 minutes in treatment and a
final 5 minutes submerged in ice. The cells were counted again to assess the level of

UV-induced damage.

2.2.2 DNA extraction
DNA was extracted according to the QIAgen DNA extraction from cultured cells

protocol.

The cultured cells were pelleted by centrifuging at 300 x g for 5 minutes. Proteins
were digested and removed by resuspending the pellet in 200 ul of PBS and 20 pl
Proteinase K. Cell lysis was achieved using 200 ul Buffer AL, and incubated at 56°

for 10 minutes. To purify the DNA 200 ul of 100% ethanol was added to the solution,
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mixed, transferred into a mini spin column and centrifuged (6,000 x g, 1 minute).
Flow through was discarded and washed again with 500 pyl of AW1 and AW2 at
6,000 x g for 1 minute and 20,000 x g for 3 minutes, respectively. DNA was eluted by
placing the spin column into a new 1.5 ml Eppendorf, pipetting 200 ul of buffer AE

directly onto the column membrane and centrifuging at 6,000 x g for 1 minute.

2.2.3 Chromatin immunoprecipitation (ChlP)
Native Chromatin Immunoprecipitation(N-ChIP)

The native chromatin immunoprecipitation (N-ChIP) protocol as described by O’Neil
and Turner (2003) was followed. The cells were washed and resuspended in buffer
NB to ~2 x 10 cells/ ml. An equal volume of 1 % tween in NB buffer was added and
cells incubated on ice for 15 minutes with gentle mixing before homogenisation.
Homogenisation was carried out using a dounce homogeniser with a tight pestle, in
order to break down the cell membrane, leaving the nucleus exposed. Cells were
checked under a microscope after every 3-5 strokes to avoid over- homogenisation,
in turn creating sub-nucleosomal DNA.

To eliminate debris created by homogenisation the broken cells were centrifuged
and washed sequentially (~1 x 10’/ ml) in 5 % sucrose/buffer NB and digestion
buffer. A nanospectrometer was used to assess the A 260/280 values and DNA
concentrations (ug/ ul) of the solutions. In preparation for digestion the pellet was
resuspended in digestion buffer (0.5 mg/ ml) and divided into 1 ml aliquots.
Micrococcal nuclease was added at 50 U/ml and incubated at 37 °C for 5 mins. 0.5
M EDTA was added to the solution (10 ul/ ml) and placed on ice for a further 5
minutes to stop the reaction. After centrifugation the supernatant was retained and
kept chilled for further analysis (S1). Finally, the pellet was resuspended in 1 ml lysis

buffer, and dialysed overnight against 2 L lysis buffer (4 °C).
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Following dialysis, samples were centrifuged and the supernatant retained (S2). The
resulting pellet was resuspended into 200 pl lysis buffer (P) and quantified, taking
particular note of the A 260/280 values and g/ pl concentrations. During optimisation
of chromatin preparation the S1, S2 and P samples were visualised on a 1.2 %
agarose gel in 1 x TAE buffer containing GelRed dye. The purpose of this gel is to
check chromatin integrity from the size and abundance of fragmented nucleosomes
after micrococcal nuclease digestion. For each sample, 1 uyg DNA was loaded in a
final volume of 25 pl containing 0.1 % SDS and loading dye. S1 represents the
supernatant after micrococcal nuclease digestion and will therefore contain mostly
mono nucleosomes, S2 is the supernatant collected after overnight dialysis and
therefore will have mostly di-, and tri-nucleosomes whereas P, or pellet, was the
soluble portion of the sample resuspended after night dialysis.

N ChIP- Immunoprecipitation

For immunoprecipitation (IP), S1 and S2 were combined and the P sample was
discarded. An initial pre-clear reaction was set up to eliminate unspecific binding
from both the beads and the chromatin. Per IP, 30 ug — 100 ug of chromatin was
used (depending on the amount available after chromatin preparation), 50 — 100 pl
Protein A Sepharose beads, 100 ul 10 x incubation buffer, up to 900 pl with u.p. H20.
After rotation at 4 °C for 1 hour an ‘input’ sample was retained as an unbound
control. The antibody was bound to the chromatin by adding 4 ug to the chromatin
solution and incubated overnight at 4 °C. Protein A sepharose beads are used to
immunoprecipitate the antibody bound chromatin overnight at room temperature.
Chromatin is washed on the beads using gradient salt washes buffer A, buffer B and
buffer C and finally eluted using 500 pl of 10 x incubation buffer/SDS solution on

rotation.
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Crosslinking Chromatin Preparation (X-ChIP)

The cells were pelleted (centrifuge at 300 x g, 5 minutes) and resuspended in PBS
(106'7 cells/ ml) at room temperature. The crosslinking was achieved by dropping
formaldehyde (1 % v/v) into the solution and leaving to rotate for 10 minutes. To
quench formaldehyde activity 1/10 volume of 2 M glycine was added to the solution
and centrifuged at 300 x g, 5 minutes, 4 °C. Non-target excess compounds were
removed by washing in PBS. The supernatant was discarded and the pellet
resuspended in lysis buffer at 5 x 10 cells/ ml. In clean eppendorfs the cells were
sonicated; 30 seconds on, 30 seconds off for 5-30 cycles. The samples were
pelleted by centrifuging at 16,000 x g for 10 minutes, 4 "C. The resulting pellet was
discarded and the supernatant was retained overnight at 4 °C.

X ChIP - Immunoprecipitation

One chromatin sample should be left un-immunoprecipitated (input sample) for
further comparison on pull-down and relevant quantification. The other samples were
diluted with %2 volume of dilution buffer, using a maximum of 1ml for each
immunoprecipitation (IP).

To bind the anti-bodies with the magnetic Dyna-beads, the beads were washed
using citrate-phosphate buffer and resuspended in citrate-phospate buffer + 0.5 %
Bovine Serum Albumin (BSA), the protein in the BSA blocks non-specific binding of
protein to the beads. Antibodies were bound using 4 pg of antibody per 15 pl
Dynabeads, the solution was rotated for 2 hours at 4 °C.

Any surplus antibodies were washed away with citrate-phosphate buffer, Dynabead-
antibody complex was resuspended in 15 pl citrate-phosphate + 0.5 % BSA per
immunoprecipitation. 1 ml of chromatin and the Dynabead-antibody complex were

mixed and left to rotate for 4 hours at 4 oC.
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The antibody bound chromatin was washed twice each with low and high salt buffer.
The chromatin was eluted twice using freshly prepared Elution buffer (50 pl) with 15
minute incubation and rotation at room temperature between each elution.

Using the antibody-bound chromatin and the input sample, the cross-linking was

reversed by incubation with 20 mg/ ml of proteinase K at 65 °C, 300rpm overnight.

2.2.4 DNA Purification
DNA was extracted from the chromatin using the QlIAgen PCR Purification Kit: Five

volumes Buffer PB was added to one volume DNA in a spin column ready for
removal via centrifugation. At this point the DNA is bound to the membrane of the
spin column, and subsequently washed with Buffer PE to ensure all surplus

fragments are removed. Finally, the DNA can be eluted with Buffer EB.

2.2.5 Polymerase Chain Reaction
Polymerase chain reaction (PCR) is a widely used DNA amplification method first

developed by Nobel Prize winner Dr Kary Mullis in 1984. The primers used were
specifically designed to create 132 bp, 211 bp, 309 bp and 409 bp amplicons (see
appendix 1-4). It was anticipated that there would be considerably more DNA
amplified in the smaller strands, and less amplification as the target size grows. This
decline is due to the increased accumulation of UV-induced damage in larger. In
order to significantly reduce amplification of the carrier DNA during library
preparation, it was important to induce sufficient UV damage within the average size
of a sequencing library. Drosphila melanogaster primers were designed to the
housekeeping gene Glyceraldehyde 3-phosphate dehydrogenase (GapDH) encoding
the enzyme which catalyses the sixth step of glycolysis and therefore highly
expressed in nearly all animals (Greer et al. 2010). Human primers corresponded to
the CD74 gene, a gene which is highly expressed in lymphoblastoid cells and

therefore easy to detect. All primer sequences have been mapped within their gene
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sequences, see appendix. The optimal PCR settings for these primers were 95°C,
30 seconds for denaturation; 60 °C, 30 seconds for primer annealing; and 72 °C, 30
seconds for elongation. A no template negative control is also produced for
comparison. For evaluation, a 2 % agarose gel electrophoresis was run and
observed stained with GelRed under a UV light.

Real-time PCR (RT-PCR)/ q-PCR

To be able to run the chromatin on the RT-PCR the chromatin must be purified into
DNA. RT-PCR was set up using 10 ul reaction volume: 8.8 ng DNA, 3 pM reverse
primer, 3 pM forward primer, 2 x 10°M SYBR.

Real Time-PCR (RT-PCR) is a quantitative technique for the detection of DNA
molecules using either a probe or SYBR. In this project the SYBR detection
technique was utilised. SYBR is a double stranded DNA binding dye such that
fluorescence signal at each cycle is directly proportional to DNA concentration. In
this experiment 7 point standard curves were constructed from a series of 1:5 (DNA:
NF H,O) standard DNA. A blank reaction series was also created as a negative

control for possible contamination.

2.2.6 Library preparation of ChlP samples
DNA libraries were prepared using the New England Biolabs NEBNext® ChIP-Seq

Library Prep Master Mix Set for lllumina kit according to the manufacturer’'s
instructions.

Library preparation is the process of taking the immunoprecipitated DNA sample and
manipulating it ready for injection into the DNA sequencer. Firstly, the DNA
‘overhangs’ need to be repaired; when the DNA is fragmented it is left with
‘overhang’ where one strand of the DNA is longer than the other, during the first step

of library preparation this ‘overhang’ is fixed and blunt ends are produced. This is
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made possible with the introduction of a repair enzyme buffer and a repair enzyme
during an incubation period of 20 oC for 30 minutes. Following this an ‘A’ tail is added
to the newly repaired double stranded DNA which provides a station for the docking
of adaptors in the subsequent steps. dATPs are added to the repaired ends with the
Klenow fragment (DNA polymerase | extracted from E.coli) (Klenow and Henningsen
1970). The DNA, dA-Tailing Reaction Buffer and Klenow fragment are incubated for
30 minutes at 37 °C. Adaptors are added to the 5’ end and the 3’ end of the A-tailed
DNA, The double stranded adaptors contain the primer-binding sites for library
amplification and paired end sequencing. DNA ligase is also used to reform the
phosphodiester bonds between double stranded DNA. The DNA, ligation reaction
buffer, adaptor and T4 DNA ligase are incubated for 15 minutes at 20 °C. After each
incubation period the DNA is bound to magnetic Agencourt® AMPure® beads,
washed with 80 % ethanol and eluted in 0.1 % TAE.

PCR amplification increases the abundance of the adapted DNA, this ensures there
is enough fragmented sample to analyse. Real-time PCR can also be used as well
as sequencing to assess the relative abundance of the different strands as a

comparative study.
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3. Results

The aim of this project was to establish whether ultraviolet damaged cells could be
used as a viable carrier in order to create a modified version of the carrier -
chromatin immunoprecipitation protocol to be used in conjuction with high throughput
DNA sequencing (ChlP-Seq). To be successful, UV damage must inhibit PCR
amplification of carrier DNA sufficiently enough that during PCR amplification of the
ChlIP-seq libraries target DNA is amplified and carrier DNA suppressed to such an
extent as to overcome the initial excess of carrier chromatin. At the same time, UV
damage must leave carrier cells and chromatin intact sufficiently to act as a viable
carrier through all steps of the ChIP procedure.

During optimisation two experimental methods were used to assess the impact of UV
treatment upon the cells and their DNA. To view the inflicted damage upon DNA the
cells were taken through a chromatin preparation protocol after UV treatment. An
agarose gel electrophoresis was performed after micrococcal nuclease digestion to

view the productivity of the enzymatic reaction and to assess the level of UV damage

10 minute 20 minute
Control treatment treatment
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Figure 3.1 Initial identification of UV limits after micrococcal nuclease digestions
with lanes 1-3 showing the control sample, 4-6 showing the 10 minute treated
sample and 7-9 showing the 20 minute treatment sample.

Sub-nucleosomal
DNA damage
induced by UV
radiation
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inflicted upon the DNA. Secondly, four primer pairs were developed for use with PCR
to assess the level of inhibition. Using the same forward primer, the reverse primers
increased in amplicon length from 132 bp, 211 bp, 309 bp and 409 bp. This allowed
a visual representation of how successful the UV treatment had been in inhibiting

amplification.

3.1 Duration of Exposure

In order to identify optimal parameters for the UV treatment of Drosophila
melanogaster SL2 cells the UV treatment conditions had to be adjusted. Firstly, the
D.melanogaster cells were counted to the concentration of 2 x 10" cells/ ml and
aliquoted into 0.5 ml samples in a 12 well plate and subsequent chromatin
preparation undertaken using native chromatin methods. The first optimal condition
we established was the duration of treatment. Here, assessment via electrophoresis

following micrococcal nuclease digestion was used. From this we expected to see an
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Figure 3.2 Picture after micrococcal nuclease digestion when using the frozen
(lanes 1-3), non-frozen (lanes 4.6) and control sample (lanes 7-9).

Control
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Sub-nucleosomal DNA
damage induced by UV
radiation
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increase in the level of damage in proportion to the duration of treatment. The initial
tests of 10 and 20 minutes (figure 3.1) showed a large subnucleosomal band
beneath the mononucleosome at the 20 minute treatment sample and a light band at
the 10 minute treated sample compared with no band for the control (no UV
treatment), in keeping with anticipated results. These results indicate that 20 minutes
is too harsh on the cells, resulting in a loss of intact chromatin and an increase in
subnucleosomal DNA, whereas 10 minutes is not damaging enough, therefore

another treatment schedule had to be identified.

3.2 Temperature control

Input number of | Output number of | % destroyed cells
cells cells
Cooled plate 12 x 10" / ml 414 x 10" / ml 65.5
Non-cooled plate 12 x 10" / ml 1.375x 10"/ ml 86.25
Table 3.1
Control Non-cooled Cooled
treatment treatment
Amplicon { A > k W A \
size 132 211 309 409' 132 211 309 409" 132 211 309 409
.
500 bp ~ S8 —_—

1 2 3 4 5 6 0 8 L s g ) Jel=
Figure 3.3. An electrophoresshowing the difference in amplification inhibition between a
cooled and non-cooled plate. Lanes 1-4 identify PCR amplification of the control using primer
pairs to generate 132 bp, 211 bp, 309 bp and 409 bp amplicons, respectively. Lanes 5-8
show 132 bp, 211 bp, 309 bp and 409 bp, amplicons, respectively from the non-cooled plate.
Lanes 9-12 from the cooled plate shows amplicons 132 bp, 211 bp, 309 bp and 409 bp,
respectively.

| investigated methods for reducing the heat of the cells during UV treatment to
maintain chromatin and cellular integrity as well as inhibiting ongoing DNA repair. A

20 minute treatment time was used. Temperature of the cells was maintained by
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freezing water in the contours between the wells of the plate before treatment. We
predicted that temperatures wouldn’t become as high as they previously had and, in
turn would result in more cells surviving UV treatment. As expected, this added
temperature control meant a higher number of output cells (table 3.1). There was
also less DNA damage compared to the previous experiment, as seen in figure 3.2,

and slightly less PCR inhibition (figure 3.3).

3.3 Increasing Sample Volume Increases Survival Rate but Reduces DNA
Damage

0.5 ml 25ml
Control treatment treatment
Amplicon size A |

——> {32 211 309 409) [132 211 300 409! 132 211 309 409!

1 kb .
500 bp -
— 3 —

1 2 Sy 5 6 T 8 ' i bl v

Figure 3.4 A figure showing the level of protection provided by the increased UV treated
volume. Lanes 1-4 show PCR amplicons 132 bp, 211 bp, 309 bp and 409 bp, respectively from
the control sample. Lanes 5-8 are amplicons 132 bp, 211 bp, 309 bp and 409 bp, respectively,
from the 0.5ml treated sample. Lanes 9-12 from the 2.5ml treated sample show 132 bp, 211
bp, 309 bp and 409 bp amplicons, respectively.

It was initially forecast that by increasing the volume of sample in each aliquot from
0.5 ml (lanes 5-8) to 2.5 ml (lanes 9-12) the heat would distribute across the sample
more efficiently in turn protecting the cells. With 77.5 % of cells surviving treatment,
the initial analysis proved to be promising. Furthermore, PCR analysis following
chromatin preparation (figure 3.4) showed that the 2.5 ml treatment sample had
protected the DNA and amplification inhibition had been reduced to the point where

amplicons were almost as abundant as those in the control (lanes 1-4) sample for
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some amplicons, therefore concluding that the increased sample volume does not

encourage enough DNA damage.

3.4 Alternating UV treatment with ice proved to be the best temperature
control.
Given these results it was clear we had to provide an environment which could keep

the sample cool while still inflicting optimal damage. A cooler environment for the
cells during the UV damage period was provided by adopting a new treatment
schedule. The cells were treated for 10 minutes under the UV lamp, taken off and

submerged in ice for 5 minutes, followed by a further 10 minutes under a UV lamp

Sub-nucleosomal

DNA damage :
induced by UV Figure 3.5 Illustrates the level of UV damage inflicted upon
radiation the cells after the 10 + 10 UV treatment. Lanes 1, 2 and 3

represent the S1, S2 and pellet, respectively.
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Figure 3.6 A figure showing the range of inhibition given by the duration of treatment for 10
minutes under a UV lamp, 5 minutes submerged in ice, 10 minutes back under the UV lamp and
finally, 5 minutes in ice. Lanes 1-4 display PCR amplification of the control sample, lanes 5-8 show
the UV treated sample.
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and finally, 5 minutes in ice. The first electrophoresis after micrococcal nuclease
digestion showed a band beneath the mononucleosome demonstrating UV damage
had been inflicted on to the DNA, consistent with our aim to find an intermediate
treatment (figure 3.5). Further to this we had to also ensure that the cooling time
between treatments was not allowing for too much repair time and therefore affecting
the level of inhibition provided by the UV. Figure 3.6 shows a control sample and a
UV treated sample after PCR amplification of DNA following chromatin preparation.
The first four lanes show the control sample, lanes five to eight represent the UV
treated sample. A comparison of the 2 samples clearly identifies a high level of
inhibition by UV treatment at all sample sizes with only a faint band for amplicons of

132 bp.

Real-time PCR was used to quantify the rate of inhibition and clarify the results of
standard PCR. Figure 3.7 demonstrates the success of amplification inhibition
relative to the control samples. Inhibition for the 132 bp long gene sequence proved
to be 94 % successful compared with the untreated control sample, the 211 bp
sequence saw 98.5 % inhibition, with 309 bp it was 99.3 % and 99.5 % inhibition was
achieved for amplicons 409 bp long. These results show an exponential increase in
success with the longer amplicon.
From these results it can be concluded that the required level of inhibition had been
identified using the following parameters:
v Duration: 10 minutes under treatment conditions, 5 minutes in ice, 10 minutes
in treatment and 5 minutes in ice.
v' Temperature: using a pre-frozen 12-well plate with ice between each of the

wells.
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v" Volume and concentration: cells were pipetted into 0.5 ml aliquots in each well

at 2 x 107 cells/ ml.
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Figure 3.7 A graph to show the level of inhibition delivered by the UV treated SL2 cells during
real-time PCR where the blue bars demonstrate comparison to the control DNA.

3.5 Reducing the stability of SL2 cells aids in optimising the sonication step.
Once the ideal treatment conditions had been ascertained the rest of the protocol

had to be optimised. During the formaldehyde crosslinking variation of ChIP (X-ChlIP)
the chromatin is fragmented by sonication. Initial experiments using SL2 cells
showed that after UV treatment the d.melanogaster cells fragmented to the required
band length only after 30 cycles (30 seconds on, 30 seconds off), figure 3.8.

However, experiments showed that human lymphoblastoid cells are not as robust,
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Figure 3.8 Chromatin sizes after sonication cycles. Lanes 1 and 3
show 20 cycles and 2 and 4 are 30 cycles. Where a cycle is 30
seconds on, 30 seconds off. Lanes 1-2 show the control sample and
3-4 identify the UV treated sample.



requiring only around 10 cycles of sonication. | attempted to address this by devising
measures to destabilise the SL2 cells. An equilibrium in cell stability between the two
cell lines was established by freezing the SL2 cells post-UV treatment, pre-chromatin
preparation. Two electrophoresis photos are shown in figure 3.9, the areas
highlighted by the red box are the required fragment length ascertained from
samples which were sonicated for 10 cycles. This demonstrates that after freezing

the SL2 cells for 1 hour, 10 sonication cycles was optimum for both cells lines.

3.6 UV treated cells for use as a carrier during chromatin immunoprecipitation

Table To demonstrate the concentration and relative amount of pull down
3.2 of target DNA from samples with treated and untreated carrier cells.
Concentration % pull down
(ng/pl)
Control Input 177
Control Pol Il 15 8.48
X-ChIP | Control H3K4me3 6 3.39
UV Input 101
UV Pol Il 24 23.76
UV H3K4me3 22 21.78

After optimisation of chromatin preparation the immunoprecipitation steps were
followed. Firstly, it was important to prove that the UV treated cells could still be used
as a viable carrier. A full X-ChIP experiment using the antibodies complimentary to
RNA polymerase Il and H3K4me3 was performed using only SL2 cells. An input
sample was retained prior to immunoprecipitation to quantify the level of pull down
by comparison. The results showed good pull down from both the treated and
untreated cells; furthermore these results also indicated that the UV treated cells
showed increased pull down compared to the control when using crosslinked

chromatin (table 3.2).
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Next we optimised carrier ChlP. Experiments using the treated SL2 D.melanogaster
cells as carrier, holding 10,000 and 1,000 human cells were set up for both
crosslinked chromatin and native chromatin. The data was quantified using real-time
PCR (figure 3.10) which showed enrichment of the crosslinked chromatin was higher
in the UV treated cells than that of the untreated sample, in keeping with the rate of
pull down in table 3.2. However, it should be noted that because the primers used
are specific for human DNA, the results demonstrate that pull down has been
achieved from the target LCL cells. This result was seen consistently throughout
each crosslinked carrier ChIP. Native chromatin immunoprecipitation was also used
to assess whether there was a difference in pull down between the two types of
ChIP. N-ChIP demonstrated good powers of antibody affinity providing pull down
percentages from UV treated cells of 6.47 and 5 % for 10,000 and 1,000 LCL cells,
respectively. The results from these experiments have proven that UV treated cells
can be used as a viable carrier for use in C-ChlP.

Creating DNA libraries is essential to enable next generation sequencing of the
resulting DNA. Libraries were prepared following the New England BioLabs® Inc
protocol: lllumina® Library Preparation for the creation of ChlP-Seq libraries. Finally,
to check the enrichment of the target DNA subsequent analysis by Real Time PCR

was conducted using primers: H.sapien CD74 -1000, HS CD74 (TSS) (see appendix

1),
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3.7 Analysis of library prepared samples
The DNA samples were prepared for DNA sequencing using the New England

Biolabs NEBNext® ChIP-Seq Library Prep Master Mix Set for lllumina. Figure 3.11
shows the relative enrichment of the genes at 1,000 bp upstream the CD74
transcription start site (TSS) and at the transcription start site relative to the input
sample (unbound chromatin). Since H3K4me3 is associated with gene activation it
would be expected to see higher fold enrichment of genes at the transcription start
site of an active gene as that is where the H3K4me3 binds. In addition to this,
judging by the results from previous experiments we would also expect to see an
increased enrichment of these genes in ChIP with a UV-treated carrier in comparison
to the control. Figure 3.11 visualises the enrichment of the two gene sequences at -
1000 bp and the TSS. As expected the gene sets in the UV treated sample are more

enriched.
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Figure 3.9 Electrophoresis showing the optimisation of sonication cycles between LCL cells
and SL2 cells after freezing the SL2 cells post UV treatment. Lanes 1 - 3 show size of
fragmented SL2 DNA, lanes 5-7 show fragmented LCL DNA after sonication. Samples in
lanes 1 and 5 were sonicated for 5 cycles, lanes 2 and 6 for 10 cycles and lanes 3 and 7 for
15 cycles.
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Figure 3.10 Graph to show the fold enrichment of target DNA during real-time PCR
amplification using primer sets from the human CD74 gene (see appendix). Shows that
quantifiable target DNA within each sample is present.
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Figure 3.11 Real-time PCR analysis of Library Prepared Samples. The graph exhibits the
relative enrichment genes around the transcription start site (TSS) (blue) and 1000 bp before
the TSS (red). The graph shows that there is human DNA available for amplification therefore
human DNA has been pulled down after immunopecipitation. It also shows that after pull
down using the antibody with an epitope for H3K4me3, more DNA is available from the
transcription start site than further up in the gene therefore, validating our results.
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4. Discussion

The ENCODE project is a follow up of the human genome project, established in
2003 upon the completion of the human genome project it set out to provide a better
understanding of the human body’s responses to health and disease (The ENCODE
Project Consortium 2004). In terms of epigenetics, ENCODE had provided a
substantial insight into the impact of DNA modifications and post-translational
histone modifications. Here however is where problems arise, ENCODE data is
generated from cell lines where large amounts of starting material are readily
available. However, the size of clinical samples generally available to study means
there are significant gaps in the research on histone modifications in cancers,
tumours and disease research. The National Centre of Biotechnology Information
‘PubMed’ database (www.NCBIl.nim.nih.gov/pudmed), on 23™ February 2014
provides 19,969 results in relation to DNA methylation and cancer, histone
modifications however are largely underrepresented at 1,791 results when searched
in relation to cancer. Without a reputable procedure to analyse histone modification
of cancer cells there is little hope of increasing the current understanding of the
roles of post-translational modifications of histone and other proteins in cancers and
tumour cells. Chromatin immunoprecipitation is one of the main sources of
experimental data for ENCODE protein post-translational modification investigations
(ENCODE Project Consortium 2011). ChIP is a widely used technique providing a
tool for identification and interpretation of histone post-translational modifications and
other DNA-protein interactions. The original and ultimately, most reliable ChIP
protocols - NChIP and X-ChIP utilise the affinity of the histone to the DNA or
crosslink the proteins to the DNA prior to chromatin preparation, respectively. The

large number of cells required to initiate the first steps of these two protocols is the
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main drawback which have hindered progression of understanding epigenetic
processes for mammalian cancers, tumour and other immune stresses. Given that
clinical samples produce significantly less cells than required it is evident that a
technique is needed to utilise the analysis properties of ChlP-Seq without the need
for such large quantities of input cells. As summarised in table 1.1 many variations of
this technique exist, all of these however carry fundamental weaknesses which
inhibit and sometimes carry the potential to misidentify analysis products. Other ChIP
techniques which enable the sequencing of ChIP samples from small cell numbers
have been published. Nano-ChlP-Seq is a technique which has begun to address
this issue by providing a technique which requires only 10,000 cells as a lower limit
of detection however, this lower limit applied to embryonic stem cells and was higher
for other cell types (Adli and Berntstein 2011). We therefore proposed that by
modifying the carrier-ChlIP technique by O’Neil et al. (2006) it would be possible to
sequence an exponentially smaller volume of immunoprecipitated target cells using a
carrier. The impact of this new, adapted protocol could see a breakthrough in the
way in which we are able to view post-translation modifications from a clinical
perspective giving greater understanding and insight into the epigenetic mechanisms
of real cancer and tumour cells by being able to analyse a broader range of clinical
sample.

4.1 Explanation of the Results

4.1.1 Optimisation of exposure time induces appropriate damage upon DNA.
Previous experiments had shown that UV treatment induced more effective damage

to the cells than exposure to chemicals. Upon this discovery the UV treatment
conditions had to be optimised in keeping with the project objective of causing

enough damage to the DNA in order to inhibit PCR amplification, while not inducing
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so much that the cells can no longer be used as viable carriers, but also to ensure
the loss of cells after treatment is not so drastic as to hinder further experimental
use. The most important guideline to establish first was the duration of treatment; the
initial experiments saw 2 treatments of 10 and 20 minutes with very different results.
While 10 minutes induced minor damage on the cells with only a faint band beneath
the mononucleosomes representing DNA damage, 20 minutes proved to induce
significantly more damage, closer to the range of damage required (Fig 3.1). In a
comparison to check the effect of UV light on cell survival, cells were counted pre-
and post-treatment. Although the severity of damage occurring to the 20 minute cells
was in keeping with the level of damage we anticipated, the percentage of cells
recovered (31 %) was less than ideal. The natural progression from here would have
been to moderate the duration of treatment to 15 minutes, indeed this would
increase the number of cells returning from treatment however, it would have also
seen a decrease in the level of DNA damage induced to the cells which in turn,
would decrease the rate of inhibition during PCR amplification. Using the 20 minute
conditions another idea was pitched which involved better temperature control during

UV exposure.

4.1.2 Temperature control using a coolled 12-well plate increases cell volume output.
During UV treatment the UV light inflicts temperatures onto the cells which are high

enough to cause a percentage to burst open. From this, an idea emerged which
gave greater temperature control of the solution containing the cells during UV
exposure. A 12-well plate containing crevices in which ice was allowed to form
around the wells was created to assess the difference temperature control could
have on cell destruction. The sample was then treated using these plates and a non-

cooled control to compare the protection offered by the temperature. As expected,
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the number of cells returning after treatment increased to a 65.5% loss, which
although was higher than the previous experiment it was still not within the range
that was aimed for (table 3.1). Amplification inhibition was seen as in fig. 3.2,
inevitably the reduction in temperature had a negative impact on the UV’s ability to
inhibit PCR amplification however the reduction in inhibition was well within
acceptable limits for this project in comparison to the control sample. This finding
suggests that although more output cells are still required, the cooler temperature
helps to protect cells during treatment producing a higher volume of cells returning

from treatment without abolishing the desired level of inhibition.

