SCHOOL Of East Tennessee State University
GRADUATE STUDIES Digital Commons @ East
FAST TENNESSFF STATE TINIVERSITY Tennessee State University

Electronic Theses and Dissertations Student Works

12-2014

Characterization of a Putative PhosC{Jhohpase D’
Like Gene as a Lipid Signaling Modulator and Its
Rolein Salicghc Acid Mediated Defense Pathway in

Nicotiana tabacum

Phillip T. Dean

East Tennessee State University

Follow this and additional works at: https://dc.etsu.edu/etd

b Part of the Biochemistry Commons, Integrative Biology Commons, and the Molecular Biology

Commons

Recommended Citation

Dean, Phillip T., "Characterization of a Putative Phospholipase D " Like Gene as a Lipid Signaling Modulator and Its Role in Salicylic
Acid Mediated Defense Pathway in Nicotiana tabacum” (2014). Electronic Theses and Dissertations. Paper 2464. https://dc.etsu.edu/
etd/2464

This Thesis - Open Access is brought to you for free and open access by the Student Works at Digital Commons @ East Tennessee State University. It
has been accepted for inclusion in Electronic Theses and Dissertations by an authorized administrator of Digital Commons @ East Tennessee State

University. For more information, please contact digilib@etsu.edu.


https://dc.etsu.edu?utm_source=dc.etsu.edu%2Fetd%2F2464&utm_medium=PDF&utm_campaign=PDFCoverPages
https://dc.etsu.edu?utm_source=dc.etsu.edu%2Fetd%2F2464&utm_medium=PDF&utm_campaign=PDFCoverPages
https://dc.etsu.edu/etd?utm_source=dc.etsu.edu%2Fetd%2F2464&utm_medium=PDF&utm_campaign=PDFCoverPages
https://dc.etsu.edu/student-works?utm_source=dc.etsu.edu%2Fetd%2F2464&utm_medium=PDF&utm_campaign=PDFCoverPages
https://dc.etsu.edu/etd?utm_source=dc.etsu.edu%2Fetd%2F2464&utm_medium=PDF&utm_campaign=PDFCoverPages
http://network.bepress.com/hgg/discipline/2?utm_source=dc.etsu.edu%2Fetd%2F2464&utm_medium=PDF&utm_campaign=PDFCoverPages
http://network.bepress.com/hgg/discipline/1302?utm_source=dc.etsu.edu%2Fetd%2F2464&utm_medium=PDF&utm_campaign=PDFCoverPages
http://network.bepress.com/hgg/discipline/5?utm_source=dc.etsu.edu%2Fetd%2F2464&utm_medium=PDF&utm_campaign=PDFCoverPages
http://network.bepress.com/hgg/discipline/5?utm_source=dc.etsu.edu%2Fetd%2F2464&utm_medium=PDF&utm_campaign=PDFCoverPages
mailto:digilib@etsu.edu

Characterization of a Putative Phospholipase D “ Like Gene as a Lipid Signaling Modulator and

Its Role in Salicylic Acid Mediated Defense Pathway in Nicotiana tabacum

A thesis
presented to
the faculty of the Department of Biological Sciences

East Tennessee State University

In partial fulfillment
of the requirement for the degree

Master of Science in Biology

by
Phillip Dean

December 2014

Dhirendra Kumar, PhD Chair
Karl Joplin, PhD

Shivakumar Devaiah, PhD

Keywords: Plant defense, Salicylic Acid, SABP2, SBIP-436, PLD", Expression



ABSTRACT

Characterization of a Putative Phospholipase D “ Like Gene as a Lipid Signaling Modulator and

Its Role in Salicylic Acid Mediated Defense Pathway in Nicotiana tabacum

by

Phillip Dean

Plants are in a perpetual evolutionary arms race with a wide range of pathogens. The salicylic
acid (SA) mediated defense pathway has been shown to be one of the major defenses plants
initiate in defense against microbial pathogens. Following pathogen attack high levels of methyl
salicylate (MeSA) are produced that can be converted to SA by salicylic acid binding protein 2
(SABP2). SBIP-436 is an interacting protein of tobacco SABP2 and showed high homology to
phospholipase D-" (PLD- ). With an abundance of stimulators PLD- ~ may be a lipid signaling
modulator performing various functions in different situations. We present a novel Nicotiana
tabacum PLD- ~ putative gene construct. We demonstrate that the putative PLD- “ is subject to
alternative splicing and its expression is differentially modulated under biotic and abiotic stress.
Our results indicate that this putative PLD- “ may play a role in the SA mediated defense

pathway.
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CHAPTER 1

INTRODUCTION

Plants are the essential cornerstone for the success of life on earth. The development of
photosynthesis in plants provided an oxygen rich atmosphere where life could thrive, grow, and
evolve. They are the foundation of the energy-rich food chain of the biotic world. Plants are used
to provide nourishment, for shelter, medicine, climate control, maintaining water and air quality,
to provide industrial products (clothing), and many other important things. It has been around
nine-thousand years since humankind founded agriculture. It was here that we began to
understand the immense importance and astounding versatility of plants. We depend on plants as
fundamental parts of our everyday lives, so it is very important that we make an effort to
understand plants in order to protect their well-being as well as our own. Agricultural losses due
to pathogens can transform local economies and even devastate a primary food resource for a

community, thereby impacting negatively on the health of the community (Scholthof 2007).

Plants live in an intricate environment where they are constantly being combated by a
broad range of biotic and abiotic attackers including bacteria, viruses, fungi, nematodes, and
insect herbivores. Plants do not have the simple luxury of standing up and moving away, so they
must defend themselves in a different manner. Without an adaptive immune system found in
animals, plants must use special mechanisms to equate a defense against potential harm. Plants,
over time, have evolved an innate immune system, also found in animals, that detects pathogen
molecules and creates a specific defense for that specific invader. Plants are in a perpetual
evolutionary arms race with a wide range of pathogens. When plants evolve a certain defense

mechanism, the pathogen evolves a response to nullify the plants defense, and in response to the
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pathogen, the plant does the same. It is important to understand how plant immunity works in
order to increase plant resistance and decrease their susceptibility to any organism that poses

potential harm.

In the field of plant pathology, specifically epidemiology, an epidemiological model
came to light in the 1960s. It was formulated in order to predict and control the spread of disease.
The disease triangle is a conceptual model that shows the interactions between the environment,
the host, and an infectious (or abiotic) agent (Scholthof 2007). The disease triangle is formulated
on the strength of 3 different parameters: the susceptibility of the host, the pervasiveness of the
pathogen, and the influence of the environment. These 3 parameters create a triangle with disease
in its interior. Figure 1 demonstrates the manipulation of these 3 parameters that will influence

the amount disease in the population being studied.

DISEASE

R 21 S—

Figure 1: The Disease Triangle: Manipulation of the three surrounding parameters- Host
Susceptibility, Environmental Influence, and Pathogen Prevalence- will affect the amount of
disease in a population.
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The reduction or interference of any of these parameters should result in less disease and better
well-being within a plant population. For disease to be significant all 3 factors must be present.
Ergo, our goal as researchers is to better understand these factors and find safe, effective ways to

limit them.

Plant Immune System

In order to survive the continuous threat of diverse pathogenic microorganisms in their
immediate vicinity, plants have developed efficient defense mechanisms (Broekaert et al. 2006).
It is important to remember that plants are in a perpetual evolutionary arms race with their
attacking pathogens. After pathogen resistance is increased in the host, the invading pathogen
increases its pervasiveness towards the host, genetically surpassing the initial increase in
resistance that was put forth.

The innate immune system relies on the immunity of each cell and a system of signals
that are created from the site of infection. Plants use pattern-recognition receptors (PRR) to
perceive different pathogens or microbes that have the potential to cause harm. Two important
innate immunity constituents are PAMP-triggered immunity (PTI) and effector triggered
immunity (ETI) (Tsuda and Katagiri 2010). PRRs activate an innate immune response upon
detection of PAMPs, so-called PAMP-triggered immunity (PTI). Successful pathogens are able
to overcome PTI by means of secreted effectors that suppress PTI responses, resulting in (ETS)
effector-triggered susceptibility (Thomma 2011). If the PTI responses are suppressed, the plant
turns to its secondary branch of defense, ETI. Plants have responded to these effectors through
the development of cytoplasmic R proteins that recognize (the presence or activity of) single

effectors (Thomma et al., 2011). ETI is an accelerated and amplified PTI response, resulting in
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disease resistance and, usually, a hypersensitive cell death response (HR) at the infection site

(Jones and Dangl, 2006).

Phytohormones

Systemic acquired resistance (SAR) is a form of inducible resistance that is triggered in
systemic healthy tissues of locally infected plants (Vlot et al. 2009). Plant defense in response to
microbial attack is regulated through a complex network of signaling pathways that involve 3
signaling molecules: SA, jasmonic acid (JA), and ethylene (Kunkel & Brooks 2002). These
pathways do not function independently but rather influence each other through a complex
network of regulatory interactions (Kunkel & Brooks 2002). Several kinds of plant—pathogen
interactions result in the generation and emission of long-distance signals from the site of
infection to healthy uninfected parts of the plant where subsequent resistance is induced (Vlot et
al. 2009). There are other phytohormones involved in defense signaling, such as abscisic acid
(ABA) and giberellic acid (GA). ABA has been proposed to act as a mediator in plant responses
to a range of stresses, including drought and salt stress (Javid et al. 2011), while GAs are
generally involved in growth and development. They control seed germination, leaf expansion,
stem elongation, and flowering (Magome et al. 2004). Auxin or IAA (Indole-3-acetic acid) is a
phytohormone that is an integral part of growth and development (Spoel and Dong 2008). IAA is
produced in the apical meristem of the plant. In regards to plant defense, IAA is known to
modulate pathogen resistance during plant defense behavior. Detection of a bacterial elicitor can
decrease [AA sensitivity and elevate resistance to Pseudomonas syringae. It is also possible for
pathogens to modulate TAA levels to decrease host resistance (Erb et al. 2012). Cytokinins are

another important phytohormone in plants. They too play an important role in growth and
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development. IAA and cytokinins have an antagonistic relationship, where cytokinins are
suppressed by IAA (Shimizu-Sato et al. 2009). It has recently been suggested that cytokinin
pathways may play a role in SA accumulation and defense signaling (Choi et al. 2011). Animals
have secretory glands that produce hormones and release them into their system. Plants do not
have these secretory structures. Instead, in plant systems the tissues and cells have the ability to
produce these phytohormones. Also, unlike animals, plants do not have circulatory systems that
transport important molecular structures to other sites where they are required. Plants make use

of the phytohormones, which can easily move from cell to cell, tissue to tissue.

Salicylic Acid and Defense Signaling

SA was named after Salix plant (willow) and was first discovered as a major component
in the extracts from willow tree bark that had been used as a natural anti-inflammatory drug
(Wick 2012). SA has been known to play an integral central role in plant defense signaling (An
and Mou 2011). Genetic studies have shown that SA is required for the rapid activation of
defense responses that are mediated by several resistance genes, for the induction of local
defenses that contain the growth of virulent pathogens, and for the establishment of systemic
acquired resistance (Durrant and Dong 2004). Salicylic acid derivation occurs through the
Shikimate/Phenypropanoid Pathway via 2 differing routes: 1. phenylalanine is converted to
cinnamic acid via phenylalanine ammonia lyase (PAL) —cinnamic acid is converted to either
coumaric acid or benzoic acid [benzoate intermediates] (Métraux 2002; Dempsey et al. 2011) —

Salicylic Acid; 2. Chorismate is converted to Isochorismate via isochorismate synthase (ICS) —
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Isochorismate is converted to SA via isochorismate pyruvate lyase (IPL)( Wildermuth et al.

2001; Strawn et al. 2007;Dempsey et al. 2011). The Shikimate pathway can be seen in Figure 2.

PATHWAY 1 PATHWAY 2
oo,
l =
Y 0 P — Q G-—lL{'.G:,
b d NH, o
Phenvlalanine Chorismate
,L PAL ‘L ICSs
[i‘ j’ <%0 [;.u; oM
J c;.JLDoJ
Cinnamare, Isochorismate
co;
O
IPL
Benzoate
Intermediates
\ co;
L. _OH
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Salicylic Acid TPL=Isochorismate Pyrovate Lyvase

Figure 2: The Shikimate pathway — resulting in the biosynthesis of Salicylic Acid

Production of SA via these routes is required for local resistance as well as systemic acquired

resistance. To acquire SAR, the SA must be mobilized to other parts of the plant. To become
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mobilized, SA is methylated to form methyl salicylate (MeSA) by SA carboxyl
methyltransferase (SAMT) (Dempsey et al. 2011). MeSA is a volatile ester that is dramatically
increased upon pathogen infection and has been proposed to be an airborne signal (Kumar and
Klessig 2003; Loake and Grant, 2007). Once MeSA has reached its target tissue SABP2/methyl

esterase helps to convert SA from MeSA. The conversion of SA to MeSA to SA is demonstrated

in Figure 3.
O 0. _OH
SAMT Oy, OCHjz SABP2 N
OH OH
OH —
SA MeSA SA

Accumulates Mobilized SA Form Ac‘cumul.ates
In Infected Leaf In Distal Tissues

Figure 3: Conversion of SA to MeSA to SA. Salicylic acid accumulates and is converted to
MeSA by salicylic acid methyltransferase (SAMT). MeSA is then converted back to SA by
salicylic acid binding protein protein 2 (SABP2) in distal uninfected tissue.

Salicvlic Acid Binding Protein 2

Salicylic acid binding protein 2 (SABP2) is a SA receptor that is required for the plant
immune response. SABP2 is a 29kDa enzyme that converts MeSA to SA. Kumar and Klessig
were the first to identify and implicate SABP2’s role in plant innate immunity (Kumar and
Klessig 2003). Although SABP2 binds SA with high affinity, its abundance is exceptionally low

in plants. SABP2’s catalytic function is to convert the volatile ester MeSA to SA in local
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infected and systemic uninfected tissues to induce SAR (Kumar and Klessig 2003; Forouhar et
al. 2005). In order to better understand the signaling factors surrounding SABP2, a Yeast-2-
Hybrid (Y2H) screening was attempted. Several proteins were demonstrated to be successfully
interacting with SABP2. These proteins were termed Salicylic Acid Binding Protein 2

Interacting Proteins (SBIP).

Yeast-2-Hybrid Screening

In the Yeast-2-Hybrid screening, SABP2 was used as the “Bait” protein (fused in frame
to a binding domain), and an expressed protein library from tobacco used as “Prey” proteins
(expressed as a fusion partner to an activation domain). When proteins interact with SABP2, the
activation domain comes in close proximity to the binding domain leading to activation of a
transcription factor upstream of the reporter gene that allows the yeast to grow, change in color,

and exhibit antibiotic resistance. The yeast-2-hybrid system is shown in detail in Figure 4.

SBIP AD
SRERZ Transcription
BD
PROMOTER REPORTER GENE

Figure 4: Yeast-2-Hybrid System: When the activating domain partner comes in close proximity
to the binding domain, a transcription factor is activated upstream of the reporter gene.
Bait Protein- SABP2, BD - Binding Domain, AD - Activating Domain,
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Interacting Protein- SBIP (Salicylic Acid Binding Protein 2 Interacting Protein)

One of the SBIPs, identified as SBIP-436, was shown to be a putative phospholipase D-" like

protein.

SBIP-436 Preliminary Sequence Analysis

A Yeast-2 Hybrid screening, using SABP2 as bait, yielded multiple positive interacting
proteins. SBIP-436 was among these interacting proteins. The SBIP-436 sample was sequenced
and analyzed. The sequenced cDNA revealed a clone 228bp in length. These can be seen in

Figure 5.

A.

ACTTGAAAATCTCATATACGACTCACTATACCGGCGAGCGACAGCCTGGAGTACCCATACGACGTACCAGATTACGCTCATATGGCCATGGAGGCCA
GTGAATTCCACCCAAGCAGTGGTATCAACGCAGAGTGGCCATTATGGCCGGGGAGAACTCAGAAGAGTTGCATATTTATTGATGTTGCTGGGGATTT
GAATTGTATCATGGTTGAGGTAAAACTTAAATAA

B.

SASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWANKKKHPHGQV

Figure 5: SBIP-436 sequenced clone from Yeast-2 Hybrid screening. A. Nucleotide sequence. B.
Translated protein sequence.

The sequence obtained from the Yeast Two-Hybrid screening was subjected to BLAST
analysis in the NCBI database to determine its identity and similarity with other know genes. It
was found to have high homology to PLD Superfamily of proteins. The BLAST result can be

seen in Figure 6.

20



NCBI Nucleotide BLAST
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Figure 6: SBIP-436 NCBI BLAST: A nucleotide blast using the interacting protein sequence
from yeast two-hybrid shows homology to PLD superfamily. (NCBI BLAST;1990)

Next, a multiple alignment was performed using the SBIP-436 corresponding 3™ frame amino

acid sequence and Arabidopsis thaliana (AtPLD-") as well as Ricinus communis (RcPLD- 7).

This showed that SBIP-436 has high similarity with Phospholipase D-". These species were

chosen due to their high similarity as well as their involvement in previous Phospholipase D ~

studies. SBIP-436 showed 70% similarity with AtPLD-" and 71% similarity with RcPLD- .

The clustal alignment can be seen in Figure 7.

NCBI Multiple Alienment with AtPLD-" and RcPLD- ~

-

SBIP-436 1 NYFCLMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWANKKKHPHGQVYGYRMSLWAEHMGKLDD 75
ATPLD- d 709 NFQRFMIYVHAKGMIVDDEYVLMGSANINQRSMAGTKDTEIAMGAYQPNHTWAHKGRHPRGQVYGYRMSLWAEHLGKTGD 788
RCPLD- o 689 KHQRFMIYVHAKGMIVDDEYVIMGSANINQRSMAGSRDTEIAMGAYQPNHTWGNKKRHPRGQVYGYRMSLWAEHLGLVDS 768

SBIP-436 76 CFTKPESLDCVKHVNKVAEDNWNRFTAEEFKPLQGHLLKYPVKVDSDGKVSSLPGHEYFPDVGGKVLGART-NLPDALTT 154
ATPID- & 789 EFVEPSDLECLKKVNTISEENWKREIDPKFSELQGHLIKYPLQVDVDGKVSPLPDYETFPDVGGKIIGAHSMALPDTLTT 868
RCPLD- & 769 LFDEPETLDCVKTVNKIAEDNWRRETEEDFTPLQGFLLKYPLEVDRNGKVSPLTGQENFPDVGGKVLGARS-TFPDSLTT 847

|

J

Figure 7: SBIP-436 NCBI Multiple Alignment: Amino acids from SBIP436 (First Row),

Arabidopsis thaliana PLD ~ — ATPLD (Second Row), and Ricinus communis PLD ~ — RCPLD

(Third Row) are aligned, displaying their similarity. Highlighted in red is a conserved
HxKxxxxD motif representative of the PLD catalytic site.

Further analysis of the alignment showed that an HxKxxxxD Binding Motif associated with

PLDs was conserved in the SBIP-436 sequence.
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Phospholipases

Phospholipases are present in all living organisms and are known to play important roles
in biological membranes. Phospholipases are a group of enzymes that hydrolyze phospholipids
producing a wide array of various lipids and molecules. The phospholipases are classified by
their action site on the phospholipid molecule, their regulation, function, and mode of action. The
phospholipases A (PLAs) are acyl hydrolases classified according to their hydrolysis of the 1-
acyl ester (PLAI) or the 2-acyl ester (PLA?2). Phospholipase C (PLC) cleaves the
glycerophosphate bond. Phospholipase D cleaves the head group from the phospholipid. Both
phospholipases C and D are considered phosphodiesterases (Vance 2008). These 4 enzymatic

groups are considered the phospholipase subfamilies. The catalytic function of phospholipases is

outlined in Figure 8. P LA
PLA, |
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Figure 8: Phospholipase subfamily cleavage sites. Phospholipase A; Phospholipase A;,
Phospholipase C, Phospholipase D.
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Phospholipase D

The subfamily Phospholipase D (PLD) can be separated into further classes based on
structural design, including domain structure, biochemical properties, and sequence similarities.
Although diverse, the PLD subfamily share a common link with 2 cellular regulators: Ca®* and
phosphatidylinositol 4,5-bisphosphate (PIP,). There are 12 genes that have been isolated and
characterized into 5 isoform classes in A. thaliana: PLD-+ {1,2,3,4}, PLD-2 {1,2}, PLD-3
{1,2,3}, PLD-", PLD-{ {1,2}. While all PLDs have mutual regulators, some can work
independently (Wang 2002). PLD-? and PLD-3 are both PIP, dependent contrary to PLD-#,
which can be activated independent of PIP,. The newest addition to the PLD family, PLD-{,
does not require Ca** for activation. PLD-" is unique in regards to other PLDs in that it is
activated by oleic acid-18:1 and is exclusively bound to the plasma membrane (Wang 2003).
Another detail that can better distinguish differences between the 5 PLD subclasses is their
individual substrate specificity. PLDs hydrolyze a range of common membrane phospholipids
such as phosphatidylcholine (PC), phosphatidylethanolamine (PE), phosphatidylglycerol (PG),

and phosphatidyl-Ser (Qin and Wang, 2002).

