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Abstract

INVESTIGATING A MULTI-LIGAND APPROACH TO INCREASE THERMAL STABILITY OF
NBD1-AF508 DOMAIN OF CFTR

Christopher Shawn Robinson, M.S.

Western Carolina University (November 2019)

Director: Dr. Robert Youker

Cystic Fibrosis (CF) is the most common monogenic hereditary disease in Caucasians
affecting greater than 70,000 persons worldwide. Primary symptoms of CF patients are
electrolyte imbalance in epithelial cells creating thick mucus layers in the lung, pancreas, and
digestive track which hinders their function. The thick mucus buildup leads to CF patients having
severe lung infections that eventually shorten their lifespan by decades in the most severe
cases. This disease is caused by mutations in the 1480 amino acid long Cystic Fibrosis
Transmembrane Conductance Regulator (CFTR) protein which regulates the chloride and
bicarbonate transport across the apical membrane of epithelial cells. The most common
mutation, AF508 in the NBD1 domain of CFTR, results in the misfolding and aggregation during
protein synthesis. Such aggregates are marked for degradation preventing the protein from
trafficking to the plasma membrane.

Previous screening studies have identified small corrector molecules (ligands) that can
increase AF508 CFTR’s thermal stability. These compounds enhance folding, or activity of the
channel, and appear to act through binding to NBD1. Several of these compounds have been
approved by the FDA to treat multiple CFTR mutations, including the AF508 mutation. However,
the mechanism of action for these compounds is ill-defined, and there is scant information on

the combinatorial effects of these compounds on the thermal stability of NBD1-AF508.
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Purified AF508-NBD1 thermal stability was measured using Differential Scanning
Fluorimetry (DSF) in the absence, or presence of several small molecules (BIA, Oleuropein,

Hydroxy-Tyrosol) alone, or in combination. The thermal stability of AF508-NBD1 was increased

in the presence of 1 - 5 mM ATP, as previously reported. Interestingly, lower concentrations of
ATP (1.5mM) combined with 1 mM BIA had a similar effect on the stability of NBD1-AF508 as

the higher concentration of 5 mM ATP alone. There was no change observed in the stability of
NBD1-AF508 in the present of Oleuropein or Hydroxy-Tyrosol. Molecular dynamic simulations

were performed to provide insight into the results obtained from the DSF experiments.
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Introduction

Cystic Fibrosis Clinical Diagnosis

Cystic fibrosis (CF) is an autosomal recessive disease affecting approximately 70,000
individuals worldwide but appears predominantly in individuals of Caucasian descent. CF
patients suffer from a variety of symptoms that affect multiple organ systems such as the
pancreas, intestine, and importantly the lungs. The most commonly known symptom is chronic
infection of the bronchiole tubes of the lungs. The lungs come into contact with a multitude of
foreign microbial bodies such as bacteria. To prevent microbial overpopulation, mucus is
secreted by the epithelial cells of the lungs to trap the microbes at the bronchi tubes. Ciliated
cells sweep out the microbial trapping mucus out of the lungs into the throat to be coughed or
swallowed (Baker et al. 2007). A normal individual's cystic fibrosis protein regulates the
electrolyte balance of the epithelial cells that produce this mucous layer. In CF patients, the
protein fails to be present in sufficient quantity to regulate the chlorine balance between the
intercellular and intracellular environment. This osmotic imbalance results in an abnormally thick
mucus layer that the ciliated cells are unable to move in. The end result increases the frequency
and severity of lung infections which reduce the lifespan of CF patients by decades in the most

severe cases (Cai et al. 2011).