4.1.3 Increasing sample volume absorbs too much UV and reduced DNA damage
Further experimentation on temperature control to reduce cell death during treatment

lead to the variation of sample volume (concentration was kept to 2 x 10 cells/ ml at
all times). It was proposed that the larger sample size would encourage the
distribution of heat more effectively throughout the sample discouraging cell death
and therefore bringing back more output cells from treatment. Previous experiments
had used 0.5 ml aliquots of sample in each well of the plate during treatment, for the
purpose of this investigation some 2.5 ml samples were also treated. As
hypothesised the number of cells coming back after treatment had increased to 77.5
% in the 2.5 ml sample. This huge increase was also reflected in the amount of
inhibition seen during PCR. It was thought that the buffer (buffer NB) used to treat
the cells created a protective screen between the cells and UV light, or that the
increased volume distributed the heat too effectively. The electrophoresis in fig. 3.3
demonstrates that the level of amplification inhibition given by the 2.5 ml sample was
on par with that provided by the non-UV treated control, the 0.5 ml sample however,

continued to provide more desirable results. From this data it is evident that another
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method of temperature control is required which is in keeping with the objective of
optimising UV treatment which does not protect the cells as much as the increase in

sample volume.

4.1.4 Alternating UV treatment with ice proved to be the best temperature control.
As demonstrated by these results temperature control is key to the optimisation of

the UV treatment. With this, a treatment schedule was applied to prevent the cells
reaching temperatures that would be detrimental to their survival but in keeping with
the already established ideal inhibition by the 20 minute treated sample. Given that
the 20 minute schedule was too harsh a revised schedule was adopted which
involved 10 minutes in UV treatment, 5 minutes submerged in ice, 10 further minutes
under the UV light with a final 5 minute ice treatment (abbreviated to 10 + 10). Figure
3.4 shows faint bands at only the 132bp amplicon size for the sample following the
10 + 10 treatment protocol in comparison to the solid bands given from the control
for all amplicon sizes. Furthermore, the number of cells coming back from UV
treatment increased to 63 %, double that of the original experiment. From this it is
possible to determine that the inhibition provided by these conditions were on point
for the desired effects as stated in the objectives section. In summary, the optimal
UV treatment conditions were sample concentration of 2 x 107 cells/ ml in buffer NB,
separated into 0.5 ml aliquots in a frozen, 12-well plate at a treatment schedule of 10

+10.

4.1.5 Reducing the stability of SL2 cells aids in optimising the sonication step.
Sonication is the mechanism used which produces ultrasonic sound waves at high

intensity to a solution, as a result powerful vibrations are inflicted onto the cells
causing them to break and expose the contents of the nucleus. The sound waves
continue to work by fragmenting the chromatin into variable sizes which are used for

immunoprecipitation. Preliminary experiments using both D.melanogaster SL2 and
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H.sapien LCL cell types showed significantly different fragmented sizes when
sonicated at 5-30 cycles with SL2 cells showing much larger DNA fragments. This
difference in size suggests that the SL2 cells are more robust than the LCL cells,
therefore an additional step was implemented resulting in cells of an equal stability.
A follow up experiment which involved freezing the SL2 cells for 1 hour, post-UV-
treatment and prior to chomatin preparation meant the SL2 cells were destabilised
enough to create fragments of the same size as the LCL cells during sonication. As
shown in figure 3.5, the lanes showing 10 cycles for both SL2s and LCLs
demonstrated an abundance of chromatin between the desired lengths of 250-550
bp. In conclusion, this data shows that the optimal parameters for using SL2 cells as
carriers during X-ChlP are freezing the sample post-UV treatment at aliquots of 5 x

107 cells/ ml per sonication sample.

4.1.6 UV Treated Cells are a Viable Carrier during Cross Linked Chromatin
Immunoprecipitation.
Despite the measures taken to create optimal conditions for variables in the protocol

so far, it had not yet been proven that the UV treated cells were a viable option for
use as carriers during ChIP. The first step in achieving objective three, to assess the
practicality of using UV treated cells as carriers during the ChIP experiments for both
native and crosslinked chromatin, was to carry out the full protocol using only UV
treated and control D.melanogaster cells. This was done for the formaldehyde
crosslinked ChIP experiment where all optimised conditions were implemented.
Table 3.2 identifies the resulting concentration of chromatin after each ChIP and the
percentage pull-down relative to the input samples. From this table it is justifiable to
conclude that the UV treated cells could be used as sustainable carriers.
Interestingly, table 3.2 shows an increase in the percentage LCL pull-down for the

sample using UV treated carriers compared with the control sample after
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formaldehyde crosslinking. Initially, the explanation that UV radiation was inflicting
enough damage to the cells to initiate DNA repair responses resulting in added
stress markers on the chromatin was suggested however, there was one vital issue
with this idea; histone markers H3K4me3 and Pol Il have already been identified as
a markers for active transcription, not DNA damage responses. To further investigate
thesis theories another C-ChlIP experiment could be performed using a completely

unrelated marker, for example H3K9me.

4.1.7 Immunoprecipitation of as little as 1,000 Human LCL cells using UV Treated
Carriers.
The introduction of C-ChIP in 2006 has led to broader applications of ChIP to

samples of a small cell number, e.g. clinical samples. O’'Neil et al. (2006) reported
successful pull down and real-time PCR amplification when using carrier ChIP with
as little as 100 mouse cells. Detection of such small quantities required the use of
radioactive RT-PCR which uses x-ray light to detect amplicons. However, radioactive
RT-PCR is only semi-quantitative and therefore it was decided that real-time PCR
would be a more effective use of resources. Recently, Lara-Astiaso and colleagues
developed a technique known as iChIP, this was published after the work on this
thesis had been completed, their method reduced the number of cells required for
ChIP-Seq by five orders of magnitude to just 500 cells (Lara-Astiaso et al. 2014).
iChIP is a technique which has become of great interest within our laboratory
however, working through the chromatin isolation procedure by chemical fixation and
sonication with such small numbers of cells could prove to be detrimental to the
quality of the resulting DNA. By using a carrier during chromatin preparation the
target chromatin is less vulnerable to loss during the fixing and sheering steps. C-
ChIP using 1,000 and 10,000 target cells were set up and analysed for both native

and crosslinked experiments. Figure 3.6 shows the percentage pull down relative to
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the input for the UV and control samples using 1,000 and 10,000 target cells during
X-ChlIP. In addition to the previous results which showed a higher concentration of
pull down of target cells after UV treatment compared to the control, similar results
were observed here showing that this data was not accidental or a ‘one off’. The
enrichment of target cells in the UV treated samples, as quantified by RT PCR, is
hypothesised to be a result of damaged DNA. During UV treatment the radiation will
damage the DNA therefore reducing the amount available for PCR amplification,
thereby resulting in more reagents available to amplify the target DNA. Furthermore,
figure 3.7, indicates that the pull down percentage from samples containing 1,000
target cells was greater than that of the 10,000 cells. It should be noted that these
results need be addressed with caution, although it is possible for the 1,000 sample
to result in higher levels of pull down, it was concluded that amplification assessment
of just 1,000 cells was edging close to the detection limits for the real-time PCR

machine.

4.1.8 Analysis of library prepared samples
For this project to be termed a success the samples would be sequenced after

library preparation. The produced DNA should correlate with the known genomic
distribution of RNA Polll and H3K4me3 in LCLs, available form the ENCODE project.
Before this however, gene-specific enrichment was checked using real-time PCR. It
is important that the library prepared sample is amplified using both D.melanogaster
and human primers. In the case of the Drosphila primers amplification would be
expected to be considerably low in the UV treated sample in comparison to the
control. Testing against the human primers however, it would be expected that the
human genes would amplify more readily in comparison to the UV treated

D.melanogaster amplicons. Furthermore, in the case of amplifying human DNA in
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the UV treated carrier, lessons from previous results indicate that the LCL DNA
would amplify better than in the non-UV treated carrier. In addition, given that the
primer sets used corresponded to different locations on the gene, one of which being
the TSS (methyl mark H3K4me3), it would be expected to find an abundance of DNA
associated with this locus in comparison to the other sequences. The purpose of this
experiment was to use human specific primers for real-time PCR amplification to
confirm the presence of human DNA in the sample.

Firstly, the results as shown in figure 3.11 confirm the presence of human DNA and
therefore pull down of target LCL cells using 1,000 and 10,000 target cells.
Secondly, when comparing the abundance of DNA in the control to the UV treated
carrier sample, it is clear that the enrichment of the pull down DNA is greater in the
treated sample when comparing to the input sample, correlating with the prediction.
As mentioned above, it was predicted that this graph should show an abundance of
material at the TSS. Figure 3.11 shows that human sequences are successfully
amplified in both samples, proving the presence of human DNA in all experiments.
To summarise, figure 3.11 shows human DNA is present within all samples and that
the UV treated carriers provide a consistently higher enrichment of human DNA
compared to the non-UV treated. To further investigate the success of a potential

new carrier ChIP technique next generation sequencing is required.

4.2 Troubleshooting
Since the first paper on chromatin immunoprecipitation was published in 1978

(Jackson 1978) a huge number of modifications have been applied to the ChIP
protocol in order to establish optimal running conditions for many variables. It was by
reading and combining information collected from these variations of ChIP that the

advantages, limitation and applications of these techinques were collaborated to
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provide a better, more versatile technique which is more applicable to real, clinical
samples (see table 1.1).

Most of the technical issues that occurred have been addressed for the purpose of
optimising the protocol. However, there were various aspects of the protocol which
were technically difficult and required adjustment between each experiment. Firstly,
during native chromatin preparation the cell walls are broken down using a
homogeniser (O’Neil et al. 2006). The number strokes required for each sample
varied from 1-15, in order to assess the rate of cell breakdown during
homogenisation the sample was viewed underneath a microscope between strokes.
It was found that the UV treated samples were somewhat easier to breakdown than
the control samples which proved to be problematic. Over homogenisation of a
sample can cause the premature destruction of chromatin and in turn, sample is lost;
under homogenisation leads to a lack of available chromatin kept as it is within the
unbroken cell, neither outcome will provide good chromatin to pursue with further
experimentation. The complex nature of the homogenisation step caused issues with
a number of experiments that were attempted and even meant that some
experiments had to be abandoned. The only way to overcome this was practicing
being able to spot the difference between a free nucleus, cell debris and unbroken
cells, this practice came from the volume of experiments that were attempted during
this project.

4.3 Further Work and Applications to the Field

The successful development of cChlP-seq would allow the analysis of smaller
populations of cells than is currently possible. All cell types contain different cell
surface markers, a factor which can aid with therapeutic drug targeting, cancer

diagnostics and cell sorting (Andrews et al. 2013). When tumour cells are recovered
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from clinical samples a number of cell types are incorporated with in the sample.
Flow cytometry is a cell sorting technique which has the ability to discriminate cells
according to their cell surface markers, by doing so tumour cells and non-tumour
cells can be separated. Further cell sorting can be achieved by separating cells
according to their position in the cell cycle. Since clinical samples sent for research
purposes are limited this project could provide a useful tool in analysis of primary
cells lines. The use of these sample types can have major implications on
pharmaceutical study, including drug discovery and target identification.

DNA sequencing is an invaluable tool for the identification of genes, gene sequences
and as identified here, for use as an analysis of ChIP data. Although the samples
were prepared and libraries were analysed by real-time PCR, DNA sequencing was
left incomplete due to time restraints. This project could be continued by the
sequencing analysis of the library samples. From here, a definitive conclusion could
be made as to whether or not UV treatment can be used as a valid regime to inhibit
carrier DNA amplification during sequencing. If, as predicted, the damage inflicted
upon the cells is enough to create reliable target DNA sequences, the improvement
could provide a breakthrough in the way research on clinical samples is conducted,
incorporating how post-translation modifications of histones and other proteins
impact gene regulation.

Although the results displayed reason to believe that the 1,000 cell sample contained
pull down from the LCL cells, the results are unconvincing when addressing the
relative amounts in the TSS and -500 ad -1,000 bp sequences. Additional time to
continue with this research could mean the optimisation of the protocol with 1,000
LCL cells. Since the real-time PCR analysis after immunoprecipitation showed

enrichment of the target genes it can be concluded that DNA was lost during library
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preparation. Further work could include the preparation of more ChIP samples, in
turn more library DNA to take for analysis. Real-time PCR analysis of these libraries
could provide evidence as to whether or not using 1,000 cells as a target for ChIP is
beyond the detection limits for. Additionally, further experiments on the inhibition of
the D.melanogaster DNA would provide a detailed insight into the rate of inhibition,
especially if carried out with LCL analysis on the same plate where a comparision
could be made between the enrichment of LCL cells and D.melanogaster.

Ultimately, next generation sequencing is the next step for this project, since next
generation sequencer can determine exactly what proportion of the read throughs
are human, and what are Drosophilia final quantification cannot be made until after

sequencing.
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5. Conclusion

Here, | have described the modification of a well-established technique which can be
used to aid in the discovery of gene regulatory mechanisms for clinical samples e.g.
cancers, tumours, diseases etc. Although other versions of ChIP for small cell
numbers exist, their applications are limited. Despite efforts by researchers the
analysis of post-translation modifications for clinical samples has proved technically
difficult leading to gaps in the literature. Introduction of a valid and reliable technique
which incorporates all of the advantages of using the original chromatin
immunoprecipitation technique and discarding the disadvantage would have huge
impacts and potentially revolutionise the way biopsies and clinical samples are
researched, providing insight into epigenetics of tumour development which have not
been possible before. The method described holds the benefits of C-ChIP for its
application with a small cell number for both N-ChIP and X-ChIP experiments, while
discarding the limitations of background interference of D.melanogaster by C-ChlP.
The results and figures shown provide solid evidence that by UV treating the
Drosohila melanogaster carrier cells prior to combination with target cells it is
possible to inhibit PCR amplification to a substantial degree. It was not possible to
complete DNA sequencing of the produced libraries within the timeframe of the
project and this will clearly provide the definitive evidence of the success of the
technique. Without the results of DNA sequencing, providing a solid conclusion to
the aim of this project would be naive and presumptuous. It is possible however, to
reflect on the proposed objectives.

Ultraviolet conditions were optimised by variation of the duration, volume and
temperature of cells during treatment. Troubleshooting with the various conditions

meant that, in keeping with objective one, it was possible to inhibit PCR amplification
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without abolishing carrier qualities of the D.melanogaster cells. Unexpected issues
arose during X-ChIP optimisation leading to an added step for use with a carrier after
UV treatment. Objective two was achieved during this troubleshooting stage. Finally,
immunoprecipitation was achieved for both native and crosslinked chromatin with
further quantification and real-time analysis on the library prepared samples,
demonstrating the success of objective three. In addition to these findings, ultraviolet
treatment of the carrier cells proved to hold more benefits than initially expected.
Firstly, with the use of real-time PCR, significant amplification inhibition was
observed for both the native chromatin and formaldehyde crosslinked chromatin
using carriers. Finally, the data consistently represented highly enriched pull down of
target DNA when carried by UV treated cells compared to the LCL cells carried by
non-UV treated D.melanogaster, as quantified by RT-PCR. To conclude, although
solid conclusions cannot be made without results from DNA sequencing, the data
represented here tells a story which leaves little doubt that UV treatment of carrier
cells inflicts enough damage upon DNA to use C-ChIP as a viable and reproducible

tool in conjunction with high throughput sequencing.

62



Bibliography
Abcam. (2011). A Beginners Guide to ChIP. [Online]. Available at:

http://docs.abcam.com/pdf/chromatin/A-beginners-guide-to-ChlP.pdf [Accessed 10th

February 2014].

Acevedo, L. Iniguez, A. Holster, H. Zhang, X. Green, R. Farnham, P. (2007).
Genome-scale ChIP-chip analysis using 10,000 human cells. Biotechniques, 43:

(6): 791 - 797.

Adli, M. Bernstein, B. (2011). Whole-genome chromatin profiling from limited number

of cells using nano-ChlP-Seq. Nature Protocols, (10): 1656-1668.

Alifrey, V. Faulkner, R. Mirsky, A. (1964). Acetylation and Methylation of histones
and Their Possible Role in the Regulation of RNA Synthesis. PNAS, 51: (5): 786 -

794.

Andrews, T. Wang, D. Harki, D. (2013). Cell Surface Markers of Cancer Stem Cells:
Diagnostic Macromolecules and Targets for Drug Delivery. Drug Delivery and

Translational Research, 3: (2): 121 - 142.

Arnaudo, A. Garcia, B. (2013). Proteomic characterisation of novel histone post-
translational modifications. Epigenetics and Chromatin [Online]. 6: (1). Available
at:  http://www.ncbi.nlm.nih.gov/pmc/articles/PMC3737111/pdf/1756-8935-6-24.pdf.

[Accessed: 10" February 2014].

Bannister, A. Zegerman, P. Partridge, J. Miska, E. Thomas, J. Allshire, R.
Kouzarides, T. (2001). Selective recognition of methylated lysine 9 on histone H3 by

the HP1 chromo domain. Nature, 410: (6824): 120 — 124.

63



Bauer, U. Daujat, S. Nielsen, S. Nightingale, K. Kouzarides, T. (2002). Methylation at

arginine 17 of histone H3 is linked to gene activation. EMBO Reports, 3: (1): 39 - 44.

Bernstein, B. Kamal, M. Lindblad-Toh, K. Bekiranov, S. Bailey, S. Huebert, D.
McMahon, S. Karlsson, E. Kulbokas Ill, E. Gingeras, T. Schreiber, S. Lander, E.
(2005). Genomic Maps and Comparative Analysis of Histone Modifications in Human

and Mouse. Cell, 120: (2): 169 - 181.

Cao, R. Wang, L. Wang, H. Xia, L. Erdjument-Bromage, H. Tempst, P. Jones, R.
Zhang, Y. (2002). Role of Histone H3 Lysine 27 Methylation in Polycomb-Group

Silencing. Science, 298: (5595): 1039 - 1043.

Cloos, P. Christensen, J. Agger, K. Helin, K. (2008). Erasing the methyl mark:
histone demethylases at the centre of cellular differentiation and disease. Genes

and Development, 22: (9): 1115 - 1140.

Cuthbert, G. Daujat, S. Snowden, A. Erdjument-Bromage, H. Yamada M. Schenider,
R. Gregory, P. Tempst, P. Bannister, A. Kouzarides, T. (2004). Histone deimintation

antagonizes arginine methylation. Cell, 118: (5): 545 — 553.

Dahl, J. Collas, P. (2007). Q?ChlP, a Quick and Qantitative Chromatin
Immunoprecipitation Assay, Unravels Epigenetic Dynamics of Developmentally

Regulated Genes in Human Carcinoma Cells. Stem Cells, 25: (4): 1037 - 1046.

Deluve, G. Khan, D. Davie, J. (2012). Roles of histone deacetylases in epigenetic
regulation: emerging paradigms from studies with inhibitors. Clinical Epigenetics.
[Online], 4: (5). Available at:
http://www.clinicalepigeneticsjournal.com/content/pdf/1868-7083-4-5.pdf Accessed:
20th February 2014.

64



Dillon, S. Zhang, X. Trievel, R. Cheng, X. (2005). The SET-domain protein

superfamily: protein lysine methylatransferases. Genome Biology, 6: (8): 227.

ENCODE Project Consortium. (2004). The ENCODE (ENCyclopedia of DNA

Elements) Project. Science, 306: (5696): 636-640.

ENCODE Project Consortium. (2011). A user's guide to the encyclopedia of DNA
elements (ENCODE). PLoS Biol [online], 9: (4). Available from:
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC3079585/. [Accessed: 27" February

2014].

Feng, Q. Wang, H. Hui Ng, H. Erdjument-Bromage, H. Tempst, P. Struhl, K. Zhang,
Y. (2002). Methylation of H3-lysine 79 is Mediated by a New Family of HMTases

without a SET domain. Current Biology, 12: (12): 1052 - 1058.

Fischle, W. Tseng, B. Dormann, H. Ueberheide, B. Garcia, B. Shabanowitz, J. Hunt,
D. Funabiki, H. Allis, C. (2005). Regulation of HP1-chromatin binding by histone H3

methylation and phosphorylation. Nature, 438: (7071): 1116 — 1122.

Flanagan, J. Mi, L. Chruszcz, M. Cymborowski, M. Clines, K. Kim, Y. Minor, W.
Rastinejad, F. Khorasanizadeh, S. (2005). Double chromodomains cooperate to

recognise the methylated histone tail. Nature, 438: (7071): 1181 — 1185.

Flanagin, S.,Nelson, J.,Castner, D. Denisenko, O. Bomsztyk, K. (2008). Micro-plate
based chromatin immunoprecipitation method, Matrix ChlIP: a platform to study
signalling of a complex genomic events. Nuceic Acids Research. [Online], 36: (3):
Available from:
http://www.ncbi.nim.nih.gov/pmc/articles/PMC2241906/pdf/gkn001.pdf [Accessed: 1%

March 2014].
65



Gilmour, D. Lis, J. (1985). In Vivo interactions of RNA Polymerase Il with genes of

Drosophila Melanogaster. Molecular and Cellular Biology, 5: (8): 2009 - 2018.

Greer, S. Honeywell, R. Geletu, M. Arulanandam, R. Raptis, L. (2010).
Housekeeping genes; expression levels may change with density of cultured cells.

Journal of Immunological Methods, 355: (1-2): 76 - 79.

Hebbes, T. Thorne, A. Crane-Robinson, C. (1988). A direct link between core
histone acetylation and transcriptionally active chromatin. The EMBO Journal, 7:

(5): 1395 - 1402.

Heins, J. Suriano, J. Taniuchi, H. Anfinsen, C. (1966). Characterisation of Nuclease
Produced by Staphylocuccus aureus. Journal of Biological Chemistry, 242: (5):

1016 - 1020.

|zzo, A. Schneider, R. (2011). Chatting Histone Modifications in Mammals. Briefings

in functional genomics, 9: (6): 429 — 443.

Jackson, V. (1978). Studies on Histone Organisation in the Nucleosome using

Formaldehyde as a Reverse Cross-linking Agent. Cell, 15: (3): 945 - 954.

Jiang, J. Lu, J. Lu, D. Liang, Z. Li, L. Ouyang, S. Kong, X. Jiang, H. Shen, Luo, C.
(2011). Investigation of the Acetylation Mechanism by GCNS Histone
Acetyltransferase. PLOS One, [Online]. 7 (5). Available at:
http://www.plosone.org/article/fetchObject.action?uri=info%3Adoi%2F10.1371%2Fjo

urnal.pone.0036660&representation=PDF [Accessed: 17" February 2014].

66



Klenow, H and Henningsen, |. (1970). Selective elimination of the Exonuclease
Activity of the -Deoxyribonucleic Acid Polymerase from Escherichia coli B by limited

proteolysis. PNAS, 65: (1): 168 — 175.

Klose, R. Kallin, E. Zhang, Y. (2006). JmjC-domain-containing proteins and histone

demethylation. Nature Reviews Genetics, 7: (9): 715 - 727.

Klug, A. Rhodes, D. Smith, J. Finch, J.T. Thomas, J.O. (1980). A low resolution

structure for the histone core of the nucleosome. Nature, 287: (5782): 509-516.

Lara-Astiaso, D. Weiner, A. Lorenzo-Vivas, E. Zaretsky, I. Jaitin D. David, E. Keren-
Shaul, H. Mildner, A. Winter, D. Jung, S. Friedman, N. Amit, I. Chromatin state

dynamics during blood formation. Science. 345: (6199): 943-949.

Luger, K. Mader, A. Richmond, R. Sargent, D. Richmond, T. (1997). Crystal structure

of the nucleosome core particle at 2.8 A resolution. Nature, 389: (6648): 251 - 260.

Lee, T. Johnstone, S. Young, R. (2006). Chromatin Immunoprecipitation and

microarray-based analysis of protein location. Nat. Proc, 1: (2): 729 - 748.

Miura, H. Tomaru, Y. Nakanishi, M. Kondo, S. Hayashizaki, Y. Suzuki, M. (2009).
Identification of DNA regions and a set of transcriptional regulatory factors involved
in transcriptional regulation of several human liver-enriched transcription factor
genes. Nucleic Acids Research, [Online]. 37 (3). Available at:
http://www.ncbi.nIm.nih.gov/pmc/articles/PMC2647325/pdf/gkn978.pdf.  [Accessed:

14™ November 2013].

Murray, K. (1964). The occurrence of Epsilon-N-Methyl Lysine in Histones.

Biochemistry, 3: 10 - 15.

67



Nelson, J. Denisenko, O. Sova, P. Bomsztyk, K. (2006). Fast Chromatin
immunoprecipitation assay. Nucleic Acids Research, [Online]. 34: (1). Available at:
http://www.ncbi.nIm.nih.gov/pmc/articles/PMC1325209/pdf/gnj004.pdf.  [Accessed:

10™ February 2014]

O’Neil, L and Turner, B. (2003). Immunoprecipitation of native chromatin: NChIP.

Methods, 31: (1): 76 - 82.

O’Neil, L. VerMilyea, M. Turner, B. (2006). Epigenetic Characterisation of the early
embryo with a chromatin immunoprecipitation protocol applicable to small cell

populations. Nature Genetics, 38: (7): 835 — 841.

Park, J. (2009). ChlP-seq: advantages and challenges of a maturing technology.

Nature Reviews Genetics, 10: (10): 669 - 680.

Petrossian, T. Clarke, S. (2011). Uncovering the human methyltransferosome.
Molecular and Cellular Proteomics [online], 10: (1). Available at:
http://www.mcponline.org/content/10/1/M110.000976.full.pdf+html. [Accessed: 14"

February 2014].

Pogo, B. Allfrey, V. Mirksy, A. (1966). RNA synthesis and histone acetylation during
the course of gene activation in lymphocytes. Proc Natl Acad Sci USA, 55: (4): 805

- 812.

Rager, M. Kmet, M. (2005). Quantitative Analysis of Fine Needle Aspiration Biopsy

Samples. Radiol Oncol, 39: (4): 269 - 272.

68



Schneider, |. (1972). Cell lines derived from the late embryonic stages of Drosphila
melanogaster. Journal of Embryology and Experimental Morphology, 27: (2):

353 - 365.

Shi, Y. Lan, F. Matson, C. Mulligan, P. Whetstine, J. Cole, P. Casero, R. Shi, Y.
(2004). Histone demethylation mediated by the nuclear amine oxidase homolog

LSD1. Cell, 119: (7): 941 — 953.

Sutherland, B. Toews, J. Kast, J. (2008). Utility of formaldehyde cross-linking and
mass spectrometry in the study of protein-protein interactions. Journal of Mass

Spectrometry, 43: (6): 699 — 715.

Thomas, T. Voss, A. (2007). The Diverse Biological Roles of MYST Histone

Acetyltransferase Family Proteins. Cell Cycle, 6: (6): 696 - 704.

Tjeertes, J. Miller, K. Jackson, S. (2009). Screen for DNA Damage responsive
histone modifications identifies H3K9ac and H3K56ac in human cells. EMBO

Journal, 28: (13): 1878 - 1889.

Turner, B. (2000). Histone acetyltation and epigenetic code. BioEssays, 22: (9): 836

- 845.

Tweedie-Cullen, R. Brunner, A. Grossman, J., er al. (2012). Identification of
combinatorial patterns of post-translational modifications on individual histones in the
mouse brain. PloS one [online], 7 (5): Available at:
http://www.plosone.org/article/info%3Ad0i%2F 10.1371%2Fjournal.pone.0036980.

[Accessed: 14" November 2013].

69



Varshovsky, A. Bakayev, V. Georgiev, G. (1976). Heterogeneity of chromatin
subunits in vitro and location of histone H1. Nucleic Acids Research, 3: (2): 477 —

492.

Vetting, M. Magnet, S. Nieves, E. Roderick, S. Blanchard, J. (2004). A bacterial
acetyltransferase capable of regioselective N-acetylation of antibiotics and histones.

Chemistry and Biology, 11: (4): 565 - 573.

Zhang, X. Ouyang, S. Kong, X. Liang, Z. Lu, J. Zhu, K. Zhao, D. Zheng, M. Jiang, H.
Liu, X. Marmorstein, R. Luo, C. (2014). Catalytic Mechanism of Histone
Acetyltransferase p300: From the Proton Transfer to Acetylation Reaction. Journal
of Physical Chemistry [Online], Available at:

http://pubs.acs.org/doi/pdf/10.1021/jp409778e. [Accessed: 17" February 2014].

Yun, M. Wu, J. Workman, J. Li, B. (2011). Readers of histone modification. Cell

Research, 21: (4): 564 — 578.

Yuan, J. Pu, M. Zhang, Z. Lou, Z. (2009). Histone H3-K56 acetylation is important for

genomic stability in mammals. Cell Cycle, 8: (11): 1747 — 1753.