Phospholipase D-" a Novel PLD

PLD-" is a phospholipase that hydrolyses structural phospholipids to produce PA and
free head groups. Although PLD “ has a conservative C2 Ca** binding domain and is stimulated
by PIP2 just like other PLDs, PLD “ has unique qualities that set it apart from other PLDs
(Wang, 2002). One unique quality of PLD ~ is that it is activated by Oleic Acid (18:1). It is
thought that this distinctive interaction between oleic acid and PLD ~ may affect substrate
staging and overall modify its enzyme-substrate interaction (Wang, 2001, 2002). The specificity

of oleic acid activation has been used as a determining factor in gene silencing of PLD “. This
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transcends towards another unique quality of PLD “: i.e. substrate preference. PLD “ can
effectively catalyze both phosphatidylcholine and phosphatidylethanolamine. PLD “es kinetic
affinity for phosphatidylethanolamine is 7-9 fold higher than that to phosphatidylcholine. PLD ~
catalytically cleaves phosphatidylethanolamine into phosphatidic acid and ethanolamine. It was
also shown that PIP2 was not required to activate PLD ~ but did stimulate its activity (Wang
2002). PLD “ can also be activated by the reactive oxygen species H,O», and this activation
enhances plant resistance to H,O,-induced cell death (Zhang 2003). PLD ~ is also the only PLD
that is specifically membrane bound. It is bound either on the plasma membrane or to

microtubules (Zhang 2003; Li et al. 2005).

PLD “ is a necessary protein in several defense mechanisms. PLD s mechanistic
characteristics predominantly apply to abiotic stressors, but the effects produced from biotic and
abiotic attacks in the plant can overlap significantly and be modulated accordingly through the
crossing of signal pathways in order to reach the overall goal of SAR. PLD “ has been shown to
be an active player in osmotic stress, high salt stress, heat stress, cold acclimation, and
microtubule cytoskeleton reorganization (Li et al. 2005; Zhang et al. 2003). PLD “es cold
acclimation mechanism was researched by Lies group. They found that PLD “~ Knock Out (KO)
plants were very sensitive to low temperatures. At —7 °C essentially all PLD “~ KO plants were
killed while nearly all wild type plants survived. To confirm that PLD ~ was the key factor in the
freezing tolerance in A. thaliana, they complemented the PLD ~ KO plants with the wild type
PLD “ gene. The complemented-PLD ~ KO plants reverted to wild type and were more tolerant
to freezing conditions. To further confirm their postulations, they over-expressed the PLD ~ gene

in A. thaliana. The PLD ~ Over Expressed (OE) plants and the wild type were subjected to —10
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°C (Li et al. 2005). Nearly all the wild type plants were killed while all of the PLD ~ Over-
expressing (OE) plants survived (Zhang and Wang 2004). The premise that the insensitivity to
H,0O, related cell death may be related to the freezing tolerance mechanism of PLD ~ was also
tested in the same study. To test this, they compared the effect of H,O, on cell death of PLD ~
OE to that of wild-type and to that of PLD “~ KO plants. They used leaf protoplasts isolated from
nonacclimated and cold-acclimated plants. The nonacclimated plants resulted in the same results
stated previously except for the PLD “ OE plants that exhibited 30% less H,O, damage, making
them more tolerant not only to abrupt freezing conditions but to H,O; related cell death as well
(Zhang and Wang 2004). Possibilities were suggested regarding PLLD “es freezing tolerance
mechanism. Being that PLD ~ is specifically bound to the plasma membrane as well as the
microtubule cytoskeleton, it was suggested that it increases tolerance to freezing-dehydration of
the cells by reorganizing the membranes and the overall cell structure for better support (Zhang
and Wang 2004). In metaphor, it could be viewed as the field-medic in the plant rebuilding the
cell structure to the former strength after inflicted damage. Also, if PLD “ has the ability to
choose substrates, it may affect the overall composition of the membranes, then PLD “’s
preferred substrate being phosphatidylethanolamine, the membrane may be more tolerant to
stressors than a membrane in deficit of this compound. We believe this to be the same
mechanistic process that coincides within the SA mediated signaling pathway resultant by either

abiotic or biotic stressors.

PLD “es has been shown to be the only PLD to be activated by oleic acid (Wang and
Wang 2001). This specific oleic acid activated PLD ~ maintains the ability to play a role in

response to various cellular stresses. In particular the oleic acid activated PLD ~ plays a role in
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H,0, mediated cell death. In a study by Wang’s group this role of PLD “ was studied in
Arabidopsis. They found that H,O; actually stimulated PLD “ and produced a signal;
presumably by PLD ~ derived phosphatidic acid (PA) where PA acts as a secondary messenger
to down regulate H,O, mediated cell death. The ablation of the PLD ~ rendered the Az-cells
more sensitive to H,O,. Complemented PLD ~ KO plants with the PLD “ gene with its own
promoter showed reduced sensitivity to H,O,, promoting anticell death characteristics. An

anticell death model is proposed in Figure 9.

/ SABP2 o oz \\

Ll

\ )
....."gi..........' NADPH 0X|DASE

181 | | ca” /
PA
$\.\ _____________________________________

\ n-Butanol [ Raf-like MAPK _]/

Figure 9: PLD ~ Anticell death model with possible interaction with SABP2. Hypothetical model
of PLD “es involvement in H,O, regulated anticell death via transphosphatidylation. The
presence of a primary alcohol (N-butanol) can cause transphosphatidylation inhibiting the
production of the secondary messenger Phosphatidic Acid (PA). The lack of PA reduces activity
of NADPH oxidase’s production of H,0,.

PLD “ KO plants had an indistinguishable phenotype from wild-type plants (Zhang et al.

2003). This may be because that there are 12 different PLDs performing overlapping functions
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compensating for the lack of PLD “ function and they can all produce PA, the second messenger.
Although the PA is being produced by other PLDs, the oleic acid activated PLD-PA is only

produced through PLD ~.

PLD ~ distinctive localization creates a special niche for its activity. It is bound to the
plasma membrane as well as the microtubule cytoskeleton. A Nicotiana tabacum 90kD
Phospholipase D (p90) was identified that binds to both the plasma membrane and microtubules,
which is a unique characteristic of PLD “. A#-PLD ~ was found to be expressed in roots, leaves,
stems, and flowers but not in siliques. While under dehydration stress it was strongly expressed
in vascular tissues of cotyledons and leaves (Katagiri et al. 2001). The full length gene in
Arabidopsis was characterized as a polypeptide consisting of 857 amino acids with a molecular
mass of 97.7 KD and pl of 6.7 (GenBank accession number AF306345). It was deemed
AtPLD98. With the addition of a C2 domain the length of the polypeptide reaches 868 amino
acids, which is conserved across all PLDs, except PLD{ (Katagiri et al. 2001) The deduced
amino acid sequence was found to be identical to At- PLD ~ (GenBank accession number
AF322228). The AtPLD98 contains a double HxKxxxD motif (HQKCVLVD/HAKGMIVD) that
is thought to be the phospholipid-metabalizing catalytic center conserved in all PLDs. These are
located at residues 362 to 369 and 707 to 714 respectively (Punting and Kerr 1996; Wang 2000).
PLDs have a C2 domain that is a calcium dependent lipid binding domain. This C2 domain was
found to lie at residues 75-107 in the AfPLD98. Immunofluorescence microscopy showed that
the N. tabacum 90kD Phospholipase D binds to cortical microtubules in BY-2 cells (Gardiner et
al. 2001). Another study demonstrated that activation of PLD ~ affected the organization of

microtubules. Using BY-2 cells treated with n-butanol, a potent activator of PLD “, resulted in
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release of microtubules from the plasma membrane as well as partial depolymerization of the
microtubules. They also showed that only n-butanol activated PLD “, but not sec- or tert-
butanol. This demonstrates that PLD ” is activated by primary alcohol (Munnik et al. 2003).
When PLD ” uses a primary alcohol it goes through a process known as transphosphatidylation
rather than its usual hydrolytic function. In transphosphatidylation the phosphatidyl group of
phosphatidylcholine is transferred to an alcohol such as — methanol, ethanol, 2-propanol,
glycerol, ethanolamine, and serine. This action produces a phosphatidyl-alcohol and choline in
contrast to the hydrolytic products of PA and choline (Yang et al. 1966). This alcohol induced
activation of PLD ~ disassociates itself from the microtubules and stays with the plasma
membrane allowing for microtubule reorganization. Activation of PLD ~ and microtubule
reorganization has been shown to be induced by pathogen elicitors and osmotic stress as well as
defense signaling in response to these stressor by SA or ABA (Munnik et al. 2003; Rainteau et
al. 2012). It has been shown that when microtubules rearrange following pathogen/fungus
attacks, they tend to rearrange in a radial array toward the site of penetration (Kobayashi et al.
2007). The directional reorganization of microtubules coupled with PLD “es disassociation from
the microtubules, leading to this effect, as well as PLD “es continued association with the plasma
membrane may lead to incorporation of the pathogen to the host plant and localize its negative

effect to this area.
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Hypotheses

Hypothesis I:
Tobacco SBIP-436 is Nicotiana tabacum PLD-".

If the full SBIP-436 is cloned, retains accepTable homology to N. benthamiana PLD-", and is
shown to be activated by oleic acid, the tobacco SBIP-436 is Nicotiana tabacum PLD-".

If the SBIP-436 is cloned, retains accepTable homology to N. benthamiana PLD-", and is shown
to NOT be activated by oleic acid, tobacco SBIP-436 should be considered as an alternate PLD.

Hypothesis II:

SBIP-436 expression is differentially modulated during pathogen infection and abiotic stress.

If SBIP-436 displays a change in expression from its baseline expression after TMV inoculation
and changes are also demonstrated after NaCl or wounding treatment, SBIP-436 is involved in
pathogen infection and abiotic stress.

If SBIP-436 displays a change in expression from its baseline expression after TMV inoculation
and no changes are demonstrated after NaCl or wounding treatment, SBIP-436 is involved in
pathogen infection and not abiotic stress.

If SBIP-436 displays a change in expression from its baseline expression after NaCl or wounding
treatment and no change is demonstrated after TMV inoculation, SBIP-436 is involved in abiotic
stress and not pathogen infection.
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CHAPTER 2

MATERIALS AND METHODS

Materials

Plant Materials

The Nicotiana. tabacum cv. Xanthi nc NN (XNN) was used as a control to the
experimental line NahG (expressing nahG gene in XNN, that encodes SA hydroxylase that
converts SA to catechol). The C3 (contains empty pHANNIBAL vector in XNN) was used as a
control to the experimental 1-2 (SABP2 silenced in XNN) line. All plants were grown and
maintained in a growth chamber (PGW 36, Conviron, Canada) set to a 16-h day cycle with a
constant temperature of 22°C. Seeds were germinated in autoclaved (20 min) soil containing peat
moss (Fafard Canadian growing mix F-15, Agawam, MA). After 14 days 2 tobacco seedlings
were transferred to each of 4 X 4 inch flats. After 30 days, young plants were transferred to a pot
8 inches in diameter. Fertilizer was added 3 days following the final transfer. Six to 8 weeks old

plants were used to perform the experiments.

Chemicals and Reagents

Magnesium sulphate (MgSO,4), magnesium chloride (MgCl,), sodium chloride (NaCl),
sodium phosphate monobasic (NaH,PO,), sodium phosphate dibasic (Na,HPO,4), ammonium
sulfate ((NH4)2SO4), Glycerol, Chloroform, Isopropanol, and all other standard chemicals were
obtained from Fisher Scientific, Pittsburgh, PA. Proteose peptone 3 (Becton and Dickenson),
Agar, Polyvinylpolypyrrolidone (PVPP) were obtained from Acros Organics, Audubon Park, NJ.
Semipurified Tobacco mosaic virus (TMV) was available in-house. Oligo dT-20, Tag DNA

polymerase (Invitrogen, CA), DNA ladder (New England Biolabs), dithiothreitol (DTT), MMLV
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reverse transcriptase, recombinant RNAsin, RNAse free DNAse, (Promega), Agarose (SeaKem),
Gel loading dye (Bio-Rad), Tris-Acetate-EDTA (TAE), TRI reagent and Diethyl pyrocarbonate
(Sigma-Aldrich), Rifampicin (Phytotechnology), Liquid Nitrogen (Airgas, TN). Qiagen gel
extraction kit, QIAprep Spin Miniprep Kit (Qiagen). pPGEMT (Promega), TOPO (Invitrogen)

were purchased.

Methods

Bioinformatics Analysis

Sequence Alignments and Database Analysis. SBIP-436 sequence analysis was

performed using multiple bioinformatics tools. Among the tools used were BLAST (Basic Local

Alignment Search Tool) (Altschul et al. 1990) at NCBI (http://blast.ncbi.nlm.nih.gov/Blast.cgi),

ExPASy Bioinformatics Resource Portal (http://www.expasy.org/tools/), and NCBI ORF (Open

Reading Frame) Finder (http://www.ncbi.nlm.nih.gov/gorf/gorf.html). The SBIP-436 yeast -2-

hybrid clone was found to be a partial sequence so the Sol Genomics database

(http://solgenomics.net/tools/blast/index.pl) was used to build a possible gene construct for the

unannotated N. tabacum PLD”. The sequences found were aligned to each other and known

sequences using the Clustal W2 tool (ClustalW2); http://www.ebi.ac.uk/Tools/msa/clustalw?2/).

A DNA sequence cleaner was used to organize and format sequences for ease of use and storage

(http://www.cellbiol.com/scripts/cleaner/dna_protein_sequence_cleaner.php). Two splice site

prediction tools were used to analyze the partial sequence clone of SBIP-436. The first was

Wang Computings ASSP (Alternative Splice Site Predictor)

(http://wangcomputing.com/assp/evaluation.html) and the second used was Splice Port

(http://spliceport.cbcb.umd.edu/) for comparison and validation.
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Cloning in pGEMT and TOPO Vectors. The SBIP-436 partial sequence that was

amplified using primers DK511 & DKS514. Amplified products were separately cloned in PCR
cloning vectors e.g. pPGEMT and TOPO. Given PLD’s nature of multiple isoforms, highly
conserved domains, and implications of alternative splicing, it was found prudent to also

distinguish their relation to one another, if any.

Gel Extraction

The gene of interest amplified via RT-PCR was analyzed via electrophoresis in a 1.2%
agarose gel. Following quick visualization under UV, the DNA fragment was excised from the
gel with a clean scalpel and DNA purified using Qiagen gel extraction kit following

manufacturer’s instructions. Eluted DNA was quantified using Nanodrop.

Ligation into pGEMT vector
The pGEMT vector to insert (Gel purified PCR product) molar ratio was calculated using

following equation:

50ng vector * ()kbinsert 3 m t
* — =
3.0kb vector 1 x)ng inser
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The pGEMT vector was briefly centrifuged and the 2x rapid ligation buffer was vortexed
vigorously. The following reaction was setup in a 1.7 ml microcentrifuge tube. Ligation reaction

is shown in Table 1.

Table 1: pGEMT Vector Ligation Reaction

Reaction Compnonent Amount
2x Rapid Ligation Buffer Sul
PGEMT Vector 1l

PCR Product (x) pl
T4 DNA Ligase (3Weiss units/pl) 1l
Nuclease-Free water to a final volume of - 10 ul

The reaction was mixed by pipetting and incubated at room temperature for 1 hour. Two
microliter of the ligation reaction and 100 ul of DH5+ competent cells were added to a new 1.7
ml microcentrifuge tube then placed on ice for 20 minutes. The tubes were briefly incubated for
45 seconds in a 42°C waterbath and returned to ice for 2 minutes. Nine hundred microliter of LB
(no antibiotic) was added to the tube. The tube was closed and its cap secured by parafilm, was
dropped in a 250 ml flask, and placed in a 37°C shaker for 1 hour. After shaking, the sample was
centrifuged for 45 seconds at 10,000 rpm. Nine hundred microliter of supernatant was removed,
and pellet was resuspended in remaining 100 ul by vortexing. X-gal (20 mg/ml) and 0.1 mM
IPTG were spread on LB plate with sterile glass beads at least 20 minutes prior to plating of
samples. One hundred microliter of culture was spread with glass beads and placed in 37°C
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incubator for 13-16 hours. Ten white and 2 blue isolated colonies were grown in 3 ml LB

overnight at 37°C in a shaker.

Isolation of Plasmid DNA - QIAprep Spin Miniprep Kit

The 3 ml overnight culture was pelleted by centrifuging at 10,000 rpm for 5 min in a
1.7ml microcentrifuge tube. Bacterial Pellet was used to isolate plasmid DNA using Qiagen min
prep kit following manufacturer’s instructions. Plasmid DNA was isolated in 25ul of Elution
Buffer. Nanodrop was used to calculate the amount of plasmid DNA. 2-3ul of plasmid DNA was

analyzed on an agarose gel and visualized under UV. Plasmid DNA were sent for sequencing.

Preparation and Treatment of Tobacco with Tobacco Mosaic Virus

N. tabacum (XNN) plants were grown for 6 weeks before using for infected with
pathogens. The pathogen TMV was prepared to a 10~ dilution of 45ug/ml in 0.05 M sodium
phosphate buffer, pH 7.0. Carborundum was used as an abrasive to allow entry of TMV into the
leaf. The upper fully expanded leaves were dusted uniformly with carborundum on the adaxial
surface. A prewashed 4x4 inch cheesecloth (4-6 layers) soaked in a diluted TMV solution was
used to gently rub against the carborundum dusted leaf. XNN plants infected with TMV were
isolated from uninfected plants and maintained at a regular regimen of light (16 hr/day) and

water (once every 2 days). Leaf samples were taken at desirable time points.
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Preparation of the Bacterial Inoculums

The N. tabacum host-pathogen Pseudomonas syringae pv. tabaci (Pst) and the nonhost
pathogen P. syringae pv. phaseolicola (Psp) were grown on King’s B medium in a sterile petri
dish. 25ug/ml of the antibiotic rifampicin was present in King’s B medium used for growing
Psp. Bacterial plates were incubated for 48hrs at 28°C. Isolated colonies were taken with a loop
and inoculated into 10ml of King’s B broth containing 1mM magnesium sulfate (MgSO4). The
culture was placed into a shaker revolving at 250 rpm at 28°C overnight. The culture was
centrifuged for 15 minutes at 3,000 rpm at 10°C. The supernatant was decanted and the bacterial
pellet was resuspended in 10 ml of 10 mM of MgCl,. The culture was centrifuged for 15 minutes
at 3,000 rpm at 10°C and the bacterial pellet was resuspended in 10 ml of 10 mM MgCl,. The
culture was centrifuged for 15 minutes at 3,000 rpm at 10°C and the pellet was resuspended in 20
ml of 10 mM MgCl,. Bacterial concentration was determined by measuring the optical density
(OD) at 600nm in a spectrophotometer. The MgCl, washed Pst and Psp were diluted to 0.2
ODgpo (108 colony forming units (cfu)/ml). Psp was diluted to 10° cfu/ml with MgCl,. Pst
inoculum was diluted to 10° cfu/ml. Six weeks old C3 tobacco plants were used for inoculation
with bacterial pathogens. The uppermost fully expanded leaves were slowly infiltrated with
bacterial inoculum using a needleless 1 ml syringe. Inoculated plants were kept under proper
lighted area. Three leaf discs were collected with a #5 cork bore at 0, 3, 6, 9, 12, and 24, and hpi
(hours post inoculation) from inoculated leaves of XNN plants. Leaf samples were placed in
1.7ml microcentrifuge tubes and flash frozen in liquid nitrogen. The leaf samples were then

stored at -80°C until used for RNA isolation.
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Treatment of Tobacco with Exogenous Salicylic Acid

For SA treatments the uppermost fully expanded leaves were selected for infiltration. A
Iml sterile, needleless syringe was used to slowly infiltrate the 0.1 mM SA throughout the leaf
tissue. Three leaf discs were collected with a #5 cork bore at 0, 3, 6, 9, 12, and 24, and hpt (hours
post treatment) from inoculated leaves of XNN plants. Samples were placed in 1.7ml
microcentrifuge tubes and flash frozen in liquid nitrogen. The leaf samples were then stored at

-80°C until ready for total RNA isolation.