CFTR protein

The Cystic fibrosis transmembrane conductance regulator (CFTR) protein is a 1480
amino acid long cAMP-regulated chloride channel with multiple domains (Schmidt, Mendoza,
and Thomas 2011; Li and Naren 2011). These domains consist of two membrane spanning
domains (MSD1 and MSD2), two nucleotide binding domains (NBD1 and NBD2), and a
regulatory region attached to NBD1 that is responsible for controlling the gating of the channel,
see Figure 1 (Hwang and Sheppard 2009). As an ABC transporter protein, this regulatory region
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is unique to CFTR. The protein channel is activated by phosphorylation of the regulatory region
that triggers ATP binding and heterodimeriztion of the NBD1 and NBD2 domains thus leading to
channel opening (Hwang and Sheppard 2009). CFTR AF508 allele causes protein misfolding
due to a lower thermal stability (Rabeh et al. 2012; Molinski et al. 2012; He et al. 2015).
Aggregate formation occurs which eventually are marked for degradation and consequently
prevents the protein from reaching its final destination at the cellular membrane (Duffieux et al.

2000; Kopito 1999).

CFTR part of the ABC Transporter Protein Family

Living creatures from the simplest prokaryotic cells to the most diverse and complex
eukaryotic organisms require a means to regulate the input and output of chemical substances
across the cellular membrane. This requirement led to the evolution of a large number of
proteins called the ATP Binding Cassette (ABC) Transporter super-family, that evolved to break
the phosphate bond in ATP to ADP as an energy source to actively move chemicals in/out of
the cell through the cellular membrane. In earlier studies, it was generally accepted that this
active movement was simply a “pump”, but the discovery and research of CFTR demonstrated
that it can serve as a gated channel (Hwang and Sheppard 2009). The function of other ABC
proteins such as multidrug resistant protein (MDR) were revised to include function of both
pump and channel activities (Wilkens 2015; Vasiliou, Vasiliou, and Nebert 2008; Luckie et al.

2003).
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Figure 1:lllustration of CFTR structure bound to ATP.

Two glycosylation sites, illustrated as triangles, are located between helix 7 and 8 loops on

residues 894 and 900.



ABC Transporter Family characteristics

The function of ABC transporters is to provide active transport of specific molecules
across cellular membranes. Compared to passive diffusion, active transport requires energy in
order to move molecules against a chemical gradient. This can be accomplished in two possible
ways. One way is through the use of a chemical potential energy gradient by an assisting
molecule. This biological mechanism is known as a secondary transport. The second way is
through primary transporters which utilize the enzymatic reaction of a high potential energy
molecules, such as ATP, as the mechanism the transporter protein acting as the driving force to
transport polar ions or charged molecules across the cellular lipid bilayer (Vasiliou, Vasiliou, and
Nebert 2008; Hwang and Sheppard 2009). Despite the different mechanisms, both types require
similar structures to accomplish transport.

Proteins in the ABC superfamily have similar structures with each ABC transporter
protein, including CFTR, containing two transmembrane domains (TMDs) and two nucleotide
binding domains (NDBs). This protein structure could be formed by either one gene or a multiple
set of genes that individual structures assemble into the final functioning unit (Biemans-
Oldehinkel, Doeven, and Poolman 2006; Jones and George 2002). The TMDs are primarily
hydrophobic regions that anchor the protein into the cellular membrane. Conformational
changes of the TMDs allow opening for specific molecules to be transported between
extracellular and intracellular areas (Patrick 2012; Hunt, Wang, and Ford 2013; ter Beek,
Guskov, and Slotboom 2014; Wilkens 2015). Connected to the TMDs are the NBDs. Each NBD
contain highly conserved structural motifs, Walker A (P-loop) and Walker B, that binds to an
ABC family specific motif often denoted as motif C to complete the protein structure. The Walker
A motif sequence, identified as GxxGxGKT (X’ being any residue), contains a lysine that bonds
to the a-phosphate position of the ATP molecule (Hunt, Wang, and Ford 2013; Walker et al.

1982). The Walker B domain is identified by a pattern of RIKxxxGxxxLhhhDE (‘x’ denotes any



residue and ‘h’ is any hydrophobic residue)(Walker et al. 1982; Hunt, Wang, and Ford 2013; ter
Beek, Guskov, and Slotboom 2014). During ATP hydrolysis, aspartate and glutamate residues
of Walker B binds to Mg?* and the H-motif, denoted by the conserved histidine residue, and
hydrogen bonds with the y-phosphate position of the ATP (Wilkens 2015; Biemans-Oldehinkel,
Doeven, and Poolman 2006; ter Beek, Guskov, and Slotboom 2014). With Mg?* and ATP
bound, a glutamine residue from another structure called the Q-loop hydrogen bonds with the
Mg?* along with a water molecule to break the phosphate bond. The hydrolysis of ATP to ADP
initiates a conformational change that rotates the NBD (Hunt, Wang, and Ford 2013). This
movement is transferred by the Q-loop to the TMD allowing channeling or gating to occur

depending upon the individual protein function (Jones and George 2002).