70



Appendices

Appendix 1: Human CD74 gene primers for -1,000, -500 and TSS.
gagtgcagtggcgtgatcttggctcactgcaagctccgecteccgggttcacgecattetectgectcagectccagagtatetgg

gactacaggcgcctaccaccacgcccggttaattttttgtatttttttagtagagatggggttttgecgtgttagecaggatggtct

cgatctcctgacctegtgatccgeccgecteggectcccaaagtgetgggattacaggegtgagecactgeccccagecataag
ctaggattttaaaggcaggggtaaatctgaggaaagcagaagttataggcaaaattctaaatcaatacatgaaggttatatatt
ggtttgacctaaaaaggtgggacatcttgaagtgggggtccacaggtcatgggtggatttaaagattttctcatttgtcattggtt
aaggacacgaacgtttgtctaaaaatctggggtcagaaaaaaggaatgttagctctggectgtgggeatgacctectccaggee
cctcagaaagaaatttatttatttttaatgtttaaaatgtattatttattgagacaggggctcgctctgtcacccagactggagttta
gtgggacaatcagtgctcactgtagectcaaactcctgggetcaagtgatccttetgectcagecteccatctagetgggactac

agatatgtgctgccacacctggcetaattaaattttgttttgttttgttttgtttttgtagaaatgggggggtcttgetttgttgeccag

gctggtcttgaacttctggectcaageagtecttccaccttggegtcccaaagtgetgagattacaggtgtgaaaggaagaaatt
tagagcaaagattggtggttagagtttagtcctctgetcceccttgtctgagatctatgagecagtggatctgtttggtgggggtcet
gggtttatgaaaagcaatgcagggacataagttaagatgttatctttagtttttatagggagccaaataccccatgattctaactt
ttttggctattgtcttaagttattactatatttttgtttatcagcttgetcatttacttctcaaggetagetaggtgectgaaatactttt
gaagaaacgtaagtttctttttcttttcttttcttttttctctttagagatggtcttactctgtcacccaagetgeagtacagtggeatce
atcacagctcactgcagcctggacactcaagectccggggatectectgectcagectectgagtagetgggactacaggeacg
tgccaccacgcectggcetaattttagaaaaatttttgtggagacgggggtcteactgtgttgeccaggetggtetcgaacteetgge
ctcaagcgatcctcccaccttggacctgctaaagtgttggaattacaggtgtgagecaccatttetggectagatttttcetetcetttt
tatgttggtggggtgctcagetggeccctaagaagggteectgetetgtetcacagetatttgaaactgtatgttattgttaactat

agtcatcccacaggggtatagaaaatgagaacttagtcctatctaggtgcaattttgtatccttttgecatcecccgteccteccttee
ccctaccctteccagectctagtatectetgttctacttttcacttctatgagttgaactttttttagettccacatatgagttagaaca
ttctgtgtttaactttctgttcctggettatttcacttacaaaatgtctccagttccatccagtttcatatcttcageatcttctatggtg

cgaggctctggctaaatgcttatttagtctaacagctctgcaaggctagtattaccatcectgeattacaaagcagaaagcaaaa

tcagaaaggttgaggggccaggcegtggtggctcacgectgtaatcccageactttgggaggecaaggeaggeggatcacgag
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gtcaggagatcgagaccatcctggctaacacagtgaaacaccatctctactaaaaaaatacaaaaaattagetgggtgtggtg
gcgggcacctgtagtcccagetacttgggaggetgaggeaggagaatggeatgaacccgggaggeggagcttgeagtgagec
gagatcgtgccactgcactccagectgggceaacagagcaagactctgtctcaaaaaaaaaaaaaaaaagtaaagaaaggttg
agggactggttcagggactcacatgcctaggatgtttctgacttgggatttgaactcaggtctggecacatcaaaggcecatgtcet
gctettegetctectcccaaaatacatgtactatctcatttgactcttgaaatccaaaactcattgaaccttcgaaccacaagtcta
aatttattaaaaaaaatttattaatgcaaattgtaaagcacacacaatacataaagattaataaaacaaatatggtatataaaa
ggaaacttgtttttttacactcacagcacttctgacaccaaatgtgtggattttttctacaccaacaacaaatgttctaactctetgg
acaccaactgggcatcctacaattcaattctgttcagacactatctacctggggttagcatctgaacccataggttgagggcetca
gtcagacaagactcatccacttcagatgccaatcctaagtcccgggactccagtacttctgatgagttggetacaaattgggagt
tcccacgactccctcttcatacttgacaaatagctacaatggeccacagaactgagaageactttacttactattaccagtttatta
taaaggatacagatgagcagctgatgaagaggtctatagecgtacggeatgtgggaggggtectgaacacageagectctgtec
ctgtccttgtggagttggggtgcaccaccctectggeacatggatgtgttegtctactcgaaagcetctccaaacctagttgtttgg
gatttttatgcaagttccattatgtagacatggttggttaaatcactgattgaactcaacctccaacccctctctectctetggaagt
cggggtggggcgggtgggggtgaggtctgaaagtcccgaccctetectcacatggeacccagectecatetgaagcetctetagg
ggctttcagccaccagcatttcctgaatatataaaaaaagacattcttctcactctggagatacttttttttttgagatggagtctca
ctctgttgeccaggetgaagtgeagtggtgegatctegeacctecgectccagggttcaagegattttectgectcagectctega
gtagctgcgattacaggcacacgtcaacatgtccggetaatttttgtgtttttagtageggggtttcactatgttggtcaggcettgt
ctcaaactcctgacctcatgatacacccacctcgacctcccaaagtgetgggattacaagegtgagecacegtgecetggtettttt
ttcttttttttcttgtttttttttttttagacagagtcttgetctgtcacccaggetggagtgeagtggtgegttettggetcactgeage
ctctgectectgggttcaageaatteecctgectcagacteccaagtagetgggattacaagtgtgtgecaccatgectggetaat
ttttaaattttttgtagagacagggtttcaccatgttggccaggcaagtctcgaactcctgacctcaactgatcctcecegectcage
ctcccaaagtgctggaattacaggtctgagecaccacacccaggcettactetggagactctttggttcttagtggtecttgtgtea
ggaaccagggacagagaccagagacgtttttcactatgtcacagcacaggagcettgecaacacagteccatectcccaggea
ccctttcccaggetgtectctteccteccageacaggeccccattetectggatctgaaccacacaaggaggeagaggggtgga

gtggttaaaaatgcaggcgctactactttctggaggtgtgatcctggacaagageccctgtgtecctatctgtaaatggagatga
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taaaacactcctcaaagggectecgtaaagatcacaggaaacaaagceatggacaacgtgectggeacgaaggagagcettggt
aagtggaggcaagtctgagtgccagagccttaaaaccatggactcttaggtttgaaggaaatcaaaatattcctctctaaaaac
ctgcggattttagttaaaggtaaaaggttaaaacccaggggcaccctctgececcttctctetgtettgatcagetcagaageaga

gctcagaggatcctggatcagacttgactgttcccatacattcaccttcccacatttccagecctttggaaccctgaagatatectce
ttctetgtectgtcactctatgggacttacggetctttgttaaaatactatttaagcaaggeccctaagecactgecttgagagaga
aatacttctcaactgaggcctctactgcataatgggtacagcatgtgttaatcaactttggetgatttttcttttgttaagttgacttt
tgtttccaggggagcgtgtcaactaagaacctaaacagggaaagaaaagaaatgttttcaccecctgecacgtegtccaaacttce
tcctgegtgtttgagacgacataacggaggecagagaagaggacttgtctgagetcaccaagggtgceacageccctttetgeac
ccactcatctgtggatgagaaggggagacaaacaaaggtgtcttctgtttcaaagtgctttectgtctagggagtggacatttge

ctgtttcttgaaacattcaaagagccttatgaatccaaaggectgcccagaaacaagtgatgagggecctgggeagecaatgg

gatcgtgctggcctttctacctgectggggageccccccgecccacatectgecccgecaaaaggeagettcaccaaagtggggt

atttccagcctttgtagctttcacttccacatctaccaagtgggeggagtggecttetgtggacgaatcagattectctccageacc

gactttaagaggcgagccggggggtcagggtccca

Ol

Pl s eioa ttttgagcaagtctttggectgetetgggcetec

ggctccctctcttgtcaaatgagggggttectttaagageaggagtttgtaactttecttgeatcacaccgectecttctgaaaage
agaagagagcatgggttctctccctagagtttcacatgctatgcaggggctttgagatcccactaaagetgggetgtgaatgceta
ggttaaaggccttggaacaggctgtgectggtggeteccgectgtaatcccageactttgggaggetgaggegggeagatcage
tgaggccaggagttcgagaccagcectggcecaacatgttgaaaccccatctctactaaaaatacaaaaattagecagatgtggt

ggtgtacacctgtaatcccacctacttgggaggttgagacatgagaatcacttcaacctgggaggcagaggttgcagtgagceca
agattgtgcaactgtaccccaccctgggtgacacagtgacactctgtctcaaaaaaaataaataaataaataaagaccttgcac
cagattttgaaaatgttcaagatcccagtggagaaagagtttctaaaagaggatggtagaagcagttcttcacagaggagttcc

ctcctaattaccacggatcaagggaatgatagttgcaggtgtctgtagagtagatggagacatctgecatcacaggagggattg

tgagatgttgggggcaggcaagaaaggagggacaggctctggttaaatttctggagggggctcagggttgacgggggtcatgt
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ccttgectgtgeccctcteccttgecagecagaggecageacagecatccaggggacaccaggeccccacttcccagecccaaa
atagcctcacccatgtgtttccctcaaaaagggctagaaggctattaccccaatgeccctgetacceccagtctccaaaaagtaa
tttgcgatctacagggacttacagctaggtgtgatgtcagetgttgccaggecagaaaggggtttgggagaaccctgcagagatg
ttatgacaagctatgttctggggaacaaggtaacctgctgcagaccattagagetgtggectgtgaaaaccccagggaatccca
tggcaaggagggagactgttttgtgaggaatggattcaggtctaggeccacgegtgaccttggataaatcactgectctecctga
gtctcagtaataatataatagccataatagttctcatccactgtgtacctgtcaccaggectcagecactgttagttagtactgtga
ttatttacatacgtaaaggctaaactcaattttaattcttacagtcaccctatgaatcaggtacttttgttgtccctttttacagaag
aggaaattgaggtcatattggtaagtgacttacccaagtaatcatagctagtgagtggttggaggcagaatttgaaccaggact
agtctgacatcaaagtgttagctcactccaccatttggcecccctttcagaggtgeattttgtgggaaggggaggtgagacccectc
tgagctcagaccactcagtgatttacagacccaggtgggcetcagtgttcagagtgeatgtceccttgtctaatecttgtctagtttt
ccctttattcagttactgcttctaaagetggetatgtgtgettaggcecattccagactggagectgttttggaggettttgtgaatge
ttctgectggeaacatctgtgtcacgattectgetagetetggttggetectgactttggettttttttttttttttttaattgcagaaga
aggtagtgtaaatgaggaaataaagaggggggtgacaagagttggcactctaccagaaccaggggacaggegttcaagatg
cataaagaggaagaaaagcagatgctaaacttaactacgaactcccctgagaattgcactgagtgtaatttatttatagagtge
taacaatgtgctaggtgtggagccaagagctttaccctcatcatcttatttaatgtaacageccttggagceagatgttttaccecga
ttttactcacacagagggttaatcaacttagatggtcccagaactaaccgactccagagccaggattccaatccaggttatgtgg
tctcgtcttcagggtgaatctctaggttcttaggectectgaggaactgtggtgcagagaggggaaggtactgteecatgtegtgt
gtgggaggtagagctggggctagaattgggtgtggggttgcagaageactgaacaggtggaggatgaggctggagagectga
acacaggctaggccacccgtgttccttgagaaggecaagaagtagaatttgtttteccttectgtetggtcetecccactteeccec
cgccececcgeccaccgtegggtttttgetgtttectteccgaataactcteecttgggetgggecttatcccagaaageacagact
ggcacgcagcaagccaatgagaatgagccagtctgtgatgtcatgagttaccaggecacaagggactectggagegtectaaac
catccttgetggttgetggagtaggecagggtgcagectcatecttgeagttcccaatgggtctgttttagtecgttttgtgeegettt
aacagaataccacagactgcgtaatatacaaacaaacaaacaaacaaacaaaaaacacccagaaatttatttctcacagttct
ggaggggctttcttgttttttttttttttttttgttatgttttttgagacagagtctcactctatcccccaggatggaatgeagtggtgt

gatcttggctcacagcaacctctgectcccaggttcaagtgattctectgectcagectectgagtagetgggactacaggtgecec
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accactacgcccggctaattttttcttttttttttgagatggagectcactetgttgeccaggetggagtgeaatggeatgatctcag
ctcactgcaacctccaccttccaggttcaagggattctcetgectcagectcccgagtagetgggattacaggtgetegecacca

cgtccggctaatttttgeatttttagtagagacagggtttcaccacgttggecaggetggtctcgaactectgacctcaggtgatct
acctgtcttggcttcctaaagtgetgggattacaggtgtgagecaccgegeecggectagettgetttettttttttttctgagacag
tctecttetgtcacccaggetggagtgeagtgacgtgatceteggetcactgeaaccteecgecteeegggttcaagtgattctecca
cctcagcctcccaagtagetgggactagaggtgeacgecaccatgectggetaagttttttgtatttttttgtagagacggggtttc
gccatgttggccagactggtctcgaactcectggectcaagtgatccacctgecttggectcccaaagtgetgggattacaggegt
gagtcaccacacccagcctggtgaggggcttecttgatgtgtectcatatggtggaaggeagaagggcaagagagaaccaact
ccttccatcaagecgtcttacagggeacctaatcecattegtgagggagaaggecttgtggeccgatcaccteccaacaccttea
cattggcaacacctggactagggtcttagtagtcccaccectggggtcgtcaaagaacagatcagaaactcetggggtgtagg

ggcaggatccttacatccectgtactgtaacatatgecatgcaccccccagtcgeatccaagtcccacagatacaagggettgetg
aggtccgagggtctggatggtgagtccagggageatgagaaattcatccaggecacacaggetcaggeacctatactectgee
caccccctgcaggatggatattaccatttgaaatactttggegcettgcagtgagatcttgcttaaaagaagaaacccaccaaatt
ctagaatcgcagaggtgggggcacctatgtgacaaatgagggaacagaggcacagagattggcagggacatgctcaaagac
atggagagcctgggcagaggatggecccagagtgggtggtgecetggeectgettcagectgacattgtccaagectcceccag

cccactcctaaaatggcecaggececcacttettcccaggtgggcetacattttetgetgteccggteccacttecttaccttttetectt

aaatctgatttcactgtgagggtgggaggttgggcagaggggtgaaaaccctcttecccttacttggtaagcacatacaatttttt
ttggttttgtcaattaaaaaaaataacatacctggttgatcctgccagcagaaaaaaaaaacaaaacaaaaggetgggegegg
tgactcacgcttgtaatcccagceactttgggaggctgaggtgggtggatcacgagatcaggagatcgagaccacggtgaaacc
ccgtctctatcaaaaatacaaaataattagccaggegtggtggegggtgectgtagteccagetactcggagaggetgaggaa

ggagaatggcataaacccaggaggtggaggttgcagtgagecgagatcgegecactgeactccagectgggegacagagea

agactccgtctcaaaaaacaaaacaaaacaaaacaaaacaaaaaccaaacctgttccccttgagggeagecctgatcatcag
gagatccgcacggcaaagggagcctgggaagacccccccacctcaacccctcatcgcacaggeaggaccctaaggtccaga

gaggacaaagagcatgcctctttgctcttctetgttcaactcaggeccgtggeagetgeagggtcetctgeccagggaagacttcag

gcacatcgatggttggaaggaggggtggggtgaggtcttcaagetgtgtttccatagecagcttactgtttgtgettcaaatgeat
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tgtttattaggggtggcttaggggtctaatggagatgggggtatacatttccccattcctagecagececttggggeagecaccact
gtggatcctcctetgacctatcctecccaccteccacageaagtgeagecgeggagecctgtacacaggcettttecateetggtg
actctgctectcgetggecaggecaccaccgectacttectgtaccagecageagggecggetggacaaactgacagtcacctec
cagaacctgcagctggagaacctgcgcatgaagcttcccaagegtgegtgeaccectacatectgataccccccaccteccacce
atccctcaactcagagacccgceatccctgeacccagetgggeccactgtecteteecteeggtttggaattccageccttecteat

ctgggtctgataccctecteectgggeaccggggcecacacttaccctegttectgtccccacagetcccaagectgtgageaaga

tgcgcatggcecaccccgetgetgatgeaggegetgeccatgggagecctgecccagggggtaaggacagecccagggtggtg
ggaggggcaaggttatcccgectggatggaggacagtgccaaggggaggggcagggaagagageccacctggggaggggt

cctgactgctgegggagggacagtgectgectcaggaagaatcgggctecccaggtgtggagggeacaggtgaagagtcetett

ggtgccatccctgggaggaaggctcagecctctacagtttacaaagtgettctcatttectatageatctcactgtectcteecatt
ctcaaagaccttgctatcatgcattgacaatatttatattcacaatactgtgctgtggacaaaaccctgggcaggaaagcttatgc
cagtttgaccaatgaggacattgaggcaggaagctaaagtgacttgctcgagctctcatgtttggaggtggcagagatggaac

cattgaccaagtgcctgcgattccagtctcttacctagatcccagcaaccggetectgetccatacceectgetccagggaccag

ctctggtaaccttctgttacttcctcccacageccatgcagaatgecaccaagtatggecaacatgacagaggaccatgtgatgea
cctgctccaggtgagtgcagggagcetagetgggtggtectgectgeccacccaggaccctggecgggecaagetccaaggect

gtatacctggctcatggcagactttcaacatgtgctctctggattactgaatacaagggtgacccttaaatgttatatgtagtctgg
cctctgcatttttgagataaacaggcetcggetgggtgeagtggctcatgectgtaatctcageactttgggaggectaggeagge

agatcacctgaggccaggagttcgagaccagcctggcecaacatagtgaaagtctctactaaaaatacaaaaattagecggatg
tggtggcagtcacctgtaatcccagcetactcatgaggttgaggcaggagaatcgctttaacccgggaagtggaggttgcagtga
gccgagatcatcacgccactgcactccagectgggtgacagagtgagactccatttcaaaaaataaaataaaataaaaataaa
aaaagaaactgaggctcaaagtttggaagtgacttgctcaagacaccctttttttctccccaaatttgtactgegtgtcetgtectat
gccagcactgtgcaaggcetetgggeccacaatggggagcaattggacccagetectgaagecatggggatcccaggetagtgt
gggagacagacaagtgaccaggtgatgacagaagtgcagggggctttgtgaagaaagaggcagaggactcaacctagetgg
gggcagtcaaggttgggtcctcacctgetggagcaggtaagacctgaaagetgagcagecatccacagggaggacactgggg

cttgttggtagagctggcctggaatctggaactcgactcgcaacgcetgeagtctegtagetgaacagetggactacccttacecg
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taccctcecectecccteccatcatggetgaagtccagggtttaggettggtgtagetcetggtecattectcagaatggaagaccaa
gggaacgtgggctacacatttcacactgectgccagggagctcttettgaaccatccttectgeectgetaccctgtagaatgetg
accccctgaaggtgtacccgecactgaaggggagcttcccggagaacctgagacaccttaagaacaccatggagaccataga
ctggaaggtcagcaggtttccctgeatgggaactctctetttectetggtgtctagggecagggctaggagaggtggggtgagggt
gggctggggaagccattctcaggaagctgaaggggtttaccageacttccaaaacctggatgetgecagagtatgtggggttca
gccccaggggtctttaagagggaaccaggetgeagetggaccegggtgttggggecctatttggecctgeatgtttetgteccca
ggggcaaagccaggcagtgtaggggcttggtggtggccatcgaacctgacctccacctctatecgtattaggtetttgagaget
ggatgcaccattggctcctgtttgaaatgagcaggcactccttggagcaaaagcccactgacgctccaccgaaaggtacaggg
agtgggagctttagcgtgccagggcttctggaccctcggggcetctectgaagetgetgaggeecggggcectccageacteectgg
tcccagcaccgeggaatcteccatectctcagetcteacttetttcetcacttetctetetctectgtetgttecttettggtttggetgte
ccccteecectgacccacccccatcttgtctaagggttcctaagggeccacagaggectgtcaccacagggtacaggtgacctetc
tcatagaggatggtacagcacagggtgcctggggtagaacctgcccgaaacactgcagaaaggaatecttgtaatgaccttge
cccagtgctgeeccgcaatccagtgagggegecaaggtcacagetgetgecaagagagecttgggegtttcccacctcatggac
aatgcagactaggatgtttttagacccaaagacagagtgctgtttctatcccggtgctgtctctaatttgetatgtaactttggaca
agtccccttccctctaggattcagggtectgaagtagaaggtcaaagggcecaccctgectggggecteagtttetgeatcagatt
catagaaggcaccttacatgctatctccaactcctagetgatgcttaaacccctctaagacatctccaacaaacggtaaacccca
tttctacttgagaactcccagtaacaggaagcttagacttaccaaggtgcccattgcttttctctagaatcagaatcgcaagtgea
attccaaactgtaatggtgtttttttgtttgattgtttgtttttgagatagagtctggctctgtcgeccaggetggagtgeagtggtgc
gatctcagctcactgcaacctcagectcccgggttcaageaattceteetgectcggectcccgagtagetgggattataggeatgt
gccaccacgcccagctaatttttgtatttttagtagagacagggtttcaccatgttggecaggetggtcettgaactcetgacctcaa
gtgatccgcccaccteggectcccaaagtgetaagattacaggeatgagecactgtgectggeccaaaactgtaatgggetttg
agtgtcagaagaaaccatcaacttctgaggtgaattggacacatggccattcacttcctttttgatctcagaccttgttggtctag
gcctcagttttcccatecgtgtgatggetggagtgagtaaagecacttgggaagaaggcattaageccacageagtggtgtgtg
ggtctttagctctgctcagaccctggttcagagetcactcactcactgtgtectcatcatgectgtegettcagtactgaccaagtg

ccaggaagaggtcagccacatccctgetgtccacccgggttcattcaggeccaagtgegacgagaacggcaactatctgecac
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tccagtgctatgggagcatcggctactgetggtgtgtettccccaacggeacggaggtccccaacaccagaagecgegggeac

cataactgcagtggtaagcagtggcactgtgccagtgtcagaggaccaggaaggactaggaaggttgaggggcaagaggtcc
cctctgaagcacatgggaccaggacacccaggatggcagcetectgggggeagtgacgtagtcatgegtccagecctttatccat
ccacccacctgtgcattcctatttgtccatttatcatctctectcttacatgcactcatatttgttcacttatccgtcagtectttcatct
gtgaatttcatccatccacgcgecatcctctageatccaggagtcctacagacccacccatctcatttcatcacceccttetcacte
gagcccccattacacctctttgttgetgettgeagcetgtecttecctgggtacctgetttcccaggeactaagectgtggetaggtg

ggaagcactgccctcaggceatcttgggtcaggtaggetgeacttcaagtgacaaacggacttgetgcetectttgecagagtcactg
gaactggaggacccgtcttctgggetgggtgtgaccaagcaggatctgggeccaggtaagggecttgcagaggggcatetggt
caccagcagctcatccccagecagggecagetectttgtgggeaggtgaaggagtgtgacgetgggecactctccaacattectg
ggatgtccatttcacagacgaaggaacagggttggggggctgtggggagttacacaaatccatgatggtcattattggacctga
gcagggggcaggggagggtggacagtccttaactgetctgecaggtccaggatgttagaaaggggeagggacaacaaatggg

tgaccccaacctcaacctgcetgcettctctctecagtecccatgtgagageageagaggeggtcttcaacatectgecagecccac
acagctacagctttcttgctcecttcageecccagecccteccccatceteccaccetgtacctcatcccatgagaccetggtgectg
gctctttegtcacccttggacaagacaaaccaagtcggaacagcagataacaatgcagceaaggecctgetgeccaatctcecate
tgtcaacaggggcgtgaggtcccaggaagtggecaaaagcetagacagatceeccgttectgacatcacagceagectccaacac

aaggctccaagacctaggctcatggacgagatgggaaggcacagggagaagggataaccctacacccagaccccaggetgg
acatgctgactgtcctctccectccagectttggecttggcettttctagectatttacctgecaggetgagecactctcttececttteec
cagcatcactccccaaggaagagccaatgttttccacccataatectttetgecgaccectagtteectetgetcagecaagettg
ttatcagctttcagggccatggttcacattagaataaaaggtagtaattagaacactctggctectggetcttcetgttgagatcca

gttcatttatcctaaagaggtaactaaagacgctaaatccagtcactgaggtgggagaacgcageccaagtaacccacagaga
tgcetgeggggcecaggeaggectgggggggggcttgtagtetttggacacagacatacttgattacatgtttaacacacacgaa
cactctacttccaaaaagaaataggctcttgcctagtttaagcacaagctcttettggtacagetttcattttectatgtccccaatt
tcatttctatactaagaacagtgtgaatgtgatgacagatggcaaccgacatagggcctcegtgtcaggatggacaggaagtag
gggactgtggagaactgggtgcccatgecttacctaaggggetgactgctactcagetctatetggttgetgeccaggaggaage

acagcccccgttgeccagatgttatctttttaagaggagccagaaatcaagaactgcagtgaaatcaccccatttttaagtttaaa
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gtcttgetgtgggtcaacaaggeccaatgaggacactactctgtagttetgttctagagcaacatgettgagaggagagaggec
agatggtggagggtctggcececgggecccgagtcaagggtgeagetggatgecaacctgggtetecgacacctccagecatge
attccttttctgcactgcectctggcetgtttccagcatgaggctaaaagetctggagaccatctccaggacccctggtgttccacatg
gctctgggeccagggaagtgggcttetgeatttccaggetggageageagaccacctectttgetateectcecctecctcagtec
acacccaagacatcatcctgtctttcatgttcatccacttcttgecctcaccaccacagaaccatggtgagctcgatttgaggggc
aactcacttccgattttcctagacctgetgtgectgecacagetgttcaccaggeacctccagggagectgeccctagetcgagg
cctaactcgaggattctcagecccttecatttettgtetttgggtatttacatgacttactctggcaacaggaaatcaaccatgacc
atcctttagttccatcctttagtttagatgccacctcatccaggaagccttccccaccaattcggeactcaggeacttcactgetca
ctgcctgtcccactaaccacggtcacccatagectcaacatgcaggecaagagggaatcececgagtgteggegagacagteectt
ccaagaaacatgtgccccagatgcactgggagcettgeacccttectccaagtettttattttttttttgagttattaaaaaaaaaac
aaaaaacacaaccaaaagaactgacgagaggaagacaaagcctcgggatcagecagagaccgageggeacgggatgagg
cacaggtcaggcctagctggatctgtggagcaaggtggtgggaagtcccgaggectttgggeatgtggggtetgtggaaggag
aggaggtcacttaaaaaaatacatatactgtacacatctatatgaagcegtcctgtgttgggggagtggggtgaggtcatgggag
ctggtccactttctecttggaccagectcceccgeaggeteactggettggecageacagggacccctgaagetggetgtettette
tgtggagcgagggaaggtaacagtttagttccaacccatggtgggcagaggtcggtggaggtcagaggeatggggatggeca
ctgctcggetaggaaatcectaggggaaggaaacacatgeagatgtcaaatttcectgacccttttecectgcaaggaaaatgaa
atctggcatctccaatgcaggggggaggceattaaccacagtggacattttttagcacttggaatgttctgagaactgggetgagt

cctttagtgtttagtttagettc

-1000 Primers F-CTTGCCAACACAGTCCCATC

R-GTGATGTTTACGGAGGCCCT

Transcription Start Site F-ATGCACAGGAGGAGA

R-ACCCAAAAAGTCAATGT
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Appendix 2: Drosophila melanogaster GapDH gene primers for 132 bp
amplicon.
tctagaacttaaagaactaacttggcaacaatgtaaagaaaaactttagtgcaagatgaaggaattttatacttgacaatgcta

atttttgtataaacttcattacgtaaagggtcctacaacccatatatatcattagttgttagaggctctttttaaggcgcttatataa
tcaaaccctttgtaaaaattaaagttttaaatggaattctaatcgatttatttcacattagctttatttaagtgtgacctacgcagaa
agctagcgaaatactcatcaaccctcccccgecatcgecagegcecattctectaatttgcgaaaaaagcetccgggaaaaggaa
aaagcggcagtcgtaatagcgaactgaaactgaacgagagtaaaagttaaaagacagcaggaactcagccatgtcgaagat
cggaatcaacggatttggccgcatcggeegettggtgcetecegegecgecategataagggegectecgtggtggecgtcaacga
tcccttcatcgatgtcaactacatggtttacctgtttaaattcgactcgactcacggtegtttcaagggeaccgttgeggetgagg
gcggattcctggtggtgaacggccagaagatcaccgtgttcagegagegegaccecggecaacatcaactgggecagtgetgga
gccgagtatgtggtggagtccaccggagtgttcaccaccatcgacaaggegtccacccacttgaagggeggtgccaagaaggt
catcatctcggcecccatccgecgatgegeccatgttegtgtgeggegttaacctggacgectacagecccgacatgaaggtggt
ctccaacgcectegtgeaccaccaactgectggetececctggecaaggtcatcaatgacaacttcgagatcegtcgagggtetgat
gaccaccgtgcacgccaccactgeccacccagaagaccgtcgacggtcectctggeaaactgtggegegatggacgtggegec
gcccagaacatcatcccggecgecaccggagecgecaaggetgtgggcaaggtcatceccgecctgaacggcaagetgaccg
gcatggctttccgegtgeccacgeccaatgtceteegttgtggatcttaccgteecgectgggeaagggagecacctatgacgaaat
caaggctaaggtcgaggaggcctccaagggaccectgaagggaatectgggetacaccgacgaggaggtggtctccaccgac
ttcctcagecgacacccattcgtetgtgttcgacgccaaggetggeatttcgetgaacgataagttcgtcaagetaatctegtggta
cgacaacgagttcggttactccaaccgcgtcatcgacctgatcaagtatatgcagagcaaggactaaactagccacaactatcg
tacaaacccggccagcagctggtcgggaatcactgttgcataatccgcaaggggegceaattgaggatgcetttttttttcaaatge
acaaaatagccataattacgcaaagtacatatttattgttgttgaataaagtatcgccctgttactgtatttaaatgccagetattt
gaaaaataaaacttgtgcatcgaatgaagaacgttgcttgtgtaagcccaaggcegtgtgaaggttatatcgggeggacttgcetg
agatatgcagtgaatacacaaataagtatctgtgcttcgectgggggagtcatcccaatcccaaaggaacgatgtttctatttat
gtcatcatatgtatgtatgtacgtttgttgttgccaactctggcagtctcgaaattcgaagataacgaacaaatatattctcttacc
gctgcactttcaaacctgtgeggatgctgtttgtttgtctcggattttgattccttcggcaaaacaacataaatacacataacgacc
aattgaactcagaccatataaacatatatgcttatatatactttatactttttggtggataaagggtttgttttcatatatcgacctg
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cgttcctatacaaagaggctttcttatgagcataaccaaggtcacgaaaggtcatacatatacttgetgettggtacataacttat

cggcattacagaattgaatcgat

Forward primer: AGCGAACTGAAACTGAACGA
Reverse primer: TATTCCCGCGGAGGCA
Total amplified sequence: 133bp
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Appendix 3: Drosophila melanogaster GapDH gene primers for 211 bp
amplicon.
tctagaacttaaagaactaacttggcaacaatgtaaagaaaaactttagtgcaagatgaaggaattttatacttgacaatgcta

atttttgtataaacttcattacgtaaagggtcctacaacccatatatatcattagttgttagaggctctttttaaggcegcttatataa
tcaaaccctttgtaaaaattaaagttttaaatggaattctaatcgatttatttcacattagctttatttaagtgtgacctacgcagaa
agctagcgaaatactcatcaaccctcccccgecatcgecagegcecattctectaatttgcgaaaaaagcetccgggaaaaggaa
aaagcggcagtcgtaatagcgaactgaaactgaacgagagtaaaagttaaaagacagcaggaactcagccatgtcgaagat
cggaatcaacggatttggccgcatcggeegettggtgcetcegegecgecatcgataagggegecteegtggtggecgtcaacga
tcecttcatcgatgtcaactacatggtttacctgtttaaattcgactegactcacggtegtttcaagggcaccgttgeggetgagg
gcggattcctggtggtgaacggccagaagatcaccgtgttcagegagegegacceggecaacatcaactgggecagtgetgga
gccgagtatgtggtggagtccaccggagtgttcaccaccatcgacaaggegtccacccacttgaagggeggtgccaagaaggt
catcatctcggccccatccgecgatgegeccatgttegtgtgeggegttaacctggacgectacagecccgacatgaaggtggt
ctccaacgcectegtgeaccaccaactgectggetecectggecaaggtcatcaatgacaacttcgagatcegtegagggtctgat
gaccaccgtgcacgccaccactgeccacccagaagaccgtcgacggtcectctggeaaactgtggegegatggacgtggegec
gcccagaacatcatcecggecgecaccggagecgecaaggetgtgggeaaggtcatceccgecctgaacggcaagetgaccg
gcatggctttccgegtgeccacgeccaatgtceteegttgtggatcttaccgtecgectgggeaagggagecacctatgacgaaat
caaggctaaggtcgaggaggcctccaagggaccectgaagggaatectgggetacaccgacgaggaggtggtctccaccgac
ttcctcagegacacccattcgtetgtgttcgacgecaaggetggceatttcgetgaacgataagttegtcaagetaatctegtggta
cgacaacgagttcggttactccaaccgcgtcatcgacctgatcaagtatatgcagagcaaggactaaactagccacaactatcg
tacaaacccggccagcagctggtcgggaatcactgttgcataatccgcaaggggegceaattgaggatgcetttttttttcaaatge
acaaaatagccataattacgcaaagtacatatttattgttgttgaataaagtatcgccctgttactgtatttaaatgccagctattt
gaaaaataaaacttgtgcatcgaatgaagaacgttgcttgtgtaagcccaaggegtgtgaaggttatatcgggeggacttgcetg
agatatgcagtgaatacacaaataagtatctgtgcttcgectgggggagtcatcccaatcccaaaggaacgatgtttctatttat
gtcatcatatgtatgtatgtacgtttgttgttgccaactctggcagtctcgaaattcgaagataacgaacaaatatattctcttacc
gctgcactttcaaacctgtgeggatgctgtttgtttgtctcggattttgattecttcggcaaaacaacataaatacacataacgacc
aattgaactcagaccatataaacatatatgcttatatatactttatactttttggtggataaagggtttgttttcatatatcgacctg
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cgttcctatacaaagaggctttcttatgagcataaccaaggtcacgaaaggtcatacatatacttgetgettggtacataacttat

cggcattacagaattgaatcgat

Forward primer: AGCGAACTGAAACTGAACGA
Reverse primer: GAAACGACCGTGAGTCGAG
Total amplified sequence: 212bp