Treatment of Tobacco with NaCl

N. tabacum XNN leaves were treated with 300mM NaCl as described above for SA

treatments. Leaf samples were collected and stored at -80C.

RNA Isolation

To isolate total RNA, 3 leaf discs were ground to fine powder using liquid nitrogen. Once
sample was powdered, 500ul of TRIzol was added, gently mixed, and 500ul more was added.
Sample was kept for 5 minutes followed by the addition of 200ul of chloroform and gently
mixed for 15 seconds. After 2 minutes sample was centrifuged at 12000Xg for 10 minutes at
4°C. The aqueous phase was removed to a new tube and 500ul isopropanol was added to it.
Sample was centrifuged again at 12000Xg for 10 minutes in 4°C. Supernatant was discarded and
to the RNA pellet, 1 ml of 75% cold ethanol was added and centrifuged again at 7500Xg for 5
minutes 4°C. The resultant pellet was air dried in hood for 15 minutes. The pellet was then
resuspended in 43ul of DEPC, 5ul of DNAse buffer, and 2ul of DNAse (50ul DNAse mix). All

steps starting with TRIzol were repeated with half volumes until the resultant pellet step. The
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pellet was resuspended with 20ul of DEPC treated water and heated in a 55 °C waterbath. RNA
was quantified by taking Optical density (OD) using Nano Drop spectrophotometer and stored at

-80 °C until cDNA synthesis.

cDNA Synthesis

Total RNA was used to synthesize the first strand complementary DNA (cDNA). Tol pg
of total RNA in 8 ul DEPC treated water, 2 ul of oligo-dT»o (0.5 pg/ml) was added. The mixture
was incubated at 75°C for 10 minutes in the thermocycler (Eppendorf) and cooled to 4°C. The
following reaction mixture was added to the 10 ul RNA+Oligo-dT mix for a total volume of

20ul. cDNA synthesis reaction is shown in Table 2.

Table 2: cDNA Synthesis Reaction

Reaction Component Amount

5SX RT Buffer 4 ul

Diethylpyrocarbonate -treated Water (DEPC) | 2 ul

Deoxynucleoside triphosphates (ANTP) 1 ul
Dithiotthreitol (DTT) 1 ul
RNAse Inhibitor (RNasin) 1 ul
Reverse Transcriptase (RT) 1 ul
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The thermocycler was used to incubate the sample at 42°C for 60 minutes followed by an
incubation at 70°C for 10 minutes. After incubation the cDNA sample was stored in -20°C for

future analysis.

Polymerase Chain Reaction (PCR)

The cDNA sample was used to amplify gene of interest for cloning and expression
analysis. The following 10 ul of PCR mix was used to amplify each gene. PCR reaction is shown

in Table 3.

Table 3: PCR Reaction

Reaction Component Amount
Nuclease free autoclaved water 6.4ul
10X dNTP 1ul

10X Taq Polymerase Buffer Tul

Taq Polymerase 0.2ul
Forward Primer (10uM) 0.2ul
Reverse Primer (10uM) 0.2ul
cDNA sample 1ul
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PCR involves cycles that consist of 3 steps: Denaturation, Annealing, and Extension.
Hot-Start PCR was used for heat activation of the DNA polymerase. This requires that there is a
one-time initialization step preceding the multiple cycles where samples are heated to 94°C for
approximately 2 minutes. The first cycling event is denaturation. The reaction is heated to 94°C
for 30 seconds, which melts the DNA template, separating complementary bases, yielding
single-stranded DNA. The second cycling event is annealing. The annealing temperature (Ta) is
calculated by the melting temperature (Tm) of the synthesized primers for the gene of interest.
While the Ta varies (50°-65°C) the time is constant at 30 seconds. The third cycling event is
extension. Contrary to the annealing step, the extension temperature is constant at 72°C to
optimize polymerase activity and the extension time varies in accordance with the length of the
gene of interest (1 minute per 1 kilobase (kb)). Cycle number (28-40) is dependent on the use

and presence of the gene of interest. Following the cycling events there is a final elongation at

72°C for 8 minutes and a final hold between 4°-10°C. The forward and reverse primers were used

to amplify SBIP-436 are shown in Table 4.

Product
Name Function Primer Direction | Bases rodue Tm GC
Length %
Gene 5TCAGCTTCCCAGAAATTTG
DK511 | Expressio GA 3 Forward 21 200bp 58.7 | 429
n
Gene 5'
DK513 | Expressio | ATACCTGGCCATGTGGATGT | Reverse 20 200bp 60.4 | 50
n 3’
DK514 | Gene _ 5 Reverse 20 500/700b | 384 |45
Expressio | TGTGGTCAAAGCATCAGGA
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n A3 p
5'
Cloning | GGGGACAAGTTTGTACAAA
DK547 Forward | 52 ~2400bp | 73.4 | 442
(Gateway) | AAAGCAGGCTTGATGGCGG | o P
ATGAGAATTGTGAA 3'
5'
Cloning | GGGGACCACTTTGTACAAG
DK548 R 51 ~2400bp | 752 | 4
(Gateway) | AAAGCTGGGTTTCATGTGGT | o o¢ P ?
CAAAGCATCAGG 3'
Transcript >
DK6ls | P ACCTGCAGCCGCACTTGTTA | Reverse | 21 170bp | 62.6 |52.4
A3
Transcript >
DK619 | O P TTCCCTCATTCTCCTTCCCAA | Forward | 21 170bp | 60.6 |47.6
3'
1000b >
DK602 P | ATGGCGGATGAGAATTGTG | Forward | 21 1000bp | 58.7 |42.9
segment ,
AA3
1000b >
DK603 P | GCTTACTGCTTGCATAACGA | Reverse | 21 1000bp | 60.6 | 47.6
segment ,
G3
1000b >
DK604 P~ | AGCACTCATCCGTCACTTGT | Forward | 21 1126bp | 62.6 |52.4
segment ,
G3
1000b >
DK605 P | GGGAAGCTGAGATCACATC | Reverse | 21 1126bp | 62.6 | 52.4
segment ,
AC3
5Y
DK515 | 5'RACE | CGTCCACTATCATCCCCTTG | Reverse | 26 N/A 69.3 | 577
GCGTGT 3'
5'
DK516 |5'RACE | TCGCCACTTGAGGAAGCAG | Reverse | 25 N/A 679 |56
GGTTTG 3'

Table 4: SBIP-436 Primer
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CHAPTER 3

RESULTS

Gene Analysis

DNA and Amino Acids Corresponding to SBIP-436

A Yeast-2-hybrid screening, using SABP2 as bait, yielded multiple positive interacting
proteins. SBIP-436 was among these interacting proteins. The SBIP-436 sample was sequenced
and analyzed. The sequenced cDNA revealed a clone 228bp in length. The sequence, family
grouping, and clustal alignment are shown in Figures 4, 5, and 6 respectively. Next, a multiple
sequence alignment was performed using the SBIP-436 corresponding 3" frame amino acid
sequence and A. thaliana (AtPLD-") as well as Ricinus communis (RcPLD- “). This showed that
SBIP-436 has high homology to phospholipase D-". These species were chosen due to their high
homology as well as their involvement in previous phospholipase D “ studies. SBIP-436 showed

70% similarity with AtPLD-" and 71% similarity with RcPLD- ~.

NCBI Multiple Alignment with AtPLD-" and RcPLD- ~

SBIP-436 1 NYFCLMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWANKKKHPHGQVYGYRMSLWAEHMGKLDD 75
ATPLD- d 709 NFQRFMIYVHAKGMIVDDEYVLMGSANINQRSMAGTKDTEIAMGAYQPNHTWAHKGRHPRGQVYGYRMSLWAEHLGKTIGD 788
RCPLD- & 689 KHQRFMIYVHAKGMIVDDEYVIMGSANINQRSMAGSRDTEIAMGAYQPNHTWGNKKRHPRGQVYGYRMSLWAEHLGLVDS 768

SBIP-436 76  CFTKPESLDCVKHVNKVAEDNWNRFTAEEFKPLQOGHLLKYPVKVDSDGKVSSLPGHEYFPDVGGKVLGART-NLPDALTT 154

ATPLD- & 789 EFVEPSDLECLKKVNTISEENWKRFIDPKFSELQGHLIKYPLQVDVDGKVSPLPDYETFPDVGGKIIGAHSMALPDTLTT 868
RCPLD- & 769 LFDEPETLDCVKTVNKIAEDNWRRFTEEDFTPLQGFLLKYPLEVDRNGKVSPLTGQENFPDVGGKVLGARS-TFPDSLTT 847
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Figure 10: SBIP-436 NCBI Multiple Alignment: Amino acids from SBIP436 (First Row),
Arabidopsis thaliana PLD ~ — ATPLD (Second Row), and Ricinus communis PLD ~ — RCPLD
(Third Row) are aligned, displaying their similarity. Highlighted in red is a conserved
HxKxxxxD motif representative of the PLD catalytic site.

Further analysis of the alignment showed that an HxKxxxxD Binding Motif associated
with PLDs was conserved in the SBIP-436 sequence. This BLAST and alignment analysis
demonstrated that the sequenced clone was a partial PLD-" sequence. In accordance with this a
BLAST analysis was performed in the Sol Genomics database revealing that the N. tabacum
PLD-" has yet to be annotated or identified.

Therefore it was a goal to identify the full corresponding gene sequence in N. tabacum. In
order to do this the yeast-2-hybrid SBIP-436 sequence to BLAST in the Sol Genomics database
against the N. tabacum genome. First, the SBIP-436 sequence was used in a BLAST using the N.
tabacum Unigene sequence set. The results found a slightly larger sequence SGN-U444527,
Figure 11, with a length of 1,726 nt and revealed that the longest ORF (Open Reading Frame)

was in the -3 frame consisting of 193 amino acids.

NFYCLGNREELHGGSKPNPASSSGDVISASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWANK
KKHPHGQVYGYRMSLWAEHMGKLDDCFEF TKPESLDCVKHVNKVAEDNWNRF TAEEFKPLQGHLLKYPVKVDSDGKVSSLPGHEYFPD
VGGKVLGARTNLPDALTT

Figure 11: BLAST in Sol Genomics N. tabacum Unigene database using the SBIP-436 Yeast
Two-Hybrid clone sequence yielded SGN-U444527 ORF (193aa).

CLUSTAL alignment of the SBIP-436 Yeast-2-hybrid Clone and the N. tabacum SGN-U444527

sequence yielded an exact match. Their clustal alignment is shown in Figure 12.
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Nt  SGN-
SBTIP-436 Y2H Clone

VDDEYVILGSANIN &0
DEYVILGSAZNIN 33

Nt  SGN-

ESMACSEDTEIAMGRYQPHHTWAD
SBTP-436 Y2H Clone E

GSRDTEIAM JFHHTWAD

rrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrr

Nt  SGN- CVEHVNEVAEDNWNRE TAEE FEFLOGHLLKY FVEVDSDEKVSSLEGHEYFPOIVEEEVLGE 180
SBIP-436 Y2H Clone @ — == == e

Nt SGN- EINLEDALTT 190
SBIP-436 Y2H Clone  —————————-

Figure 12: CLUSTAL 2.1 multiple sequence alignment of SBIP-436 Yeast-2-Hybrid Clone
(67aa) and N. tabacum SGN-U444527 (190aa).

From what is known from the Arabidopsis PLD ~ sequence, it was expected to find a
gene sequence consisting of approximately 3,100 nucleotides (ATPLD ~ 3,125 nt: accession#-
NM_179170). The goal was to find a full-length tobacco PLD “ sequence corresponding to the
SBIP-436 Y2H clone as well as the newly found SGN-U444527. No additional full length
unigene could be identified. Only small segments were being detected. The SGN-U444527
sequence was further studied, specifically in attaining the amino acid sequence matched with it.
As stated earlier the ATPLD “ consists of 868 amino acids. It is known that the C-terminus of the
PLDs is highly conserved. Therefore, the smaller the partial and the closer it lies to the C-
terminus results in less probability of positive confirmation of a specific PLD. It was important
to understand the variability of the PLDs and use the information to support the identification of
SBIP-436. Because neither the N. tabacum “Methylation Filtered Genome” nor the Unigene

database resulted in any significant findings, we designed and performed a “Genome Crawl”.
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Genome Crawl

The genome crawl, demonstrated in Figure 13, was designed to take a known sequence
like ATPLD” and attain the sequence corresponding to Nt-PLD” in an organism closer related
phylogenetically. This was repeated in a cascade fashion until the organism of interest N.

tabacum was searched using preceding sequences.

Arabidopsis thaliana (annotated)

‘Iy @eauence—Sl )

Solanum lycopersicum

‘1’ @auence—Nb )

Nicotiana benthamiana

\1, @eauence—Nt)

Nicotiana tabacum

r—

T

Solanaceae

|

]

-

]

l Nt Seauence (SBIP- J

Figure 13: Genome Crawl. The ATPLD” sequence was used to extract the S. lycopersicum PLD”
(S1PLD"). The SIPLD” was used to attain the N. benthamiana PLD”. The NbPLD” was used
search for the N. tabacum PLD” (NtPLD").

The ATPLD” sequence (AT4G35790.1) was taken from the TAIR database and
subjected to blast in the Sol Genomics dataset - Tomato proteins (ITAG release 2.40). This
resulted in a S. lycopersicum PLD” (Solyc02g083340.2.1) construct consisting of 866 aa shown

in Figure 14.

AT4G35790.1

ATGGCGGAGAAAGTATCGGAGGACGTTATGCTTCTACACGGTGACCTCGATTTGAAAATTGTTAAGGCTAGGAGGTTACCTAACATGGATATGTTCT
CAGAACATTTGCGCCGTCTCTTCACCGCCTGTAACGCCTGTGCTAGACCCACCGATACCGATGATGTCGATCCCAGAGATAAAGGCGAATTCGGTGA
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TAAAAACATCCGTAGCCACCGTAAGGTTATCACCAGCGATCCTTACGTCACCGTCGTCGTTCCTCAAGCGACTCTAGCTCGAACACGTGTTTTGAAA
AACTCACAAGAGCCTCTTTGGGACGAGAAATTCAACATTTCTATAGCGCATCCGTTTGCTTATCTCGAGTTCCAGGTCAAAGACGACGATGTTTTCG
GTGCTCAAATCATTGGCACGGCTAAGATCCCGGTTCGAGACATCGCATCGGGAGAACGCATTTCTGGTTGGTTTCCTGTACTCGGTGCTTCGGGAAA
ACCGCCTAAGGCAGAAACTGCTATTTTCATCGATATGAAATTTACTCCGTTTGACCAGATCCATAGCTACCGATGTGGAATCGCCGGAGATCCGGAG
CGTAGGGGTGTTAGACGGACTTATTTCCCTGTGAGGAAAGGAAGTCAGGTGAGGCTTTACCAGGACGCTCATGTTATGGACGGAACGTTGCCGGCGA
TTGGGTTAGATAACGGGAAAGTTTATGAGCATGGGAAGTGTTGGGAAGATATATGTTATGCTATATCTGAGGCTCACCATATGATTTACATTGTTGG
TTGGTCTATCTTCCATAAGATTAAGCTTGTTAGGGAAACAAAAGTTCCAAGAGATAAGGATATGACGCTTGGGGAATTGCTCAAATACAAATCCCAG
GAAGGTGTTCGAGTTTTGCTACTTGTATGGGATGATAAGACTTCTCATGATAAGTTTGGGATAAAAACGCCTGGAGTTATGGGGACACATGATGAGG
AGACTAGGAAGTTCTTCAAGCATTCTTCTGTGATATGCGTTTTGTCACCCCGGTATGCCAGCAGTAAGCTTGGGTTGTTCAAACAACAGGCAAGTCC
TAGCTCTTCTATATATATCATGACAGTTGTTGGAACTCTCTTCACGCACCATCAAAAGTGTGTTCTTGTAGACACTCAGGCTGTTGGTAATAATCGC
AAGGTCACCGCTTTTATTGGAGGTCTAGATCTTTGTGATGGCCGTTATGACACACCTGAGCATAGGATACTCCACGATCTTGACACTGTATTTAAGG
ATGATTTCCACAATCCTACATTTCCAGCTGGTACCAAGGCCCCAAGACAACCTTGGCACGATTTGCACTGTAGGATAGATGGGCCTGCGGCATATGA
TGTTCTCATAAACTTTGAGCAGCGATGGAGAAAGGCAACACGATGGAAGGAGTTTAGCTTACGTTTAAAGGGGAAAACTCACTGGCAAGATGATGCT
TTGATCCGGATAGGGCGTATATCATGGATTCTGAGTCCAGTGTTTAAATTTCTGAAGGATGGTACTTCGATAATTCCAGAGGACGATCCATGTGTTT
GGGTTTCTAAAGAAGATGATCCAGAGAACTGGCATGTTCAGATATTCCGTTCTATCGACTCAGGATCCGTGAAAGGATTTCCAAAATATGAAGATGA
GGCTGAGGCCCAGCATCTGGAATGTGCCAAGCGTCTTGTTGTAGATAAAAGCATCCAGACTGCATACATCCAGACAATCAGATCTGCTCAGCATTTC
ATATATATCGAGAATCAGTATTTCCTGGGTTCTTCTTATGCTTGGCCTTCTTATAGAGACGCAGGAGCTGACAATCTTATTCCTATGGAGTTGGCAC
TAAAGATTGTTAGCAAAATCAGAGCTAAGGAAAGATTTGCCGTATATGTTGTCATACCATTGTGGCCTGAAGGCGACCCAAAGTCTGGCCCTGTGCA
AGAAATTCTATATTGGCAGAGCCAAACTATGCAGATGATGTATGATGTTATAGCAAAAGAACTGAAAGCGGTGCAATCAGATGCTCATCCTCTCGAT
TACCTTAACTTTTACTGCCTTGGTAAACGAGAGCAGCTTCCAGATGATATGCCAGCCACCAATGGCAGTGTGGTATCAGATTCTTATAATTTCCAGC
GTTTCATGATTTACGTGCACGCAAAAGGGATGATAGTAGATGATGAGTATGTACTCATGGGATCTGCTAATATCAACCAAAGATCTATGGCAGGCAC
CAAAGATACTGAAATCGCCATGGGCGCATACCAACCTAATCATACATGGGCTCACAAGGGAAGACACCCACGTGGCCAGGTGTATGGATACAGAATG
TCACTATGGGCAGAGCATTTAGGCAAAACTGGAGATGAGTTTGTGGAGCCATCAGATCTGGAATGTCTGAAGAAGGTGAACACAATCTCTGAAGAAA
ACTGGAAAAGATTCATAGACCCGAAATTCTCAGAGCTACAAGGTCACTTAATAAAGTATCCTCTACAAGTAGACGTTGATGGTAAAGTAAGCCCTCT
TCCTGATTACGAGACCTTCCCAGATGTTGGTGGTAAGATCATTGGAGCTCATTCCATGGCTCTTCCTGACACTTTAACCACGTAA

Solyc02g083340.2.1

MAENSSQENFICLHGDLELHIIQARHLPNMDLTSERIRRCFTACDVCRKPQTGSTADDGNGELPNVKSTDQKIHHRSIITSDPYVAVCAPHTALART
RVIPNSQNPVWDEHFRIPLAHPMDCLDFRVKDDDVEFGAQVMGKVTIPAEKIASGEVVSGWFPVIGASGKSPKPDTALRLWMKFVPYDTNPLYKRGIA
SDPQYLGVRNTYFPLRKGSSVKLYQDAHVSDKFKLPEIQLENNTTFEHNKCWEDICYAITEAHHLIYIVGWSVFHKVKLVREPTRPLPRGGDLTLGE
LLKYKSQEGVRVLLLVWDDKTSHDKFFINTAGVMGTHDEETRKFFKHSSVICVLSPRYASSKLSLIKQQVVGTMF THHQKCVLVDTQAPGNNRKVTA
FLGGLDLCDGRYDTPEHRLFHDLDTVFKDDVHQPTFPAGTKAPRQPWHDLHCRIDGPAVYDVLINFAQRWRKATKWREFKFFKKTMSHWHDDAMLKI
ERISWILSPAFAVLKDSTAIPEDDPKLHVYGEDHSENWHVQIFRSIDSGSVQGFPKTIDVAQAQNLVCSKNLMVDKSIEAAYIQATRSAQHFIYIEN
QYFLGSSYAWESYKDAGADHLIPMELALKITSKIRARERFCVYVVVPMWPEGDPKSITMQEILFWQSQTIQMMYQVIATELKSMQILDSHPQDYLNF
YCLGNREEIPGSTIAQSSGNGDKVSDSYKFQRFMIYVHAKGMIVDDEYVIMGSANINQRSLAGSKDTEIAMGAYQPHYAWTEKQRRPRGQIYGYRMSL
WAEHLGRIEECFKEPEALTCVRKVNEVAEGNWKSYTAEKFTQLHGHLLKYPIHVGADGKVGPLAEYENFPDVGGRILGNHAPTIPDVLTT

Figure 14: The ATPLD” sequence (AT4G35790.1) Top subjected to BLAST in Sol Genomics
Tomato proteins (ITAG release 2.40) and resulted in S. lycopersicum PLD”
(Solyc02g083340.2.1) Bottom.