ABC Subfamily C

The ABC superfamily are divided into classes based on specialized structures and
functions. Two classes are known to import chemicals while the other class exports chemical
outside of the cell. While importer and exporter ABC subfamilies are both found in prokaryotes,
eukaryotes almost exclusively use ABC exporter subfamilies (Wilkens 2015) . In humans, at
least 49 ABC genes have been identified and organized into seven subfamilies, ABCA to
ABCG, each with genes that export specific chemical substrates such as lipids, organic anions,
and steroids as some examples (Dean 2001).

Most ABC subfamilies have two fully functional NBD sites but the ABCC subfamily have
unique structures that differentiate it from other ABC subfamilies. The key identification of the
ABCC subfamily requires a normal functioning NBD1 ATP site with the other a degenerative
ATP site still capable of binding to ATP but unable to hydrolyze effectively. The NBD that
contains all the functional characteristics found in other ABC proteins is called the consensus
site with the nonoperating NBD denoted as the degenerative site (Wilkens 2015; ter Beek,
Guskov, and Slotboom 2014). This characteristic includes only CFTR and 12 other transporters.
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While CFTR is part of this family, its function as an ion channel is unique (Vasiliou, Vasiliou, and
Nebert 2008; Dean 2001; Hunt, Wang, and Ford 2013).The other transporters have functions
associated with multidrug resistance such as toxin excretion and signal transduction (Vasiliou,

Vasiliou, and Nebert 2008).

CFTR Structure

The ABCC7 gene, CFTR, is grouped into the ABCC subfamily due to its similarities with
other proteins; however, it does contain differences entirely unique from any other ABC protein.
As an ABC protein, CFTR possess two TMDs and NBDs. The TMDs form the heterodimeric
gating channel that allows for the movement of chloride and bicarbonate through the cellular
membrane. The TMDs are described as forming “two wings” that allows for opening and closing
of the gate (Patrick 2012). In the closed state, the TMDs are inward facing. Each TMD contains
two alpha-helical Intracellular loops (ICLs). These ICLs have a coupling helix that forms a
hydrophobic region which interact with the NBD in the cytoplasm (Zhenin, Noy, and Senderowitz
2015). ICL1 and ICL3 are known to interactive with both NBD1 and NBD2 while ICL2 solely
interacts with NBD2 and ICL4 interacting with NBD1 only (Hwang and Sheppard 2009; Patrick
2012). When the ICLs of the TMDs and NBDs are properly linked, hydrolysis of an ATP
molecule at the NBD heterodimeric structure causes phosphorylation of TMD-NBD1 complexes
(Biemans-Oldehinkel, Doeven, and Poolman 2006; Hwang and Sheppard 2009; Baker et al.
2007). This reaction opens the TMD wings outward to allow for the chloride anion to traverse
the transmembrane channel (Patrick 2012; Hunt, Wang, and Ford 2013).

In CFTR, both NBDs are divided into two subdomains called the catalytic and a-helical
subdomains. The catalytic subdomain contains the conserved phosphate-binding loop Walker A
and Walker B motifs along with the Q-loop and H motif (Wilkens 2015; Biemans-Oldehinkel,

Doeven, and Poolman 2006; Patrick 2012; Walker et al. 1982). The a-helical subdomain motif C



is identified by the short consensus sequence “LSGGQ” found in all ABC transporters (Hunt,

Wang, and Ford 2013; Biemans-Oldehinkel, Doeven, and Poolman 2006).