83



Appendix 4: Drosophila melanogaster GapDH gene primers for 310 bp
amplicon.
tctagaacttaaagaactaacttggcaacaatgtaaagaaaaactttagtgcaagatgaaggaattttatacttgacaatgcta

atttttgtataaacttcattacgtaaagggtcctacaacccatatatatcattagttgttagaggctctttttaaggcgcttatataa
tcaaaccctttgtaaaaattaaagttttaaatggaattctaatcgatttatttcacattagctttatttaagtgtgacctacgcagaa
agctagcgaaatactcatcaaccctcccccgecatcgecagegcecattctectaatttgcgaaaaaagcetccgggaaaaggaa
aaageggragtegtaatiqu i ild L LL o .15 Gagtadaagtiaaaapacagcapaaactcapecatatopaagal
geggattectggtggtgaacggccagaagatcaccgtgttcagegagegegaceegge  tgetgga

gccgagtatgtggtggagtccaccggagtgttcaccaccatcgacaaggegtccacccacttgaagggeggtgccaagaaggt
catcatctcggcecccatccgecgatgegeccatgttegtgtgeggegttaacctggacgectacagecccgacatgaaggtggt
ctccaacgcectegtgeaccaccaactgectggeteccctggecaaggtcatcaatgacaacttcgagategtcgagggtctgat
gaccaccgtgcacgccaccactgeccacccagaagaccgtcgacggtcectctggeaaactgtggegegatggacgtggegec
gcccagaacatcatcccggecgecaccggagecgecaaggetgtgggcaaggtcatceccgecctgaacggcaagetgaccg
gcatggctttccgegtgeccacgeccaatgtceteegttgtggatcttaccgtecgectgggeaagggagecacctatgacgaaat
caaggctaaggtcgaggaggcctccaagggacccctgaagggaatectgggetacaccgacgaggaggtggtctccaccgac
ttcctcagecgacacccattcgtetgtgttcgacgccaaggetggeatttcgetgaacgataagttcgtcaagetaatctegtggta
cgacaacgagttcggttactccaaccgcgtcatcgacctgatcaagtatatgcagagcaaggactaaactagccacaactatcg
tacaaacccggccagcagctggtcgggaatcactgttgcataatccgcaaggggegceaattgaggatgcetttttttttcaaatge
acaaaatagccataattacgcaaagtacatatttattgttgttgaataaagtatcgccctgttactgtatttaaatgccagetattt
gaaaaataaaacttgtgcatcgaatgaagaacgttgcttgtgtaagcccaaggegtgtgaaggttatatcgggeggacttgcetg
agatatgcagtgaatacacaaataagtatctgtgcttcgectgggggagtcatcccaatcccaaaggaacgatgtttctatttat
gtcatcatatgtatgtatgtacgtttgttgttgccaactctggcagtctcgaaattcgaagataacgaacaaatatattctcttacc
gctgcactttcaaacctgtgeggatgctgtttgtttgtctcggattttgattecttcggcaaaacaacataaatacacataacgacc
aattgaactcagaccatataaacatatatgcttatatatactttatactttttggtggataaagggtttgttttcatatatcgacctg

84



cgttcctatacaaagaggctttcttatgagcataaccaaggtcacgaaaggtcatacatatacttgetgettggtacataacttat

cggcattacagaattgaatcgat

Forward primer: AGCGAACTGAAACTGAACGA
Reverse primer: CTGGCCCAGTTGATGTTG
Total amplified sequence: 310bp
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Appendix 5: Drosophila melanogaster GapDH gene primers for 410 bp
amplicon.
tctagaacttaaagaactaacttggcaacaatgtaaagaaaaactttagtgcaagatgaaggaattttatacttgacaatgcta

atttttgtataaacttcattacgtaaagggtcctacaacccatatatatcattagttgttagaggctctttttaaggcgcttatataa
tcaaaccctttgtaaaaattaaagttttaaatggaattctaatcgatttatttcacattagctttatttaagtgtgacctacgcagaa
agctagcgaaatactcatcaaccctcccccgecatcgecagegcecattctectaatttgcgaaaaaagcetccgggaaaaggaa
aaagcggcagtcgtaatagcgaactgaaactgaacgagagtaaaagttaaaagacagcaggaactcagccatgtcgaagat
cggaatcaacggatttggccgcatcggeegettggtgetecgegecgecatcgataagggegecteegtggtggecgtcaacga
tcccttcatcgatgtcaactacatggtttacctgtttaaattcgactcgactcacggtegtttcaagggeaccgttgeggetgagg
gcggattcctggtggtgaacggccagaagatcaccgtgttcagegagegegaccecggecaacatcaactgggecagtgetgga
gccgagtatgtggtggagtccaccggagtgttcaccaccatcgacaaggegtccacccacttgaagggeggtgecaagaaggt
catcatctcggcecccatccgecgatgegeccatgttegtgtgeggegttaacctggacgectacagecccgacatgaaggtggt
ctccaacgcectegtgeaccaccaactgectggeteccctggecaaggtcatcaatgacaacttcgagategtcgagggtctgat
gaccaccgtgcacgccaccactgeccacccagaagaccgtcgacggtcectctggeaaactgtggegegatggacgtggegec
gcccagaacatcatcccggecgecaccggagecgecaaggetgtgggcaaggtcatceccgecctgaacggcaagetgaccg
gcatggctttccgegtgeccacgeccaatgtceteegttgtggatcttaccgteegectgggeaagggagecacctatgacgaaat
caaggctaaggtcgaggaggcctccaagggaccectgaagggaatectgggetacaccgacgaggaggtggtctccaccgac
ttcctcagecgacacccattcgtetgtgttcgacgccaaggetggeatttcgetgaacgataagttcgtcaagetaatctegtggta
cgacaacgagttcggttactccaaccgcgtcatcgacctgatcaagtatatgcagagcaaggactaaactagccacaactatcg
tacaaacccggccagcagctggtcgggaatcactgttgcataatccgcaaggggegceaattgaggatgcetttttttttcaaatge
acaaaatagccataattacgcaaagtacatatttattgttgttgaataaagtatcgccctgttactgtatttaaatgccagetattt
gaaaaataaaacttgtgcatcgaatgaagaacgttgcttgtgtaagcccaaggcegtgtgaaggttatatcgggeggacttgcetg
agatatgcagtgaatacacaaataagtatctgtgcttcgectgggggagtcatcccaatcccaaaggaacgatgtttctatttat
gtcatcatatgtatgtatgtacgtttgttgttgccaactctggcagtctcgaaattcgaagataacgaacaaatatattctcttacc
gctgcactttcaaacctgtgeggatgctgtttgtttgtctcggattttgattccttcggecaaaacaacataaatacacataacgacc
aattgaactcagaccatataaacatatatgcttatatatactttatactttttggtggataaagggtttgttttcatatatcgacctg
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cgttcctatacaaagaggctttcttatgagcataaccaaggtcacgaaaggtcatacatatacttgetgettggtacataacttat

cggcattacagaattgaatcgat

Forward primer: AGCGAACTGAAACTGAACGA
Reverse primer: CGAGATGATGACCTTCTTGG
Total amplified sequence: 410bp
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Abstract
Fanconi anaemia (FA) is a rare, recessive, inherited disease characterised by the

biallelic instability of one of 16 proteins associated with the DNA double-stranded
break (DSB) repair pathway — FANCA, FANCB, FANCC, FANCD1, FANCD?2,
FANCE, FANCF, FANCG, FANCI, FANCJ, FANCL, FANCM, FANCN, FANCO,
FANCP and FANCQ. Affected individuals with gene deficiency affecting the FA core
complex have a similar clinical appearance, while patients whose defect (eg in
FANCD1, FANCN) is in the pathway downstream of this show a more severe
presentation including the occurrence of embryonal tumours and may not survive
infancy. The FANCN gene otherwise known as PALB2 (Partner and Localiser of
BRCAZ2), was originally described as a FA associated gene in 2006 and most of the
laboratory work reported to date has been carried out on cells from a patient,
EUFA1341. | describe here work towards an investigation of the role of two mutant
PALB?2 proteins identified in an unusual FANCN family, with a milder presentation of
Fanconi anaemia. | was able to confirm the presence of the correct PALB2 mutant
DNA sequence following transfection of separate constructs into U20S cells. | was
also able to show PALB2 protein expression from each PALB2 mutant construct in
these cells as the first step to examining the functions of these separate mutant

PALB2 proteins.
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1. Introduction

1.1 Fanconi Anaemia
Fanconi anaemia (FA) was originally identified as a familial panmyelopathy by Dr

Fanconi (Lobitz 2006) and later confirmed as inherited in an autosomal recessive
manner. The typical clinical presentations in FA patients include marked growth
retardation, congenital malformations (most famously absent thumbs and radial
aplasia), progressive bone marrow failure (the origin of the name), and tumour
predisposition, particularly, myeloid leukaemia and also some epithelial tumours.

It was not until 1964 however, that spontaneous chromosome instability was
identified as being associated with FA (Schroeder et al. 1964, Lobitz 2006). At about
the same time it was discovered that FA patient's cells were chromosomally
unusually sensitive to DNA crosslinking agents like Mitomycin C and subsequently,
diepoxybutane (DEB). It was not until 1991, however, that the first Fanconi anaemia
defective gene was identified, FA-A, on chromosome 20q (Mann et al. 1991). Since
then, 15 additional genes have been identified which, when mutated, cause FA.
These are now named FANCB, FANCC, FANCD1, FANCD2, FANCE, FANCF,
FANCG, FANCI, FANCJ, FANCL, FANCM, FANCN, FANCO, FANCP and FANCQ
(Strathdee et al. 1992, Joenje et al. 1995, Levitus et al. 2004, Reid et al. 2007, Xia et
al. 2006a, Vaz et al. 2010, Cybulski and Howlett 2011, Osorio et al. 2013). Fanconi
anaemia occurs when the offspring of two carrier parents inherit both FANC
mutations (biallelic mutation). Heterozygous carriers of some FANC genes are also
known to have a predisposition to some cancers (Reid et al. 2007, Tischkowitz and

Xia 2010).

1.2 The Fanconi anaemia signalling pathway
Over the past 20 years the proteins associated with the many FANC genes have

been studied in detail and it is now clear that there are many protein complexes
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which form during the repair pathway. The first to be defined was the FA core
complex. The core complex was initially identified when Kupfer et al. (1997)
identified an interaction between FANCA and FANCC, enabling their localisation to
the nucleus which could not be achieved as a single protein. Further work identified
FANCG as being part of the same complex (Garcia-Higuera et al. 1999). Eight
proteins, FANCA, FANCB (FAAP95), FANCC, FANCE, FANCF, FANCG, FANCL
(PHF9/ FAAP43) and FAAP100 (Kupfer et al. 1997, Garcia-Higuera et al. 1999,
Garcia-Higuera et al. 2001, de Winter et al. 2000, Meetei et al. 2003a, Meetei et al.
2003b, Ling et al. 2007) have been identified as the proteins which function as the
Fanconi anaemia core complex. Following exposure of cells to a DNA damaging
agent, the FANC core complex facilitates ubiquitination of FANCD2 via FANCL
which allows an association with FANCI (the ID2 complex). The ID2 protein complex
is targeted to chromatin where it interacts with BRCA1/BRCAZ2 and other proteins to
allow repair of the cross link.

A chromatin bound DNA translocase protein, FANCM (FAAP250) in association with
FAAP24 (Fanconi anaemia-associated protein 24), recognises DNA damage; in
response FANCM is phosphorylated at Ser1045 in an ATR-dependant reaction (Kim
et al. 2008, Singh et al. 2013). FANCM is able to recognise a stalled replication fork
and stabilise it until downstream proteins are localised to damaged foci.
Phosphorylation of FANCM activates the DNA damage response by assembling of
the FA core complex. In turn FANCM is recruited to the site of DNA damage where
the FANCM-FAAP24 complex acts as an anchor, stably binding the core complex in
position. Meanwhile, FANCD2 and FANCI are phosphorylated in another ATR-
dependent reaction following DNA-damage response activation (Ishiai et al. 2008).

Monoubiquitination of FANCD2 (FANCD2ub) via the E3 ubiquitin ligase, FANCL of
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the core complex, at K&61 sequentially follows the assembly of the core complex; an
action essential for the targeting and co-localisation of FANCD2 within the nuclear
foci (Kim et al. 2008, Garcia-Higuera et al. 2001, Ling et al. 2007, Meetei et al.
2003b). FANCD2ub is consequently transported to chromatin at the site of DNA
damage where it signals for the pre-formed complex between FANCN-FANCD1
(PALB2-BRCA2) to form FANC(CD1-N-CD2) (Zhang et al 2009a, Zhang et al.
2009b, Sy et al. 2009a), thereby initiating DNA repair via homologous recombination
through interactions between proteins such as RADS51 (Xia et al. 2006a).The
Fanconi anaemia pathway is complex, it is involved in repair of DNA crosslinks,
recognition of stalled replication forks and in the repair of DNA double strand breaks.
Phenotypically, Fanconi anaemia patients diagnosed with mutatons within proteins of
the core complex (FANC-A, -B, -C, -E, -F, -G, -L, -M) display a less severe version of
the disease compared to patients with mutated proteins downstream of the core
complex, i.e. FANCN, FANCD1 and FANCJ. FA core complex patients on average,
show onset of squamous cell carcinoma (SCC) at around 31 years (Kutler et al.
2003), in contrast Reid et al. (2007) published a collection of several FA-N patients
and their phenotypes (extended version in table 1.1), the median onset of tumour
growth started at 2 years, these patients also suffered with more severe and often
multiple tumours. This difference in severity and age of growth suggests a more
aggressive disease which can be easily differentiated from core complex related FA

(Howlett 2007).

1.3 PALB2
Located on chromosome 16q12.2, PALB2 is a 131 kDa, 1,186 residue nucleoprotein

involved in the DSB repair pathway (Xia et al. 2006a). The structure of PALB2 is

complex and it is composed of several domains and motifs which are essential for
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various protein-protein interactions required within the DSB pathway. Figure 1.1
shows the structure of PALB2. PALB2 N-terminal sequence from a.a 6-90 reveals a
conserved coiled coil domain (see figure 1.3) (Sy et al. 2009a, Zhang et al. 2009a,
Zhang et al. 2009b). Similar to that of the DNA double helix, a coiled coil domain is a
protein domain in which a collection of heptad repeats crystallise to form an a-helix.
When 2-4 a-helices are present they form a super-helix. The amino side chains
perform in a ‘knobs into hole’ mechanism whereby one amino acid (the knob) will
lodge into the surrounding area of four residues on an equivalent helix (see figure
1.2). The ‘knob’ residue is located at either the ‘@’ or ‘d’ position in an a-g heptad
repeat structure where each repeat includes two coils (Lupas 1996, Liu et al. 2006).
Residues 395-446 encompass a structural motif broadly conserved among
vertebrates known as the Chomatin Association Motif, ChAM (figure 1.4). The 52
amino acid sequence mediates PALB2-chromatin interaction via nucleosome binding
and deletion of this motif has been shown to cause disruption to chromatin
localisation of PALB2 in damaged and normal cells (Bleuyard et al. 2012). The
PALB2 C-terminus is comprised of 7 chain WD40 repeat sequence, whereby each
repeat constitutes a symmetrical, 4 tier anti-parallel B-sheet; together it combines in
a velcro-like locking mechanism where the N-terminal repeat links via hydrogen
bonding to the C-terminus on the 7™ sheet creating a 7 spear B-propeller (Fulop and
Jones 1999, Oliver et al. 2009). This domain is essential for stability of the protein
and has been implicated in many protein-protein interactions required for DSB repair
such as BRCA2, RAD51, RAD51C (figure 1.5) (Park et al. 2013) and Polyermase n

during DNA synthesis at blocked replication forks (Buisson et al. 2014).
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PALB2:
Chromosome 16q12.2;
131 kDa; 1,186 a.a

Coiled binding WD40 heptad

coil site repeats

BRCA Chromatin MRG1 BRCA2
RADSI1C
RADS51

Figure 1.1 PALB2 basic structure identifying the locations of the coiled coil domain,
ChAM motif and WD40 repeats. The figure also shows where BRCA1, chromatin,
MRG15, BRCA2, RAD51 and RAD51C bind.

f
Figure 1.2 [Reproduced from Liu et al. Fi 1.3. Modified f Sy et
2006, figure 3F] A Standard Coiled Coil 2 000a e 2A1 PALD?
Motif. The d'ag"a.”.‘ Sh?",vs / ‘h,eptad coiled-coil domain. Located at the
repeats where positions ‘a’ and ‘d’ form N-terminus of PALB2, the heptad
the side chains needed for the ‘lock in repeat structure int;eracts with
hole” mechanism. BRCA1 at the isolated LYL ‘@

position.
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MRG15¢@

DNA

Figure 1.4 [modified from Bleuyard et
al. 2012, figure 5] ChAM in association
with  PALB2 and chromatin. The
diagram shows the location of ChAM
on PALB2 with respect to chromatin,
BRCA2, MRG15 and RAD51

Figure 1.5 [Reproduced from Oliver
et al. 2009, figure 1b] PALB2 WD40
domain. Each B-propeller (1 - 7) is
made up of 4 tiers (A — D), the
arrows indicate the direction N-
terminal to C-terminal. The blue tier
(7D) represents the ‘velcro-like’
locking mechanism.
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1.4 BRCA1/BRCA2 Complex
A major breakthrough came when BRCA2 was identified as FANCD1, a discovery

which confirmed a long debate about the association between the BRCA and FA
proteins. Howlett et al. (2002) sequenced both BRCA1 and BRCAZ2 in cells of FA-B
and FA-D1 patients. Normal sequences were found in the BRCA1 gene but biallelic
mutations were discovered in the BRCA2 gene leading to the finding that FA-D1 is
characterised by defects in BRCAZ2.

PALB2 functions in homologous recombination as one part of a multi-subunit
complex with BRCA1 and BRCA2 (FANCD1). Shortly after the discovery of PALB2,
Reid et al. (2007) and Xia et al. (2006b) identified PALB2 as the gene for Fanconi
anaemia subtype-N. This discovery allowed for diagnosis of FA-N in many patients
who were of a previously unclassified FA subtype.

Previous studies have shown that interaction between PALB2, BRCA1 and BRCA2
proteins is an essential component of the DSB pathway. Using co-IP these studies
have shown that BRCA1 binds to N terminus of PALB2 (Xia et al. 2006b, Reid et al.
2007, Sy et al. 2009a, Zhang et al. 2009a, Zhang et al. 2009b) in the coiled coil
motif. BRCA1 also contains a C-terminal, double helical, coiled coil domain between
exons 11 and 13 at residues 1364-1437 (Clark et al. 2012). Coiled coil domains are
known for their role in protein-protein interactions and the BRCA1-PALB2 interaction
is no exception, refinement experiments showed that the second a-helix in BRCA1
(a.a. 1397-1424) is responsible for formation of a BRCA1-PALB2 heterodimer
complex (Sy et al. 2009a).

BRCAZ2 binds to the PALB2 C-terminus. Zhang et al. (2009b) originally specified the
point of interaction to the 3™ and 4" WDA40 repeat, however more recent evidence

located this interaction to the 4™ and 5™ B-sheet (Oliver et al. 2009). These residues
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have since been identified as a hydrophobic ‘pocket’ found between the 4" and 5™
spear in the B-propeller. Residues Val 1019, Met 1022, Ala 1025, lle 1037, Leu 1046,
Lys 1047, Leu 1070, Pro 1097 and Lys 1098 have so far been implicated in the
functional formation of this pocket. Immunoprecipitation using mutant PALB2
proteins, A1025R, M1022A and M1022R indicated that the alanine at amino acid
position 1025, located at the bottom of the hydrophobic pocket on PALB2 has a
more pivotal role in the bond between BRCA2 and PALB2, abolishing the BRCA2
binding affinity in mutant cells (Oliver et al. 2009). Xia et al. (2006a) were first to
locate the site of PALB2 binding within the first 40 residues of the amino tail on
BRCAZ2, further evidence identified that a tryptophan at residue 31 located at the N-
terminus of BRCAZ2 is responsible for binding to PALB2 alanine 1025, therefore

indicating that this residue also holds a crucial role in the BRCA2-PALB2 interaction.

1.5 Other PALB2 interacting proteins
RAD51, a 339 amino acid recombinase protein, is the central protein involved in

homologous recombination. It forms helical nucleoprotein filaments at the site of
DNA damage in an ATP-dependent reaction (Ogawa et al. 1993, Galkin et al. 2006).
BRCA2 plays a critical role in the localisation of RAD51 to sites of DSB; however
PALB2 is required for enhanced RAD51 function (Buisson et al. 2010). PALB2
utilises the role of its N-terminal WD40 repeat domain to mediate the direct
interaction with RADS1 and the location has been refined to residues 853-1186 on
PALB2 (Park et al. 2013). Additionally, a RAD51 binding site has been observed at
the C-terminal coiled coil located at residues 1-200. RAD51 was reported to bind to
PALBZ2 at amino acids 184-257.

RAD51C, another FANC protein categorised as complementation group FA-O, is

one of five paralogues of RAD51 which also include, RAD51B, RAD51D, XRCC2
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and XRCC3 and all play a role in HR. It has been proposed that RAD51C, PALB2
and BRCA2 work in a complex as the central component controlling homologous
recombination and in turn, genomic stability. The 376 aa polypeptide, RAD51C, has
been identified as a direct binding partner of PALB2. Mutant PALB2 lacking blades
5-7 from the WD40 repeat domain was unable to co-immunoprecipitate Rad51C,
therefore, indicating these residues (1098-1186) on PALB2 as essential for RAD51C
binding affinity (Dosanjh et al. 1998, Park et al. 2013).

MRG15 has been indicated as another direct binding partner of PALB2 within the
BRCA complex where residues 611-764 of PALB2 are required for MRG15
interaction (Sy et al. 2009b). Conflicting reports on the effects of MRG15 and its
function have been published. In one study Sy et al. (2009b) reported that PALB2
mutant cells deficient in the MRG15 binding domain demonstrated no difference in
BRCAZ2 localisation to the site of DNA damage after MMC treatment compared to
unperturbed cells, and that these mutant cell lines conferred resistance to MMC.
Conversely, Hayakawa et al. (2010) later suggested that MRG15 acted
independently of BRCA1 in localising PALB2, BRCA2 and RAD51 to DNA damage
foci and that depletion of MRG15 also lead to the decrease of BRCA2 to DNA

damage site therefore inducing hypersensitivity to MMC.

1.6 Fanconi anaemia, caused by mutation of FANCN.
In 2006, Xia et al. (2006b) published the first case of Fanconi anaemia caused by

mutation of PALB2 which they designated FANCN. Having ruled out all other FANC
genes known at that time, they tested for mutation of PALB2 as a plausible
candidate gene, and showed that their patient, indeed had biallelic PALB2 mutations.
Since then, more studies have revealed more cases of the FA-N subtype with

PALB2 mutations (see table 1.1), including an interesting mutation giving a truncated
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protein just 3 residues before the original stop codon. This mutant is noteworthy as it
represents the importance of the WD40 domain located at the C-terminus of PALB2.
The locking mechanism found within the WD40 domain, where the N-terminus joins
the C-terminus as the 4™ tier on the 7™ blade, is removed. In turn, the loss of this
mechanism renders the protein unstable and PALB2 can no longer localise to the
site of DSB on chromatin, leading to ineffective DSB repair and therefore, chromatin
instability (Xia et al. 2006b, Reid et al. 2007, Oliver et al. 2009).

Analysis of one FA-N patient, EUFA1341, identified two novel mutations, the
paternally inherited deletion of exons1-10 and the maternal mutation, a nonsense
nucleotide mutation resulting in a truncated protein at residue Y551X (Xia et al.
2006b). In their study Xia et al., identified a revertant cell line in which the maternal
mutation had undergone a further change (as a result of growth of the cultured cells
in the presence of a cross linking agent) and had become resistant to the killing
effect of this agent. The revertant protein occurred as a result of loss of exon 4 and
retained both N- and C-terminal sequences of PALB2 and therefore potential
function. These mutants (the germline Y551X and the revertant due to loss of exon 4
mutation) are significant here since they may have similar end products to the likely
proteins expressed from the mutations in the family that | studied. Xia et al.
concluded that, the PALB2 revertant with the large exon 4 deletion was functional.
However, the N-terminal Y551X PALB2 mutant was unable to function. Moreover, in
another publication by Reid et al. (2007) a truncated protein, Y1183X, depleted
PALB2 activity due to the loss of just the final 3 residues in the C-terminal WD40

repeat locking mechanism destabilising the protein, and in turn PALB2 activity is lost.

99



1.7 Lymphoma
Lymphoma is a cancer affecting lymphoid cells of the immune system and can occur

through a variety of mechanisms most notably through the inhibition of tumour
suppressor genes or the activation of oncogenes. All lymphomas arise as a
consequence of a chromosome translocation involving an immune system gene and
an oncogene. Prior loss of a particular tumour suppressor gene may increase the
frequency of such translocations. When the body is invaded by an infectious agent
the immune response is activated, this initiates lymphocytes to recognise the
infection and increase production of antibodies as a line of defence. T cells control
the pathway by recognising the antigen and in turn, secreting other proteins which
initiate the full immune response. B cells produce two types of immunoglobulins with
antigen binding capacity, the B-cell receptor and antibodies, the first is an integral
membrane protein which sits on the membrane and lies dormant until acted upon,
the antibody is a secreted protein with duplicated antigen binding specificity. The
production of both functional immunoglobulin and T cell receptor requires the
rearrangement of both immunoglobulin and T cell receptor genes, which involves
breakage and re-joining of the DNA in these regions. The same is true for class
switching. DNA DSB repair pathways are required for this process. The cell may be
vulnerable to chromosome translocation at these times and indeed many lymphoid
tumours carry translocations where the breakpoint is within an immune system gene,
indicating a role for this process in tumourigenesis (Bastard et al. 1992; Kerckaert et
al. 1993; Miki et al. 1994). These translocations can either be the switch needed to
activate oncogenes, or deactivate tumour suppressor genes (Ekstrom-Smedby
2006). In light of this, the importance of the DSB repair pathway becomes

increasingly highlighted by stabilising genomic aberrations.
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Dr Thomas Hodgkin first described 7 patients with what is now known as Hodgkin
lymphoma in 1832 (Hodgkin 1832). The most recent universally accepted
classification, as outlined by the World Health Organisation (WHO), organised
lymphoma cases into a number of sub-types. The document denoted an adaptation
of the original, REAL classification (Revised American-European Lymphoma
Classification) (Campo et al. 2011). Lymphoma neoplasms are either derived from B
or T cells, with B cell neoplasms being the most prominent in 2010 (94%) (Cancer
Research UK 2013). Inevitably, since there are significantly more cases, B cell
lymphoma is considerably better understood with the 5 most common subtypes
including Diffuse Large B-cell Lymphoma (DLCL), Follicular lymphoma, Marginal
Zone lymphoma, Mantle Cell lymphoma and Burkitt lymphoma. According to the
American Cancer Society more than 350,000 new cases of NHL were diagnosed in
2008, globally (American Cancer Society 2008). In the UK, more recent data
identified NHL as being the 6™ most common cancer in 2010 with 12,180 new

patients diagnosed (Cancer Research UK 2013).