S. lycopersicum PLD” (Solyc02g083340.2.1) construct was then subjected to BLAST in
the Sol genomics dataset N. benthamiana proteomics dataset [from Michelle L. Cilia]. The
BLAST resulted in several possible N. benthamiana PLD” constructs. The highest homology to
the S. lycopersicum PLD” sequence was NbS00010125g0016.1 (890aa). Because there were
several possible sequences, the validity of NbS00010125g0016.1 was tested. Although the
genome crawl was designed to extract the PLD” associated with N. tabacum, it was important to

maintain integrity of the SBIP-436 Y2H clone. SGN-U444527 was subjected to BLAST in the
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Sol Genomics N. benthamiana Genome v0.4.4 predicted proteins dataset to see if
NbS00010125g0016.1 retained highest homology. While NbS00010125g0016.1 was on the list
of homologous constructs with an identity score of 73%, the results revealed a predicted protein
construct with an identity score of 97% deemed NbS00023265g0007.1 (852aa). In the same
fashion the NbS00023265g0007.1 was subjected to BLAST in the Sol Genomics S. lycopersicum
dataset ITAG Release 1 predicted proteins (SL1.00). A highly similar sequence was found
named SL.1.00sc02164_456.1.1 (848aa) shown in Figure 15 followed by a clustal alignment in

Figure 16.

NbS00023265g0007.1

MADENCENVIHLHGDLDLKILEARRLPNMDLVTERLRRCFTALDVCRKPFTRRRRKGHHRKIITSDPYVTVCLSGATVARTRVISNCQDPVWNEHFK
IPLAHPVSVVEFQVKDNDVFGADYIGVATVPAQKIKSGELIDDWFPIIGPYGKPPKRDCAIRLOQMKF THCNGNPLYNSAISEDYGLKESYFPVRHGG
SVTLYQDAHVPDGMLPEIKLDDNKVFQHSKCWEDICHAILEAHHLVYIVGWSIFHKVKLVREPSKPLPSGGDLTLGELLKYKSEEGVRVLLLVWDDK
TSHSKFFIQTDGLMCTHDEETRKFFKHSSVTCVLSPRYASSKLSIFKQQALLFSCQEKIQLVVGTLYTHHQKCVIVDTQASGNNRKVTAFLGGLDLC
DGRYDTPEHRLEFSDLDTVFKDDYHNPTFCTGTKGPRQPWHDLHCKVEGPAAYDVLTNFEQRWRKATKWSELGRRLKRISHWHDDALIKIERISWIIS
PSSSVPNDDQSLWVSKEEDPENWHVQVFRSIDSGSLKGFPKDVFLAESQNLVCAKNLVIDKSIQOMGYIQATRQAQHFIYIENQYFLGSSYAWHSYKD
AGADNLIPMELALKIASKIREKERFSVYVVIPMWPEGVPTSASVQEILYWQRQTMKMMYGITIAQELKSSQLKDVHPSDYLNFYCLGNREELHGESKT
NPASSNGDVISASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWAKKKKHPHGQVYGYRMSLWAEHMGKLDDCFET
KPESLDCVKHVNKVAEDNWNREF TAEEFKPLQGHLLKYPVKVDSDGKVSSLPGHEYFPDVGGKVLGARTNLPDALTT

SL1.00sc02164_456.1.1

MADENCENVVYLHGDFDLKITIEARRLPNMDLVTERLSRCFTALDICRKPFTRRRRKGHRRKIITSDPYVTVCLTGATVARTRVISNCQDPVWNEHFK
IPLAHPVSVVEFLVKDNDVFGADYIGVATVLAEKIKSGELIDDWFPIIGPYGKPPKPDCAIRLQMRF IHCDGNPSYNGGISEDFGLKASYFPVRHGG
SVTLYQDAHVPDGMLPEIKLDDDKIFEHSKCWEDICHAILEAHHLVYVVGWSIFHKVKLVREPSKPLPSGGDLTLGELLKYKSEEGVRVLLLVWDDK
TSHSKFFIQTDGVMQTHDEETRKFFKHSSVNCVLAPRYASSKLSIFKQQACFTPYQYFVVGTLYTHHQKCVIVDTQASGNNRKVSAFLGGLDLCDGR
YDTPEHRLFRDLDTVFKDDFHNPTFSTGTKAPRQPWHDLHCKIEGPAAYDVLTNFEQRWRKATKWSEFGRRLKKISHWHDDALIKIERISWITSPSS
SVPNDDQSLWVSKEEDPENWHVQVFRSIDSGSLKGFPKDVLLAESQNLVCAKNLVIDRSIQMAYIQATIRQAQHFIYIENQYFLGSSYAWP SYKEAGA
DNLIPMELALKIASKIRAKERFAVYIVIPMWPEGVPTSASVQEILYWQRQTMKMMYGIIAQELKSSQLODVHLSDYLNFYCLGNREELHGESKSNYA
SNGDLISASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWAMKKRHPHGQVYGYRMSLWAEHMGKLDDIFTKPES
LNCVKHVNEVAEDNWKRF TAHEFKPLQGHLLKYPVQVGTDGQVSSLPGHEYFPDVGGKILGARTNLPDALTT

Figure 15: SGN-U444527 used to BLAST in Sol Genomics N.benthamiana Genome v0.4.4
predicted proteins revealed NbS00023265g0007.1, which was then used for BLAST in
S.lycopersicum dataset ITAG Release 1 predicted proteins (SL1.00) dataset resulting in
SL1.00sc02164_456.1.1. Grey highlight represents homology to SGN-U444527 and
subsequently the SBIP-436 Yeast-2-Hybrid clone.
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b MADENCENVIHLAGDLDLE I LEARRL.FNMDLVTERLERCFTALDVCREFFTEREREEGHHE. 60
51 MADENCENVVY LHGDFDLEI IEARRLEFNMD LV TERLSRCFTALDICREFFTREEREEGHRER 60

dhkkddhd ke ehhddokdkdd ok ddddhdddhdddd rddddhrodhkrdhhdrbddrhed

b KIITSDEYWIVCLIGATVARTEVISNCQDEVWNEHFEI PLAHEFVSVVEFVEDNDVEGRD 120
51 KIITSDEYWIVCLIGATVARTEVISHCQDEVWHNEHFEI PLAHEVSVVEFLVEDNDVEGARD 120

dhkkhhhhkhhhhdk e hkhkhrbdhdbddh bbb kbbb hbddh bbb dhdd dhhdhdhhhdd

1) Y IGATVELROKTIKSGELIDDWE FI IGEYGEFFERDCAIRLOMEFTHCHNGNELYNSATSED 180
s51 Y IGATVLAEKTKSGELIDDWEF FI IGEYGEFFEFDCAIRLOMRFTHCDGNESYNGGISED 180

ek hekdkdkdkdkdedek ek ke dede ek ke drckdkdk mdk ek ek ke dededede

b YELEESYFEVEHGESVILY QDA HVEDGML.PEIKLDDNEVEQHSECWEDICHATLEAHHTY 240
51 FELEASYFEFVEHGESVILYQDAHVEDEMLPEIKLDDDKIFEHSECWEDICHATLEAHHTY 240

rhkdk hhkkhhhhhhhhdhhhhhhhrhhhhhhhhhhhrkrkrhhhhhhkhhhhhhhhhhhhh

1) ¥ ITWVEWSIFHEVELVEEFSEFLESGE0LT LGELLEYKSEEGVEVLLLVWDDET SHISKFFIQ 300
51 TWEWS I FHEVELVEEFSEFLESGEDL T LGELLEYKSEEGVEVLLLVWDDET SHISKFFIQ 300

ek kb ke bk kb hdde ke ddddd

b TDEIMCTHDEETREFFEHS SV T CVLSPFRYASSELSIFEQQALLFSCQEKIQLVWETLYTH 360
51 IDEMQTHDEETREF FEHSSVNCVLAPRY A SSELSIFEQQACFTPYQY ———FVWEILYTH 357

dhkkek hhkdhkhdkhhdhrhddd ddkdokrdddrddhdhdddkk o rhkk ko

b HOECVIVDTQASGNNEEVTAFLGGLDLCDGRY DT FEHRLFSDLOTVFEDDYHNEFTFCTGT 420
51 HOECVIVDT QA SEGNNEEV SAFLGELDLCDGRYDTPEHRLFEDLDTVFEDDFHNETFSTET 417

ke ke ek kck e ek ek ke drdede e sk ek ek ek mdesk ek | ke

b HGERFWHDLHCKVEGEFAL Y IV L. ITNFEQEWREATEWSELGERLERI SHWHDDALTETERT 480
51 KRFRFWHDLHCKIEGEAL Y IW L. TNFEQEWREATEKWSEFGERELEK I SHWHDDALTEIERT 477

F hkkkkhdhhkdkrdkhhkdkrbdhrdddhhdd kb bk h kb ok kA kA wd

b SWITISESSSVENDDSLWVSEEEDFENWHVWVFRSIDSGSLEGFPEDVFLAESONTLVCRE 540
51 SWITSESSSVENDDSLWV SEEEDFENWHVWFRSIDSGSLEGFPEDVLLAESQNLVCRK 537

ik hkkkdhdkdkddhhhd bk d bk bk kb bk kb kb ke ki k ke

b LV IS IQMGY IQATRQAOAFIY TENQY FLGSSYAWHSYEDAGARDNLIFMELATEIASE €600
51 HLWIDRSI MY T TROAOHF TY TENQY F LGS SYAWF SYREAGADNLIFMELATKTASE 597

dhkkkrhhdkd dhdkddkdrbdhrdddhhddh kb bdd Adkdokdddhk A hhdh b dh kv d

b IREKERFSWVYVVIEMWEPEGVET SASVOEILYWQRQTMEMMYGI TR QETLESSQLEDVHESD 660
51 IRAKERFAVY TVI EMWEPEGVET SASVOEI LYWQRQTMEMMYGI TAQETLESSQLOINHLSD &57

ek hkkkekkekkdhdhh kbbb hhh b hhhhkhdhhd bk kb kb hhhk Ak h ko ks ok d

1) YILNFYCLGNREELHGESKTNEFASSHGOVI SASQHFGRFMIYVHAKGMIVDDEY VILGSAN 720
s51 YINFYCLGNEEELHGESKSNYAS-NGDLI SASQHFGRFMIYVHAKGMIVDDEYVILGSAN 716

dhkkdkhrdhhdhdddhdod hh Fdkdodddhkddbddrdddh b ddhr A bbb d kv d

b INQRSMAGSREDTEI AMGAYQFHHTWAKKKEHFHGVYGYRMSLWAEAMGEL.DDCFTKFES T80
51 INQRSMAGSEDTEI AMGAYQFHHTWAMKKEHFAGVYGYFMSLWAEAMGEL.DDIFTKFES 776

dhkdrddhrdhhdhddhhdhrbddrddd ddkrhkddbddrdddh bbb dhrdhhdd dhdhwd

HE LDCVEHVNEVAEDNWNR FTAEE FEFLOGHTL. LEY EVEVDSDEEVSSLEGHEYFPOIVGEGEEVL. 840
51 ILNCVEHVNEVAEDNWERFTAHE FEFLOGHL LEY BV GTDEWVSSLEGHEYFPODVEEETIL 836

Hakdkhk ko hdkdkkdk ackkdd hhhddh ke kR ek ko kh ko

Hb GARTNLPFDALTT 852
31 GARTNLFDALTT 343

EE L L R ]

Figure 16: CLUSTAL 2.1 multiple sequence alignment of N. benthamiana
NbS00023265g0007.1 (852aa) and S. lycopersicum SL1.00sc02164_456.1.1 (848aa).
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The NbS00023265g0007.1, SL1.00sc02164_456.1.1, SGN-U444527, and the SBIP-436

Y2H clone sequences were aligned via Clustal W2, shown in Figure 17, to verify that the

original SBIP436 Y2H clone integrity had not been compromised.
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Figure 17: CLUSTAL 2.1 multiple sequence alignment of N. benthamiana
NbS00023265g0007.1 (852aa), S. lycopersicum SL1.00sc02164_456.1.1(848aa), N. tabacum
SGN-U444527 (190aa), SBIP-436 Yeast-2-Hybrid Clone (67aa).

NbS00023265g0007.1 sequence was used to BLAST in N. tabacum Unigenes dataset
without any significant results. NbS00023265g0007.1 was then subjected to blast in the Sol
Genomics dataset “N. tabacum Methylation Filtered Genome TGI:v.1 Contigs”. The results from
this BLAST search showed homology in separate sections of NbS00023265g0007.1 gene
construct. The sections that resembled portions of the NbS00023265g0007.1 construct were
pieced together as overlapping segments to form a possible N. tabacum PLD” gene construct. A
N.tabacum PLD" partial was also used as a portion of the construct due to its homology to the

SGN-U444527 and the SBIP-436 Y2H Clone. Analyzing from 5’ to 3’, the first section is
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sequence c¢1562 covers amino acids 1-302. C1562 sequence and clustal alignment with Nb

sequence is shown in Figure 18.

cl562

MADENCENVIHLHGDLDLKILEARRLPNMDLVTERLRRCFTALDVCRKPFTRRRRKGHHRKIITSDPYVT
VCLSGATVARTRVISNCQDPVWNEHFKIPLAHPVSVVEFQVKDNDVFGADYIGVATVPAQKIKSGELIDD
WEFPIIGPYGKPPKPDCAIRLOMKFTHCNGNPVYNSGISEDYGLKESYFPVRHGGSVTLYQDAHVPDGMLP
EIKLDDNKVFEHSKCWEDICHAILEAHHLVYIVGWSIFHKVKLVREPSKPLPSGGDLTLGDLLKYKSEEG
VRVLLLVWDDKTSHSKFFIQTV

Nk MADENCENVIHLAGDLDLETLEARRL.FNMDLVTERLERCFTALDVCEKFFTRERREGHHE 40
cl562 MADENCENVIHLAGDLDLETLEARRL.FNMDLVTERLERCFTALDVCEKFFTRERREGHHE 40
L T T T E E R R R R I S S TS LT,

Nk KITTSDEYVIWVCLIGATVARTEVI SNCQDEVWNEAFKT FLAHEVSVVEFWVEDNDVEGLD 120
cl562 KITTSDEYVIWCLIGATVARTEVI SNCQDEVWHERFEI FLAHEVSVVEFGWEDHDVEGAD 12
L T T E E L R R R I S TSI IET:

L]

Nk FIEVATVEAQKIKSGELTDDWF PI IGPYGRFPERDCATRLOMEFTHCHNGNEFLYNSATSED 180
cl562 TGV AT VEAQKIKSGELIDDWF FI IGPYGEFPFEFDCATRLOMEFTHCHGNEVYNSGISED 180
hkkhkhkhk kR hhh kR hhh kR hhhhhh hhkhdhkhhdhhhdhhhkahhd dhhkd

Nk YELKESYFFVRHEESVILYQDAHVEDGMLPEI KLODNEVEQHSKCWEDICHATLEAHALY 240
cl562 YELEESY FFVRHEESVILYQDARVEDGMLPEI KLODNEVFEHSECWEDICHATLEAHALY 240
hkkhkkhk ko khhh ke hhhh ke hh kA h ks hh kR h ke hh hh k&

Nk YTIVEWSI FHEVELVEEPSKPLPSGE0LT LGELLEYKSEEGVEVLLLYVWDDET SHSKFFIQ 300
cl562 ¥TIVEWSI FHEVELVEEFSKFLESGE0LT LGDLLEYKSEEGVEVLLLYVWDDETSHSKFFIQ 300
hkkhkkhkkhhhhhhhh ke hhkhh ke h ko k kA hh kR hhh kR khk h hh k&

Nb TDGLMCTHDEETRKFFKHSSVICVLSPRYASSKLSIFKQQALLFSCQEKTIQLVVGTLYTH 360
cl1562 T m e 302

Figure 18: CLUSTAL 2.1 multiple sequence alignment of N. benthamiana
NbS00023265g0007.1 (852aa) and N. tabacum processed tobacco genome sequences c1562
ORF (302aa).

The second section is a partial sequence taken from the NCBI database. The
GQ904710.1 (381aa) spans amino acids 358-738 of the NbS00023265g0007.1 gene construct

shown in Figure 19.

GQ904710.1

FTHHQKCVIVDSQASGNNRKITAFLGGLDLCDGRYDTPEHRLFRDLDTVFKDDYHNPTFGAGTKGPRQPWHDLHCKVEGPAAYDVLTNFEQRWRKAT
KWSELGRRLKKISHWHDDALIKIERISWIISPSSSVPNDDQSLWVSKEEDPENWHVQVFRSIDSGSLKGFPKDVFLAESQNLVCAKNLVIDKSIQMG
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YIQAIRQAQHFIYIENQYFLGSSYAWHSYKDAGADNLIPMELALKIASKIREKERFSVYVVIPMWPEGVPTSASVQEILYWQRQTMKMMYGIIAQEL
KSSQLKDVHPSDYLNFYCLGNREELHGGSKPNPASSSGDVISASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGA

Nb TDELMCTHDEETRKFFKHSSVTCVLSPRYASSKLSIFHQQALLFSCQERTQLVVGTLYTH 360

GRAOATIO.L mmmmmm e FTH 3
.k

b HQHCVIVDTQASGNNRKVIAFLGELDLCDGRY DT FEHRLFSDLOTVFKDDYANETFCTGT 420

GRA04TI0.1 HQKCVIVDSQASGNNRKI TAFLGGLDLCDGRY DT FEHRLFRDLDTVFKDDYHNETFGAGT 63

AEREEIA AT s A I AT AR AR A AR I A LTI LT AL AT LI A LIS A AT At o kk

Hb KGPRQFWHDLACEVEGEALY W L.TNFEQEWREATEWSELGERLERISHWHDDALIKTERT 480
F3804710.1 KGPRQFWHDLHCEVEGEALY W L.TNFEQEWREATEWSELGERLEKI SHWHDDALIKTERT 123
LT T T P T e P T P P T e T

Hb SWIISESS5VENDDQSLWVSKEEDFENWHVVFRSIDSGSLEGF FEDVEFLAESQNLVCAK 540
FR904710.1 SWIISPS55VENDDQSLWY SKEEDPFENRHVVFRIIDSGSLEGF PEDVEFLAESONLVCLE 183

e R L

Hb WLV IDKS TGy IR TRROHF I Y TENQY FL.GSSYAWHSYEDAGADN LT PMELATKTASE 600
F3a04710.1 WLV IDKSIOMGY IQA TR OHF I Y TENQYFLGSSYAWHSYRDAGADNLIPMELALETASE 243
T I R I T T T T I S T S TS T I I I T

HE IREKERFSVYVVIEMWEEGVET SASVQEILYWQRQTMEMMYGI TAQELESSQLEDVHESD 660

F3a04710.1 IREKERFSVYVVIEMWEEGVET SASVQEILYWQRQTMEMMYGI TAQELESSQLEDVHESD 303
T I R R I e T T I S T S TS T I I I "

HE YLNEFYCLGNREELHGESKTNEASSHGDVI SASQKFPGRFMIYVHAKGMIVDDEYVILGSAN 720

Fa04710.1 YLNFYCLGNREELHGESKFNEFASSSG0V I SASQHFGRFMIYVHAKGHMIVDDEYVILGSAN 363

AEEE I AR AT A RE hdk hdddd A e e ek kb kb k&

Nk INQRSMAGSRDTEI AMGAYQPHHTWAKKKKHPHGVYGYRMSLWAEHMGKLDDCFTKEES 780
GQ904710.1 INQRSMAGSRDTE L AMGA ~————m e m e e e 381
EEEE LR LTS L L

Nb LDCVKHVNKVAEDNWNRFTAEEFKPLOGHLLKY EVKVDSDGKVSSLEGHEYFROVGGKVL 840
GRA0ATIONL mmmmmm e

HE GARTNLFDALTT 852
Fpaod4Tio.l 0 ————————————

Figure 19: CLUSTAL 2.1 multiple sequence alignment of N. benthamiana
NbS00023265g0007.1 (852aa) and N. tabacum PLD” partial sequence GQ904710.1

(381aa).

The third section is the original SGN-U444527 that was found using the SBIP-436
Y2H Clone. This section can also be found from the processed tobacco genome sequences c6690

in the Sol Genomics dataset “N. tabacum Methylation Filtered Genome TGI:v.1 Contigs”. This
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section also overlaps with the preceding GQ904710.1 section. The SGN-U444527 sequence

covers amino acids 663-852 of the NbS00023265g0007.1 gene construct shown in Figure 20.