NBD1 of CFTR

NBD1 can be divided into three substructures. The ABC a subdomain, also known as a-
helical subdomain, contains three a-helices where F508 and the ABC unique motif C is located
(H.A. Lewis et al. 2010). The ABCB subdomain contains three antiparallel -stands and
combines with the final subdomain called the ATP-binding core. The ATP-binding core is where
the Walker A and B motifs are situated (H.A. Lewis et al. 2010; Patrick 2012). The ATP-binding
core domain is the degeneration portion of NBD1 lacking the glutamate from Walker B motif and
histidine from the H-loop used to stabilize ATP for hydrolysis.(Kidd et al. 2004; Hal A Lewis et al.
2004). The degenerative site of NBD1 contains two non-conserved regions, regulatory insert
(RI) and regulatory extension (RE), located near the N-terminus and C-terminus, respectively
(Patrick 2012). The R domain is found inserted between the NBD1 and TMD2 when CFTR is
inactive (Baker et al. 2007; Hwang and Sheppard 2009; Zhang and Chen 2016). Rl region is
highly disordered which CFTR uses in regulating the gating of the channel (Hall et al. 2016;
Biemans-Oldehinkel, Doeven, and Poolman 2006). This asymmetrical area at the NBD1-NBD2
interface allows for the non-phosphorylated R domain to insert itself blocking Walker A motif
(Hwang and Sheppard 2009; Howell et al. 2004; Hunt, Wang, and Ford 2013). In order for the
RI to initiate CFTR channel activation, multiple sites of the Rl must be phosphorylated by
Protein Kinase A (PKA) (Hwang and Sheppard 2009; Zhang and Chen 2016). The activation of
PKA on NBD1 requires an ATP derivative called cyclic adenosine monophosphate (CAMP) to
act as a secondary messenger (Molinski et al. 2012). By controlling the concentration of cAMP

and PKA, the cell can control the hydrolysis of ATP at the heterodimeric NBD site.



CFTR common mutation A508

While there are greater than 1700 disease-causing mutations in CFTR, at least one
allele containing the deletion of phenylalanine at the 508 position of CFTR is present in 90
percent of patients (H.A. Lewis et al. 2010). This in-frame deletion is located at the NBD1 site
and causes surrounding residues more structural fluctuation. One structural difference is the
hydrophobic V510 side chain is directly exposed to an aqueous environment in A508 NBD1
compared to wild type NBD1 where V510 is tightly packed to the NBD1 surface (Zhenin, Noy,
and Senderowitz 2015). The deviation of the V510 residue increases misfolding rate of NBD1
portion of CFTR and ultimately causes aggregation. From previous studies, A508 mutation
decreases the gate opening time as well as an increased exchange rate of ligand binding

(Sorum, Czégé, and Csanady 2015).

Previous studies on CFTR Protein Rescue

Previous work has shown that protein stability can be compensated by various methods.
The first is through low temperature treatment for protein expression to allow the protein extra
time to fold during biogenesis (Sampson et al. 2011; He et al. 2015). Second, additions of
chemicals that affect proteostatic regulation in the cell can help “rescue” the protein. Examples
include glycerol, histone deacetylase (HDAC) inhibitors, and glafenine. Third, additional
mutations have been shown to suppress certain mutations such as R553Q and G550E in AF508
genetic background. Finally, changes in cellular quality control systems can affect protein
expression (Sampson et al. 2011). While each can help to a certain degree, they are not
practical as a therapeutic method. From these findings, there have been proposals that
increasing the thermal stability of the CFTR protein by a specific targeting chemical chaperone

can improve folding and provide an effective rescue (Sampson et al. 2011; Schmidt, Mendoza,



and Thomas 2011). Importantly, restoring the thermal stability of NBD1 is necessary and

sufficient to correct the folding and assembly defect of AF508 CFTR (He et al. 2015).