1.8 Fanconi Anaemia and Lymphoma
Fanconi anaemia is associated with myeloid tumours. However, since the FANC

pathway is involved in DNA DSB repair, lymphoid tumours (which arise as result of a
defective repair in DNA DSB) might be expected to occur in at least a proportion of
FA patients; those who have defects in DNA DSB repair. Indeed there are
occasional reports of such tumours in FA patients but, they are unusual (Shen et al.
2006, Smedby et al. 2006, Hill et al. 2006, Xiao et al. 2008). Shen et al. sequenced a
catalogue of 29 NHL cell lines and four genes associated with the FANC/DSB repair
pathway were identified, WRN, XRCC3, BRCA1 and BRCA2/FANCD1. The endpoint

examined was loss of protein by Western blotting. However, according to their
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results only single nucleotide polymorphisms (SNPs) found in BRCA1 and WRN
could be correlated to NHL with statistical confidence. More interestingly, light has
been cast on to the expression of FANCN/PALB2 and its correlation with lymphoma
(Xiao et al. 2008). Xiao et al. speculated a negative correlation between the level of
FANCN/PALB2 expression and susceptibility to lymphoma from a SNP in exon 5
found in 2 patients. Since FANCN/PALB2 plays a major role in homologous
recombination during DNA double strand break repair it would be valuable to look
deeper into the epidemiology of lymphoma caused by genetic variation in

PALB2/FANCN.
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Table 1.1. Summary of published FA-N patients. Table extended from Reid et al. 2007, Table 1.
Patient | Location Modification Resulting in Associated Reference
phenotype
Nucleotid | Amino Nucleotide Amino acid
e position | acid change change
position
1 1,653 551 T>A Y>X Truncated protein | Skin, thumb, heart | Xia et al. 2006b
at residue 551X and kidney
Exon 1-10 Deletion Shortened protein | abnormalities;
growth retardation;
endothelial cancer.
2 3113 1105 2835 _3113del Protein truncates Growth retardation, | Reid et al. 2007
279/A946 at frame shifted loss of right kidney,
residue 1,093X medullablastoma
395 132 Del T Frame shift Protein truncates
at frame shifted
residue 527X
3 757 _758 253 Del CT Frame shift Protein truncates Growth retardation, | Reid et al. 2007
at frame shifted left pelvic kidney,
residue 254X hypoplastic
3294 3298 1,098 | Del GACGA Frame shift Protein truncates thumbs, Wilms
at frame shifted tumor, AML,
residue 1,119X medulloblastoma
4 2257 753 C>T R>X Truncated protein Growth retardation, | Reid et al. 2007
3549 1183 C>A Y>X Truncated protein | microphthalmis,
microcephaly,
bifurcated anus,
Wilms Tumor
5 2393 2394 799 Ins CT Frame shift Protein truncates Growth retardation, | Reid et al. 2007
at frame shifted microphthalmia,
residue 850X microcephaly,
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3350 1118 Ins GCAG Frame shift Protein truncates bifurcated anus
at frame shifted
residue 1,122X
6 2521 841 Del A Frame shift Protein truncates Growth retardation, | Reid et al. 2007
at frame shifted microcephaly,
residue 849X horseshoe kidney,
gonadal
dysgenesis, Wilms
tumor,
medullablastoma
3323 1108 Del A Frame shift Protein truncates
at frame shifted
residue 1,122X
7 2962 988 C>T Q>X Truncated protein | Growth retardation, | Reid et al. 2007
3549 1183 C>G Y>X Truncated protein | hypoplastic thumb,
microcephaly,
medullablastoma
8 3116 1039 Del A Frame shift Protein truncates Growth retardation, | Reid et al. 2007
at frame shifted microcephaly, hand
residue 1,039X abnormalities, skin
3549 1183 C>G Y>X Truncated protein | hyperpigmentation,
Neuroblastoma
9 1676_1677 526 Del AA, Ins G | Frame shift Protein truncates Abnormal thumbs, | Serra et al. 2012
Homozygous at frame shifted Horseshoe kidney,
residue 559X Neuroblastoma,
Wilms tumor.
11 1176_1677 526 Dell AA, Ins G | Frame shift Protein truncates Non-Hodgkin This thesis
at frame shifted lymphoma
residue 559X
Exon 6 In frame deletion Shortened protein
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1.9 Aims and Objectives

1.9.1 Objective
Using experimental procedures my aim was to clone the two PALB2 mutations, in a

particular PALB2 family, into different cell lines so that the consequences of each
mutation could be examined independently at the cellular level. This involved
isolating many clones, testing each one for PALB2 expression and potentially the
activity of the two different proteins. This was to be done by determining whether
these mutant proteins were able to directly interact with BRCA1 and BRCA2, and
whether they localised BRCA2 to the site of DSBs. EUFA1341 mutant cells, Y551X,

and the exon 4 revertant were used as controls.

1.9.2 Aims
1. Using Western blotting to confirm the size and quantity of PALB2 protein in cells

from family members

2. Using site directed mutagenesis to create separate cell lines for each mutation
from this new family and using DNA sequencing to confirm that the target mutations
were present and also check protein expression in these lines.

Site directed mutagenesis cell lines to include:

e Y551X- EUFA1341

Q559R fsX2 (Dellins) — my patient

Exon 4 deletion (revertant of Y551X) — EUFA1341

Exon 6 deletion- my patient

Wild type

3. Perform siRNA knockdown of the endogenous protein in order to remove

endogenous PALB2 activity to allow visualisation of induced PALB2.
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4. Immunoprecipitate the knockdown cells with antibodies for BRCA1, BRCA2 and

FLAG to determine whether mutant PALB2 interacted with these proteins.
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2. Materials and Method

2.1 Creating U20S/FRT/T-REX cell lines that express wild type or the mutant
PALB2
PALB2 mutant cell lines were created for wild type (WT), revertant exon 4 deletion

(X4), patient exon 6 deletion (X6), Y551X and Q559RfsX2 (1676_1677delAAinsG
deletion_insertion (del/ins) for experimental purposes. To facilitate the integration of
the PALB2 gene into the FRT site in the U20S Flp-In T-REX cells, wild type and
mutant cDNA copies of PALB2 had been cloned previously into the expression vector
pcDNA5/FRT/TO that had been modified to include the FLAG peptide sequence N-
Asp-Tyr-Lys-Asp-Asp-Asp-Asp-Lys-C (DYKDDDDK). Induction of expression of the
PALB2 cDNAs in the U20S cells would produce PALB2 protein with the FLAG
peptide fused in frame to the N-terminus of the PALB2 protein. Inclusion of the FLAG
peptide would allow the PALB2 protein expressed from the integrated cDNA copies
of PALB2 to be identified against the background of the PALB2 protein normally
expressed by the U20S cells. The FLAG sequence, DYKDDDDK, had been inserted
into pcDNAS5/FRT/TO plasmid from pcDNA3-NTAP (Gingras et al. 2005, Tasto et al.
2001) using the restriction endonucleases Kpnl and Pmel (Chen et al. 2008).
Parental U20S/FRT/T-REX cells were maintained in DMEM medium containing 10%
foetal bovine serum (FBS), 50ug/ml Zeocin and 5ug/ml blasticidin. Covalently closed
circular plasmid (bulk prep) DNA was transfected into the U20S/FRT/T-REX cells
using lipofectamine® 3000 (Invitrogen). Adherent U20S/FRT/T-REX cells were
plated at 3x10° cells per 10cm dish in DMEM and serum, but without antibiotics, prior

to transfection the following day. Plasmid DNA was diluted to 160ng/ul in Opti-MEM

medium without serum. Diluted plasmid DNA (1.6ug in 10ul) was mixed with 14.4ug
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of plasmid pOG44 and 32 ul P3000 Reagent in Opti-MEM without serum, made up to
1ml with the medium. Lipofectamine 3000 Reagent (40ul) was diluted to 1ml in Opti-
MEM medium without serum. The 1ml aliquot of diluted DNA (PALB2 plasmid and
pOG44) with P3000 Reagent was mixed with the 1ml Opti-MEM/Lipofectamine 300
Reagent and incubated at room temperature for 5 minutes. During the incubation
period the U20S cells, still adhering to the tissue culture plate, were washed in
phosphate buffered saline (PBS) which was subsequently replaced with 8ml of Opti-
MEM medium without serum. The 2ml of DNA/Lipofectamine, now containing DNA-
lipid complexes that were formed during the incubation period, was added to the cells
and incubated at 37°C in a humidified atmosphere of 5% CO; in air. After 4.5 hours
the Opti-MEM containing the DNA and Lipofectamine was removed and replaced
with DMEM containing 10% FBS but omitting antibiotics. The following day each dish
of transfected cells was split to four 75cm? tissue culture flasks and each culture
incubated in 12ml DMEM with FBS but without antibiotics. The following day the
medium was removed and replaced with DMEM 10% Tetracycline-free FBS
containing 200 ug/ml hygromycin and 5 ug/ml blasticidin. The medium was removed
and replaced with the same medium every five days. After approximately 14 days
colonies of selected cells became apparent. The four flasks of selected colonies for
each PALB2 plasmid construct were pooled together and aliquots taken for further
growth and freezing down. Cells were frozen down in 1.0ml vials in freezing medium
that contained 50% Tetracycline-free FBS, 40% DMEM and 10% dimethylsulfoxide
(DMSO). U20S/FRT/T-REX cells that had been selected for retention of PALB2
constructs were grown routinely in DMEM 10% Tetracycline-free FBS containing

200 pg/ml hygromycin and 5 pg/ml blasticidin. Confluent cultures of cells were
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washed in PBS, detached from the plastic surface of the tissue culture plate/flask
using small volumes of TrypLE Express (1x) stable trypsin replacement enzyme and
diluted into fresh DMEM 10% FBS containing antibiotics.

An aliquot of the pooled selected colonies for each PALB2 construct was taken for
DNA extraction to check that the U20S/FRT/T-REX cells had been transfected with
the correct plasmid. DNA was extracted using the Qiagen DNeasy Blood and Tissue
Kit for Purification of Total DNA from Animal Blood and Cells (Spin-Column Protocol)
(Qiagen 2006). An initial PCR reaction was used as an indicator of whether or not the
transfections had been successful. The PCR products were analysed on a 1 %
agarose gel (containing Midori Green to aid visualization of the DNA) against a 1 kb

ladder, actual amplicon sizes were compared with expected values.

Table 2.1 Primer sequences used during sequencing and futher PCR reactions

Primers

77143F GTTGTTGAATTCGGCGCGCCAATGGACGA
GCCTCCCGGGAAGC

1975R GACTCAGGATTTGCGTACCTATGT

1513F CTTGTCTAGGAAGGCAGTTG

1803R TTTAAACTCAGCATTCCATC

2143F CTTTAAATACGGTTGCGCCTGATG

2463R CTATCAAGGTCACGGACTACA

2.2 DNA sequencing

Following PCR amplification the sample was cleaned using the ExoSAP-IT® protocol
from Affymetrix removing excess primers and dNTPs. The Applied Biosystems
BigDye® Terminator v3.1 Cycle Sequencing Kit provides fluorescently tagged dNTPs
for use during sequencing using PCR amplification of single stranded amplicons.

Following the manufacturers guidelines a BigDye® reaction was set up.
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After BigDye® PCR, precipitation of 50 ng of PCR product was achieved by
incubation in a solution of ethanol and sodium acetate for 20 minutes. DNA and other
moieties were separated by centrifuging for 22 minutes, 16,000 x g. The supernatant
was removed and the pelleted DNA was washed with 70 % ethanol. DNA was air
dried at room temperature for 10 minutes and resuspended in 12 ul of HiDi (highly
deionised) formamide. DNA was denatured at 100 °C for 5 minutes and quenched on
ice to inhibit any re-annealing during sample loading. Samples were loaded on to a

96 well plate and sequenced using an Applied Biosystems 3500XL Genetic Analyser.

1.2
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Figure 2.1 Example graph used for R? values to assess pipetting accuracy
during the BioRad Bradford protein quantification assay.

2.3 Bradford Assay

Protein was quantified using the Bradford assay by calculating the light absorbance
of the protein in a coloured dye at various wavelengths. In high protein conditions the
dye turns blue, in low protein conditions the dye is red. A controlled protein gradient

using diluted BSA at concentrations of 100, 200, 300, 400 and 500 ug /ul was used to
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monitor accuracy of pipetting and potted on a graph for R? values, an example is

shown in figure 2.1.

2.4 Western Blot
A Western blot is used to measure protein length and expression by blotting the

protein against an antibody specific to the protein of interest. Firstly, the cell lysate
was created by purification from other cellular debris and quantified using the BioRad
Bradford protein quantification assay. A 6 % SDS polyacrylamide gel (0.1 M Tris, 0.1
M Bicine, 6 % Acrylamide, 0.1 % SDS, Temed, APS) was set, loaded and run for 4
hours 30 minutes to ensure clear separation of the larger proteins. Proteins were
transferred onto nitrocellulose paper overnight by electrophoresis in transfer buffer
(400 mM glycine, 50 mM tris, 20 % v/v methanol) and then cut to size ready for
immunoblotting. To block the unspecific binding of antibodies the protein bound
nitrocellulose paper was shaken in a 5 % milk in TBST solution (20 mM tris, 200 mM
NaCl, 0.1 % tween 80) for 1-4 hours. Following unspecific blocking, the nitrocellulose
paper was washed in TBST buffer and the primary antibody was added (See table
2.2). The primary antibody was blotted in a 5 % milk/ TBST solution, shaking
overnight. The primary antibody is specific to the protein of interest and will therefore
only bind where the designated protein is located. After washing, the secondary
protein was blotted by shaking the nitrocellulose paper in diluted 5 % milk in TBST
buffer. The secondary antibody contains a tag which binds to the primary antibody
and reacts with luminescent reagents during the development of the autoradiography
film. The nitrocellulose was washed a final time and treated with the imaging agents,

ECL or illuminol.
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Table 2.2 Antibodies used during experimental procedures

Antibody Epitope binding site Purchased from

PALB2 246A (Rabbit) Residues 200-250 Bethyl Laboratories Inc.

PALB2 247A (Rabbit) Residues 675-725 Bethyl Laboratories Inc.

Anti-FLAG M2 (Mouse) FLAG sequence Sigma Aldrich
(DYKDDDDK)

2.5 Colony selection
Colonies of growing mutants with variable morphologies were selected by pipetting

the target colony under a microscope and transferring to 1 ml of media in a 3 x 4 well

plate. 48-96 colonies were chosen for each cell line.

2.6 Doxycycline induction
The plasmid vector, pcDNA5-FLAG contains a tetracycline inducible promoter region,

in order to test the activity of the cloned PALB2 peptides the cells were induced using
the tetracycline derivative, doxycycline. After 24 and 48 hours the adherent cells
were treated with trypsin and harvested ready for protein quantification before

Western blot analysis.

2.7 Knockdown of endogenous PALB2 using siRNA.
The siRNA used here was specific to the 3° UTR region of PALB2 mRNA (see table

2.3), since pcDNAS5-PALB2 constructs did not include this site only endogenous
PALB2 would be knocked down. Cell were split, counted and divided up into
approximately 0.25 x 10° cells per 10 cm tissue culture dish and left to multiply
overnight. The following day a fresh transfection buffer including warm optimem,
oligofectamine and siRNA to 180, 90, 45 and 22.5 nM final concentration was made
in an RNAase free tube and incubated at room temperature for 30 minutes. Cells
were washed and resuspended in optimem before adding the transfection buffer
(dropwise), mixing by agitation the cells were then left for several hours. Cells were

incubated overnight in 2 ml of McCoys medium + 20 % Fetal Calf Serum (FCS) (no
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penicillin/streptomycin). Knockdown efficiency was analysed using a Western blot,

using antibody PALB2 246A.

Table 2.3 SiRNA sequence used during knockdown of endogenous PALB?2

Forward GGAGAAUAUCUGAAUGACATAT

Reverse UGUCAUUCAGAUAUUCUCCATAT

2.8 Immunoprecipitation
Cell lysates were created using 8 x 10° cells per IP. The cells were treated with IP

lysis buffer and incubated on ice for 30 minutes. After incubation the solution was
centrifuged for 5 minutes at 10,000 x g and the supernatant was kept. Using antibody
concentrations 2, 4, 6, 8 or 10 ug, FLAG antibody was added to the cell lysate and
left to rotate overnight at 4 oC. Finally, 25 ul of protein G beads were added (50 pl of
50 % beads + NETN solution) to each lysate and left to rotate at room temperature
for another 4 hours.

To remove additional cell debris from the sample the beads were centrifuged and
washed with 1 % NETN solution (20 mM Tris-ClI, 100 mM NaCl, 0.5 mM EDTA, 0.5 %
v/iv NP40) twice. Before Western blot analysis the control samples were quantified
using the BioRad Bradford assay, control and immunoprecipitated cell lysates were

then mixed with 4 x loading dye ready for Western blot analysis.
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3. Results

3.1 Assessing PALB2 size and level of expression in lymphoblastoid cell lines
derived from six family members

PALB2 mutations were located by DNA sequencing before the start of this project.
The project began by analysing protein levels from the patient cell lines using
Western blotting. Cells from each family member were assayed, in addition to a
control ‘normal’ sample. In order to do this, cells were lysed to enable a full protein
profile screen and a Western blot was performed. The nitrocellulose was probed with
antibodies PALB2 246A (figure 3.1a) and PALB2 247A (figure 3.2a) for PALB2
analysis and aprataxin was used as a 50 pg loading control (figures 3.1b and 3.2b).
Figure 3.1b suggest that the loading of protein in Figure 3.1a was not consistently the
same across all lanes, particularly lanes 1 and 2. This is probably a consequence of
unequal loading rather than being a fault of the loading control used, aprataxin, as
this was regularly and frequently used in the laboratory, was reliable and was
unrelated to the samples being analysed. (-actin, however, a highly conserved
protein present in all eukaryotic cell lines (Hanukoglu et al. 1983), could have been
used and in future work perhaps should be used as it is a generally acknowledged

loading control.
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PALB2 246A

1

170kD

~100kDa

Figure 3.1a. The top panel demonstrates the presence of PALB2 in each
sample at ~170kDa using PALB2 246A antibody. The bottom panel shows the
presence of a band at ~100 kDa in lanes 3, 4 and 7, thought to represent the
presence of the del/ins mutant in these samples. Lanes 1 and 8 are control
samples, Lane 2 is the Father and lane 3 is the Mother. Lanes 4, 5, 6 and 7
represent protein expression from the compound heterozygous FA child, the
homozygous un-mutated child, the X6 carrier and del/ins carrier, respectively.

Aprataxin

1 2 3 4 5 6 7 8
40 kDa_

Figure 3.1b. Aprataxin was used as a 50 pg loading control per sample. A
band at approximately 40 kDa is seen in lanes 1 — 8, above.
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PALB2 247A

Figure 3.2a. Demonstrates the presence of PALB2 in each sample at
~170kDa using PALB2 247A antibody. Lanes 1 and 8 are control samples,
Lane 2 is the father and lane 3 is the mother. Lanes 4, 5, 6 and 7 represent
protein expression from the compound heterozygous FA child, the
homozygous un-mutated child, the X6 carrier and del/ins carrier, respectively.

Aprataxin

kDa Figure 3.2b. Aprataxin was used as a 50 pg loading control per sample. A
band at approximately 40 kDa is seen in lanes 1 — 8, above.
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Figure 3.1a shows 2 panels, antibody PALB2 246A has been used to detect the
presence of full length PALB2 (top panel) and a truncated (~100kDa) PALB2 mutant
(bottom panel). Figure 3.2a illustrates PALB2 expression at ~170 kDa using antibody
PALB2 247A. In all figures lanes 1 and 8 are the normal control samples loaded for
comparison purposes. It should be noted that the Bradford assay was used to
achieve loading of 50 ug of cell lysate per well, however as observed in figure 3.1b
and 3.2b loading of these samples varies.

Lanes 1 and 8 are control samples which show unequal loading (figure 3.1b)
however, figure 3.1a shows abundant expression of full length PALB2 in each of
these lanes therefore, confirming that PALB2 should be abundantly expressed in
‘normal’ lymphoblastoid cells.

As observed in figure 3.1b, lane 2 was loaded with a higher concentration of cell
lysate than that in lanes 3, 5, 6 and 7 which appear to be loaded equally. This has
been taken in to account when analysing the rest of this blot. Lane 4 in the top panel
of figure 3.1a shows no full length PALB2 expression, yet in the bottom panel of
figure 3.1a a band can be observed within the orange box at ~100 kDa when
compared with the control in lane 1. Additionally, figure 3.1b shows that loading in
lane 4 is acceptable, and therefore the absence of full length PALB2 expression in
lane 4, Fig 3.1a (top) is genuine as is the truncated version of approximately 100 kDa
in Fig1a (bottom). The top panel of figure 3.1a shows abundant expression of full-
length PALB2 in lanes 2, 3 and 5 with slightly reduced expression observed in lanes
6 and 7. The bottom panel of figure 3.1a (~100 kDa) shows a lot of background

antibody binding however, it is possible to see additional bands at approximately 100
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kDa in lanes 3, 4 and 7 all containing lysates of cells from individuals carrying a

mutation that could give rise to this truncated form.

Similar to the loading control found in figure 3.1b, figure 3.2b also shows a loading
disparity. In lanes 1 and 2 of figure 3.2b aprataxin is more abundantly expressed
whereas lanes 3-8 display more equal loading of cell lysates. There is acceptable
level of loading in lane 4 in figure 3.2b suggesting that the absence of full length
PALB2 in lane 4 of figure 2a is genuine. Figure 3.2a aims to demonstrate the loss of
some full-length PALB2 expression in samples 2 and 6, known from previous
sequencing experiments to be the X6 carriers. However since the loss of exon 6 is
only a small in-frame, 24 amino acid deletion, detection of this small reduction in
band size is difficult. Lanes 2, 3 and 5. 6 and 7 in figure 3.2a show unevenness in the
resolution of this X6 band however lane 4 shows a band in the appropriate place
(highlighted) which could be this 24 amino acid deletion. When taking in to account
the blots in figure 3.1a and 3.2a as well as the unequal loading controls in 3.1b and
3.2b, mutant PALB2 is implicated as being expressed at similar levels to the wild-
type. This, in addition to the data collected from sequencing confirms the presence of

mutant PALB2 in our patient samples.
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3.2 Analysis of transfected and selected U20S Flp-In/T-REx™ cell lines to
confirm the presence of the expected PALB2 construct
The wild type and mutant cDNA copies of PALB2 (whose sequences were verified

before this project began) had been cloned into the pcDNAS5/FRT/TO-FLAG vector.
Five experimental cell lines containing pcDNAS/FRT/TO-FLAG-PALB2 (pcDNA5-
PALB2) mutants and wild type vector, one pcDNAS/FRT/TO only cell line (U20S
transfected cells with the construct not containing any PALB2, known as vector only)
and one parental (U20S host cells not transfected with any construct) were analysed
after transfection and cellular cloning. The vector only and parental cell lines were
used as controls; if amplicons were generated from either control sample it would
show non- specific primer annealing to genomic DNA outside of the construct. Two
cDNA constructs contained representations of the two mutations found in the patient
(X6 and del/ins) two mutations from EUFA1341 (Y551X and revertant X4) (Xia et al.
2006b) and one un-mutated wild-type PALB2. After transfection the mutant colonies
were left to grow until they were stable enough for experimental use (confirmation
was made by visual inspection). As an initial assessment, an agarose gel was run
following PCR ampilification (figure 3.3). Three primer pairs were specifically created
for their location within the sequence. First, the binding site of forward primer 77143F
is located at the 5 end of PALB2 cDNA sequence. By pairing this with PALB2
reverse primer at base pair 1975R, amplicons from WT sequence would be expected
to be ~1975 bp long and include the vector/PALB2 sequence junction (including the
whole of exon 4) (lanes 1 — 8) (see appendix 10). This primer pair is particularly
useful for identifying the X4 deletion (lane 4); since this mutant deletes approximately
1.5 kb we would expect to see a band at ~500 bp. As predicted lane 4 produced a

band in the desired location preliminarily confirming X4 mutagenesis. X6, del/ins,
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Y551X and WT amplicons using the same primers are shown in lanes 5 — 8, their
respective bands show a 2000 bp amplicon proving that, each of these did not have
the exon 45 deletion. The second primer pair (1513F and 1803R) (lanes 9 — 16)
confirmed the loss of exon 4 in X4 only mutant cells. The large deletion removes the
binding site of forward primer 1513F (lane 11), when combined with the reverse
primer, located at position 1803R, a 337 bp amplicon was generated in all other
mutants (lanes 12 — 15), which gave further confirmation of presence of PALB2 in
each cell line (further sequence details of primer pair 1513F/ 1803R can be found in
appendix 8). The third and final primer pair's amplicon included exon 6. With the
exon 6 deletion mutation a smaller product, by 72bp, was expected and indeed was
observed, (lane 21). With forward and reverse annealing sites at 2143F and 2764,
respectively, the successful mutants from X4, del/ins and Y551X were predicted to
produce a normal ~664 bp amplicon, as seen in lanes 20, 22, 23 and 24 (further
details on primer sequence are available in appendix 9). The parental cell line
(without the construct), vector only (cells transfected with just the vector, no PALB2)
and no template control were used as controls for each primer pair. These results
show correct amplification of PALB2 sequence in the respective cell lines consistent

with the presence of the individual PALB2 mutations.
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Table 3.1. A Table to show the correct use of primer pair to view PALB2 mutant sequences

during gel electrophoresis and DNA sequencing.

Mutant Primer pair required Figure

Del/ins (our patient) 1513F, 1803R 3.4

Y551X (EUFA 1341) 1513F, 1803R 3.6

X4 (EUFA 1341) 77143F, 1975R 3.8

X6 (our patient) 2143F, 2763R 3.9

Wild type 1513F, 1803R; 77143F, 3.5, 3.7 and 3.10
1975R; 2143F, 2763R

—
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Figure 3.3 Aragose gel electrophoresis after site directed mutagenesis.

Lanes 1-8 represent amplicons produced using primer pair 77143F and 1975R,
in order they are: 1= No template control, 2 =parental U20S cells, 3 = vector
only, 4= revertant X4, 5 = patient X6, 6 = patient del/ins, 7 = Y551X, and 8 =
WT. Lanes 9-15 illustrate the amplicons replicated using primer pair 1513F and
1803R, in order they are: 9 = parental U20S cells, 10 = vector only, 11 = X4, 12
= X6, 13 = dellins, 14 = Y551X, 15 = WT, 16 = no template control. Lanes 17-
24 represent PCR products using primer pair 2143F and 2763R, in order they
are: 17 = NTC, 18 = parental U20S cells, 19 = vector only, 20 = X4, 21 = X6,
22 = dellins, 23 = Y551X, 24 = WT.
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To further validate the correct transfections, Sanger sequencing was carried out.
Table 3.1 presents the primer pairs which were specifically chosen to detect PALB2
mutated regions for each cell line. Figures 3.5, 3.7 and 3.10 showing sequencing in
normal cells across the regions of the mutations 559, Y551X and revertant (exon 4
del) and exon 6 del reveal normal sequence in each case. Full electropherograms
are available in appendix 1 (for figure 3.10), appendix 2 (for figure 3.5), appendix 3
(for figure 3.7), appendix 4 (for figure 3.8), appendix 5 (for figure 3.4), appendix 6 (for
figure 3.9). Figure 3.8 demonstrates the correct sequence of the exon 4 deleted
mutation (X4) by showing exon 3 reading directly into exon 5 in the electropherogram
position 457. Similarly, figure 3.9 shows the correct sequencing indicating deletion of
exon 6; exon 5 transcribes directly into exon 7 close to position 361 in the
electropherogram. Correct insertion of the del/ins was confirmed by sequencing in
figure 3.4, where two adenines have been replaced with a guanine close to position
169 in the electropherogram. Similarly, for Y551X, figure 3.6 displays the point at
which one thymine residue has been mutated to an adenine, truncating the protein at
a.a position 551, close to position 133 on the electropherogram. The full
electropherograms are available in the appendix along with a BLAST analysis for
each of the data sets to confirm that no other mutants were present. Use of
sequencing has therefore, showed the presence of the correct sequence in the

correct cell lines.
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ETATT,'TGAM! GAAGARAACT

169 Exon4 1* Exon5

Figure 3.4
Electropherogram of
mutant, del/ins. The
highlighted guanine
replaces the two original
adenines 7 bases before
exon 5.

%AA'I' !AG CACGAAAAATTIATTTA"

i33 145
Exon 4
Figure _ 3.6
Electropherogram of
mutant, Y551X. The
highlighted adenine

replaces the two original
thymine, in turn producing
the codon ‘TAA’, a stop
codon at residue 551.
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'TTATT¢ARGTGAAAGGGAAGAAAACT

5 157 69
Exon 51
Exon 4

Figure 3.5 Electropherogram
of wild type displaying the
unmutated adenine residue
at position 1676 (a.a. 559.
The highlighted adenine is
not replaced by two guanine
residues, as with the del/ins
mutant.

AAA'I! AGCACGABRARATTATTIAT

akiziz] 145

Exon 4

oA

Figure 3.7 Electropherogram
of wild type displaying the
unmutated form of residue
551 where codon TAT codes
for tyrosine. The highlighted
thymine is not replaced by an
adenine in this mutant.