SGN-U444527 (c6690)

NFYCLGNREELHGGSKPNPASSSGDVISASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWANKKKHPHGQVYGY
RMSLWAEHMGKLDDCFTKPESLDCVKHVNKVAEDNWNRF TAEEFKPLQGHLLKYPVKVDSDGKVSSLPGHEYFPDVGGKVLGARTNLPDALTT

¥e IO e TR TT RS SVT VLSS RYASSHLS I TIOOALL FEOQEXIQLVVGTLYTE 360
cQI04TIo. L e FTH §
Oed453T ~

SEIF43E S e

¥e HORCY TV DT OASSRN R EVTAF LSCLILCDGR Y DT FERALPSDLDOTY FRDOYHNFIFCIGT 420
GoA04710.1 NV IV DS OASENN AN I TATLSCLL COGRYDT FEHELYROL DTV FDDYENPTTCACT 63
Uad445a7 e e eemccaseaaoos
ZEIR43E e

e FG PP LAV ES P AT DV THE SN A TIWSELCE AL MRS SHHDDALINIERT 480
GEAN4TL0.1 FG PR EWHD LN E S S AR YL THF N A THN S LGE AL KF T SHWHDDALTHINRT 133
VHAAEET e e e
ﬂlp.‘si ——— W — W — = W W W= W W W W W W W W W W wm W W

Hi ISR R L N T NN T A S I DG LRSI LA SONINCAY £40
GEIN4TIONE ISP N DS L SR DR RNV UT RS I DSOS LG EFRIUTLATSONLVLAN 183
Ta34E2T B T R ——————
SEIP43E - e e

HE MLV DS I Y L oA R CACHF T Y TN LG SS TARREYFDAGADNL I FMGLALKTIASE 600
GEAN4TI0. 1 Y IBNE LGS YICAT ROAGHF IV TENGYFLOOSYANNS YEIRCADNL TPMELALFTASY 243
Usi4537 - - -- -

SERTEREE 00 s m m  mem o e o s o e, s s s w5 w w - s - - -

e IRERERFSVYVVI MNP IOVETEASVEE ILYRQAGTIIOMY ST IAQELYEEQLEDVHESD 660
GLI04T0.1 IR SV VIR P RS TS ASVOE LL VWP MY T IAQELYSEQLEDVRESD 303
ﬂ"ii:"ll P —————— S ——— I —— T ———
SBIF436 -—- -—- - S

tie LSRR HEE SFTH P A S SHG OV L SAB QY T GAFH I YVEHANGHIVDDEY VILGSAN 720
GEa04710.1 VLN Lo B LSS EF N PASSSCOVISACORTCO PHIYVEANSHIVIDEYVILSSAN 363
Ue44527 —HPICLGREELRGES I RNEASS S0V ISASITG7 DI YVRANRIIVIDEYVILGSRN 53
SBIP4AE e e e s e CRAROKTGRPHTYVEARCHIVEDEYVILSEAN 3)
e :mzmsrr—z:mrmnww H.r..ﬂa_rﬂ-'mﬂ.:t:rnn-: 288
GQI04TIO L 1RO MAGEEDTE TANEA— - 1)
UE44527 miaﬂwnzﬁwwﬁmuﬂmw#w‘imwﬂzs 118
SBIP43E IHQF S SS 7 DT IANGAY CFHE THAN KV FHPHSEY ~ == === === === =m === §7

R L L
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Figure 20: CLUSTAL 2.1 multiple sequence alignment of N. benthamiana
NbS00023265g0007.1 (852aa), GQ904710.1 (381aa), N. tabacum SGN-U444527 (190aa), SBIP-
436 Yeast Two-Hybrid Clone (67aa).

The 3 sequences were trimmed of overlapping portions, consolidated, and aligned to the
N.benthamiana NbS00023265g0007.1. This is demonstrated in Figure 21. There is a missing
section between amino acid 303-356. There were sequences found that demonstrated some
homology to this segment, but the segments were represented with weak homology. Therefore,
the sequences did not overlap the surrounding sequences well enough to be confident in their

validity. Regions of the N. tabacum PLD” chosen for amplification are shown in Figure 22.

N. tabacum PLD” (797aa) construct (putative)

MADENCENVIHLHGDLDLKILEARRLPNMDLVTERLRRCFTALDVCRKPFTRRRRKGHHRKIITSDPYVTVCLSGATVARTRVISNCQDPVWNEHFK
IPLAHPVSVVEFQVKDNDVFGADYIGVATVPAQKIKSGELIDDWFPIIGPYGKPPKPDCAIRLOQMKF THCNGNPVYNSGISEDYGLKESYFPVRHGG
SVTLYQDAHVPDGMLPEIKLDDNKVFEHSKCWEDICHAILEAHHLVYIVGWSIFHKVKLVREPSKPLPSGGDLTLGDLLKYKSEEGVRVLLLVWDDK
TSHSKFFIQTVFTHHQKCVIVDSQASGNNRKITAFLGGLDLCDGRYDTPEHRLFRDLDTVFKDDYHNPTFGAGTKGPRQPWHDLHCKVEGPAAYDVL
TNFEQRWRKATKWSELGRRLKKISHWHDDALIKIERISWIISPSSSVPNDDQSLWVSKEEDPENWHVQVFRSIDSGSLKGFPKDVFLAESQNLVCAK
NLVIDKSIQMGYIQAIRQAQHFIYIENQYFLGSSYAWHSYKDAGADNLIPMELALKIASKIREKERFSVYVVIPMWPEGVPTSASVQEILYWQRQTM
KMMYGITAQELKSSQLKDVHPSDYLNFYCLGNREELHGGSKPNPASSSGDVISASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTETL
AMGAYQPHHTWANKKKHPHGQVYGYRMSLWAEHMGKLDDCFTKPESLDCVKHVNKVAEDNWNRF TAEEFKPLQGHLLKYPVKVDSDGKVSSLPGHEY
FPDVGGKVLGARTNLPDALTT
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Nk
HtFLDdelts
SBIP4ze

Nk
HNtELDdelts
SEIP43¢

Nk
HtELDdelts
SBIP43¢&

Hb
HtELDdelts
SBIF438

Hb
NtELDdelts
SBIP4zs

Hb
NtPFLDdelta
SBIP43e

Nk
HtFLDdelta
SBIP43e

Nk
HtFLDdelta
SBIP43&

Nk
HtFLDdelts
SBIP4ze

Nk
HNtELDdelts
SEIP43¢

Nk
HtELDdelts
SBIP43¢&

MADENCENVIHLHEDLDLEILEARRLENMDLVTERLERCFTALDVCRERFE
MADENCENVIHLHEDLDLEILEARRLENMDLVIERLERCFTALDVCREEF

TERRREEHHE
T

KIITSDEYVIVCLSGATVARTREVISHNCQDEVWNEHFE I ELAHEVSVVEFQVEDNDVEERED
KIITSDEYVIVCLSGATVARTEVISNCQDEVWNEHFEI ELAHEVSVVEFQVEDNDVFCAD

YIGVATVEAQHIESCELIDDWF PRI IGEYGERPPERDCAT R LOMEFTHCNGENELYNSAISED
Y IGVATVEAK TESCELIDDWF P IGEYGERPEEDCAT R LOMEFTHCNENEVYNSEISED

IGLEESYFEVEHEESVILYQDAHVEDEMLEEIELDDNEVEQHSECHEDICHAILERAHHLY 2

YELEESYFEVEHEESVI LY QDAHVEDEM L EETE LD DNEVFEHSECWEDICHATLEAHHLY

YIVGHSIFHEVELVREESEPLESGEDLILCELLEYESEEGVEVLLLVWDDETSHSEFFIQ
YIVEWSIFHEVELVRERSERLESEEDLTILCDLLEYESEECVEVLLLVWDDETSHSEFFIQ

HOECVIVDT QA SENNEE VT AF LEELDLCDEREYDTEEHRELF SDLDTVFEDDYHNETFCTIET
HOECV IV QR SENNEE I TAF LEELDLCDERY DT PEHRLFEDLDTVFEDDYHNETFGRET

KPR EWHD LHCEVEGE AR YDV L.TNFEQRWREATEW SELCERRLERISHWHDDALTKIERT
EGERQEWHDLHCEVEGER R YDV L.TNFEQRWRFATEW SELGRRLEEISHWHDDALIKIERT

SWIISESSSVENDDRSLWVSEEEDEENWHVVFESIDSESLECFEEDVFLAESONLVCRE
SWIISESSSVENDDRSLWVSEEEDEENWHVVEFESIDSESLECGFPFEDVELAESONLVCRE

MLV IDES T MY I TR OHF Y IENOY FLES SYAWHS Y DACADNLIEMELEALETASE ©

NV IDE STy I AT R O TY IEN Y F LS SYAWHSYEDAGADN LI EMETLA LE T ASE

IR RESVYVVIEMWPEGVET SASVOEILYWQROTMEMMYGI TAQELESSQLEDVHESD
IZ SV VI MW EEGVET SAS VR EI LYW RO TMEMMY I TAQELESSQLEDVHESD
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e

NLVIDESIQMEY IQATIRQAOHF IYIENQY FLESSYAWHSYFDAGADNLIPMELATEIASE &

HtDLDdelts HLVIDESIQMCY QLI RQAGHFIYIENGYFLESSYAWHS YEDACADNLI DMELALETASE 545

SBIBLEE m oo

Hb IREKERFSVYVVIEMWPECVETSASVRE I LYWRRRIMIMYCI TAGELESSRLEDVHESD 660

HtDLDdelta ERFSVYVVIEMALECVETSASVRE I LYWRRQTMEMMYCI TAQELESSQLEDVHESD 05

SBIDPLEE m oo

Hb YLNFYCLENREELHGESKTNEASSHEDVI SASQHFERFMI YVHARGMIVDDEYVILGIAN 720

HMtDLDdelta YINFYCLENREELHCESKENDASSSEDVI SASQEFCRFMT YVHARCMIVDDEYVILESEN £65

SBIDP4EE mmmmmmmmmmmm e SASQEFCRFMIYVHAKCMIVDDEYVILGSAN 21
e ol ol ol e e e e e e e e ol ol ol ol ol ol ol ol e e e e e e e e ol ol e

Hb INQRSMAGSEDTE IAMEAY P HH THAKKEEH P HE VY GYRM STHAEHMERLODCFTE 780

HMtPLDdelta INQREMACSEDTE IAMEA Y P HHTHANKKFHOHEQVY CYRMSLWASHMEHLDDCFTEDES 725

SEID43E INQREMACSEDTE IAMEAY (P HE THANEEFHDHEV ———————————————————————— £7

ﬁ-ﬁ-kkkkkkﬁ-kkkkkkkﬁ-kkkkkkkﬁ-k: e ol ol ol ol el e ol e

Hb LDCVEHVNEVAE DNWNE FTAEE FEDLQEHL LK Y DVEVDSDEEVSSLECHEYFODVEEEVL 540

HtFLDdelta LDCVEHVNEVAE DNWNRFTAZEFKPLQEHLLKY PVEVDSDERVSSLEGHEYFEDVEEEVL 785

EBID4ASE  m e e

Hb CARTNLEDALTT 852

HtELDdelta SRETNLEDALTT 737

SBIDP42E = ————————————

Figure 21: CLUSTAL 2.1 multiple sequence alignment of N.benthamiana NbS00023265g0007.1
(852aa), N. tabacum PLD” (797aa) construct (putative), SBIP-436 Yeast-2-Hybrid Clone (67aa).
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SBIP-436 Amplification Regions

1kb-A (DK602-DK603)

GCACTCLTCC

GICACTTETETECTGTCACCTCETTATGCARCEAGTALECTARECATTTTCARECARCAGGCATTGCTTITCTCCTGECR

ACAGARIATTCACTEEIGETTEEAR OO TTTATACECACCATC AGAAE TGO ETCAT ICTCEACACACAAGCCACTCECE

ACALTCGEAREEICACAECTTTCC T TGEICETCTACACCTCTEICATEEECETTATGATACACCTGACCATAGATTATTC
1kb-B (DK604-DK605) 1163 76T TeACACAGTCTTCALEGATGATTATCAT AR T CCARC AT TTTCTACACGAACCARGEELCC TAGACAGCCRTE
GCATEACTTGCAT TG AAGETTGAAGEACCTECTGCATATEATE TGCTCACARACTTTGAGCAGAGETCEAGARAAGEA
CALLATGETCAGAGTTEECARCACETTTARRRACCATATCTCATTCECATCACEATCCT TTEATCARARTAGARAGAATT
TCTTEEATTATTAGTCCT TCoTCT IO TG TOCGAAT AT CACCAATC T TG TGEETTICC AL CEAAGAREATC CIGARRR
CIEECATETTCAEETATICOEATCTATTEATTCAGEETCTTIGARAGEATT IO TARAGATE TT TTTTTEECTCARTCAD
ACALCCTIGTCTETGCMAAA R AT TEETEATCEATARGAGCATC CARATCEEATATATTCAGGCALTARCACACECACHR
CATTTTATCTATATTEMEAATCAATATTICCTTECETCATCATATEC TICECATTCATAC ARACATGCAEETECTCATAR
TCTARTTCCCATEGAGCTTGEATTARAGATAGCCAGT AR AAT TCGGEAR A RAGAGCEATTTTCIGTTTATGTTGICATTE
CAATETEECCTEAGEEAETCOCCACTTCTGCTTCAC TGO AACAAATTCTCTATICCCACAGECARACCATCARAATCATE
TATEEALTCATTECTCAACAGCTARRATCTTCTCAAC TTAACEATCTACATCCT TCTEAC TATC TARACT TCTATTCTCT
CEETAATCEAEIAGARTTACATEEACLATCARAEACARACCCIECTTCCTCARA TG TEATETEATCTCAGET

436-210
(DK511-DK513)

436-500/700
DK511-DK513)

TGEGTTATAGEATCTCTCTGT GGECAGAGCATATGEECARGTTAGRCGRTT Green + Yellow

GCTTCACRRRGCCAGRAAGTTTGEACTGIGT GAAGCATCTGART A RCET TGO TGALGAT AR TTGGRACACATTCACTGLT
GAGGAGTICARRCCTTTACAAGGTCATCTTCTCARGT ACCCAGT CARMCTAGATTCTGAT GECARAGTAAGTTCCTTACC
TEGICATGARTATTTICCTGATGI TEGTIGGT ARAGT ACT AGEAGCTCGRACCRACCTTCCTGAT GCTTTGACCRACATGAC
CRCATGACTCITCCRGC

Figure 22: SBIP-436 Amplification Regions. 1. In Purple is SBIP-436 1kb-A (602-603), 2. In
Blue is SBIP-436 1kb-B (604-605), 3. In Green is SBIP-436-210 (DK511-DK513), 4.
Highlighted in Green and Yellow is SBIP-436-500/700 (DKS511-DK514) which is a continuation
of the SBIP-436 -A. Grey highlights indicate overlapping portions.

Primers to amplify full length SBIP-436 were synthesized. These are shown in Figure 23
SBIP-436 Full-1 (DK547-DK548) were constructed as gateway cloning primers containing the
appropriate attb1 and attb2 sites for the forward and reverse primers respectively. SBIP-436 Full-
2 (DK602-DK616) were constructed using only the SBIP-436 full gene sequence, lacking the

gateway attb sites.

TGTGATACATCTACATGGAGACCTTGATTTGAAGATTCTAGAAGCTCGACGATTACC
TAATATGGATTTGGTTACCGAACGTCTACGTCGTTGCTTTACAGCATTAGATGTTTGCCGGAAACCTTTCACACGCCGCC
GCCGGAAAGGTCACCACCGGAAAATCATAACTAGCGATCCGTATGTTACTGTTTGCTTATCCGGCGCTACTGTGGCGCGT
ACCCGCGTGATTTCGAACTGTCAGGATCCTGTTTGGAACGAGCATTTCAAAATCCCGCTAGCTCATCCTGTTTCCGTTGT
TGAATTCCAGGTTAAGGATAACGACGTTTTCGGCGCGGATTACATCGGCGTTGCTACCGTTCCAGCTCAGAAGATCAAGT
CCGGCGAGCTCATTGATGACTGGTTCCCTATAATTGGACCTTACGGTAAACCTCCAAAGCGTGATTGTGCTATTAGACTC
CAAATGAAATTCACACATTGCAACGGTAATCCGTTATATAACAGCGCCATATCAGAGGATTACGGCTTAAAAGAGAGTTA
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TTTTCCGGTGAGGCACGGAGGATCGGTTACTTTATATCAGGACGCTCACGTGCCAGATGGAATGTTGCCGGAGATTAAAT
TGGATGATAACAAGGTGTTCCAGCATAGTAAGTGTTGGGAAGATATATGCCATGCGATATTGGAGGCACATCATTTGGTG
TATATAGTTGGGTGGTCAATATTTCATAAGGTGAAGCTGGTTAGGGAGCCAAGTAAGCCGTTGCCGAGCGGTGGGGATTT
GACACTTGGGGAGTTGCTTAAGTATAAATCGGAGGAAGGAGTGAGGGTATTGTTGTTGGTTTGGGATGATAAGACTTCTC
ACAGCAAATTCTTCATTCAAACGGATGGACTGATGTGTACTCATGATGAAGAAACTCGGAAATTTTTCAAGCACTCATCC
GTCACTTGTGTGCTGTCACCTCGTTATGCAAGCAGTAAGCTAAGCATTTTCAAGCAACAGGCATTGCTTTTCTCCTGCCA
AGAGAAAATTCAACTGGTGGTTGGAACCCTTTATACGCACCATCAGAAGTGCGTGATTGTGGACACACAAGCCAGTGGCA
ACAATCGGAAGGTCACAGCTTTCCTTGGTGGTCTAGACCTCTGTGATGGGCGTTATGATACACCTGAGCATAGATTATTC
TCTGATCTTGACACAGTCTTCAAGGATGATTATCATAATCCAACATTTTGTACAGGAACCAAGGGACCTAGACAGCCATG
GCATGACTTGCATTGCAAGGTTGAAGGACCTGCTGCATATGATGTGCTCACAAACTTTGAGCAGAGGTGGAGAAAAGCCA
CAAAATGGTCAGAGTTGGGAAGACGTTTAAAAAGGATATCTCATTGGCATGACGATGCTTTGATCAAAATAGAAAGAATT
TCTTGGATTATTAGTCCTTCCTCTTCTGTTCCGAATGATGACCAATCTTTGTGGGTTTCCAAGGAAGAAGATCCTGAAAA
CTGGCATGTTCAGGTATTCCGATCTATTGATTCAGGGTCTTTGAAAGGATTTCCTAAAGATGTTTTTTTGGCTGAATCAC
AGAACCTTGTCTGTGCAAAAAATTTGGTGATCGATAAGAGCATCCAAATGGGATATATTCAGGCAATAAGACAGGCACAA
CATTTTATCTATATTGAGAATCAATATTTCCTTGGGTCATCATATGCTTGGCATTCATACAAAGATGCAGGTGCTGATAA
TCTAATTCCCATGGAGCTTGCATTAAAGATAGCCAGTAAAATTCGGGAAAAAGAGCGATTTTICTGTTTATGTTGTCATTC
CAATGTGGCCTGAGGGAGTCCCCACTTCTGCTTCAGTGCAAGAAATTCTGTATTGGCAGAGGCAAACCATGAAAATGATG
TATGGAATCATTGCTCAAGAGCTAAAATCTTCTCAACTTAAGGATGTACATCCTTCTGACTATCTAAACTTCTATTGTCT
GGGTAATCGAGAAGAATTACATGGAGAATCAAAGACAAACCCTGCTTCCTCAAATGGTGATGTGATCTCAGCTTCCCAGA
AATTTGGACGGTTTATGATTTATGTACACGCCAAGGGGATGATAGTGGACGATGAGTATGTTATTTTAGGATCCGCTAAT
ATTAACCAAAGGTCTATGGCTGGTTCAAGAGACACAGAGATAGCTATGGGAGCATATCAGCCTCATCACACTTGGGCTAA
CAAGAAAAAACATCCACATGGCCAGGTATATGGTTATAGAATGTCTCTGTGGGCAGAGCATATGGGCAAGTTAGACGATT
GCTTCACAAAGCCAGAAAGTTTGGACTGTGTGAAGCATGTGAATAAGGTTGCTGAAGATAATTGGAACAGATTCACTGCT
GAGGAGTTCAAACCTTTACAAGGTCATCTTCTCAAGTACCCAGTCAAAGTAGATTCTGATGGGAAAGTAAGTTCCTTACC
TGGTCATGAATATTTTCCTGATGTTGGTGGTAAAGTACTAGGAGCTCGAACCAACCTTCCTGATGCTTTGACCACATGAC
CACATGACTCTTCCAGC

Figure 23: SBIP-436 Full Gene Primers. Highlighted in green is the sequence portion of the
DK547 (attbl site is added- not shown) forward primer and the DK602 (Lacking attb site).
Highlighted in Yellow plus the grey portion represents the DK548 (attb2 site is added-not
shown) reverse primer. Highlighted in Blue represents plus the grey portion represents the
DK616 (Lacking attb site) reverse primer.