CFTR NBD1 Solubility and Isolation

Testing possible correctors and potentiators to stabilize the NBD1 domain has required a
large expenditure of resources to overcome the many difficulties associated with isolation and
purification. The first structure of NBD1 was solved by a “brute force method” of sequenced
constructs that resulted in a crystal structure of the Murine NBD1 389aa-673aa and further
lengthened with subsequent attempts (Hal A Lewis et al. 2004). Both short and long form are
highly hydrophobic and are not easily soluble. In addition, expression of NBD1 in bacterial
cultures leads to formation of inclusion bodies thus necessitating rescue/refolding paradigms to
recover usable protein (Duffieux et al. 2000). To circumvent this problem, multiple solubilizing
mutations such as G550R, F494N, and Q637R were created to prevent denaturation and
aggregation during the isolation of CFTR D508-NBD1 (Hall et al. 2016; Molinski et al. 2012).
Even with these mutations, plasmid vectors such as SUMO-Histidine tag, malotose-binding
protein (MBP), and glutathione S-transferase (GST) were needed to improve NBD1 solubility
during heterologous expression and purification in bacteria cultures (Hal A Lewis et al. 2004).
While these epitope tags help, the yield of NBD1 is still low (0.3-0.5mg/L of culture) (Duffieux et

al. 2000).

Differential Scanning Fluorimetry

The invention of differential scanning fluorimetry (DSF) method using thermal cycling
machines have created a fast, inexpensive, and highly sensitive throughput process that can
identify ligands which improve the thermal stability of proteins (Sampson et al. 2011). Proteins in
solution tend to orient the hydrophilic regions towards the outside where they interact with water
and other polar chemicals. Usually, the hydrophobic region of the protein remains on the inside
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of the protein in its native state. When the temperature increases beyond a given protein
stability, the protein will unfold and more hydrophobic regions are exposed (He et al. 2015;
Rabeh et al. 2012; Schmidt, Mendoza, and Thomas 2011). DSF uses that phenomenon to
identity thermal stability by utilizing fluorescent dye that binds to hydrophobic regions of
proteins. Measuring the intensity of the fluorescence at each incremental temperature produces
data that accurately identifies the protein’s melting temperature that is a readout for thermal

stability (Figure 2).
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11



Binding Sites of NBD1

In previous studies, CFTR NBD1 was found to have two binding sites for ligands. The
first is the a-site, which is shallow in the NBD1 structure located near the a4/a5/a6 helical
bundle. In a previous study, it was suggested that residue S519 is a hydrogen donor to Class A
compounds which are bicyclic aromatics that possess keto or ester moiety (Hall et al. 2016).
The Cp-a1 compound was predicted to affect the a-site residues of R516, S519, L594, N597,
and K598 (Hall et al. 2016; Zhenin, Noy, and Senderowitz 2015). These residues were found to
be distant from the NBD1-NBD2 interface and the a-site. The second site, called the B-site, is
comprised of hydrophobic side chains and main-chain residues. This site was first identified with
the CFFT-001 ligand molecule (Hall et al. 2016). CFFT-001 has been shown to bind and cause
chemical shifts in NMR studies in the B (B3, Bs, Bo) as well as displace as helices located directly
above. In another experimental study, BIA was located between the CFTR-NBD1 structural o/
subdomain and the a-subdomain. The results showed involvement with the hydrogen bond and
1T-cation interactions of the 3-site (Hall et al. 2016). A computational study of BIA and NBD1
showed BIA interacting with the V562 residue for 76% of the length of the simulation and
forming a salt bridge with residue R516 for 61% of the duration (Zhenin, Noy, and Senderowitz
2015). Lack of MD studies on NBD1 before these two studies emphasizes the need for further

investigation into the a-site and B-sites

Purpose

The difficulties in obtaining sufficient quantities of CFTR-NBD1 has necessitated
developing low cost and highly efficient methods of screening compounds that increase CFTR-
NBD1 thermal stability. While some compounds have been found, none have the potency alone

to correct the thermal instability for therapeutic purposes. The purpose of this study was to
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investigate the thermal stability effect of a multi-compound approach on CFTR-NBD1 using DSF

and MD.
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Materials and Methods

Cell Culture Growth

Standard transformation protocol was used to transform Chloramphenicol resistant DE3-
LysS BL21 codon plus with Kanamycin resistant Mouse NBD1 (DNASU CAT# MmcD00287545
in pSGX5 (His and SMT3 vector) with 5 soluble mutations (Q410E, A412V, L426S, T623S,
S639D). Transformed cells were plated onto LB Agar + Kanamycin + Chloramphenicol
overnight at 37°C. Selected colony was incubated in 200 ml of Terrific Broth (TB) + Kanamycin
+ Chloramphenicol at 37°C until OD600 = 0.800. TB cell culture were added to 6 L of fresh TB
and incubated until OD600= 0.400. TB cell culture was induced (1mM IPTG final volume) and

incubated at 16°C overnight.