AACACT CA GAAGARAAACTCGTC?
57 469

Exon 5

Exon 3

Figure 3.8 Electropherogram
of mutant X4, displaying the
skipped exon 4. The codon
CAG of exon 3 leading, in
frame, straight into GGA of
exon 5

ATTCCGTCGAACAGIAATCCTICAGG
361 3573

Exon 5 , ]! Exon7

Figure 3.9 Electropherogram
of mutant X6, displaying the
skipped exon 6. The codon
CAG of exon 5 leading, in
frame, straight into AAT of
exon 7.

CAGTTAARAGRATCCTTICAGG

TGAAAGGGAAGAH |ATTCCGTCGAACAGACTG AAA(

157 361 373 433 445
Exon! Exon Exon Exon
40 =° oS A Exon Exon
6 7

Figure 3.10 Electropherogram of wild type displaying the presence
of exon 4 and exon 6. In figure A, exon 4 leads into exon 5. B
shows exon 5 leading into exon 6 and exon 6 into exon 7 in figure
3.8C.
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3.3 Testing the tetracycline-controlled transcriptional activation system using a
time course of doxycycline induction.
PALB2 mutant proteins were expressed in genetically identical cells i.e. isogenic

cells, in order that genetic differences in the cells would not be a confounding factor
when comparing the properties of the PALB2 mutations. The system used for this
purpose was based on the Flp-In U20S T-REx™ (Invitrogen 2011) human
osteosarcoma cell line. These cells contain an Flp Recombination Target (FRT) site
stably integrated into the human genome. Co-transfection of these cells with an
expression vector containing the gene of interest (PALB2) and an FRT site linked to
the hygromycin resistance gene (selectable marker), together with a Flp-recombinase
plasmid results in targeted integration of the expression vector at the FRT site in the
human genome. Regulation of expression of the integrated gene of interest (PALB2)
is controlled by two copies of the tet operator 2 (TetO2) elements of the E. Coli Tn10-
encoded tetracycline (Tet) resistance operon embedded in the cytomegalovirus
(CMV) promoter (Gossen and Bujard 1992, Yao et al. 1998).

The efficiency of the induction system was tested by harvesting the cells following
induction with doxycycline (a tetracycline derivative) for 24 and 48 hours alongside
an un-induced control for each cell line. Using Western blotting with anti-FLAG Ab,
PALB2 protein expression levels were analysed against induction time in order to
assess whether the transfections were successful, and also to assess the optimal
timing of doxycycline induction. Figure 3.11a shows the results of PALB2 expression
in WT (lanes 1-3), X6 (lanes 4-6), del/ins (lanes 7-9), Y551X (lanes 10-12), X4 (lanes
13-15) and a control cell line transfected with pcDNA5/FRT/TO vector only (lanes 16-
18) without the PALB2 sequence by Western blot analysis after doxycycline

induction. The blot has been split into two, the top panel shows location at ~170 kDa
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where endogenous, WT and X6 PALB2 are expected; bands at ~100 kDa are shown
in the lower panel where Y551X, del/ins and X4 were predicted to be; vector only
would not be expected to respond in this blot since there is no PALB2 protein in the
construct. In figure 3.11b, senataxin was used to validate results as a 50 pg loading
control. Figure 3.11a clearly illustrates a successful induction of PALB2 in the exon 4
deleted cell line as it is highly responsive to the induction system. A similar yield is
also shown from the Y551X cell line, and strong bands can be seen ~100 kDa. The
dell/ins cells (lanes 7-9) show bands at the expected (~100 kDa) location however,
the WT and X6 bands also show similar bands at ~100 kDa, it is therefore unclear as
to whether or not these bands are a consequence of cross-reactivity from the FLAG
anti-body or the induced expression as a direct result of doxycycline induction. The
observed band in lane 7 is less abundant than that which can been seen in lanes 8
and 9, therefore it can be assumed that this doxycycline induction was successful in
the del/ins mutant cell line, however further testing will be needed to confirm this.
Induction in the X6 and WT cell lines is less consistent and further analysis would
need to be undertaken to investigate their lack of expression after both 24 and 48
hour doxycycline induction.

This test has shown that two of the mutants, X4 and Y551X, had effective
tetracycline induction systems and are able to express large amounts of PALB2
mutant protein. Induction of the del/ins mutant potentially shows some increased
expression after doxycycline induction. Finally the WT and X6 cell lines did not

respond in this experiment.
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Figure 3.11a Western blot using anti-FLAG after doxycycline induction. All
mutants have an un-induced control, a 24 and a 48 hour induced sample. Lanes
1-3, 4-6, 7-9, 10-12, 13-15 and 16-18 represent samples from WT, X6, del/ins,
Y551X, X4 and pcDNA vector, respectively.
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Figure 3.11b Western blot using anti-sentataxin as the 50 ug loading control
during doxycycline induction analysis. All mutants have an un-induced control,
a 24 and a 48 hour induced sample. Lanes 1-3, 4-6, 7-9, 10-12, 13-15 and 16-
18 represent samples from WT, X6, del/ins, Y551X, X4 and pcDNA vector,
respectively.
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3.4 Choosing mutant cell lines
To enable further experimentation with cell lines displaying similar expression levels,

colonies were picked based on varied morphologies, size and location within the petri
dish. All colonies were picked in sterile conditions within a tissue culture hood.
Following stable growth, 18 of these colonies from each mutant were chosen,
induced and analysed on a Western blot using aprataxin as a 50 ug loading control
and an un-induced aliquot as a control. Firstly, in figure 3.12 the deleted exon 4
revertant shows variable levels at the expected (~100 kDa) size using antibody
PALB2 247A. This antibody was chosen because PALB2 246A epitope binding
(residues 200-250) site was lost with the deletion of exon 4 (412-1884). From this,
three cell lines were chosen and kept for further experimental use, lanes 4, 6, and 17
show cells kept for this purpose. Fig 3.13 shows X6 responding to doxycycline
despite not doing so previously. Blotting with anti-FLAG, this experiment showed a
defined band (the lower band of the two present), which is not visible in the un-
induced control, in all induced samples, just below the PALB2 band, at ~160 kDa
(figure 3.13). The anti-FLAG antibody was used because mutant X6 is difficult to
differentiate from endogenous PALB2 on the blot as X6 is only 24 a.a shorter, anti-
FLAG however will not bind with endogenous PALB2 therefore X6 can be clearly
identified. Using this blot the parental cell lines from lanes 3, 11 and 12 were chosen
as ‘normal’ expressers. Similarly, the blot for the del/ins mutant (figure 3.14) revealed
mixed expression levels from all induced samples and, as expected, no expression
from the un-induced control (lane C) using antibody PALB2 246A, chosen because
the epitope binding site (residues 200-250) was present in this cell line. The three
chosen cell lines include 2, 15 and 18 which were grown up and utilised during

further experiments. The Y551X mutant, as shown in figure 3.15, illustrates eighteen
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successful inductions and one, lesser expressed un-induced control (lane C) after
blotting with antibody PALB2 246A, chosen because the epitope binding site
(residues 200-250) was present. In keeping with the other mutants three ‘normal
expressers’ were chosen using the blot, here cell lines from lanes 4, 6 and 10 were
kept for further experimental use. Finally, in contrast to the other mutants the WT cell
lines showed no indication of increased expression (figure 3.16) after blotting with
anti-FLAG. Anti-FLAG had to be used as, similar to mutant X6, when using
antibodies PALB2 246A or 247A it becomes impossible to differentiate between
endogenous and mutant PALB2. Nonetheless, three cell lines were chosen from
these cell lines in order to establish a cause for these expression issues, the cell

lines came from lanes 6, 11 and 17.
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Figure 3.12 Western blot using antibody PALB2 247A (the deletion removes
the epitope detected by PALB246A) showing expression of mutant cells X4
after doxycycline induction. Full-length (top) and truncated (bottom) PALB2
bands can be seen, X4 band lies 491 amino acids below the endogenous at
~100 kDa. Lane C illustrates the un-induced control cell line and lanes 1-18
represent colonies 1-18, respectively.

Anti-FLAG
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8§ 9 10 11 12 13 14 15 16 1718

Figure 3.13 Western blot using anti-FLAG showing expression of mutant cells
X6 after doxycycline induction. Mutant X6 PALB2 bands can be seen, 24 amino
acids below where the wild type would express. Anti-FLAG generates large
amounts of background activity, here a band lies at ~170 kDa where PALB2
would be expected. Lane C illustrates the un-induced control cell line and lanes
1-18 represent colonies 1-18, respectively.
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Figure 3.14 Western blot using antibody PALB2 246A showing expression of
mutant cells del/ins after doxycycline induction. Full length (top) and truncated
(bottom) PALB2 bands can be seen, del/ins band lies 627 amino acids below full
length at ~100 kDa (bottom). Lane C illustrates the un-induced control cell line
and lanes 1-18 represent colonies 1-18. respectivelv.
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Figure 3.15 Western blot using antibody PALB2 246A showing expression of
mutant cells Y551X after doxycycline induction. Full length (top panel) and
truncated (lower panel) PALB2 bands can be seen, Y551X band lies 635
amino acids below the full length at ~100 kDa (lower panel. Lane C illustrates
the un-induced control cell line and lanes 1-18 represent colonies 1-18,
respectively.

WT
ALB2

C 1 2 8 9 10 11 12 13 14 15 16 17 18

170
kDa Figure 3.16 Western blot using anti-FLAG showing expression of cell line WT

after doxycycline induction. WT PALB2 bands can be seen ~170 kDa. Lane C
illustrates the un-induced control cell line and lanes 1-18 represent colonies 1-18,
respectively.
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3.5 Knockdown of endogenous PALB2 using siRNA to the 3’ UTR.
Endogenous PALB2 is present in each mutant cell line therefore it is essential to

knockdown the endogenous protein leaving only the mutant variants to ensure that
all binding activity seen in further experiments is a direct cause of the mutant PALB2.
Initially, the protocol was optimised with respect to duration of treatment and
concentration of siRNA. To do this the del/ins cell line was used as it was
straightforward to separate endogenous (~170 kDa) and mutant expression (~100
kDa). After siRNA transfection cells were lysed and run on a Western blot to assess
how effective treatment had been. The membrane was blotted with PALB2 246A
(figure 3.17a) with aprataxin as a 50 ug loading control (figure 3.17b) and developed
using ECL. As seen in figure 3.17a endogenous PALB2 was successfully knocked
down in all siRNA treated samples (lanes 2-13) as all control samples (lanes 1 and
14-17) were still displaying endogenous PALB2 expression, confirming that this

siRNA is specific to our protein of interest, PALB2.

3.6 Anti-FLAG immunoprecipitation using mutant cell line del/ins.
Immunoprecipitation using anti-FLAG to pull down the FLAG containing PALB2

mutant protein and other proteins in complex was achieved as seen in figure 3.18.
Protein expression is seen at ~100 kDa in lanes 3 and 4, and faint bands in lanes 5
and 6, all of which represent successful pull down of the dellins mutant
immunoprecipitating with 2, 4, 6 and 8 ug of FLAG antibody (lanes 3-6, respectively).
Lane 1, 2 and 7 represent the control samples, lane 1 is a doxycycline induced whole
cell lysate, lane 2 shows an un-induced lysate with antibody and protein G sepharose
beads, and lane 7 shows the induced lysate with protein G beads and no antibody.
The expression of endogenous PALB2 in the no-bead control validates the specificity

of the antibody to the mutant since endogenous PALB2 is expressed in this sample
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and not in the rest. Lane 2, where the un-induced control is present shows a faint
band within the 100 kDa region, this control was used to compare how much protein
was available for IP before doxycycline induction. Lane 7 proves the specificity of the
antibody to the protein since no antibody was added to the solution no protein would
be expected to pull-down. This experiment has proved that immunoprecipitation of
mutant proteins is possible using anti-FLAG. Furthermore, it also shows that 4 ug of
anti-FLAG is the optimal concentration to immunoprecipitate using this protocol.
Moving on from this it would be possible to use this Western and blot for BRCA1 and
BRCAZ2 to assess whether the complex has changed to accommodate this mutant.

Protein interaction analysis using immunoprecipitation with anti-FLAG enabled the
identification of the optimal treatment conditions before carrying out additional
experiments. Four separate reactions with incrementally higher antibody
concentration (2, 4, 6 and 8 ug) were set up and precipitated using protein G
sepharose beads. Western blot analysis was used to assess which proteins were
pulled down in complex with the FLAG containing PALB2 (Figure 3.18). Three
controls are present, one doxycycline induced del/ins mutant whole cell lysate (lane
1) and one un-induced del/ins mutant with protein G sepharose bead precipitation
(Lane 2) and a beads only control used without any antibody (lane 7). The no-bead
control displays a band at the location of endogenous PALB2 (~170 kDa) whereas
the un-induced control with beads only shows a band in the 100 kDa region. The
immunoprecipitated cells incubated at an antibody concentration of 2, 4, 6 and 8 g
are shown in lanes 3, 4, 5, and 6, respectively. The upper panel on figure 3.18
displays the protein ~170 kDa, the position of endogenous PALB2. Lanes 2-7 show a

lack of antibody binding at this location which proves that the FLAG antibody used to
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pull down PALB2 is specific to the mutant protein rather than the endogenous. The
lower panel in figure 3.18 represents the length of the protein immunoprecipitated
with anti-FLAG at approximately 100 kDa, in keeping with the length of the target
dellins mutant. Despite the higher concentration of antibody used for
immuniprecipitation in lanes 5 and 6, it seems there has been a loss in binding
efficiency in these samples, it could be assumed that this is consequence of an
artefact or loading error. Since this was an optimisation step, it can be confirmed that
4 ug of antibody is sufficient to produce the desired protein binding over 48 hour

incubation period.

Scrambled
dsiRNA after
48 hour
22.5nM 45 nM 90 NM 180 nveontrol 4 tment
| | | | i (nM).

22.5,24 48 72\ ,24 48 72| ,24 48 72\ ,24 48 72‘ 45 90 180

Un-induce

Lane 1 2 3 4 6 7 8 10 1 1 13 14 15 1 17

Figure 3.17a Western blot using FLAG antibody after siRNA knockdown of
endogenous PALB2 in del/ins mutant cell line. Lanes 2-4 show knockdown
efficiency using 22.5nM of siRNA after 24, 48 and 72 hours, respectively.
Lanes 5-7 show knockdown efficiency with 45nM siRNA after 24, 48 and 72
hours, respectively. Lanes 8-10 show knockdown efficiency with 90 nM after
24, 28 and 72 hours, respectively. Lanes 11-13 show knockdown after 24, 48
and 72 hours, respectively, when using 180 nM of siRNA. Lanes 1 and 15-17
demonstrate a positive control using scrambled siRNA with doxycycline
induced del/ins cells. Lane 14 shows the negative, uninduced control. X marks
a cross reacting band.
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Aprataxin

Figure 3.17b Aprataxin loading control during Western blot after siRNA
knockdown.

Endogenous
PALB2

—
170 kDa

Dell/ins

100kBa

Figure 3.18. Western blot using antibody PALB2 246A after
immunoprecipitation with anti-FLAG. Lane 1 displays a whole cell
lysate, lane 2 shows a second un-induced control with beads, lanes
3-6 are protein samples using 2, 4, 6 and 8 g of antibody during
immunoprecipitation and lane 7 represents the ‘beads only’ control.
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4 Discussion

Described here is a case of Fanconi anaemia with compound heterozygous alleles
for PALB2/FANCN (identified as patient 10). The paternal mutation is c.2586+1G>A
that leads to skipping of exon 6 in the mRNA and the in frame deletion of all 24
amino acids of exon 6 (abbreviated here as “X6’). Transcripts from this allele are
translated from exon 5 into exon 7 in-frame (See figure 4.1). The maternal mutant
allele deletes two adenosines at nucleotides 1676 and 1677, replacing them with a
guanine (1676_1677delAAinsG, abbreviated here as ‘del/ins’). This results in a
translational frame shift that truncates the PALB2 protein at amino acid 559, which is

also changed from glutamine to arginine (p.GIn559Argfs*2).
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Figure 4.2. A figure to show the frame shift
incurred by the del/ins mutant. Results
acquired from NCBI: ORF Finder.

Figure 4.1 A figure to show the open
reading frame with and without exon 6
Results acquired from NCBI: ORF Finder
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4.1 Assessing PALB2 protein level in 6 family members

| tested PALB2 expression in patient whole cell lysates using Western blot and
antibody PALB2 246A (figure against antibody PALB2 246A figure 3.1b) and PALB2
247A (figure against antibody PALB2 247A figure 3.1b). Figure 3.1 and 3.2 confirmed
the presence of PALB2 from two mutant alleles in the patient, from different single
mutations in each parental cell line and two other children. A fourth child had normal
PALB2 consistent with homozygosity for wild type alleles.

Figure 3.1b and 3.2b show a variation in sample loading which caused difficulty when
observing the relevant bands, since this was the first Western blot performed in the
laboratory my knowledge was limited, therefore | was unaware that this Western blot
should have been repeated. This has taught me that checking the loading controls

during a Western blot is imperative during future experiments.

4.2 Generation of Cell Lines Expressing Individual Mutant or WT PALB2
Proteins
In keeping with previous Fanconi anaemia related PALB2 experiments (Xia et al.

2006a, Zhang et al. 2009b) cell lines were generated by site directed mutagenesis in
order to study the separate PALB2 mutations in the patients. The pcDNA5-FLAG
construct used here was specifically chosen for its tetracycline induction system.
Using an efficient induction system expression of the recombinant protein can be
monitored and controlled. Cell lines that contained mutations (Including a revertant
sequence) from another patient EUFA1341 (Xia et al. 2006b) were also generated for
comparison with the germline PALB2 mutations of my patient (patient 10). The
EUFA1341 mutation Y551X and a revertant mutation from the same cell line that

deletes exon 4 (X4) were chosen instead of the other 6 previously published cases
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for a number of reasons; first, the Y551X allele resulted in a truncated protein
whereby the C-terminal WD40 repeats are removed, the consequence of which is
similar to that of the del/ins mutation in my patient which suffers a frame shift and
truncation at codon 559. Second, the in-frame exon 4 deletion revertant mutation of
EUFA1341 retains both the N-terminus and the C-terminus, including the WD40
repeats, and retains BRCA1 and BRCAZ2 binding capacity and some PALB2 activity.
Finally, the EUFA1341 mutants are a good reference for comparison with other

studies because they have been used widely in the literature.

4.3 Sanger Sequencing
Proof of successful mutagenesis was shown by DNA sequencing (figure 3.3)

showing that amplicons are a result of the transfected pcDNA5-PALB2 construct
rather than endogenous PALB2. The importance of sequencing was demonstrated
during the first attempt of sequencing where some colonies were found to have
random mutated artefacts, in addition to un-mutated regions where mutations were
expected. It is unclear whether this is a result of sample mix-up, mutagenesis failure
or inaccurate sequencing however further sequencing of alternative colonies proved
that mutagenesis had been successful in the picked colonies. Sequencing analysis,
as seen in figures 3.4 — 3.10, identified the correct mutations in the correct cell lines
and therefore, successful mutagenesis. From this stable U20S cell lines expressing

the correct PALB2 mutants in the correct sample have been confirmed.

4.4 Doxycycline Induction
The tetracycline-controlled transcriptional activation system, as part of the original

pcDNA5-PALB2 vector, was used to control expression of each mutant. This

induction system was first described by Gossen and Bujard (1992), by manipulating
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the Tn10 tetracycline repressor system found in E.coli. The tetracycline repressor
(tetR) controls expression of the tetracycline resistance genes. In the presence of
tetracycline (or a suitable derivative) tetR is left unbound to promoters within the
operon therefore, resistance genes are allowed to overexpress. A construct was
developed whereby any core promoter fused to this system would be stimulated into
over expression of the target gene. Protein translation will lie almost dormant until the
concentration of tetracycline is rapidly increased in the cell. Once induced this
system can increase expression to over five orders of magnitude.

Figure 3.11 displays varied responses to the tetracycline induction system. For the
over expressers, in particular X4, the difference in expression between the un-
induced (lane 13) and induced (lanes 14 and 15) clearly shows that not only does the
construct work, but that it is extremely efficient in this cell line. A similar pattern was
found in the Y551X (lanes 10-12) mutant which again, showed effective expression in
this cell line between induced (lanes 11 and 12) and uninduced (lane 10). The
construct seemed to be less active in the X6 (lanes 4-6) and del/ins (lanes 7-9) cells,
although bolder bands are seen at ~170 kDa and ~100 kDa, respectively, in some
cell lines on the Western blots. Results from X6 (lanes 4-6) and del/ins (lanes 7-9)
indicate a partially inducible construct as the increase in expression is not as notable
as that from X4 (lanes 13-15) and Y551X (lanes 10-12) cell lines. Induction of WT
(lanes 1-3) indicated little to no change in expression compared to that over the un-
induced control. This is somewhat of a concern as the wild type cell line was to be
used as a control against the other mutants. Further testing was required to be able
to provide resolution of this problem. There are a number of reasons why all cell lines

displayed varied results after doxycycline induction; firstly, the stability of the host cell
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lines is a major factor since an unstable lineage can cause ineffective transcription
and inevitably, cell death. However, the U20S host, as used in all mutant cell lines, is
one recommended by the T-REx™ user manual (Invitrogen 2011) making this an
unlikely cause. Additionally, the expression levels of the protein also rely on the
number of cells available, the fewer the cells, the less available DNA to transcribe
from. Inadequate volume of cells is an unlikely cause for lack of expression as a 50
Mg loading control was used (figure 3.11b), showing equal expression across all
lanes. Furthermore, cells were visually assessed for confluence in the tissue culture
dish before doxycycline induction (Berens and Hillen 2003). Figure 3.4 outlines how
effective the doxycycline induction was using cell lines containing a truncated PALB2
mutant construct (Y551X and X4), whereas the longer proteins were less susceptible
to induction (WT and X6). Taken together it would seem that there is another reason
for the lack of expression in certain cell lines, proposing the question whether over

expression of full-length PALB2 is toxic to the cell.

4.5 Choosing mutant cell lines
It is important for further experiments that all cell lines are expressing PALB2 at

similar levels. Figures 3.12 — 3.16 display the various expression levels shown
between different cultures in all five experimental cell lines. In keeping with the
Western blot shown in figure 3.11, expression varied between cultures within the
same cell line after 48 hour doxycycline induction. X4 (figure 3.12, lanes 1-18) and
Y551X (figure 3.15, lanes 1-18) constructs displayed high levels of protein
expression after doxycycline induction compared to the un-induced control (lane C),
these results are similar to the expression levels shown in figure 3.11. X6 induction

(figure 3.13) indicated expression at the expected band (~160kDa) in all induced
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cultures (lanes 1-18) with no expression in the un-induced (lane C), confirming the
success of the construct in this cell line. In contrast to the previous induction test
(figure 3.11) where del/ins displayed weak induction efficiency, figure 3.14 proved
certain strains of del/ins were inducible using this construct. Again, there was no
notable change in WT expression after doxycycline induction in all 18 colonies,
further supporting the theory that over expression of WT PALB2 could be toxic to the
cell. Other explanations include the use of antibody when using PALB2 246A or
PALB2 247A during Western blotting. With the exception of wild type all other
mutants are expressed at different sizes to endogenous PALB2 (~170kDa), therefore
making it impossible to differentiate between the expression of the WT and
endogenous PALB2 when using one of these antibodies. Additionally, the M2 FLAG
antibody used to blot during these experiments generated a lot of background ‘noise’
on the blots, it is therefore difficult to differentiate between what is a direct effect of

our induction system and a result of this ‘noise’.

4.6 Small Interfering RNA
By knocking down endogenous PALB2, it was possible to ensure any further

interactions between PALB2 and other proteins within the cell were a direct effect of
the recombinant, mutant protein. Firstly, the optimal treatment conditions needed to
be established, including concentration of siRNA and duration of treatment. Using the
del/ins cell line siRNA concentration levels were staggered at 22.5 nM, 45 nM, 90 nM
and 180 nM for 24, 48 and 72 hours. Five controls included, four scrambled RNA
samples transfected with 22.5 nm, 45 nm, 90 nm and 180 nm for 48 hours each and
one un-induced control. To test this protocol the del/ins mutant was chosen as it is

distinctively smaller than endogenous PALB2 and, therefore, there would be no
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dispute whether or not any interaction was a reflection of mutant or endogenous
PALB2 activity. Successful knockdown using this siRNA was achieved, as shown in
figure 3.17, lanes 2 - 13. Using antibody PALB2 246A, high levels of dellins
expression was detected at ~100kDa. Additionally, absence of knockdown is
displayed in all control samples (lanes 1, 14-17). These results suggest a successful
knockdown of endogenous PALB2 with simultaneous induction of mutant del/ins.
Using these results optimal conditions for further experiments were established and it
was concluded that transfection of siRNA in a 45 nM concentration for 48 hours
produced the required level of PALB2 knockdown. Figure 3.18 shows equal loading
of 50 ug using aprataxin (~40 kDa).

4.7 Immunoprecipitation

Immunoprecipitation using anti-FLAG to pull down the FLAG containing PALB2
mutant protein and other proteins in complex was achieved as seen in figure 3.19.
Protein expression is seen at ~100 kDa in lanes 3 and 4, and faint bands in lanes 5
and 6, all of which represent successful pull down of the dellins mutant
immunoprecipitating with 2, 4, 6 and 8 ug of FLAG antibody (lanes 3-6, respectively).
Lane 1, 2 and 7 represent the control samples, lane 1 is a doxycycline induced whole
cell lysate, lane 2 shows an un-induced lysate with antibody and protein G sepharose
beads, and lane 7 shows the induced lysate with protein G beads and no antibody.
The expression of endogenous PALB2 in the no-bead control validates the specificity
of the antibody to the mutant since endogenous PALB2 is expressed in this sample
and not in the rest. Lane 2, where the un-induced control is present shows a faint
band within the 100 kDa region, this control was used to compare how much protein

was available for IP before doxycycline induction. Lane 7 proves the specificity of the
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antibody to the protein since no antibody was added to the solution no protein would
be expected to pull-down. This experiment has proved that immunoprecipitation of
mutant proteins is possible using anti-FLAG. Furthermore, it also shows that 4 ug of
anti-FLAG is the optimal concentration to immunoprecipitate using this protocol.
Moving on from this it would be possible to use this Western and blot for BRCA1 and

BRCAZ2 to assess whether the complex has changed to accommodate this mutant.

4.8 Troubleshooting
Time was a difficult factor from the outset of this project, 17 weeks to create and grow

five stable mutant cell linages with similar expression levels and perform numerous
experimental methods was ambitious. With this in mind preliminary and optimisation
experiments were used to avoid spending time constructing the same experiment
numerous times. For instance, after site directed mutagenesis the cells were allowed
to grow up on a petri dish, after days of growth twelve colonies were picked in to
wells of a 96 well plate. PCR and DNA sequencing was performed on one of the
twelve colonies picked, when one of the sequence analyses returned unsuccessful
another colony was promptly chosen from the 96 well plate, PCR amplified and
sequenced, this time round analysis proved a successful mutant was present. Having
these additional colonies ready created a more efficient process whereby the mutant
cells were available without going through the lengthy mutagenesis and transfection
processes again. Additionally, during DNA sequencing each mutant was sequenced
with both the forward and the reverse primer for the relevant pair to provide two
separate results for the same mutant to ensure the correct mutants were in place.
This proved to be useful during analysis when identifying the unsuccessful mutant by

checking both electropherograms for confirmation.
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Other preliminary experiments undertaken included the doxycycline induction, a test
which identified the optimal time needed to induce the cells. Establishing optimal
conditions of doxycycline treatment early on meant cells were not induced for longer
than necessary, therefore saving time. More importantly, optimisation of induction
conditions meant the construct was induced long enough to be able to effectively
increase PALB2 expression. As shown in figure 3.11, cells treated for 48 hours did
not display much increase in expression compared to those treated for 72 hours, this
result indicates a plateau effect therefore underlying the importance of this
experiment in enabling optimal use of time and efficiency of the construct. Similarly,
the siRNA transfection was performed with two variables, concentration of siRNA and
duration of treatment. The same principle applies here, by optimising these two
variables both time and resources would be saved upon completion of further siRNA
treatments. Optimisation of IP experiments by staggering antibody concentration
during immunoprecipitation meant resources could be saved by not overusing the
antibody during each IP. Finally, further troubleshooting was addressed by using
different antibodies depending on the mutant strain used, for example the deleted
exon 4 in mutant X4 removes a 491 amino acid sequence (residues 412-1884) which
also deleted the epitope to PALB2 246A antibody, located at residues 200-250. It
was not until one Western blot failed to show any X4 activity after doxycycline
induction that this was brought to light, however PALB2 247A provided an epitope
available for X4 binding. As previously addressed other antibody issues arose during
the course of this project, mostly from the unspecific binding of FLAG. Figure 4.3
shows a blot run after siRNA transfection using the same lysates as those shown in

figure 3.17 using PALB2 246A. However in Fig 4.3 instead of indicating knockdown
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of endogenous PALB2 this blot suggests that there is still protein expression. The
conclusion is that the 170kDa band in Fig 4.3 is a consequence of non-specific
binding by the FLAG Ab. In order to avoid this issue arising again another FLAG

antibody was ordered for future experiments.

4.9 Applications to the Field

4.9.1 Is PALB2 toxic to the cell?
Although it is unfinished, this work has brought to light many questions regarding the

functionality of PALB2 and its mutants. Firstly, the over expression of full-length
PALB2 has been indicated as potentially toxic to the cell, after evaluating the
available literature it would seem that overexpression of PALB2 has not previously
been reported as being toxic to the cell; furthermore, Reid et al. (2007), Xia et al.
(2006b), Zhang et al. (2009a) and Zhang et al. (2009b) all published results where
recombinant PALB2 was over expressed in U20S host cells, in each case their

experiments were successful and produced valid data. In addition, PALB2 was also

1 2 3 4 5 6 7 8 91 1 11 1 1 1 1

170 kDa
Background

100 kDa_
Del/ins

Figure 4.3. Western blot after knockdown of endogenous PALB2
and detection of induced PALB2 using anti-FLAG. The bands at
~170 kDa, where the endogenous PALB2 would be expected, are not
present using PALB2 246A (Fig 3.17) but appear to be present here
using FLAG Ab. The signal here at ~170kD in Fig 4.3 is a
consequence of unspecific binding of FLAG Ab.
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expressed in HelLa, 293/293T cells, non-neoplatic, epithelial cells, fibroblasts, LCLs,
SF9 insect cells, and lymphocytes without any mention of any toxic responses to the

cell (Oliver et al. 2009).