PCR Amplification of SBIP-436 Expression Segments

The first SBIP-436 expression primer set, SBIP-436 -A (DK511-DK513), was designed
to amplify a product of 210bp from 3’ end. PCR conditions were optimized in regards to gene
length and primer annealing temperatures. Optimal annealing temperature was set at 60°C and
the optimal extension time was set at 45 seconds. For best amplification for visualization of the
210bp segment 32 PCR cycles was used. PCR product was then analyzed by agarose gel
electrophoresis on a 1.2% gel, visualized under UV, and photographed. The PCR product can be

viewed in Figure 24.
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Ladder XNN

100bp 32 Cycles

200—> 210

Figure 24: PCR amplification of SBIP-436-A. 1.2% agarose gel showing ~210bp fragment.
100bp ladder is used as a size marker and the 200bp band is labeled as a reference.

The second SBIP436 expression primer set SBIP-436-B1 (DK511-DK514) was designed to
amplify a product of 490bp. PCR conditions were optimized in regards to gene length and primer
annealing temperatures. Optimal annealing temperature was set at 60°C and the optimal
extension time was set at 45 seconds. For best amplification for visualization of the 490bp
segment 32 PCR cycles was used. PCR product was then subjected to agarose gel electrophoresis
as described above. Agarose gel electrophoresis revealed a second unexpected amplicon of

approximately 700bp. The PCR product can be viewed in Figure 25.
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Ladder XNN

100bp 32 Cycles

Figure 25: PCR amplification of SBIP-436 -B1 (DK511-DK514). 1.2% agarose gel showing
amplification (32 cycles) of a 490bp and a 700bp. PCR was run for 32 cycles. The 500 and
1000bp bands are labeled as a reference.

The 490bp amplicon from SBIP-436 -B1 contains the 210bp amplicon from SBIP-436-A
because both primer sets share the same forward primer (DKS511). The unexpected ~700bp
amplicon resulting from the SBIP-436 -B1 set suggested that the DK514 reverse primer is either
nonspecific or is amplifying a gene segment representing either, a) SBIP-436 isoform or, b)
existence of a alternatively spliced transcript of SBIP-436. Because the SBIP-436 -A did not
yield an unexpected band it was ruled unlikely to be nonspecific because of the common DK511
forward primer. In addition, the PLD family is known to maintain multiple isoforms, highly
conserved domains, and implications of alternative splicing. It was found prudent to reveal the
identity of the unexpected ~700bp amplicon and establish the relationship of these three

segments to each other. This was achieved by cloning and sequencing the amplicons.

Cloning the segments yielded from SBIP-436 -B1 PCR called for separation of the 2
amplified products. To achieve this separation a QIAquick Gel Extraction Kit was used. The gel

extraction kit allowed us to cut the 2 products from the gel to separate them. PCR were separated
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on a 1.2% agarose gel. Following, electrophoresis the gel was visualized and the amplicons

excised using a scalpel. The PCR product can be viewed in Figure 26.

Ladder XNN

100bp 436-A 436-B1

Figure 26: Gel Extraction-PCR amplification of SBIP-436 -A (DKS511-DK513) and SBIP-436 -
B1 (DKS511-DK514). 1.2% Agarose gel showing expression of the 210bp segment of SBIP-436,
expression of the 490bp segment of SBIP-436, and the unexpected band located in the
approximate 700bp range. PCR was run for 32 cycles.

The gel extraction method failed to yield sufficient amounts of amplified PCR product to
be useful for cloning. A direct PCR product purification method was used to increase the amount
of purified PCR product. This process does not individually separate the 490 and 700 bp
amplified fragment. It was expected that both amplified fragments will get cloned separately and
individual clones containing either the 490bp or ~700bp amplicon could be identified. Plasmid
DNA from individual clones were purified and screened using agarose gel electrophoresis shown

in Figures 27, 28, and 29.
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SBIP-436 -A (210bp) pGEMT Vector Plasmid DNA

Ladder Colonies-Purified Plasmid DNA

wobp(() 2 3 4 5 6 7 ()9

Nicked

Supercoiled

Figure 27: Plasmid DNA of SBIP-436 -A in pGEMT Vector. 1.0% Agarose gel showing
viability of the plasmid DNA. Each numbered well represents a white colony that has been
selected and purified. 100bp ladder is utilized on the left hand side to be used as a marker. The
500bp and 1000bp band is labeled as a reference. 2ul of purified plasmid DNA was loaded in
each well. Circled colony number represents colony plasmid sample chosen for sequencing.
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SBIP-436 -B1 (490bp and ~700bp) pGEMT Vector Plasmid DNA

Ladder Colonies-Purified Plasmid DNA

100bp 3 4 5

Nicked
Supercoiled
Ladder Colonies-Purified Plasmid DNA
100bp g 7 8 9 10
<——Nicked

<—Supercoiled

Figure 28: Plasmid DNA of SBIP-436 -B1 in pGEMT Vector. 1.0% Agarose gel showing
viability of the plasmid DNA. Each numbered well represents a white colony that has been

selected and purified. Circled colony number represents colony plasmid sample chosen for
sequencing.



SBIP-436 -B1 (490bp and ~700bp) TOPO Vector Plasmid DNA

Ladder Colonies-Purified Plasmid DNA

100bp 2 3 4 5

<——Nicked

Supercoiled
500
Ladder Colonies-Purified Plasmid DNA
100bp g 7 9 10
Nicked
Supercoiled

Figure 29: Plasmid DNA of SBIP-436 -B1 in TOPO Vector. 1.0% Agarose gel showing viability
of the plasmid DNA. Each numbered well represents a white colony that has been selected and
purified. Circled colony number represents colony plasmid sample chosen for sequencing.

Clones 1 and 2 from SBIP-436 -A in pGEMT vector were selected for sequencing to
represent the 210bp segment. Clones 1 and 2 from SBIP-436 -B1 in pGEMT Vector as well as
clones 1 and 8 from SBIP-436 -B1 in TOPO Vector were selected to represent the 490bp/~700bp
segments. The purified plasmid DNA was sequenced using M 13 forward and reverse primers

The sequenced clones are shown in Figure 30.



SBIP-436 -A (DK511-513)- Sequence Clone 1 pGEMT Sample 1—- 210bp

Nucleotide sequence

GATTTCAGCTTCCCAGAAATTTGGACGGTTTATGATTTATGTACACGCCAAGGGGATGATAGTGGACGATGAGTATGTAATTTTAGGATCCGCTAAT
ATTAACCAAAGATCTATGGCGGGTTCAAGAGACACAGAGATAGCTATGGGAGCATATCAGCCTTATCACACTTGGGCCAAGAAGAAAAAACATCCAC
ATGGCCAGGTATAA

Translated amino acid sequence

ISASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPYHTWAKKKKHPHGQV

SBIP-436 -A (DK511-513)- Sequence Clone 2 pGEMT Sample 2— 210bp

Nucleotide sequence

GATTTCAGCTTCCCAGAAATTTGGACGGTTTATGATTTATGTACACGCCAAGGGGATGATAGTGGACGATGAGTATGTAATTTTAGGATCCGCTAAT
ATTAACCAAAGATCTATGGCGGGTTCAAGAGACACAGAGATAGCTATGGGAGCATATCAGCCTCATCACACTTGGGCCAAGAAGAAAAAACATCCAC

ATGGCCAGGTATAA

Translated amino acid sequence

ISASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWAKKKKHPHGQV

SBIP-436 -B1 (DK511-514)- Sequence Clone 1 pGEMT Sample 3 — 664bp

Nucleotide sequence

GATTCAGCTTCCCAGAAATTTGGACGGTTTATGATTTATGTACACGCCAAGGGGATGATAGTGGACGATGAGTATGTTATTTTAGGATCCGCTAATA
TTAACCAAAGATCTATGGCTGGTTCAAGAGACACAGAGATAGCTATGGGAGCATATCAGCCTCATCACACTTGGGCTAACAAGAAAAAACATCCACA
TGGCCAGGTCAGTGAGTTTTTATTTCCCTCATTCTCCTTCCCAAATAAGGAAACTAGAACATTTTTGTGATGATCAAAACTAGCAAAAATAATAGCA
GTACACTATTTGTTATCCATTCTAGCCAGTCTACAAAAGGATCTCCTTGACATATTTGATTAAAGTTAACAAGTGCGGCTGCAGGTATATGGTTATA
GAATGTCTCTGTGGGCAGAGCATATGGGCAAGTTAGACGATTGCTTCACAAAGCCAGAAAGTTTGGACTGTGTGAAGCATGTGAATAAGGTTGCTGA
AGATAATTGGAACAGATTCACTGCTGAGGAGTTCAAACCTTTACAAGGTCATCTTCTCAAGTACCCAGTCAAAGTAGATTCTGATGGGAAAGTAAGT
TCCTTACCTGGTCATGAATATTTTCCTGATGTTGGTGGTAAAGTACTAGGAGCTCGAACCAATCTTCCTGATGCTTTGACCACAA

Translated amino acid sequence
DSASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWANKKKHPHGQVSEFLFPSFSFPNKETRTFLSKLAKIIAVH

YLLSILASLQKDLLDIFDSQVRLQVYGYRMSLWAEHMGKLDDCFTKPESLDCVKHVNKVAEDNWNRF TAEEFKPLQGHLLKYPVKVDSDGKVSSLPG
HEYFPDVGGKVLGARTNLPDALTT

SBIP-436 -B1 (DK511-514)- Sequence Clone 2 pGEMT Sample 4 — 490bp

Nucleotide sequence
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GATTTCAGCTTCCCAGAAATTTGGACGGTTTATGATTTATGTACACGCCAAGGGGATGATAGTGGACGATGAGTATGTTATTTTAGGATCCGCTAAT
ATTAACCAAAGATCTATGGCTGGTTCAAGAGACACAGAGATAGCTATGGGAGCATATCAGCCTCATCACACTTGGGCTAACAAGAAAAAACATCCAC
ATGGCTAGGTACATGGTTATAGAATGTCTCTGTGGGCAGAGCATATGGGCAAGTTAGACGATTGCTTCACAAAGCCAGAAAGTTTGGACTGTGTGAA
GCATGTGAATAAGGTTGCTGAAGATAATTGGAACAGATTCACTGCTGAGGAGTTCAAACCTTTACAAGGTCATCTTCTCAAGTACCCAGTCAAAGTA
GATTCTGGTGGGAAAGTAAGTTCCTTACCTGGTCATGAATATTTTCCTGATGTTGGTGGTAAAGTACTAGGAGCTCGAACCAATCTTCCTGATGCTT
TGACCACA

Translated amino acid sequence

ISASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWANKKKHPHGVHGYRMSLWAEHMGKLDDCF TKPESLDCVKH
VNKVAEDNWNRFTAEEFKPLQGHLLKYPVKVDSGGKVSSLPGHEYFPDVGGKVLGARTNLPDALTT

SBIP-436 -B1 (DK511-514)- Sequence Clone 1 TOPO Sample 5 — 664bp

Nucleotide sequence

CCTTTCAGCTTCCCAGAAATTTGGACGGTTTATGATTTATGTACACGCCAAGGGGATGATAGTGGACGATGAGTATGTTATTTTAGGATCCGCTAAT
ATTAACCAAAGATCTATGGCTGGTTCAAGAGACACAGAGATAGCTATGGGAGCATATCAGCCTCATCACACTTGGGCTAACAAGAAAAAACATCCAC
ATGGCCAGGTCAGTGAGTTTTTATTTCCCTCATTCTCCTTCCCAAATAAGGAAACTAGAACATTTTTGTGATGATCAAAACTAGCAAAAATAATAGC
AGTACACTATTTGTTATCCATTCTAGCCAGTCTACGAAAGGATCTCCTTGACATATTTGATTAAAGTTAACAAGTGCGGCTGCAGGTATATGGTTAT
AGAATGTCTCTGTGGGCAGAGCATATGGGCAAGTTAGACGATTGCTTCACAAAGCCAGAAAGTTTGGACTGTGTGAAGCATGTGAATAAGGTTGCTG
AAGATAATTGGAACAGATTCACTGCTGAGGAGTTCAAACCTTTACAAGGTCATCTTCTCAAGTACCCAGTCAAAGTAGATTCTGATGGGAAAGTAAG
TTCCTTACCTGGTCATGAATATTTTCCTGATGTTGGTGGTAAAGTACTAGGAGCTCGAACCAATCTTCCTGATGCTTTGACCACAAAG

Translated amino acid sequence
LSASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWANKKKHPHGQVSEFLFPSFSFPNKETRTFLSKLAKIIAVH

YLLSILASLRKDLLDIFDSQVRLQVYGYRMSLWAEHMGKLDDCFTKPESLDCVKHVNKVAEDNWNREF TAEEFKPLQGHLLKYPVKVDSDGKVSSLPG
HEYFPDVGGKVLGARTNLPDALTT

SBIP-436 -B1 (DK511-514)- Sequence Clone 8 TOPO Sample 6 — 490bp

Nucleotide sequence

CTTTCAGCTTCCCAGAAATTTGGACGGTTTATGATTTATGTACACGCCAAGGGGATGATAGTGGACGATGAGTATGTTATTTTAGGATCCGCTAATATTAACCAAAGGTCT
ATGGCTGGTTCAAGAGACACAGAGATAGCTATGGGAGCATATCAGCCTCATCACACTTGGGCTAACAAGAAAAAACATCCACATGGCCAGGTATATGGTTATAGAATGTCT
CTGTGGGCAGAGCATATGGGCAAGTTAGACGATTGCTTCACAAAGCCAGAAAGTTTGGACTGTGTGAAGCATGTGAATAAGGTTGCTGAAGATAATTGGAACAGATTCACT
GCTGAGGAGTTCAAACCTTTACAAGGTCATCTTCTCAAGTACCCAGTCAAAGTAGATTCTGATGGGAAAGTAAGTTCCTTACCTGGTCATGAATATTTTCCTGATGTTGGT
GGTAAAGTACTAGGAGCTCGAACCAACCTTCCTGATGCTTTGACCACAAAG

Translated amino acid sequence

LSASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWANKKKHPHGQVYGYRMSLWAEHMGKLDDCF TKPESLDCVK
HVNKVAEDNWNRFTAEEFKPLQGHLLKYPVKVDSDGKVSSLPGHEYFPDVGGKVLGARTNLPDALTT

Figure 30: SBIP-436 -A and -B1 sequenced gene segments. Sequences were trimmed of vector
components and translated using EXPASY bioinformatics translate tool. Sample 1- Colony
1SBIP-436 -A pGEMT Vector, Sample 2- Colony 2 SBIP-436 -A pGEMT Vector, Sample 3-
Colony 1SBIP-436 -B1 pGEMT Vector, Sample 4- Colony2 SBIP-436 -B1 pGEMT Vector,
Sample 5- Colony 1SBIP-436 -B1 TOPO Vector, Sample 5- Colony 8 SBIP-436 -B1 TOPO
Vector.
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Clones 1 and 2 from SBIP-436 -A in pGEMT Vector were selected for sequencing to
represent the 210bp segment. Clones 1 and 2 from SBIP-436 -B1 in pGEMT Vector as well as
clones 1 and 8 from SBIP-436 -B1 in TOPO Vector were selected to represent the 490bp/~700bp

segments.

Sequencing revealed which gene segments each sample represented. Samples 1 and 2
represent 210bp segment shown in Figure 31. Samples 3 and 5 represent the 664bp amplicon
show in Figure 32. Samples 4 and 6 represent 490bp amplicon shown in Figure 33. Figure 34

shows clustal alignment of all clones and Figure 35 shows clustal alignment of samples 5 and 6.

Clustal Alienment of Sample 1 and Sample 2

EXpPlsy,. = e BSQE FMIYVHAEGMIVDDEYVILESENIN 34
EXpPlsz =00 @M= BSQE FMIYV SMIVDDEYVILESENIN 34
HNt3EN-T444527 NFYCLGHREELHEESE i VDDEYVILESAENIN &0

TXPLS1 QREMACSEOTEILMER 58
TXDL1EZ QRSMAESRDTET R &8
HMtSEN-T7444527 QRSMAGSROTEIAMCAYQE 120
-4=4 = R
EXPLSZ e
HtSEN-T7444527 CVEHVNEVAEDNWNR FTAEEFKELQEHL LEY EVEVDSDEEV S SLEGHEYFEDVEEEVIGE 160
EXPIST 000 ————mm————

-4=4 1=

HMtSEN-T7444527 RINLEDALTT 150

Figure 31: CLUSTAL 2.1 multiple sequence alignment of N. tabacum SGN-U444527 (190aa),
SBIP-436 -A (DK511-513)- Sequence Clone 1 pGEMT Sample 1 (68aa), SBIP-436 -A (DKS511-
513)- Sequence Clone 2 pGEMT Sample 2 (68aa).
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Figure 32: CLUSTAL 2.1 multiple sequence alignment of N. tabacum SGN-U444527 (190aa),
SBIP-436 -B1 (DK511-514)- Sequence Clone 1 pGEMT Sample 3 (218aa), SBIP-436 -B1
(DK511-514)- Sequence Clone 2 pGEMT Sample 5 (218aa).
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Clustal Alienment of Sample 4 and Sample 6
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Figure 33: CLUSTAL 2.1 multiple sequence alignment of N. tabacum SGN-U444527 (190aa),
SBIP-436 -B1 (DK511-514)- Sequence Clone 1 pGEMT Sample 4 (163aa), SBIP-436 -B1
(DK511-514)- Sequence Clone 8 pGEMT Sample 6 (164aa).
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Figure 34: CLUSTAL 2.1 multiple sequence alignment of N. tabacum SGN-U444527 (190aa),
SBIP-436 Yeast Two-Hybrid Clone (67aa), SBIP-436 -A (DK511-513)- Sequence Clone 1
pGEMT Sample 1 (68aa), SBIP-436 -A (DK511-513)- Sequence Clone 2 pGEMT Sample 2
(68aa), SBIP-436 -B1 (DK511-514)- Sequence Clone 1 pGEMT Sample 4 (163aa), SBIP-436 -
B1 (DK511-514)- Sequence Clone 8 pPGEMT Sample 6 (164aa), SBIP-436 -B1 (DK511-514)-
Sequence Clone 1 pGEMT Sample 3 (218aa), SBIP-436 -B1 (DK511-514)- Sequence Clone 1
pGEMT Sample 5 (218aa)

Clustal Alignment of Sample 5 and Sample 6
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Figure 35: CLUSTAL 2.1 multiple sequence alignment of N. tabacum SGN-U444527 (190aa),
SBIP-436 -B1 (DK511-514)- Sequence Clone 1 pGEMT Sample 5 (218aa), SBIP-436 -B1
(DK511-514)- Sequence Clone 8 pGEMT Sample 6 (164aa).

Analysis of the sequenced clones of the SBIP-436 gene reveal multiple insights into its genetic
nature. As expected, -A samples (1 and 2) align well with the N. tabacum SGN-U444527. The same
can be said for the -B1 samples (3-6). The -B1 unexpected amplicon that yielded an approximate
700bp band was revealed to be a 174bp insert that gave the segment a 664bp size. In regards to

expression, it was found that the -A amplifies a segment that is common to both the 664bp
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amplicon and the 490 bp amplicon in the -B1 set. Therefore, hypothetically if there was a 20%
decrease in expression of the 664bp transcript and a 20% increase in the 490bp transcript, then
the -A 210bp transcript would register no change in expression via visualization. This was
important to keep in mind when performing expression analysis. Given that there are multiple
isoforms of PLDs and implications of alternative splicing, it was logical to analyze the 664bp
transcript due to its 174bp insert. A splice analysis was performed to identify the 664bp

transcript as a separate isoform or an alternatively spliced transcript.

Splice Analysis of SBIP-436 -B1 — 664bp Transcript

Wang Computings ASSP (Alternative Splice Site Predictor)

(http://wangcomputing.com/assp/evaluation.html) was used to search for acceptor and donor

sites as well as possible branch points within the 664bp transcript. The Sample 5 sequence

containing the gene insert was used for splice analysis shown in Figure 36.