NBD1-AF508 Purification

Samples are kept on Ice or in the Cold Room for the following process. Cells culture
were transferred into containers and centrifuged at 4,000 RPM and 4°C for 20 minutes.
Supernatant was poured off and the process was repeated until cell pellets are created from
total cell culture volume. Cells were re-suspended in 10ml of lysis buffer: 50mM Tris pH 7.6,
500mM NacCl, 100 mM L-arginine, 5mM MgCI2, 4mM ATP, 2mM beta-mercaptoethanol, 12.5 %
(v/v) glycerol, 20 ul of PMSF (0.1 M), 20 ul of NP40, and 20 ul of Lysozyme (100mg/ml) per 1
Liter of original cell media starting volume then incubated on ice for 60 minutes. The re-
suspended cells were combined into one container and sonicated at 1 minute (constant duty at
50%) 4 times to create cell lysate. The cell lysate was centrifuged at 40,000 RPM (4°C) for 30
minutes. The supernatant was poured into a separate container and re-centrifuge if necessary
until clear in appearance. Benzonase was added to the supernatant and incubated for 30

minutes to remove nucleic acids. The supernatant was centrifuged again for 15 minutes at
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10,000g and 8°C. Immobilized metal affinity chromatography (IMAC) was performed to capture
Soluble NBD1 from supernatant lysate on shaker for 1hr followed by centrifugation at 4°C at 500
RPM for 2 minutes to settle resin. The supernatant samples were washed 3 times using Buffer
W (20mM Tris, 500 mM NaCl, 20 mM imidazole, 12.5 % (v/v) glycerol, pH 7.6) for 10 minutes
each on the shaker and captured. The samples were eluted using Buffer E (20mM Tris, 250 mM
NaCl, 400mM imidazole, 2mM (-mercaptoethanol, 12.5 % (v/v) glycerol, pH 7.6) overnight on
the shaker at 4°C. Cleavage was performed using SUMO tag protease at 4°C overnight. Soluble
NBD1 was collected by 30,000 MWCO dialysis tubing in Buffer S (Buffer S: 50mM Tris, 150mM
NaCl, 5mM MgClI2, 2mM ATP, 2mM B-mercaptoethanol, pH 7.6 and stored at -80°C. All
purification step fractions were analyzed by Western blot and electrophoresis gels to identify the

presence of NBD1.

Gel Electrophoresis and Staining

The stain free gel was performed using Bio Rad protocol. The comb in the pre-cast gel
was removed along with the tape. The Mini-protean tetra cell was assembled, and precast gel
loaded. The Running buffer was created using 1x Laemmli SDS-PAGE by adding 100 ul 10x
TGS running buffer to 900 ul of deionized water and placed in the tetra cell assembly. 10 ul of
250kD precision plus protein standard was loaded as the ladder. A master mix loading buffer
was created by adding 47.5 ul of 2x Laemmli sample buffer with 2.5 ul of -mercaptoethanol for
a total of 50 ul. Test samples were prepared by adding 50 ul of individual samples into a 1.5 ml
microtube. 2ul of DNASE (2 units/ul) was added to each microtube and incubated in a water
bath at 37°C for 15 minutes. Microtubes were placed in boiling water for 5 minutes for protein
denaturation. 5 ul of sample and 5 ul of master mix loading buffer was added together (10 ul

total) and loaded onto the gel.
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Western Blot

Western blot using BioRad Trans-blot turbo. Blot was stored overnight at 4°C in TBST. 8
ml TBST and 2.5% BSA and 6x His tag antibody (1: 1000 Dilution) was added to blot.
Incubation at room temperature for 1hr on tilt shaker. Five wash steps with 10 ml TBST was
done for 5 minutes each. 10 ml (TBST and 2.5%) plus (1: 10,000 Dilution) Anti-mouse HRP-
conjugated antibody was added and incubated at room temperature for 30 minutes on tilt
shaker. 5 wash steps with 10 ml TBST for 5 minutes followed by 7 ml total of BioRad developing

reagent.