4.9.2 Does del/ins function in the FA pathway?
Serra et al (2012) recently published a case from a FA patient homozygous for

mutant del/ins (1676_1677DelAA/InsG), the same as the mutation in my patient the
investigated here. Their patient exhibited the most severe form of FA phenotype with
embryonal tumours, Wilms, neuroblastoma and a medulloblastoma as well as
abnormal thumbs, horseshoe kidney, sacral dysplasia and uterine bicorn.
Importantly, Serra et al. (2012) noted that they did not detect any notable
PALB2/FANCN activity in patient cells as measured by MMC induced chromosome
breakage analysis (100% of the metaphase cells showed >10 breaks after MMC
exposure). However, their report lacked much information on the functionality and
activity of this mutant. Located at the C-terminus of PALB2, seven WD40 repeats
form a seven bladed locking mechanism whereby the N-terminus of the first blade
binds to the C-terminal tiers of the seventh blade, thereby stabilising PALB2. Both
patients 8 and 9 (see table 1.1) exhibit heterozygous Y1183X alleles, a mutant
PALB2 protein which truncates 3 codons upstream of the termination codon. Y1183X
causes the loss of WD40 repeat domain and in turn, the locking mechanism, since
the loss of only the final 3 codons is enough to destabilise PALB2 in these patients, it
would seem logical to assume that del/ins produces similar, destabilising effects.
Despite this, research into the effect of embryonic development in PALB2 knockout
mice suggests that although these truncated proteins are no longer stable, they are

still generating some form of activity from the N-terminal, coiled coil region. Both
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studies by Rantakari et al. (2010) and Bouwman et al. (2011) clearly suggest that
embryonic lethality within early gestation was a direct result of PALB2 knockout. All
10 patients listed in table 1.1 present either homozygous or compound heterozygous
mutants of PALB2 but yet survived passed birth, taken together this data suggests

that hypomorphic PALB2 activity is present in the identified mutants.

4.10 Future Work
Firstly, to further test the efficiency of the induction construct in WT cell lines Western

blot would be used using a different branded FLAG antibody if, as before, there is no
change in the expression of un-induced compared with the induced samples. If this
antibody also proves to be unspecific, another option would be to siRNA treat WT to
knockdown endogenous PALB2 since we have already proved that the siRNA
transfections work, Western blot analysis with antibody PALB2 246A or 247A would
generate bands at ~170 kDa where WT expression should lie, since endogenous
PALB2 would be knocked down the resulting bands would be an effect of doxycycline
induction, representing the induced expression of WT PALB2.

By inducing cells with siRNA and doxycycline, knockdown of endogenous PALB2
and expression of the mutant PALB2, followed by subsequent reciprocal co-
immunoprecipitation and Western blot experiments, it will be possible to study the
implications of X6, X4, Y551X and del/ins expression on PALB2 binding affinity with
all known binding partners of PALB2. To check the integrity of our experimental
procedures our results would be compared to that published by Xia et al. (2006b)
Sequential experiments would involve understanding whether the PALB2 mutants
retain their ability to localise to the nucleus after IR/MMC treatment.

Immunofluorescence would visualise the movements of any tagged protein both
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before and after IR'MMC treatment, using the two results to compare PALB2
concentration in the nucleus with results from wild-type. Subcellular fractionation
could further aid in assessing the localisation of mutant PALB2 within the nucleus, for
example, does the complex locate to the foci of DNA double stranded breaks like WT
PALB2? (Xia et al. 2006a, Sy et al. 2009, Zhang et al. 2009b). Flowcytometry can
separate cells by size and position in the cell cycle, if DNA DSBs remain unrepaired
when the cell reaches the G2 check point it will remain in G2 until the DSB is
repaired and only then will it progress onto mitosis. An ineffective DSB repair
pathway caused by inactive mutant PALB2 would result in a high volume of cells at
G2 arrest after IRIMMC treatment, as shown by the flowcytometer. Analysis of
PALB2 expression and other interacting partners can also be achieved using a
flowcytometer. Additionally, cell apoptosis and proliferation using fluorescent
antibodies bound to cell surface proteins can be monitored with using flowcytometry.

After assessing the effect of mutant PALB2 on the cells, testing for protein binding
sites, checking localisation, expression levels, and effect on homologous
recombination, WT will be transfected into the same cell lines as the mutant to see if
PALB2 functions and binding partners are restored, thereby confirming the loss of

function from mutant alleles.
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5. Conclusion
PALB2/FANCN is one of the 15 currently known FA associated proteins, functionally

involved in the DNA double stranded break repair pathway via homologous
recombination (Xia et al. 2006a, Sy et al. 2009a, Zhang et al. 2009a, Zhang et al
2009b). Of the 15 currently known FA complementational groups, FA-N is one of the
more recently described. Of the mutants used here, X4 and Y551X have been
previously described in several publications and their consequences upon cellular
activity have been well documented (Xia et al.2006a, Sy et al. 2009a, Zhang et al.
2009a, Zhang et al. 2009b). Cells from the PALB2 Del/ins and X6 from a patient was
investigated here. Mutant del/ins has previously been reported (Serra et al. 2012) in
a homozygous PALB2 patient, however the impact this mutation had on PALB2
function was not studied fully by these authors. Interestingly, my patient was
diagnosed with lymphoma, a disease not recognised as being associated with FA.
My project set out to create five cell line each carrying a different PALB2 mutation
mutant in order to evaluate their effect on the DSB repair pathway at the cellular
level, paying particular attention to the patient 10 copied PALB2 mutants (X6 and
del/ins). The size and expression of PALB2 mutants from patient 10, both parents
and two siblings, and the homozygous wild-type alleles in one sibling were confirmed
using Western blot. Site directed mutagenesis followed by transfection of the
construct, that included a tetracycline-controlled transcriptional activation system, in
frame FLAG sequence and one of four mutant or the wild-type PALB2 alleles, was
confirmed using PCR amplification as well as DNA sequencing. Activity of the
tetracycline regulatory system was established and cell lines were chosen based on
their PALB2 mutant expression. Endogenous PALB2 knockdown was achieved in

del/ins cell line using siRNA and confirmed with Western blotting against antibody
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PALB2 246A. Immunoprecipitation of the del/ins mutant protein using anti-FLAG in
knocked down del/ins cell lines was confirmed using Western blot with antibody
PALB2 246A. All experimental results are preliminary and much work is still to be
done to be able to draw a definitive conclusion on the impact each mutant has upon
PALB2 activity and, in turn, how this affects the DSB pathway. Moreover, this
information can be used to further understand the link between PALB2 activity and

lymphoma development in the two affected individuals described here.
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Appendix
Appendix 1 — WT electropherogram using primer 2143F

S/N G:251 A:186 1:158 C:176 KB_3500_POP7_BDTv3.mob Apr 02,2014 01:21PM, BST
KB.bcp Pts 1738 to 9510 Pk1 Loc:1721 Spacing:12.89 Pts/Panel1500
KB 1.4.1.8 Cap:1 7 R Version 5.4 HiSQV Bases: 61707” Plate Name: 0204 14Phil

G ACGG IC GACTA A ']G C TCT TG?T T(ACC TG C T TICCCCATC TTAGGTICTACTCCAGCCTT TGGCCCT(AAGGCTCC'IATGJ:AAAAGCATCTACAGAAGTTGCTGGACGPACTTGchCA
‘ 1 3 5 25 37 49 61 73 85 97 109

| 1236
824
‘ 0 ‘ ‘ ’v ) A AA
CACCCCAACTTGCTCATTTG AAAGACTCAGTCTGTCTTGCCAG TG ?TACTAAACAATTCGACAGTTCAG GCAGCCCAG CAABRACCACATACCACCC TGCARGTGTCAGGCAGGCAAGG FCAACCT)
1 133 145 157 169 181 193 205 . a9 229 241
1236
824

412 ‘
0 : LU U | LIV A
B

ACCTGTGICTGTGACTCTGTCCCGCCAGGAACACCTCCRCCCATTGAGTCETTCACTTTTAPAGAAAATCAGCTCTGTAGAAACACATGCCAGGAGCTGCATAAPCATTCCGTCGAACAGACTGAAAC
253 265 277 289 301 313 325 337 349 361 373

1236
824

mmmlﬂlmhUum“mlmlmmmmuhﬂlumAhuumMﬂuJuMuu“uﬂmmmmnhhmhllm

AGCAGAGCTTCCTGCTTCTGATAGCATPAACCCAGGCAACCTACAATTGGTTTCAGAGTTAAAGAATCCTTCAGGTTCCTGTTCCGTAGATGTGAGTGCCPTGTTTTGGGAPAGAGCCGGTTGTAP

385 397 409 421 433 445 457 469 481 493
1236
| 824
| 412
o]
Printed on: Thu Jul 03,2014 01:02PM, BST Electropherogram Data Page 1 of 2
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WT 2143F BLAST sequence

Range 1: 2372 to 2986

Score
1136 bits(615) 0.0()  615/615(100%) 0/615(0%) Plus/Plus

Features:

Query
Sbict
Query
Sbict
Query
Sbict
Query
Sbjct
Query
Sbjct
Query
Sbict
Query
Sbict
Query
Sbict
Query
Sbjct
Query

Sbjct

1

2372

61

2432

121

2492

181

2552

241

2612

301

2672

361

2732

421

2792

481

2852

541

2912

Alignment statistics for match #1

Expect Identities Gaps  Strand Frame

TTCACCTGCTTTCCCCATCTTAGGTACTACTCCAGCCTTTGGCCCTCAAGGCTCCTATGA

Frrrrrrrrrrrrrrrrrrrrr e e et e e et e e e e
TTCACCTGCTTTCCCCATCTTAGGTACTACTCCAGCCTTTGGCCCTCAAGGCTCCTATGA

AAAAGCATCTACAGAAGTTGCTGGACGAACTTGCTGCACACCCCAACTTGCTCATTTGAA

Frrrrrrrerrrrrrrrrrrrr e e et e e ettt et et
AARAGCATCTACAGAAGTTGCTGGACGAACTTGCTGCACACCCCAACTTGCTCATTTGAA

AGACTCAGTCTGTCTTGCCAGTGATACTAAACAATTCGACAGTTCAGGCAGCCCAGCAAA

FErrrrrrrrrrerrrerrrerrrerrr et ettt ettt
AGACTCAGTCTGTCTTGCCAGTGATACTAAACAATTCGACAGTTCAGGCAGCCCAGCAAA

ACCACATACCACCCTGCAAGTGTCAGGCAGGCAAGGACAACCTACCTGTGACTGTGACTC

FErrrrrrrrrrerrrerrrerrrrrr e et ettt et
ACCACATACCACCCTGCAAGTGTCAGGCAGGCAAGGACAACCTACCTGTGACTGTGACTC

TGTCCCGCCAGGAACACCTCCACCCATTGAGTCATTCACTTTTAAAGAAAATCAGCTCTG

FErrrrrrrrrrrrrrrrrrrr e e et e e et e e e e et
TGTCCCGCCAGGAACACCTCCACCCATTGAGTCATTCACTTTTAAAGAAAATCAGCTCTG

TAGAAACACATGCCAGGAGCTGCATAAACATTCCGTCGAACAGACTGAAACAGCAGAGCT

Frrrrrrrrrrrerrrerrrerrrerrrrrrre ettt et
TAGAAACACATGCCAGGAGCTGCATAAACATTCCGTCGAACAGACTGAAACAGCAGAGCT

TCCTGCTTCTGATAGCATAAACCCAGGCAACCTACAATTGGTTTCAGAGTTAAAGAATCC

Frrrrrrrrrrrerrrerrrerrrerrrrrrre ettt et
TCCTGCTTCTGATAGCATAAACCCAGGCAACCTACAATTGGTTTCAGAGTTAAAGAATCC

TTCAGGTTCCTGTTCCGTAGATGTGAGTGCCATGTTTTGGGAAAGAGCCGGTTGTAAAGA

FErrrrrrrrrrerrrerrrerrrerrr ettt ettt ettt
TTCAGGTTCCTGTTCCGTAGATGTGAGTGCCATGTTTTGGGAAAGAGCCGGTTGTAAAGA

GCCATGTATCATAACTGCTTGCGAAGATGTAGTTTCTCTTTGGAAAGCTCTGGATGCTTG

FErrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrre e
GCCATGTATCATAACTGCTTGCGAAGATGTAGTTTCTCTTTGGAARAGCTCTGGATGCTTG

GCAGTGGGAAAAACTTTATACCTGGCACTTCGCAGAGGTTCCAGTATTACAGATAGTTCC

FEErrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrer e
GCAGTGGGAAAAACTTTATACCTGGCACTTCGCAGAGGTTCCAGTATTACAGATAGTTCC
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Appendix 2 — WT electropherogram using primer 1513F

SIN G:1562 A:1510 T:1146 C:929 KB_3500_POP7_BDTv3.mob A'pr 02,2014 12:16PM, BST
KB.bcp Pl 16501 5346 Pk1 Loc:1633 Spacing:13.02 Pis/Panel1500
KB14.18 Cap21 nE4 HISOVBases 280 | T Dl N OO0 APHE

CCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCC

: _\»,mu_‘.th.mmo.uuhmlLﬂuumﬂuuummn il uumlumhm.nnuu

ARATATCAGCACGAAARATTATTTATTCAAGTIGAAAGGGAAGAARAGICGTCATCAARPAGAGGITTCCCTTTCTTGGAGTARTAGTGCTTATTTATCCTTGG FTGATGATGCTTTCACGGCTCCA

1224

B mmummuumlnmmuluuh Lmﬂnmmlmh“l“ﬂ““lllxhlhﬂuhhhllﬂmllﬂl“t“&hlllhuhhh

TTTCATAGGGATGGAAT GCTGAGTITARAGCAACTACTGTCTIT'TCTICAGTATICAA A GGG

o g llhllhlLuhhm“mlm‘mL.mmm
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WT 1513F BLAST sequence

Score
518 bits(280) 8e-146() 290/294(99%) 4/294(1%) Plus/Plus

Features:

Query
71

Sbjct
1795

Query

Sbjct
1855

Query

Sbjct
1915

Query

Sbjct
1975

Query

Sbjct

15

1736

72

1796

132

1856

192

1916

252

1976

Alignment statistics for match #1

Expect Identities Gaps  Strand Frame

Exon 4
CACAGG--AAAG-AAATCAGCCTGCACCCCAGCATCAGATCATTGTGAACCACTTTTGCC

Frrrrr o rerr rrrrrrrrr e e et e et e e e e
CACAGGAAAAAGAAAATCAGCCTGCACCCCAGCATCAGATCATTGTGAACCACTTTTGCC

AACTTCTAGCCTGTCGATTGTTAACAGGTCCAAGGAAGAAGTCACCTCACACAAATATCA

EEErrrrrrrrrr e et et e e e e e e e e e e e e e e e e e
AACTTCTAGCCTGTCGATTGTTAACAGGTCCAAGGAAGAAGTCACCTCACACAAATATCA

Exon 5
GCACGAAAAATTATTTATTCAAGTGAAAGGGAAGAAAAGTCGTCATCAAAAAGAGGATTC

CEEErrrrrrrrrrrerrrrerr e ey e e e et e e e e e e e e e e e
GCACGAAAAATTATTTATTCAAGTGAAAGGGAAGAAAAGTCGTCATCAAAAAGAGGATTIC

CCTTTCTTGGAGTAATAGTGCTTATTTATCCTTGGATGATGATGCTTTCACGGCTCCATT

FEEErrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrr e
CCTTTCTTGGAGTAATAGTGCTTATTTATCCTTGGATGATGATGCTTTCACGGCTCCATT

TCATAGGGATGGAATGCTGAGTTTAAAGCAACTACTGTCTTTTTCTCAGTATCA 305

Frrrrrrrrrrrrrrrrrrrrr e errrr e e e rrrrr e
TCATAGGGATGGAATGCTGAGTTTAAAGCAACTACTGTCTTTT-CTCAGTATCA 2028
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Appendix 3 — WT electropherogram using primer 77143F

Bigggl;ﬁgms WT. pcDNAF_C04_07 Inst Model/Name 3500/3500 Instrument

WT. pcDNAF Apr 02,2014 01:00PM, BST

S/IN G:178 A:197 T:114 C:122 KB_3500_POP7_BDTv3.mob Apr 02,2014 01:21PM, BST
KB.bcp Pts 1677 to 11957 Pk1 Loc:1660 Spacing:12.63 Pts/Panel1500
KB 1.4.1.8 Cap:7 Version 5.4 HiSQV Bases: 803 Plate Name: 020414Phi|

CCCFITCAZCT CGT"ACACATAC C'IC TCCC TATCZT T('HTA(’]PG ITCTCCCTATCAGTG ITAGAGITCGTCG ACGAG CTCGTT’IJJG"[‘GF\ACCG TCAGATC GCC TGGAGICGCCPTC(ACGCTG
23

34

45

3228
2152
1076

\-, ‘ : »
| —I- _-_---I

FITTGACCTCCA TAG ARAGACACCGGGACCGATCCAGCCTCCGG ACTCTAGCGT TTARACTTAAGCTTIGGTACCATGG ACTACARAGICGATGZCG ATAAAGCCGCCAGTTTARACGGCGCGCCAAT
133 144 155 166 1T 188 199 210 221 232 243

3228
2152
1076

GGACGAGCCTCCCG GG AAGCCCCTCAGCTGTGAGGAGAAGG ABRAGTTAAAGGAGARAPRTTIAGCATTCTIGAARAAGGGAITACAGCAAGACACTAGCCCGCCTTCAGCGTIGCCCAARAGAGCTGAARANG,
254 265 276 287 298 309 320 331 342 353 364 375

| FTTAAGCATTCTATTAAGAARACAGTAGAAGAACAAG ITTGTTTCTCTCAGCAGG FTCTCTC(ACCGCAGCTAAAACACTCAGAACCTAAAAATAARAATATGTGTTTAT GACAAGTTACACATCAARAAC(
i 386 397 408 419 430 441 452 463 474 485 496 50

3228
2152

1076
0 AATAVAVATLATATATIVATA! uuhun.nA.h.‘u.u‘uLu‘uua..uhuuuuuu,uu.uuuhhuu. muuuuh‘;n_u_uh.uuu.humu

Printed on: Thu Jul 03.2014 01:02PM. BST Flactronharnaram Nata Pane 1 of 2
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WT 77143F BLAST sequence

Range 1: 201 to 878

Score
1223 bits(662) 0.0()  675/680(99%) 5/680(0%) Plus/Plus

Features:

Query
Sbjct
Query
Sbjct
Query
Sbjct
Query
Sbict
Query
Sbict
Query
Sbjct
Query
Sbjct
Query
Sbjct
Query
Sbjct
Query

Sbjct

228

201

288

261

348

321

408

381

468

441

528

501

588

561

648

621

708

681

768

741

Alignment statistics for match #1
Expect Identities Gaps  Strand Frame

ATGGACGAGCCTCCCGGGAAGCCCCTCAGCTGTGAGGAGAAGGAAAAGTTAAAGGAGAAA

FErrrrrrrrrrerrrerrrerrrerrr et ettt ettt
ATGGACGAGCCTCCCGGGAAGCCCCTCAGCTGTGAGGAGAAGGAAAAGTTAAAGGAGAAA

TTAGCATTCTTGAAAAGGGAATACAGCAAGACACTAGCCCGCCTTCAGCGTGCCCAAAGA

FErrrrrrrrrrerrrerrrerrrerr e e ettt ettt
TTAGCATTCTTGAAAAGGGAATACAGCAAGACACTAGCCCGCCTTCAGCGTGCCCAAAGA

GCTGAAAAGATTAAGCATTCTATTAAGAAAACAGTAGAAGAACAAGATTGTTTGTCTCAG

Frrrrrrrerrrrrrrrrrrrr e rrrr e ettt e e e e ey
GCTGAAAAGATTAAGCATTCTATTAAGAAAACAGTAGAAGAACAAGATTGTTTGTCTCAG

CAGGATCTCTCACCGCAGCTAAAACACTCAGAACCTAAAAATAAAATATGTGTTTATGAC

Frrrrrrrrrrrrrrrrrrrrr e e ettt e e et e et e et
CAGGATCTCTCACCGCAGCTAAAACACTCAGAACCTAAAAATAAAATATGTGTTTATGAC

AAGTTACACATCAAAACCCATCTTGATGAAGAAACTGGAGAAAAGACATCTATCACACTT

FErrrrrrrrrrerrrerrrerrrerrr ettt ettt ettt
AAGTTACACATCAAAACCCATCTTGATGAAGAAACTGGAGAAAAGACATCTATCACACTT

GATGTTGGGCCTGAGTCCTTTAACCCTGGAGATGGCCCAGGAGGATTACCTATACAAAGA

FErrrrrrrrrrerrrerrrerrrerrr ettt ettt ettt
GATGTTGGGCCTGAGTCCTTTAACCCTGGAGATGGCCCAGGAGGATTACCTATACAAAGA

ACAGATGACACCCAAGAACATTTTCCCCACAGGGTCAGTGACCCTAGTGGTGAGCAAAAG

FErrrrrrrrrrerrrerrrerrrerrr ettt ettt ettt
ACAGATGACACCCAAGAACATTTTCCCCACAGGGTCAGTGACCCTAGTGGTGAGCAAAAG

CAGAAGCTGCCAAGCAGAAGAAAGAAGCAGCAGAAGAGGACATTTATTTCACAGGAGAGA

FEEErrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrr e
CAGAAGCTGCCAAGCAGAAGAAAGAAGCAGCAGAAGAGGACATTTATTTCACAGGAGAGA

GACTGTGTCTTTGGCACTGATTCACTCAGATTGTCTGGGAAAAGACTAAAGGAACAGGAA

Frrrrrrrerrrerrrerrrerrrerrrrrrr ettt et
GACTGTGTCTTTGGCACTGATTCACTCAGATTGTCTGGGAAAAGACTAAAGGAACAGGAA

GAAATCAGTAGCAAAAATCCTGCTAGATCACCAGTAACTGAAATAAGAACTCACCTTTTA

FErrrrrrrrrrerrrerrrerrrerrr ettt ettt et
GAAATCAGTAGCAAAAATCCTGCTAGATCACCAGTAACTGAAATAAGAACTCACCTTTTA
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Appendix 4 — X4 electropherogram using primer 77143F

éggglflsegms Exon 4 del. pcDNAF_C01_07 Inst Model/Name 3500/3500 Instrument
Exon 4 del. pcDNAF Apr 02,2014 11:56AM, BST

S/N G:556 A:587 T:363 C:393 KB_3500_POP7_BDTv3.mob Apr 02,2014 12:16PM, BST
KB.bcp Pts 1681 to 10773 Pk1 Loc:1664 Spacing:12.7 Pts/Panel1500
KB 1.4.1.8 Cap7 Version 5.4 HiSQV Bases: 734 Plate Name: 0204 14Phil

G .....l‘.rllr.l--l..ld-...-l-_ll_ll

CGIGTGCCG CTT TAGCAG FGCTCTCCC TATCAG TG ITAGAGEITCTCCCTATCAG TG 'IAGAGF'ICGTCGACGAGC'ICGTT'IDGTGFZCCGTCAGA’ICGCCTGG G CGCCATCCACGCTG
L 13 109

: 1350

s .‘.,mw.umm»..,l:mmmmmuJnnmunthum‘m.JuMmm mlmmmuﬂ
EEEW\/WWVWWM\J V\Wf\/\ﬁ! - lul

lmxlummmmlllﬂmlhlhlhmhmmuulhlmu.uuhﬂhmhuunuuhmh1uhmlmhhmuduuhm
11uJuLmJu‘m‘mh.mlhmmuumtuummJmhumunu‘

167



X4 77143F BLAST sequence

201 to 411

Score
390 bits(211) 5e-107() 211/211(100%) 0/211(0%) Plus/Plus

Features:
Query 245
Sbjct 201
Query 305
Sbjct 261
Query 365
Sbjct 321
Query 425
Sbjct 381
Score

Expect  Identities Gaps  Strand Frame

ATGGACGAGCCTCCCGGGAAGCCCCTCAGCTGTGAGGAGAAGGAAAAGTTAAAGGAGAAA

Frrrrrrrrrrrrrrrrrrrrr e e et e e et e e e e
ATGGACGAGCCTCCCGGGAAGCCCCTCAGCTGTGAGGAGAAGGAARAAGTTARAGGAGAAA

TTAGCATTCTTGAAAAGGGAATACAGCAAGACACTAGCCCGCCTTCAGCGTGCCCAAAGA

Frrrrrrrrrrrrrrrrrrrrr e e ettt e e et e et e et
TTAGCATTCTTGAAAAGGGAATACAGCAAGACACTAGCCCGCCTTCAGCGTGCCCARAAGA

GCTGAAAAGATTAAGCATTCTATTAAGAAAACAGTAGAAGAACAAGATTGTTTGTCTCAG
FErrrrrrrrrrerrrerrrerrrerr e e ettt ettt
GCTGAAAAGATTAAGCATTCTATTAAGAAAACAGTAGAAGAACAAGATTGTTTGTCTCAG

Exon 3 | Exon 5

CAGGATCTCTCACCGCAGCTAAAACACTCAG| 455

FEETEEE T Errr ettt et et
CAGGATCTCTCACCGCAGCTAAAACACTCAG| 411

Expect  Identities Gaps  Strand Frame

568 bits(307) 2e-160() 307/307(100%) 0/307(0%) Plus/Plus

Features:

Query
Sbict
Query
Sbjct
Query
Sbjct
Query

Sbjct

454

1883

514

1943

574

2003

634

2063

Exon 3| Exon 5

AGGGAAGAAAAGTCGTCATCAAAAAGAGGATTCCCTTTCTTGGAGTAATAGTGCTTATTT

trrrrrererrrrrerrrrrrrererrrrrr et et e
AGGGAAGAAAAGTCGTCATCAAAAAGAGGATTCCCTTTCTTGGAGTAATAGTGCTTATTT

ATCCTTGGATGATGATGCTTTCACGGCTCCATTTCATAGGGATGGAATGCTGAGTTTAAA

FErrrrrrrrrrerrrerrrerrrrrrrrrrr et r ettt
ATCCTTGGATGATGATGCTTTCACGGCTCCATTTCATAGGGATGGAATGCTGAGTTTAAA

GCAACTACTGTCTTTTCTCAGTATCACAGACTTTCAGTTACCTGATGAAGACTTTGGACC

Frrrrrrrrrrrrrrrrrrrrr e ettt e e et r e e
GCAACTACTGTCTTTTCTCAGTATCACAGACTTTCAGTTACCTGATGAAGACTTTGGACC

TCTTAAGCTTGAAAAAGTGAAGTCCTGCTCAGAAAAACCAGTGGAGCCCTTTGAGTCAAA

FErrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrre e
TCTTAAGCTTGAAAAAGTGAAGTCCTGCTCAGAAAAACCAGTGGAGCCCTTTGAGTCAAA
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Appendix 5 — del/ins electropherogram using primer 1513F

BIOS}ISet%mS Del.Ins. 1513F_C02_08 Inst Model/Name 3500/3500 Instrument

Del.Ins. 1513F Apr 02,2014 11:56AM, BST

S/N G:1237 A:1125 T:876 C:754 KB_3500_POP7_BDTv3.mob Apr 02,2014 12:16PM, BST
KB.bcp Pts 1534 to 5374 Pk1 Loc:1517 Spacing:12.9 Pts/Panel1500
KB 1.4.1.8 Cap:8 Version 5.4 HiSQV Bases: 282 Plate Name: 0204 14Phil

U T [ IIH

1T CGCCGCTCT"ITIIC T GFTG 1CGIA GGIGIGAC (GG AAAGA MTCAGCCTGCF(CC(CAGCIT(AGIICITTGTG2ICCACT TTTGCCZACTTCTAGCCIGTCGZTTGTIAACA GGTCCAAGG ZAGAAG'%
1 13 25 <1 49 61 T3 85 97 109 121 133

1152
768

= e .__...A.....‘...J.L,w..mmhmﬂluulhﬂum“lﬂuh i numhumlm
—-———-

CACCTCACACAAATATCAGCACG ARAAATTATTTATT CGGTGAARGGGAAGAAAACTCGTCATCAAAAAGAGGATTCCCTTICTITGGAGTARTAGTGCTIATITATCCTTGGATGATGATGC TTTCACY
145 357 169 181 193 205 217 229 241 2nd

| 1152
| 768

384 ‘
0

3GCTCCATTT(ATAGGG ITGGAATGC TGAGTITAAAGCAACTACTGICTITT CTCAGTATCARA A
265 277 289 301 313 325

1152
768

=l | Al
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Del/ins 1513F BLAST Sequence

Score

Alignment statistics for match #1

Expect Identities Gaps  Strand Frame

508 bits(275) Se-143() 282/285(99%) 2/285(0%) Plus/Plus

Features:

Query
Sbjct
Query
Sbjct
Query
Sbjct
Query
Sbict
Query

Sbict

42

1744

101

1804

le6l

1864

220

1924

280

1984

Exon 4
AAAG-AAATCAGCCTGCACCCCAGCATCAGATCATTGTGAACCACTTTTGCCAACTTCTA

PO rrrrrrrerrrerrrerrrerrrrrrr ettt et
AAAGAAAATCAGCCTGCACCCCAGCATCAGATCATTGTGAACCACTTTTGCCAACTTCTA

GCCTGTCGATTGTTAACAGGTCCAAGGAAGAAGTCACCTCACACAAATATCAGCACGAAA

FErrrrrrrrrrerrrerrrerrrrrr e et ettt et
GCCTGTCGATTGTTAACAGGTCCAAGGAAGAAGTCACCTCACACAAATATCAGCACGAAA

Exon 5
AATTATTTATTCG-GTGAAAGGGAAGAAAAGTCGTCATCAAAAAGAGGATTCCCTTTCTT

Frrrrrrreerr o rrrrrryr e rrrr e e ettt e e e e
AATTATTTATTCAAGTGAAAGGGAAGAAAAGTCGTCATCAAAAAGAGGATTCCCTTTCTT