SBIP-436 -B1 (DK511-514)- Sequence Clone 1 TOPO Sample 5 — 664bp

Nucleotide sequence

CCTTTCAGCTTCCCAGAAATTTGGACGGTTTATGATTTATGTACACGCCAAGGGGATGATAGTGGACGATGAGTATGTTATTTTAGGATCCGCTAAT
ATTAACCAAAGATCTATGGCTGGTTCAAGAGACACAGAGATAGCTATGGGAGCATATCAGCCTCATCACACTTGGGCTAACAAGAAAAAACATCCAC
ATGGCCAGGTCAGTGAGTTTTTATTTCCCTCATTCTCCTTCCCAAATAAGGAAACTAGAACATTTTTGTGATGATCAAAACTAGCAAAAATAATAGC
AGTACACTATTTGTTATCCATTCTAGCCAGTCTACGAAAGGATCTCCTTGACATATTTGATTAAAGTTAACAAGTGCGGCTGCAGGTATATGGTTAT
AGAATGTCTCTGTGGGCAGAGCATATGGGCAAGTTAGACGATTGCTTCACAAAGCCAGAAAGTTTGGACTGTGTGAAGCATGTGAATAAGGTTGCTG
AAGATAATTGGAACAGATTCACTGCTGAGGAGTTCAAACCTTTACAAGGTCATCTTCTCAAGTACCCAGTCAAAGTAGATTCTGATGGGAAAGTAAG

TTCCTTACCTGGTCATGAATATTTTCCTGATGTTGGTGGTAAAGTACTAGGAGCTCGAACCAATCTTCCTGATGCTTTGACCACAAAG

Translated amino acid sequence

LSASQKFGRFMIYVHAKGMIVDDEYVILGSANINQRSMAGSRDTEIAMGAYQPHHTWANKKKHPHGQVSEFLFPSFSFPNKETRTFLSKLAKITIAVH
YLLSILASLRKDLLDIFDSQVRLQVYGYRMSLWAEHMGKLDDCFTKPESLDCVKHVNKVAEDNWNREF TAEEFKPLQGHLLKYPVKVDSDGKVSSLPG

HEYFPDVGGKVLGARTNLPDALTT

Figure 36: SBIP-436 - Sample 5- Colony 1 SBIP-436 -B1 TOPO Vector sequenced gene
segment. Sequences were trimmed of vector components and translated using EXPASY
bioinformatics translate tool.
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The ASSP analysis revealed multiple acceptor and donor sites. The results revealed a
Constitituve Donor site and an acceptor site that aligned well with the 174bp insert mapped from
the Clustal alignments as well as maintained sufficient confidence scores. The ASSP acceptor
and donor site list are shown in Table 5. The outlining boxes show the constitutive donor site at

198bp region and the Alternative isoform/cryptic Acceptor at 373 region.

Table 5: ASSP- SBIP-436Acceptor and Donor Sites

—_—
Position (bp) Miﬁ":"‘"‘* Sequence Scoret InfronGC*  Alt/Crypfic  Consfifuive  Confidence®
Alt. isoformicrypfic TEEACGATGAgtat
58 donar . 6.975 0.371 0.828 0.118 0.857
Caonstitutive gttattttagEATT
23 acceptor P 4.353 0.371 0.337 0.633 0.472
198 Constitutive donar oo e SeIEES g3 a7 0.343 0.168 0.776 0.783
e
; GECCAGEICAE g
202 unclsssfieddonar U 10.666 0.329 0.420 0.497 0.000
Alt. isoformicryplic cocaaataagBA2s
241 e p 2655 0.285 0.666 0.218 0.523
Alt. isoformicrypiic tocattotagtTAE
314 e - 5.520 0.285 0.877 0.116 0.868
72 Alt soformicrypiic GCGECICCAGIETE g npp 0.443 0.755 0180 0.762
donor atggtt
Allt. isoformicrypiic goggotgoagETAT
a73 e g 2.280 0.414 0.701 0288 0.590
T T T
404 e i 3693 0.400 0.766 0.223 0.708
454 Alt soformicrypiic AGTITEEACTgEgE 4 op g 0.400 0.827 0.052 0.944
donar gaagra
474 Al isoform/cryplic TET@ATRAGEELG 4 6o 0.400 0.942 0.040 0.358
donar ctgaag
Alt. isoformicrypfic CCITIACRAGgtca
= donor tottot 7.818 0.400 0.848 0.112 0.868
542 Ak ioformicryple ATCIICICAAgEae o oo 0.386 0.602 0323 0.453
donor coagto
Alt. isoformicrypiic tocttoteaaglalr
44 2693 0.414 0.931 0.065 0.920
acceptor CAGTCA
Alt. isoformicrypfic asgtaccoaglCAA
551 e P 2383 0.414 0.927 0.070 0.924
Alt. isoformicrypfic COCAGTCAARgtag
e danar attcbg B 0.386 0.803 0.143 0.822
Alt. isoformicrypfic TGATEEERARgtaa
573 o i 13.024 0.414 0.659 0.258 0.609
589 e 0.414 0.967 0.023 0.976
donar tgaata
At isoformicrypic GATGTTOCTGye s
616 oo iy 7.448 0.443 0.886 0.081 0.908
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A splice analysis map (Figure 37) shows the donor site at 198bp mark and the acceptor site at the 373 bp
mark (Table 5). The map also shows a decrease in codon usage between these 2 sites suggesting that this

section is indeed a splice variant.

ASSP Results
Sequence: 695 bp
Acceptor site cutoff: 2.2 Donor site cutoff: 4.5
1 bp 100 200 J0c
1 1 1 1 1 1
FL
Stop Il I |
Fa [l | | I I | [T | [ |
Splice
sites 6 I 9 . e 1
Eodgn 0 W Jf“"‘”’L Fuma_
zage i
\\/_\'\_,---/- .a‘_‘/_/"— W
-6

I Constitutive 37 splice sites Alt. isoformfocryptic 37 splice sites Unclassified 37 splice sites
Constitutive 57 splice sites Alt. isoformfocryptic 57 splice sites I Unclassified 57 splice sites

Colour intensity reflects splice zite score.

Figure 37: ASSP Slice Site Map. Splice sites found in middle track. The “Donor” site in red
indicated by left arrow. The “Acceptor” site in green indicated by right arrow. Codon usage is
mapped in bottom track.

The sequence of Sample 5 was then searched for the actual donor and acceptor sites. The
donor site was identified by the CAG —GT sequence and the acceptor site was identified by the
AG—G sequence. A possible branch point was also found as a TTTGAT sequence. These

components can be seen in sequence in Figure 38.

71



TCAGCTTCCCAGAAATTTGGACGGTTTATGATTTATGTA
CACGCCAAGGGGATGATAGTGGACGATGAGTATGTTATT
TTAGGATCCGCTAATATTAACCAAAGATCTATGGCTGGT
TCAAGAGACACAGAGATAGCTATGGGAGCATATCAGCCT
CATCACACTTGGGCTAACAAGAAAAAACATCCACATGGC
CAG....GTCAGTGAGTTTTTATTTCCCTCATTCTCCTTCC
CAAATAAGGAAACTAGAACATTTTTGTGATGATCAAAAC
TAGCAAAAATAATAGCAGTACACTATTTGTTATCCATTC
TAGCCAGTCTACGAAAGGATCTCCTTGACATATTTGATT
AAAGTTAACAAGTGCGGCTGCAG.... GTATATGGTTATAG
AATGTCTCTGTGGGCAGAGCATATGGGCAAGTTAGACGA RED — Donor Splice
TTGCTTCACAAAGCCAGAAAGTTTGGACTGTGTGAAGCA ;
TGTGAATAAGGTTGCTGAAGATAATTGGAACAGATTCAC O NANGE—Acceptor Splice
TGCTGAGGAGTTCAAACCTTTACAAGGTCATCTTCTCAA BLUE  — Possible Branch
GTACCCAGTCAAAGTAGATTCTGATGGGAAAGTAAGTTC
CTTACCTGGTCATGAATATTTTCCTGATGTTGGTGGTAA
AGTACTAGGAGCTCGAACCAATCTTCCTGATGCTTTGAC
CACAAAGGGCGAATTCGTTTAAACCTGCAGGACTAG

Point

Figure 38: Splice sites in SBIP-436 -B1 Sample 5 Sequence. Donor site is in red. Acceptor Site
is in orange. Possible branch point is in blue.

PCR Amplification of 174 bp Gene Insert

Primers were made to amplify the 174bp gene insert from the SBIP-436 -B1 664bp
transcript so that the transcript expression could be viewed separately. The primer set was
DK619 forward primer 5' TTCCCTCATTCTCCTTCCCAA 3' and DK618 reverse primer 5'
ACCTGCAGCCGCACTTGTTAA 3'. SBIP-436 -B2 (DK619-DK618), was designed to amplify
a product of 174bp. PCR conditions were optimized in regards to gene length and primer
annealing temperatures. Optimal annealing temperature was set at 55°C and the optimal
extension time was set at 45 seconds. For best amplification for visualization of the 174bp
segment 32 PCR cycles were used. PCR product was then subjected to agarose gel

electrophoresis shown in Figure 39.
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Figure 39: PCR amplification of SBIP-436 -B2. 1.2% Agarose gel showing expression of 174bp
fragment of 664bp transcript segment of SBIP-436.

PCR Amplification of Full SBIP-436

The SBIP-436 full gene primer sets SBIP-436 Full-1 (DK547-548) and SBIP-436 Full-2
(DK602-616) were designed to amplify a product of approximately 2577bp according to SBIP-
436 gene construct). PCR conditions were optimized in regards to gene length and primer
annealing temperatures. Optimal annealing temperature was set at 55°C and the optimal
extension time was set at 2 minutes 45 seconds. PCR amplification was allowed until 34 PCR
cycles was reached. PCR product was then subjected agarose gel electrophoresis in a 1.0% gel,

visualized over UV, and photographed. The PCR product can be viewed in Figures 40 and 41.
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Figure 40: PCR amplification of SBIP-436 Full-1 (DK547-548) and SBIP-436 Full-2 (DK602-
616) using N. tabacum XNN cDNA. SBIP-436 -A (DK511-DK513) used as control.
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Figure 41: PCR amplification of SBIP-436 Full-1 (DK547-548) and SBIP-436 Full-2 (DK602-
616) using N. benthamiana cDNA. SBIP-436 -A (DK511-DK513) and SBIP-436 -B1 (DK511-
DKS513) were amplified. Efal was used as control.

The SBIP-436 1000bp gene primer sets SBIP-436 1kb-A (DK602-DK603) and SBIP-436
1kb-B (DK604-605) were designed to amplify a product of approximately 1000bp According to
SBIP-436 gene construct). The 1000bp segments were intended to amplify smaller portions of
the SBIP-436 construct. PCR conditions were optimized in regards to gene length and primer
annealing temperatures. Optimal annealing temperature was set at 55°C and the optimal

extension time was set at 1 minute 15 seconds. PCR amplification was allowed until 34 PCR
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cycles was reached. PCR product was then subjected agarose gel electrophoresis in a 1.0% gel,

visualized over UV, and photographed. The PCR products can be viewed in Figure 42 and 43.

Ladder ANN
i~
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Figure 42: PCR amplification of SBIP-436 1kb-A (DK602-DK603) and SBIP-436 1kb-B
(DK604-605) using N. tabacum XNN cDNA. SBIP-436 -A (DK511-DK513) and SBIP-436 -B2
(DK618-DK619) used as control.
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Figure 43: PCR amplification of SBIP-436 1kb-A (DK602-DK603) and SBIP-436 1kb-B
(DK604-605) using N. benthamiana cDNA. SBIP-436 -A (DK511-DK513) used as control.

Touchdown PCR was performed using the SBIP-436 full gene primer sets SBIP-436
Full-1 (DK547-548) to amplify 2577bp SBIP-436. Touchdown PCR allows multiple annealing
temperatures to better ensure an amplified product. The lower the annealing temperature the less
specific amplified products will result. PCR conditions were optimized in regards to gene length
and primer annealing temperatures. Optimal annealing temperature was first set at 55°C and the
optimal extension time was set at 2 minutes 45 seconds PCR amplification was allowed till 25

cycles of decreasing temperatures, beginning at 55° in increments of 0.5° followed by 20 cycles
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of 42.5° was reached. PCR product was then subjected agarose gel electrophoresis in a 1.0% gel,

visualized over UV, and photographed. The PCR product can be viewed in Figure 44.

Nt Nb Nt Nb
Ladder — — <L <L Ladder
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Figure 44: Touchdown PCR amplification of SBIP-436 Full-1 (DK547-548) and SBIP-436 Full-
2 (DK602-616) using N. tabacum XNN and N. benthamiana cDNA. PCR amplification was
allowed till 25 cycles of decreasing temperatures in increments of 0.5° followed by 20 cycles of
42.5° was reached. SBIP-436 -A (DK511-DK513) used as control.

Despite the multiple avenues of approaching amplification of the predicted SBIP-436 full
gene, there were no successful amplifications. The attempts to amplify 1000bp segments instead

of full length 436 gene also yielded negative results. Although these larger segments could not be
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amplified in either N. tabacum or N. benthamiana, Figure 41 demonstrates that SBIP-436 -A and

SBIP-436 -B1 were both amplified using N. benthamiana cDNA.

Expression Analysis of SBIP-436

An expression analysis was performed to reveal the role of SBIP-436 in plant defense.
Expression of the SBIP-436 gene was analyzed in regards to SA mediated defense,
predominantly associated with defense against biotic stressors, as well as defense against abiotic
stressors. Tobacco plants were either infected with TMV or treated with 0.1mM salicylic acid to
analyze the effect on expression of SBIP-436. Tobacco plants were treated with 300mM NaCl to
analyze salt stress and mock treated plants were analyzed to represent the effects of wounding
(abiotic stressors). SBIP-436 expression was also examined in each of the N. tabacum mutant

lines (XNN, NahG, C3, and 1-2).

SBIP-436 Expression in N. tabacum Mutant Plants

Expression of SBIP-436 was examined in the tobacco mutant lines to test if decreased SA
(NahG) or the absence of SABP2 (1-2) would have any effect on SBIP-436 expression.

Expression of SBIP-436 in N. tabacum mutant plants is shown in Figure 45.
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Figure 45: Expression of SBIP-436 in N. tabacum mutant lines. Expression agarose gels include:
-A (DK511-DK513), -B1 (DK511-DK514), -B2 (DK619-DK618), and EF+1(Control). Actual
amplicon size is labeled on the right hand side. 1ul of cDNA synthesized from total RNA from
XNN, NahG, C3, and 1-2 was used for PCR amplifications.

SBIP-436 -A expression does not vary across various plants but slight variation does
occur in SBIP-436 -B1 and SBIP-436 -B2. There is a slight increase in expression of the 664bp
band in the NahG transgenic plants. This is further supported by SBIP-436 -B2 which is
representative of the 174bp gene insert that separates the 490bp from the 664bp of the SBIP-436

-BI1.
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SBIP-436 Expression in TMV Infected Tissue

Six-week-old N. tabacum XNN plants were infected with TMV and samples taken at 0,
24, 48, and 72 hours postinoculation. Expression of SBIP-436 was analyzed via RT-PCR
amplification and visualized via agarose gel electrophoresis. Expression of SBIP-436 upon TMV
infection was performed to reveal the possible involvement of SBIP-436 in defense against biotic
stressors and the SA mediated defense pathway. Expression of SBIP-436 after treatment with

TMYV is shown in Figure 46.

Ladder TMV infected XNN
24 48
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Figure 46: Expression of SBIP-436 in TMV infected N. tabacum XNN. Expression agarose gels
include: -A (DK511-DK513), -B1 (DK511-DK514), -B2 (DK619-DK618), PRI (control for
activation of SA pathway), and Actin (loading control). 1.2% Agarose gel showing expression of
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gene segments of interest. One microliter of cDNA synthesized from total RNA from TMV
infected XNN was used for PCR amplifications.

SBIP-436 -A primer set showed no visible change in expression across all time points.
SBIP-436 -B1 primer set however demonstrated variability. There was a dominant switch in
expression from the 664bp transcript to the 490bp transcript from Ohr to 24hr. The 490bp
transcript remained dominant through the remaining 48hr and 72hr samples. The SBIP-436 -B2
expression yields a clearer picture of the modulation of expression of SBIP-436 transcripts.
SBIP-436 -B2 primer set represents the 664bp transcript by amplifying only the 174bp insert that
separates the 664bp transcript from the 490bp transcript found from sequencing (Figure 32;
Figure 39). -B2 showed a significant decrease in expression from Ohr to 24hr, a continual
decrease from 24hr to 48hr, followed by an increase at the 72hr mark. Actin gene amplification
was used as a loading control and PRI was used as a positive control for activation of SA
pathway upon TMYV infection. TMV induced PRI expression at 48hr and a stronger expression
at 72hr mark. This assured that the TMV infection was present and the SA mediated defense

cascade was activated.

SBIP-436 Expression in Salicylic Acid Treated Tissue

Six-week-old N. tabacum XNN plants were treated with 0.1mM SA and samples taken at
0,3, 6,9, 12, and 24 hours post inoculation. Expression of SBIP-436 was analyzed via agarose
gel electrophoresis. Expression of SBIP-436 under treatment with SA was performed to reveal
the possible involvement of SBIP-436 in the SA mediated defense pathway. Expression of SBIP-

436 after treatment with SA is shown in Figure 47.
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Figure 47: Expression of SBIP-436 in .1mM SA treated N. tabacum XNN. Expression agarose
gels include: -A (DK511-DK513), -B1 (DKS511-DK514), -B2 (DK619-DK618), PRI (Activation
of SA pathway), and EF+] (Control). PCR was run for 30 cycles. Actual amplicon size is labeled
on the right hand side. One microliter of cDNA synthesized from total RNA from SA treated
XNN was used for PCR amplifications.

SBIP-436 -A primer set showed a drop in expression at the Shr time point and an increase
back normal level at the 12hr time point. SBIP-436 -B1 primer set demonstrated variability
between the 2 transcripts. There was a dominant switch from the 664bp transcript to the 490bp
transcript from Ohr to3hr. The expression of both transcripts seems to equalize at 6hr, 9hr, and
12hr time points. The 664bp transcript then becomes dominant at the 24hr time point. The SBIP-
436 -B2 expression yields a clearer picture of the expression modulation of SBIP-436 transcripts

by showing expression of the 174bp insert associated with the 664bp transcript. -B2 follows the
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same trend as the 664bp transcript by decreases substantially at 3hr, increasing at the 6hr, 9hr,
and 12hr time points, and decreasing slightly at the 24hr mark. EF+/ was used as a control and
PRI was used as a positive defense control. Exogenous SA treatment induced PR/ expression at
6hr, a decrease at 9hr, an increase at 12hr, and the strongest expression at 24hr mark. This

assured that the SA mediated defense cascade was active.

SBIP-436 Expression in NaCl Treated Tissue

Six-week-old N. tabacum XNN plants were treated with 300mM NaCl and samples taken
at 0, 3, 6,9, 12, and 24 hours postinoculation. Expression of SBIP-436 was analyzed via agarose
gel electrophoresis. Expression of SBIP-436 under treatment with NaCl was performed to reveal
the possible involvement of SBIP-436 in the defense against salt stress and ABA mediated

defense. Expression of SBIP-436 after treatment with NaCl is shown in Figure 48.
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Figure 48: Expression of SBIP-436 in 300mM NaCl treated N. tabacum XNN. Expression
agarose gels include: -A (DK511-DK513), -B1 (DK511-DK514), -B2 (DK619-DK618), RD22
(Activation of abiotic stress response), and EF+/ (Control). PCR was run for 30 cycles. Actual
amplicon size is labeled on the right hand side. 1ul of cDNA synthesized from total RNA from
NaCl treated XNN was used for PCR amplifications.

SBIP-436 -A primer set showed a significant drop in expression at the 3hr time point, a
slight increase at the 6hr time point, and an increase to basal level that sustained through the hr,
12hr, and 24hr time points. SBIP-436 -B1 primer set demonstrated variability between the 2
transcripts. There was a significant decrease in expression from Ohr to 3hr. The expression of

both transcripts increases slightly at the 6 hr mark and increase to basal levels with sustain
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through the 9hr and 12hr time points. The 664bp transcript then becomes dominant at the 24hr
time point. The SBIP-436 -B2 expression yields a clearer picture of the expression modulation of
SBIP-436 transcripts by showing expression of the 174bp insert associated with the 664bp
transcript. -B2 follows the same trend as the 664bp transcript by decreases substantially at 3hr,
increasing and leveling at the 6hr, 9hr, 12hr, and 24hr mark. EF+]/ was used as a control and
RD22 was used as a positive defense control. NaCl treatment increased RD22 expression at Shr,
and maintained through 12hr and 24hr time points. This assured that the NaCl treatment was

active.

SBIP-436 Expression in Mock Treated Tissue

Mock treatment was used alongside Pseudomonas and TMV infection to rule out any
effect of medium or wounding on overall expression results. This gave insight into the effect of
wounding as an abiotic stressor. Wounding can be caused during sample taking leading to
activation of defense mechanisms within the plant. Variation in SBIP-436 expression in mock
treatment samples could implicate its involvement in defense against wounding. Expression of

SBIP-436 after subjected to mock treatment/wounding is shown in Figures 49 and 50.
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Figure 49: Expression of SBIP-436 in buffer (0.05 M Na,HPOy) treated N. tabacum C3 plants.
Primers used for expression include: -B1 (DK511-DK514), and EF+1 (Control). 1.2% agarose
gel showing expression of gene segments of interest.

< 664
<—— 490

Modulation between the two transcripts amplified from the -B1 primer set seems to be
occurring during the Mock treatment. There was a dominant switch from the 664bp transcript to
the 490bp transcript from Ohr to 1.5hr. The 490bp transcript remained dominant through the
1.5hr and 3 hr samples. The expression of both transcripts seems to level out at 6hr, 9hr, and
12hr time points. The 664bp transcript then becomes dominant at the 24hr, 48hr, and 72hr time
points. It is important to note that the 24hr, 48hr, and 72hr expression resembles the expression
of the Ohr sample, which stands contrary to the SBIP-436 expression in the TMV infected

samples (Figure 46).
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Figure 50: Expression of SBIP-436 in Mock (10mM MgCl,) treated N. tabacum C3 plants.
Expression primers include: -B1 (DK511-DK514), and EF+/ (Control). 1.2% Agarose gel
showing expression of gene segments of interest.

Expression of 436 in MgCl, (mock) treated revealed similar results as the mock
treatment for TMV inoculations. There was a dominant switch from the 664bp transcript to the
490bp transcript from Ohr to 1.5hr. The expression of both transcripts seems to level out at 6hr,
9hr, and 12hr time points. The 664bp transcript then becomes dominant at the 24hr, 48hr, and
72hr time points. It is important to note that the 24hr, 48hr, and 72hr expression resembles the

expression of the Ohr sample.



CHAPTER 4

DISCUSSION

Plants are in a perpetual evolutionary arms race with their environment. Their sessile
nature has allowed them to evolve a complex innate immune system that can recognize biotic
and abiotic stressors at the cellular level. Upon stress recognition, signal transduction pathways
are able to express a tailored defense for a specific threat (Anderson et al., 2011). The SA signal
is a robust activator of defense responses in response to pathogen attackers and is integral for the
establishment of SAR in uninfected distal tissues of the plant. MeSA, the mobile ester form of
SA, is converted back to SA by SABP2. (Kumar and Klessig 2003; Forouhar et al. 2005). In
SABP?2 silenced 1-2 plants PR-1, the defense marker gene representing SAR establishment, was
not fully expressed (Kumar and Klessig 2003). Furthermore, when SABP2 silenced plants are
treated with acibenzolar-S-methyl (ASM), a functional analog of SA, PR-1 fails to express, while
treatment with acibenzolar yields PR-1 expression comparable to control plants (Tripathi et al.
2010). This makes SABP?2 a critical component of the downstream expression of SA mediated
defense genes supporting the establishment of SAR. SABP2’s central role in the SA signaling
pathway presented an opportunity to reveal potential protein members that dictate the SA
mediated defense pathway. A yeast-2-hybrid screening was performed to identify possible
protein interactions with SABP2. Proteins with positive interaction were identified as SABP2
Interacting Proteins (SBIPs) and among these was SBIP-436. The primary focus of this study
was to characterize SBIP-436 and outline its role in the SA mediated defense pathway.
Preliminary bioinformatics analysis resulted in 2 important findings. First, that SBIP-436
belonged to the phospholipase D family with high homology to PLD” and second, that the SBIP-

436 yeast-2-hybrid clone sequence was presented as a partial of the full gene. Phospholipase D
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proteins are phosphodiesterases that cleave the head group from phospholipids. PLDs are
associated with lipid signaling cascades that support plant defense and much like varying
phytohormones are predominantly associated with a specific stressor, the separate PLD isoform
classes are predominantly associated with a specific phytohormone signaling cascade. Therefore,
crosstalk between PLD isoforms may be a revealing layer beneath phytohormone crosstalk.
PLD’ is unique to other isoforms in that it is activated by oleic acid (18:1) and is exclusively
bound to the plasma membrane (Zhang et al. 2003). Research attempted to establish if SBIP-436
was indeed the N. tabacum PLD”. An expression study was performed to determine if SBIP-436
was expressed differentially between biotic and abiotic stressors. This held the possibility of
simultaneously implicating its role in the SA signaling pathway and providing further

information on the identity of SBIP-436.

SBIP-436 Gene Analysis

The SBIP-436 Y2H clone sequence was subjected to BLAST in the NCBI database and
the results revealed that the sequence belong to the PLD family of proteins and represented
homology to PLD” (Figures 5, 6, and 11). SBIP-436 showed 70% similarity with AtPLD” and
71% similarity with RcPLD”. The alignment also revealed that SBIP-436 was a small partial
maintaining the c-terminus of comparable PLD” sequences. Additionally, it was discovered that
the N. tabacum PLD” has not yet been identified nor annotated. Research efforts were then
focused on identifying the full length N. tabacum PLD”. Using the SBIP-436 Y2H nucleotide
sequence, a BLAST was performed in Sol genomics N. tabacum Unigene sequence set. This
yielded a slightly larger fragment with an exact match to the SBIP-436 sequence known as SGN-
U444527 (Figure 12). Because the SGN-U444527 sequence maintained SBIP-436 sequence

exactly and was a larger fragment, it was used to search for the full N. rabacum PLD” from that
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point on. When no larger segments could be found, the genome crawl was used to walk the
AtPLD” sequence through the (Solanaceae) S. lycopersicum database, the SIPLD” was used to
find the N. benthamiana PLD”, and the NbPLD” was to be used to find the full N. tabacum
PLD” (NtPLD"). The NtPLD" results were scattered partials corresponding to various PLDs. It
became apparent that the multiple PLD isoforms had highly conserved segment portions that
blurred the lines of interpreting their actual identities in another organism. In addition, N.
benthamiana is diploid while N. tabacum is tetraploid. Therefore, sequence hits from the V.
tabacum genome were higher in number, blurring the lines even further. So, instead of using the
genome crawl from the top-down, it was used from the base-up. The main focus being maintain
the integrity of the SBIP-436 Y2H clone sequence. If a sequence could be found in N.
benthamiana corresponding to the SBIP-436 Y2H clone then that resulting sequence could be
used to match the true SBIP-436 N. tabacum PLD”. The SGN-U444527 BLAST in the Sol
Genomics N.benthamiana Genome v0.4.4 predicted proteins dataset and revealed a full protein
with an identity score of 97% named NbS00023265g0007.1. Again, in the base-up fashion, the
NbS00023265g0007.1 (Nb PLD") was used to BLAST in S. lycopersicum dataset ITAG Release
1 predicted proteins (SL1.00) dataset. This revealed a highly similar sequence named
SL1.00sc02164_456.1.1 (SIPLD”). Both of these sequences maintained homology with the
SBIP-436 Y2H clone sequence (Figures 15, 16, and 17). Nb PLD” was used to BLAST in N.
tabacum Unigenes dataset and revealed no significant results. NbPLD” was then subjected to
BLAST in the N. tabacum Methylation Filtered Genome TGI: v.1 Contigs. dataset. The ORFs of
the genomic results were then analyzed and from these the N. trabacum PLD” (NtPLD")
construct was generated. The c1562 ORF was a good match to the first 302aa of the NbPLD”

sequence (Figure 19). One partial putative NtPLD” had been annotated in the NCBI database
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named GQ904710.1. It was discovered as a 90kD PLD that binds to microtubules (Gardiner et al.
2001). GQ904710.1 overlaps the SGN-U444527 and matches well the NbPLD” sequence
(Figure 19 and Figure 20). The 3 segments were spliced together and trimmed of overlapping
portions. These sections when put together resulted in NtPLD” gene construct (Figure 21). There
was a gap from amino acids 303-356. The results from searching for this section showed weak
homology and less than desirable overlapping sections. Overall, a putative N. tabacum PLD”
gene construct was formed and a putative N. benthamiana PLD” was identified (Figure 15 and

Figure 20).

Amplification of SBIP-436

To amplify full length SBIP-436, gene primers and expression primers were constructed
using the NtPLD” construct (Figure 22 and Figure 23). SBIP-436 -A and -B1 were designed to
perform an expression analysis of SBIP-436. SBIP-436 -A amplified a segment of 210 bp and -
B1 was intended to amplify a segment of 490 bp. -A did amplified its intended 210 bp product
(Figure 24). While -B1 did amplify its intended 490bp product there was also an unintended
amplification of ~700bp product (Figure 25). Given the highly conserved nature of the PLD c-
terminus, were the primers were designed, it was prudent to sequence both amplified products
for comparison. The amplified products of -A and -B1 were subjected to gel extraction and
purification (Figure 26). The -B1 products failed to yield sufficient amounts of DNA so a direct
PCR purification method was implemented. The -A product was cloned into pGEMT vector and
the -B1 products were cloned into both pPGEMT and TOPO vectors. The plasmid DNA was
purified and selected for sequencing (Figure 27, 28, and 29). Figure 30 shows the sequences
from all 6 samples. Samples 1 and 2 represent the -A, Samples 3 and 5 represent the 664bp

product of -B1, and Samples 4 and 6 represent the 490bp product of -B1. All the sequences
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matched well to the SGN-U444527. Samples 3 and 5 reveal a mid-sequence insert of 174bp
when aligned to SGN-U444527 (Figure 32 and Figure 35). Samples 4 and 6 show a match to
SGN-U444527. Therefore, when all are aligned the 664bp product maintains the 490bp segment
with an additional mid-sequence 174bp insert (Figure 34 and Figure 35). Given PLDs nature of
multiple isoforms and alternative splicing it was important to identify which was being
presented. To analyze this portion an ASSP (Alternative Splice Site Predictor) tool was used

courtesy of Wang Computings (http://wangcomputing.com/assp/evaluation.html). The 664bp

product represented by Sample 5 was and showed positive results of alternative splicing. Donor
and acceptor splice sites were found directly surrounding the 174bp insert (Table 5). The ASSP
splice map displays the splice sites along with a decrease in codon usage at splice junctions
(Figure 37). Primers were constructed for the 174bp insert (SBIP-436 -B2) to separately view the
expression pattern of the single transcript. SBIP-436 -B2 successfully amplified the 174 bp
segment (Figure 39). Overall, the analysis of the relationship between the 664bp segment and the

490 bp segment revealed that the separation two transcripts is a product of alternative splicing.

Two sets of primers were constructed to amplify the full NtPLD". The first, SBIP-436
Full-1 included cloning attb sites while SBIP-436 Full-2 only contained segment nucleotides. In
addition, primers were constructed in an attempt to amplify larger portions (1000 bp) of the
NtPLD” construct. They are known as SBIP-436 1kb-A (First 1000bp) and SBIP-436 1kb-B
(Second 1000bp). All attempts to amplify the full gene and 1000bp segments yielded negative
results. Because there was high homology between the NtPLD” and NbPLD” sequences,
attempts to amplify the full gene were also attempted using N. benthamiana cDNA. Although
attempts to amplify the full gene in N. benthamiana did not succeed, the previously mentioned

expression primers were successful. SBIP-436 -A and -B1 were successfully amplified using N.
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benthamiana cDNA (Figure 41). It is important to note that both amplified products of -B1 were

amplified using N. benthamiana cDNA.

Expression Analysis of SBIP-436

An expression analysis was performed to reveal the role of SBIP-436 in plant defense.
Expression of the SBIP-436 gene was analyzed in regards to SA mediated defense,
predominantly associated with defense against biotic stressors, as well as defense against abiotic
stressors. SBIP-436 expression was also examined in each of the N. rabacum mutant lines (XNN,
NahG, C3, and 1-2). It was important to maintain the relationship of the SBIP-436 EXP sets to
each other. The SBIP-436 -B1, as previously stated, amplify 2 transcripts implicated in
alternative splicing. The expression of these 2 transcripts was found to be differentially
modulated across all stressors. The SBIP-436 -A segment is common to both of the SBIP-436 -
B1 transcripts because they share the same forward primer (DK511) and the -A reverse DK513
primer ends prior to the proposed donor splice site (Figure 34). Therefore, any differentiation
between -B1 transcripts that presented as an increase in one and a decrease in the other would
register no change in the -A expression level. This is quite evident across this expression study.
The SBIP-436 -B2 product isolates the 664bp transcript from -B1 by only amplifying the 174bp

gene insert.

SBIP-436 expression across the various mutant lines only showed slight deviation in
NahG plant. The -B1 664bp transcript is expressed slightly more in NahG plants than in others
(Figure 45). Because NahG plants express as SA hydroxylase that converts SA to catechol, SA
levels are decreased in these plants. This increase in expression may be due to a change in
regulation of 18:1 levels, which activate PLD". SSI2 is fatty acid desaturase that converts 18:0 to

18:1. Mutants lacking the SSI2 exhibit a drastic increase in SA levels (Kachroo et al. 2005). The
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relationship between 18:1 and SA may be the reason for this slight change in expression in the

NahG plant.

SBIP-436 expression in the TMV infected XNN demonstrated the effect of SA- mediated
defense pathway and stood as a marker for SBIP-436 expression in the presence of a biotic
stressor (Figure 46). There was definite modulation between the -B1 transcripts. PR-1, marker
for activation of the SA pathway, was present at 48hr and increases at the 72 hr. The 664bp
transcript expression decrease as it approaches increase in expression of the PR-1 while the
490bp transcript expression increases. -B2 shows a slight return of the 664bp transcript.
Compared to the TMV mock treated expression study from 24hr to 72hr the 664bp transcript is
dominant in the mock treated and the 490bp transcript is the dominant transcript in the TMV
infected tissue. This demonstrates that the 490 bp transcript is being actively used, meaning that
the 664 may be differentially spliced during pathogen attack and may play a role in the activation
of the SA pathway. The SA treated XNN plants allows activation of the SA pathway without the
pathogen variable. Figure 47 demonstrates similar pattern of expression to the TMV infected
expression. There is an immediate decrease in the 664bp transcript and an increase in the 490bp
transcript approaching the expression of PR-1 at 6hr. additionally for 6hr to 24 hr both transcripts

tend to balance, but only after the initiation of PR-1.

SBIP-436 expression in 300mM NaCl treated XNN shows a drastic decrease in both -B1
transcripts from Ohr to 3 hr (Figure 48). At 6hr the expression increases continuing through Shr
and both transcripts seems to be balanced. At 24 hrs there is seems to be a decrease in 490bp
transcript and an increase in the 664bp transcript. Results from treatment with this abiotic

stressor reveal a definite decrease in expression between Ohr and 3hr. This is supported by the
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matched decrease in expression of -A that maintained regular expression in both TMV and SA

treated samples.

Both mock treated expression studies for TMV and Pseudomonas, were presented as a
source of wounding abiotic stress, which is associated with JA. Both demonstrate modulation of
the -B1 transcripts. There was a decrease in expression of the 664bp transcript and an increase in
the 490bp transcript from Ohr to 1.5 hr. This could explain the same occurrence in the biotic
stressors expression studies. Because PLD” is involved in membrane restructuring and
microtubule reorganization it is possible that wounding is causing the sudden differential
expression between the two -B1 transcripts. However, this does explain the drastic decrease in
expression of both transcripts in the 300mM NaCl treated XNN nor the dominant presence of the
490bp transcript in the TMV infected XNN. Overall, the2 transcripts are being differentially
expressed between abiotic and biotic stressors. These findings may also have implications in

crosstalk between SA and JA.

This research was conducted to characterize SBIP-436 and better understand its role in
the SA mediated defense pathway in N. tabacum. The true N. tabacum PLD” is yet to be
identified nor annotated. This study has pieced together a putative N. tabacum PLD” construct
and identified a putative N. benthamiana PLD”. SBIP-436 sequence analysis revealed that the
sequence is undergoes alternative splicing. The expression studies demonstrated that the SBIP-
436 is differentially expressed between biotic and abiotic factors and may play a role in crosstalk

between SA and JA.
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Future Direction

The research presented in this study is only the beginning of this SBIP-436 project. For
finding the full corresponding SBIP-436 sequence, a 5> RACE could be performed. To better
understand the role of SBIP-436 in the SA mediated defense pathway, it will be practical to
generate transgenic tobacco silenced in SBIP-436 expression using the pHANNIBAL (or
similar) silencing vector. One could vary sequences to silence various isoforms i.e. isoforms
containing 664bp segment or both 490bp and the 664bp segment. Continuing research into SBIP-
436 could give insight into lipid signaling in the SA pathway, crosstalk between SA and other

hormones, and identification of other N. tabacum PLD isoforms.
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APPENDECIES

APENDIX A — Abbreviations

1-2 - SABP2 - silenced plant (transgenic N.z. cv Xanthi nc in which SABP2 gene expression is
silenced by RNA interference- pHANNIBAL.
18:1 — Oleic Acid

aa — Amino Acid

ABA- Abscisic Acid

AD - Activating Domain

ASSP - Alternative Splice Site Predictor

At- Arabidopsis thaliana

BA2H - Benzoic-2-hydroxylase

BD - Binding Domain

BLAST - Basic Local Alignment Search Tool

bp — Base Pair

C3 - Control plant (Nicotiana tabacum cv Xanthi nc, and contains empty pHANNIBAL silencing
vector.

EFalphal - Elongation Factor alpha 1

GA- Gibberellic Acid

HR - Hypersensitive response

IAA- Indole-3-Acetic Acid

ICS - Isochorismate synthase
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IPL - Isopyruvate lyase
ISR - Induced systemic resistance
JA - Jasmonic acid

kb - Kilobase

KBM - King’s B Medium

KDa - Kilo Dalton

KO - Knockout

MeSA - Methyl salicylate

ml - milli litre

mM - milli Molar

NahG - Plant expressing salicylate hydroxylase which converts SA to catechol.
NO - Nitric oxide

NPRI1 - Non-expresser of pathogenesis-related protein 1

nt — Nucleotide

OD - Optical Density

OE - Overexpressed

OREF - Open Reading Frame
PAL ICS IPL

PAMPs - Pathogen-associated molecular patterns

PA-Phosphatidic Acid
PC - Phosphatidylcholine

PCD - Program cell death
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PE - Phosphatidylethanolamine

PG - Phosphatidylglycerol

PIP; - Phosphatidylinositol 4,5-bisphosphate
PLD- Phospholipase D

PR - Pathogenesis-related

PRR PTT ETI ETS HR

PRRs - Pattern recognition receptors

PS - Phosphatidyl-Serine

Psp — Pseudomonas syringae phaseolicola
Pst - Pseudomonas syringae tabaci

R protein - Resistance protein

Rc-Ricinus communis

ROI - Reactive oxygen intermediates

Rpm — Revolutions per Minute

RT-PCR - Reverse Transcriptase Polymerase Chain Reaction

SA - Salicylic acid

SABP2 - Salicylic acid binding protein 2

SAMT - Salicylic acid methyl transferase

SAR - Systemic acquired resistance

SBIP-436- Salicylic Acid Binding Protein 2 Interacting Protein-436

Ta — Annealing Temperature

TAE - Tris-Acetate EDTA
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Tm — Melting Temperature

TMYV - Tobacco mosaic virus
UV - Ultra violet

Y2H- Yeast Two-Hybrid

Ug - micro gram

ul - micro litre
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APPENDIX B — Media and Other Chemicals

0.1% Diethyl Pyrocarbonate (DEPC) Treated Water

Diethyl pyrocarbonate = 0.1 ml
Add to 100 ml distilled water
Incubate for overnight at 37°C

Autoclave for 20 minutes

Rifampicin (14 mg/ml)

Rifampicin (powder) = 0.14 g
Add to 10 ml of Methanol

Add to King’s B media - 25 pg/ml

1M Magnesium Sulphate

MgSO4 = 246.48 g

Adjust volume to 1 liter with distilled water

10 mM Magnesium Chloride

MgCl, =0.952 ¢

Adjust volume to 1 liter with distilled water

King’s B Medium

Protease peptone #3 =20 g
Potassium phosphate dibasic = 1.50 g
Magnesium sulfate = 1.50 g

Glycerol = 10 ml
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Adjust volume to 1 liter with distilled water
Adjust pH to 7.0

Agar=1750¢g

Autoclave for 30 minutes

Place in 55° water bath until ready for use

King’s B Liquid Broth

Protease peptone #3 =20 g

Potassium phosphate dibasic = 1.50 g
Glycerol = 10 ml

Adjust volume to 1 liter with distilled water
Adjust pH to 7.0

Autoclave for 30 minutes before use
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