GGAGTAATAGTGCTTATTTATCCTTGGATGATGATGCTTTCACGGCTCCATTTCATAGGG

Frrrrrrrerrrrrrrrrrrrr e e et e e ettt et et
GGAGTAATAGTGCTTATTTATCCTTGGATGATGATGCTTTCACGGCTCCATTTCATAGGG

ATGGAATGCTGAGTTTAAAGCAACTACTGTCTTTTCTCAGTATCA 324

FEEEErrrrrrrrrr e re ettt
ATGGAATGCTGAGTTTAAAGCAACTACTGTCTTTTCTCAGTATCA 2028
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Appendix 6 — X6 electropherogram using primer 2143F

plied
Blosystems Exon 6 del. 2143F_G01_19 Inst Model/Name 3500/3500 Instrumen t

Exon 6 del. 2143F Apr 02,2014 11:56AM, BST
S/N G:587 A:427 T:339 C:328 KB_3500_POP7_BDTv3.mob Ap r 02,2014 12:16PM, BST
KB.bcp Pts 1661 to 8606 Pk1 Loc 1644 Spacing:12.82 Pts/Panel1500
KB 1418 Cap:19 Version 5.4 HiSQV Bases: F‘I te Name: 020414Ph|

e .lil--.ll-------

CCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCC

| 1470

o 4&.‘ m.MMwml.hmmuummmMuumlmmumhmmlMuh“hlhml

CCCARCTTGCT(ATTTGAAAGICTCAGTCTGICTTGCCAGTGFTACTAAARCAATTCGACAGTTCAGGCAGCCCAGCARRACCACATACCACCCTG CAAGTGTCAGGCAGGCAAGGACAACCTACCT

|147o

Hlm“hmmhhluhuhmllllmAhﬂmlmnlhmhllnmenumhhhlmlHlmﬂ‘unLnlmMuhhhl

GTGACIGTGACICTGTCCCGCCAGGAACACCTCCACCCAT TGAGTCATTCACTITTAAAGAAAATCAGC TCTCGTAGAAACACATGCCAGG AGCTGCATAAACATTCCGTCGAACAGAATCCTICAGGH

‘1470

1470
980 A
490

o I |
Printed on: Thu Jul 03,2014 01:02PM, BST Electropherogram Data Page 1 of 2




X6 2143F BLAST sequence

Score
638 bits(345) 0.0()  347/348(99%) 0/348(0%) Plus/Plus

Features:
Query 19
Sbjct 2368
Query 79
Sbjct 2428
Query 139
Sbjct 2488
Query 199
Sbjct 2548
Query 259
Sbjct 2608
Query 319
Sbjct 2668
Score

Alignment statistics for match #1

Expect Identities Gaps  Strand Frame

TGTATTCACCTGCTTTCCCCATCTTAGGTACTACTCCAGCCTTTGGCCCTCAAGGCTCCT

FErrrrrrrrrrrrrrrrrrr e e et e e et e e e el
TGTGTTCACCTGCTTTCCCCATCTTAGGTACTACTCCAGCCTTTGGCCCTCAAGGCTCCT

ATGAAAAAGCATCTACAGAAGTTGCTGGACGAACTTGCTGCACACCCCAACTTGCTCATT

Frrrrrrrrrrrrrrrrrrrrr e e ettt e e et e et e et
ATGAAAAAGCATCTACAGAAGTTGCTGGACGAACTTGCTGCACACCCCAACTTGCTCATT

TGAAAGACTCAGTCTGTCTTGCCAGTGATACTAAACAATTCGACAGTTCAGGCAGCCCAG

FErrrrrrrrrrerrrerrrerrrerrr et ettt ettt
TGAAAGACTCAGTCTGTCTTGCCAGTGATACTAAACAATTCGACAGTTCAGGCAGCCCAG

CAAAACCACATACCACCCTGCAAGTGTCAGGCAGGCAAGGACAACCTACCTGTGACTGTG

FErrrrrrrrrrerrrerrrerrrerrr et ettt ettt
CAAAACCACATACCACCCTGCAAGTGTCAGGCAGGCAAGGACAACCTACCTGTGACTGTG

ACTCTGTCCCGCCAGGAACACCTCCACCCATTGAGTCATTCACTTTTAAAGAAAATCAGC

Frrrrrrrrrrrrrrrrrrrrr e e ettt e e et e et e et
ACTCTGTCCCGCCAGGAACACCTCCACCCATTGAGTCATTCACTTTTAAAGARAATCAGC

Exon 5 Exon 7
TCTGTAGAAACACATGCCAGGAGCTGCATAAACATTCCGTCGAACAGA 366

Frrrrrrrrrrrerrrerrrerrr ettt et
TCTGTAGAAACACATGCCAGGAGCTGCATAAACATTCCGTCGAACAGA 2715

Alignment statistics for match #2

Expect  Identities Gaps  Strand Frame

374 bits(202) 4e-102() 202/202(100%) 0/202(0%) Plus/Plus

Features:EXOD 5 Exon 7

Query
Sbjct
Query
Sbjct
Query
Sbjct
Query

Sbjct

364

2785

424

2845

484

2905

544

2965

AGAATCCTTCAGGTTCCTGTTCCGTAGATGTGAGTGCCATGTTTTGGGAAAGAGCCGGTT

Fgrrrrrererrrrrererrrrrrrrrrrrr et e et
AGAATCCTTCAGGTTCCTGTTCCGTAGATGTGAGTGCCATGTTTTGGGAAAGAGCCGGTT

GTAAAGAGCCATGTATCATAACTGCTTGCGAAGATGTAGTTTCTCTTTGGAAAGCTCTGG

FErrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrre e
GTAAAGAGCCATGTATCATAACTGCTTGCGAAGATGTAGTTTCTCTTTGGAAAGCTCTGG

ATGCTTGGCAGTGGGAAAAACTTTATACCTGGCACTTCGCAGAGGTTCCAGTATTACAGA

Frrrrrrrrrrrrrrrrrrrrr e rrrr e e et r e ey
ATGCTTGGCAGTGGGAAAAACTTTATACCTGGCACTTCGCAGAGGTTCCAGTATTACAGA

TAGTTCCAGTGCCTGATGTGTA 565

FETTEEETErrr et
TAGTTCCAGTGCCTGATGTGTA 2986
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Appendix 7 — Y551X electropherogram using primer 1513F

Y551X. 1513F_A03_03 Inst Model/Name 3500/3500 Instrument

Y551X. 1513F Apr 02,2014 11:56AM, BST

S/N G:509 A:586 T:419 C:325 KB_3500_POP7_BDTv3.mob Apr 02,2014 12:16PM, BST
KB.bcp Pts 1709 to 5430 Pk1 Loc:1692 Spacing:13.14 Pts/Panel1500
KB 1.4.1.8 Cap'3 Version 5.4 HiSQV Bases: 280 Plate Name: 020414Phil

- o el L -IIHH HI-I_-

TCC (GCCG TCGIGAT(ACAGG A AAGAAITCAGCCTGCFCCCCAG CATCAGAT(ATT GT GAZCCACTTTT GCCZACTTCIAGCCTGTCGATTGTTARCA GGTCCAAGG AAGAAGTCACCTCACAC
1 13 37 73 121
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ol ! l
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AAATAACAGCAC‘GP\AA}-\ATTATTTATT(AAGTGAAAGGGAAGARAAGTCGTCATCAAAAAGAGGITTCCCT’ITC'ITGGAG'IAA‘IAGTGC’I’IATTTATCCT’IGGIIGATGATGCTTTCACGGCTCCAT‘
133 145 157 169 181 193 205 217 229 241 }
|
| 1179 ‘
786

. - I
- R e

TTCATAGGGATGGAATGCTGAGTTITAAAGCAACTACTIGTCTITIT CICAGTATCAA AC
253 265 277 289 301

‘1179
| 786

393 ‘ |
) ‘ - 0, G x : s
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Y551X 1513F BLAST Sequence

Score
520 bits(281) 2e-146() 293/298(98%) 4/298(1%) Plus/Plus

Features:

Query

Sbjct
1790

Query
Sbjct
Query

Sbjct
1910

Query

Sbjct
1970

Query

Sbjct
2028

12

1731

68

1791

128

1851

188

1911

248

1971

Alignment statistics for match #1

Expect Identities Gaps Strand Frame

Exon 4

AGAT-CACAGG--AAAG-AAATCAGCCTGCACCCCAGCATCAGATCATTGTGAACCACTT

FErr e e rrerrrerrr ettt ettt et
AGATACACAGGAAAAAGAAAATCAGCCTGCACCCCAGCATCAGATCATTGTGAACCACTT

TTGCCAACTTCTAGCCTGTCGATTGTTAACAGGTCCAAGGAAGAAGTCACCTCACACAAA

FErrrrrrrrrrerrrerrrerrrerrr et ettt ettt
TTGCCAACTTCTAGCCTGTCGATTGTTAACAGGTCCAAGGAAGAAGTCACCTCACACAAA

Exon 5
TAACAGCACGAAAAATTATTTATTCAAGTGAAAGGGAAGAAAAGTCGTCATCAAAAAGAG

FEorrrrrrrrrerrrerrrerrrerrrerrr eyttt ettt
TATCAGCACGAAAAATTATTTATTCAAGTGAAAGGGAAGAAAAGTCGTCATCAAAAAGAG

GATTCCCTTTCTTGGAGTAATAGTGCTTATTTATCCTTGGATGATGATGCTTTCACGGCT

FErrrrrrrrrrerrrerrrerrrerrr et ettt ettt
GATTCCCTTTCTTGGAGTAATAGTGCTTATTTATCCTTGGATGATGATGCTTTCACGGCT

CCATTTCATAGGGATGGAATGCTGAGTTTAAAGCAACTACTGTCTTTTCTCAGTATCA

Frrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrere
CCATTTCATAGGGATGGAATGCTGAGTTTAAAGCAACTACTGTCTTTTCTCAGTATCA
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Appendix 8 - Primer pair 1513F/1803R within the PALB2_sequence.

Sequence also shows in bold where each mutation lies within the amplicon.

The each exon is separated with an underline.

atggacgagcctcccgggaagcecccctcagectgtgaggagaaggaaaagttaaaggagaaattagcattcttgaaa
agggaatacagcaagacactagcccgccttcagecgtgecccaaagagctgaaaagattaagcattctattaagaaa
acagtagaagaacaagattgtttgtctcagcaggatctctcaccgcagctaaaacactcagaacctaaaaataaa
atatgtgtttatgacaagttacacatcaaaacccatcttgatgaagaaactggagaaaagacatctatcacactt
gatgttgggcctgagtcctttaaccctggagatggcccaggaggattacctatacaaagaacagatgacacccaa
gaacattttccccacagggtcagtgaccctagtggtgagcaaaagcagaagctgccaagcagaagaaagaagcag
cagaagaggacatttatttcacaggagagagactgtgtctttggcactgattcactcagattgtctgggaaaaga
ctaaaggaacaggaagaaatcagtagcaaaaatcctgctagatcaccagtaactgaaataagaactcacctttta
agtcttaaatctgaacttccagattctccagaaccagttacagaaattaatgaagacagtgtattaattccacca
actgcccaaccagaaaaaggtgttgatacattcctaagaagacctaatttcaccagggcgactacagtteccttta
cagactctatcagatagcggtagtagtcagcaccttgaacacattcctcecctaaaggtagcagtgaacttactact
cacgacctaaaaaacattagatttacttcacctgtaagtttggaggcacaaggcaaaaaaatgactgtctctaca
gataacctccttgtaaataaagctataagtaaaagtggccaactgcccacaagttctaatttagaggcaaatatt
tcatgttctctaaatgaactcacctacaataacttaccagcaaatgaaaaccaaaacttaaaagaacaaaatcaa
acagagaaatctttaaaatctcccagtgacactcttgatggcaggaatgaaaatcttcaggaaagtgagattcta
agtcaacctaagagtcttagcctggaagcaacctctcecctcectttctgcagaaaaacattcttgcacagtgectgaa
ggccttctgtttcctgcagaatattatgttagaacaacacgaagcatgtccaattgccagaggaaagtageccgtyg
gaggctgtcattcagagtcatttggatgtcaagaaaaaagggtttaaaaataaaaataaggatgcaagtaaaaat
ttaaacctttccaatgaggaaactgaccaaagtgaaattaggatgtctggcacatgcacaggacaaccaagttca
agaacctctcagaaacttctctcattaactaaagtcagctctceccecgctgggecccactgaagataatgacttgtet
aggaaggcagttgcccaagcacctggtagaagatacacaggaaaaagaaaatcagcctgcaccccagcatcagat
cattgtgaaccacttttgccaacttctagcctgtcgattgttaacaggtccaaggaagaagtcacctcacacaaa

tatcagcacgaaaaattatttattc[aa/glgtgaaagggaagaaaagtcgtcatcaaaaagaggattcccttte
ttggagtaatagtgcttatttatccttggatgatgatgctttcacggctccatttcatag_
-gcaactactgtcttttctcagtatcacagactttcagttacctgatgaagactttggacctcttaagct
tgaaaaagtgaagtcctgctcagaaaaaccagtggagccctttgagtcaaaaatgtttggagagagacatcttaa
agagggaagctgtatttttccagaggaactgagtcctaaacgcatggatacagaaatggaggacttagaagagga
ccttattgttctaccaggaaaatcacatcccaaaaggccaaactcgcaaagccagcatacaaagacgggcecttte
ttcatccatattactttatactcctttaaatacggttgcecgecctgatgataatgacaggcecctaccacagacatgtg
ttcacctgctttccccatcttaggtactactccagectttggecctcaaggctecctatgaaaaagcatctacaga
agttgctggacgaacttgctgcacaccccaacttgctcatttgaaagactcagtctgtcttgeccagtgatactaa
acaattcgacagttcaggcagcccagcaaaaccacataccaccctgcaagtgtcaggcaggcaaggacaacctac
ctgtgactgtgactctgtcccgccaggaacacctccacccattgagtcattcacttttaaagaaaatcagetcetg
tagaaacacatgccaggagctgcataaacattccgtcgaacagactgaaacagcagagcttecctgettectgatag
cataaacccaggcaacctacaattggtttcagagttaaagaatccttcaggttcctgttccgtagatgtgagtgce
catgttttgggaaagagccggttgtaaagagccatgtatcataactgcttgcgaagatgtagtttctctttggaa
agctctggatgcttggcagtgggaaaaactttatacctggcacttcgcagaggttccagtattacagatagttcce
agtgcctgatgtgtataatctcgtgtgtgtagectttgggaaatttggaaatcagagagatcagggcattgttttyg
ttcctctgatgatgaaagtgaaaagcaagtactactgaagtctggaaatataaaagctgtgcttggectgacaaa
gaggaggctagttagtagcagtgggaccctttctgatcaacaagtagaagtcatgacgtttgcagaagatggagg
aggcaaagaaaaccaatttttgatgccccctgaggagactatactaacttttgectgaggtccaagggatgcaaga
agctctgcttggtactactattatgaacaacattgttatttggaatttaaaaactggtcaactcctgaaaaagat
gcacattgatgattcttaccaagcttcagtctgtcacaaagcctattctgaaatggggcttctectttattgtect
gagtcatccctgtgccaaagagagtgagtcgttgcgaageccctgtgtttcagectcattgtgattaaccctaagac
gactctcagcgtgggtgtgatgctgtactgtcttcctccagggcaggctggcaggttecctggaaggtgacgtgaa
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agatcactgtgcagcagcaatcttgacttctggaacaattgccatttgggacttacttctcggtcagtgtactge
cctcctcecccacctgtcectcectgaccaacattggtecttttgtgaaatggtcgggtacagactctcatttgectggectgg
acaaaaagatggaaatatatttgtataccactattcataagttagggtaaagtgaaaacacaattttctggatat
attgggcctcttagtattttttggagttttaaatataaaggagaatatctgaatgacacttaaaatgattgecttyg
tttatgtccagacagacttattttttattctaatgatggtagcaccactgatcttggatgtacatttatgtatac
tttgagaaaaagggttttaggttgatttttgtaatttcccacatttgtacatgtgcttttaaaggtgtacataaa
gcttcaaatggcaataaatatttatttttatacattcaaaaaaaaaaa

Forward Primer: CTTGTCTAGGAAGGCAGTTG®G

Reverse Primer: TTTAAACTCAGCATTCCATCC

Total sequence length: 313 bp
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Appendix 9 - Primer pair 2413/2763R within the PALB2 sequence.

The each exon is separated with an underline.

gcaggccgaatggtggatttaattggccggagtttagggcgecgcttggecccgegtgggtcagectgatecgegecact
gagggtgcgatcccgggctceccccattecttectggggegectecceccggeccagggccaactgggtecececggtgteg
gcaggcctggggtcggcgacggctgectecttttecgttctgtecgectgecccgatggacgagectcccgggaagccce

tcagctgtgaggagaaggaaaagttaaaggagaaattagcattcttgaaaagggaatacagcaagacactageccc
gccttcagcgtgcccaaagagctgaaaagattaagcattctattaagaaaacagtagaagaacaagattgtttgt
ctcagcaggatctctcaccgcagctaaaacactcagaacctaaaaataaaatatgtgtttatgacaagttacaca
tcaaaacccatcttgatgaagaaactggagaaaagacatctatcacacttgatgttgggcctgagtecctttaacce
ctggagatggcccaggaggattacctatacaaagaacagatgacacccaagaacattttccccacagggtcagtg

accctagtggtgagcaaaagcagaagctgccaagcagaagaaagaagcagcagaagaggacatttatttcacagg
agagagactgtgtctttggcactgattcactcagattgtctgggaaaagactaaaggaacaggaagaaatcagta
gcaaaaatcctgctagatcaccagtaactgaaataagaactcaccttttaagtcttaaatctgaacttccagatt
ctccagaaccagttacagaaattaatgaagacagtgtattaattccaccaactgcccaaccagaaaaaggtgttyg
atacattcctaagaagacctaatttcaccagggcgactacagttcctttacagactctatcagatagcggtagta
gtcagcaccttgaacacattcctcctaaaggtagcagtgaacttactactcacgacctaaaaaacattagattta
cttcacctgtaagtttggaggcacaaggcaaaaaaatgactgtctctacagataacctccttgtaaataaagcta
taagtaaaagtggccaactgcccacaagttctaatttagaggcaaatatttcatgttctctaaatgaactcacct
acaataacttaccagcaaatgaaaaccaaaacttaaaagaacaaaatcaaacagagaaatctttaaaatctccca
gtgacactcttgatggcaggaatgaaaatcttcaggaaagtgagattctaagtcaacctaagagtcttagecctgg
aagcaacctctcctctttctgcagaaaaacattcttgcacagtgecctgaaggeccttcectgtttecctgcagaatatt
atgttagaacaacacgaagcatgtccaattgccagaggaaagtagccgtggaggctgtcattcagagtcatttgg
atgtcaagaaaaaagggtttaaaaataaaaataaggatgcaagtaaaaatttaaacctttccaatgaggaaactyg
accaaagtgaaattaggatgtctggcacatgcacaggacaaccaagttcaagaacctctcagaaacttctctcat
taactaaagtcagctctcccgctgggeccactgaagataatgacttgtctaggaaggcagttgecccaagcacctg
gtagaagatacacaggaaaaagaaaatcagcctgcaccccagcatcagatcattgtgaaccacttttgccaactt
ctagcctgtcgattgttaacaggtccaaggaagaagtcacctcacacaaatatcagcacgaaaaattatttattce
aagtgaaagggaagaaaagtcgtcatcaaaaagaggattccctttcttggagtaatagtgcttatttateccttgg
atgatgatgctttcacggctccatttcatagggatggaatgctgagtttaaagcaactactgtcttttctcagta
tcacagactttcagttacctgatgaagactttggacctcttaagcttgaaaaagtgaagtcctgctcagaaaaac
cagtggagccctttgagtcaaaaatgtttggagagagacatcttaaagagggaagctgtatttttccagaggaac
tgagtcctaaacgcatggatacagaaatggaggacttagaagaggaccttattgttctaccaggaaaatcacatce
ccaaaaggccaaactcgcaaagccagcatacaaagacgggcctttcttcatccatattactttatactcecctttaa
atacggttgcgcctgatgataatgacaggcctaccacagacatgtgttcacctgctttccccatcttaggtacta
ctccagcctttggccctcaaggctecctatgaaaaagcatctacagaagttgectggacgaacttgectgcacaccce
aacttgctcatttgaaagactcagtctgtcttgccagtgatactaaacaattcgacagttcaggcagcccagecaa
aaccacataccaccctgcaagtgtcaggcaggcaaggacaacctacctgtgactgtgactctgtccecgceccaggaa
cacctccacccattgagtcattcacttttaaagaaaatcagctctgtagaaacacatgccaggagctgcataaac
attccgtcgaacag[actgaaacagcagagcttcctgecttctgatagcataaacccaggcaacctacaattggtt
tcagagttaaag]aatccttcaggttcctgttccgtagatgtgagtgccatgttttgggaaagagccggttgtaa
agagccatgtatcataactgcttgcgaagatgtagtttctctttggaaagctctggatgecttggcagtgggaaaa
actttatacctggcacttcgcagaggttccagtattaca_gtataatctcgtgtg
tgtagctttgggaaatttggaaatcagagagatcagggcattgttttgttcctctgatgatgaaagtgaaaagca
agtactactgaagtctggaaatataaaagctgtgcttggcctgacaaagaggaggctagttagtagcagtgggac
cctttctgatcaacaagtagaagtcatgacgtttgcagaagatggaggaggcaaagaaaaccaatttttgatgcec
ccctgaggagactatactaacttttgctgaggtccaagggatgcaagaagctcectgecttggtactactattatgaa
caacattgttatttggaatttaaaaactggtcaactcctgaaaaagatgcacattgatgattcttaccaagctte
agtctgtcacaaagcctattctgaaatggggcttctctttattgtecctgagtcatececctgtgeccaaagagagtga
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gtcgttgcgaagccctgtgtttcagectcattgtgattaaccctaagacgactctcagegtgggtgtgatgectgta
ctgtcttcctccagggcaggctggcaggttecctggaaggtgacgtgaaagatcactgtgcagcagcaatcttgac
ttctggaacaattgccatttgggacttacttctcggtcagtgtactgccctectecccacctgtctectgaccaaca
ttggtcttttgtgaaatggtcgggtacagactctcatttgctggctggacaaaaagatggaaatatatttgtata
ccactattcataagttagggtaaagtgaaaacacaattttctggatatattgggcctcttagtattttttggagt
tttaaatataaaggagaatatctgaatgacacttaaaatgattgcttgtttatgtccagacagacttatttttta
ttctaatgatggtagcaccactgatcttggatgtacatttatgtatactttgagaaaaagggttttaggttgatt
tttgtaatttcccacatttgtacatgtgcttttaaaggtgtacataaagcttcaaatggcaataaatatttattt
ttatacattcaaaaaaaaaaa

Forward Primer: CTTTAAATACGGTTGCGCCTGATG

Reverse Primer: CTATCAAGGTCACGGACTACA

Total sequence length: 664bp
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Appendix 10 - Primer pair 77143F/1975R within the PALB2 sequence

The each exon is separated with an underline. The region
identified by capital letters is a sequence added by the
77143F primer containing restriction enzymes EcoRI and AscI.
gcaggccgaatggtggatttaattggccggagtttagggecgecgettggecccgegtgggtcagectgatecgegeact
gagggtgcgatcccgggctceccccattecttectggggecgectececcecggeccagggceccaactgggtececggtgteg
gcaggcctggggtcggcgacggectgetettttegttectgtegectgecegGTTGTTGAATTCGGCGCGCCA
atggacgagcctcccgggaagcccctcagectgtgaggagaaggaaaagttaaaggagaaattagcattcttgaaa

agggaatacagcaagacactagcccgccttcagecgtgcccaaagagctgaaaagattaagcattctattaagaaa

acagtagaagaacaagattgtttgtctcagcaggatctctcaccgcagctaaaacactcagaacctaaaaataaa
atatgtgtttatgacaagttacacatcaaaacccatcttgatgaagaaactggagaaaagacatctatcacactt
gatgttgggcctgagtcctttaaccctggagatggcccaggaggattacctatacaaagaacagatgacacccaa

gaacattttccccacagggtcagtgaccctagtggtgagcaaaagcagaagctgccaagcagaagaaagaagcag
cagaagaggacatttatttcacaggagagagactgtgtctttggcactgattcactcagattgtctgggaaaaga
ctaaaggaacaggaagaaatcagtagcaaaaatcctgctagatcaccagtaactgaaataagaactcacctttta
agtcttaaatctgaacttccagattctccagaaccagttacagaaattaatgaagacagtgtattaattccacca
actgcccaaccagaaaaaggtgttgatacattcctaagaagacctaatttcaccagggcgactacagttecttta
cagactctatcagatagcggtagtagtcagcaccttgaacacattcctcecctaaaggtagcagtgaacttactact
cacgacctaaaaaacattagatttacttcacctgtaagtttggaggcacaaggcaaaaaaatgactgtctctaca
gataacctccttgtaaataaagctataagtaaaagtggccaactgcccacaagttctaatttagaggcaaatatt
tcatgttctctaaatgaactcacctacaataacttaccagcaaatgaaaaccaaaacttaaaagaacaaaatcaa
acagagaaatctttaaaatctcccagtgacactcttgatggcaggaatgaaaatcttcaggaaagtgagattcta
agtcaacctaagagtcttagcctggaagcaacctctcectctttectgcagaaaaacattcttgcacagtgectgaa
ggccttctgtttcctgcagaatattatgttagaacaacacgaagcatgtccaattgccagaggaaagtageccgtyg
gaggctgtcattcagagtcatttggatgtcaagaaaaaagggtttaaaaataaaaataaggatgcaagtaaaaat
ttaaacctttccaatgaggaaactgaccaaagtgaaattaggatgtctggcacatgcacaggacaaccaagttca
agaacctctcagaaacttctctcattaactaaagtcagctctceccecgectgggeccactgaagataatgacttgtet
aggaaggcagttgcccaagcacctggtagaagatacacaggaaaaagaaaatcagcctgcaccccagcatcagat
cattgtgaaccacttttgccaacttctagcctgtcgattgttaacaggtccaaggaagaagtcacctcacacaaa
tatcagcacgaaaaattatttattcaagtgaaagggaagaaaagtcgtcatcaaaaagaggattccctttettgg

agtaatagtgcttatttatccttggatgatgatgctttcacggctccatttcatagggatggaatgctgagttta
aagcaactactgtcttttctcagtatcacagactttcagttacctgatgaagactttggacctcttaagcttgaa
aaagtgaagtcctgctcagaaaaaccagtggagccctttgagtcaaaaatgtttggagagagacatcttaaagag
ggaagctgtatttttccagaggaactgagtcctaaacgcatggatacagaaatggaggacttagaagaggacctt
attgttctaccaggaaaatcacatcccaaaaggccaaactcgcaaagccagcatacaaagacgggcectttcttca
tccatattactttatactcctttaaatacggttgcgcctgatgataatgacaggcctaccacagacatgtgttca
cctgctttccccatcttaggtactactccagectttggecctcaaggectcecctatgaaaaagcatctacagaagtt
gctggacgaacttgctgcacaccccaacttgctcatttgaaagactcagtctgtcttgccagtgatactaaacaa
ttcgacagttcaggcagcccagcaaaaccacataccaccctgcaagtgtcaggcaggcaaggacaacctacctgt
gactgtgactctgtcccgccaggaacacctccacccattgagtcattcacttttaaagaaaatcagctctgtaga

aacacatgccaggagctgcataaacattccgtcgaacagactgaaacagcagagcttecctgettctgatagecata
aacccaggcaacctacaattggtttcagagttaaagaatccttcaggttcctgtteccgtagatgtgagtgccatg
ttttgggaaagagccggttgtaaagagccatgtatcataactgcttgcgaagatgtagtttctectttggaaagcet
ctggatgcttggcagtgggaaaaactttatacctggcacttcgcagaggttccagtattacagatagttccagtyg
cctgatgtgtataatctcgtgtgtgtagctttgggaaatttggaaatcagagagatcagggcattgttttgttce
tctgatgatgaaagtgaaaagcaagtactactgaagtctggaaatataaaagctgtgcttggcctgacaaagagg
aggctagttagtagcagtgggaccctttctgatcaacaagtagaagtcatgacgtttgcagaagatggaggaggc
aaagaaaaccaatttttgatgccccctgaggagactatactaacttttgctgaggtccaagggatgcaagaagcet
ctgcttggtactactattatgaacaacattgttatttggaatttaaaaactggtcaactcctgaaaaagatgcac
attgatgattcttaccaagcttcagtctgtcacaaagcctattctgaaatggggcttectectttattgtecctgagt
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catccctgtgccaaagagagtgagtcgttgcgaagcecctgtgtttcagetcattgtgattaaccctaagacgact
ctcagcgtgggtgtgatgctgtactgtcttecctccagggcaggectggcaggttecctggaaggtgacgtgaaagat
cactgtgcagcagcaatcttgacttctggaacaattgccatttgggacttacttctcggtcagtgtactgeccctce
ctcccacctgtctctgaccaacattggtecttttgtgaaatggtcgggtacagactctcatttgectggectggacaa
aaagatggaaatatatttgtataccactattcataagttagggtaaagtgaaaacacaattttctggatatattyg
ggcctcttagtattttttggagttttaaatataaaggagaatatctgaatgacacttaaaatgattgettgttta
tgtccagacagacttattttttattctaatgatggtagcaccactgatcttggatgtacatttatgtatactttyg
agaaaaagggttttaggttgatttttgtaatttcccacatttgtacatgtgcttttaaaggtgtacataaagett
caaatggcaataaatatttatttttatacattcaaaaaaaaaaa

Forward Primer:
GTTGTTGAATTCGGCGCGCCAATGGACGAGTC
CTCCCGGGAAGZC

Reverse Primer:G A CTCAGGATTTGCGTACCTATGT

Fragment length: 2019 bp
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