Quantification of Protein Concentration by Gel Analysis

Serial Dilution was performed starting from a 10 mg/ml BSA stock to generate BSA
concentrations of 2.0 mg/ml. 1.0 mg/ml, 0.5 mg/ml, 0.2 mg/ml, and 0.1 mg/ml. The stain free gel
Bio Rad protocol was used with 10 ul of each BSA concentration with 5 ul of loading dye (total
15 ul) was added. 5 ul of loading buffer was added to each NBD1 purification sample of 5 ul, 10
ul, and 15 ul and loaded onto the gel. A 250kD precision plus protein standard was loaded as

the ladder. The protein concentration was determined by analysis of Gel Doc EZ Gel software.

Differential Scanning Fluorimetry (DSF)

All reactions were done either on ice or in a cold room at 4°C. The Applied biosystems
protein thermal shift protocol was used. A 40x protein thermal shift dye was prepared by
combining 4 ul of 1000x Sypro Orange dye with 96 ul of nanopure water for a total of 100 ul.
Master mix solutions were created by adding each component in the order listed: 25% v/v
Protein thermal shift buffer, 62.5% v/v of water in addition to any protein and/or ligand, and
12.5% 40x dye. Each sample solution was pipetted up and down 10 times to homogenize

components. A 20 ul volume of sample was placed into a well and was tested in triplicate. The
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well plate was sealed with MicroAmp Optical Adhesive Film and spun at 1000 rpm for 1 minute
at 4°C. Well plate was stored on ice or cold room until loaded onto 7500 real-time PCR system.
A Melt curve experiment type software was used with the following set up. ROX reporter
selected with no quencher. All target well type assigned with no passive reference. 20 ul of
reaction volume per well with continuous ramp mode was selected. Run was started with Step 1
at 25°C with a ramp rate of 100% (1.6°C/s) for 2 minutes. Then Step 2 at 99°C with 1% ramp
rate (0.05°C/s).DSF results were exported to text file and analyzed by the Differential Scanning
Fluorimetry Melting Data analysis tool dman2.6 to get melting point temperatures (C. K. Wang

et al. 2012).

Docking of BIA and Oleuropein to NBD1-4F508

Missing residues were added to the 4wz6 NBD1 construct model (aa 389-678 NBD1-
AF508 with three solubilizing mutations and bound ATP) and refined to allow for residue
flexibility. Completed 4wz6 was uploaded to SwissDock for docking simulations (Grosdidier,
Zoete, and Michielin 2011). Oleuropein and BIA molecule files were created in MOL2 file format
by the Dr. Lott Research group. Docking simulations of 4wz6 NBD1 were performed with each
individual ligand by Swissdock default settings. Swissdock used CHARMM format EADock DSS
software variant that loads 5,000-15,000 binding modes and calculate the most favorable
energies using the FACTS implicit solvent model (Grosdidier, Zoete, and Michielin 2011).
Molecular graphics and analysis were performed with UCSF Chimera software (Pettersen et al.
2004). Ligand coordinates were removed from consideration if any exhibit any of the following:
orientation of ligand away from NBD1, ligands bound to NBD1-NBD2 interface, and positive full
fitness or AG scores. Full Fitness of a cluster was analyzed by calculating the averages of the
30% most favorable effective energies of the cluster’s elements (Aurélien Grosdidier, Zoete, and

Michielin 2007; Djanic et al., n.d.; Kolluru et al. 2019; Vela-Corcia et al. 2018).
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NBD1 Molecular Dynamics Simulation

BIA and Oleuropein coordinates for NAMD MD simulations were selected from the docking
results and merged with 4wz6 NBD to form BIA-NBD1 and Oleuropein-NBD1 PDB files. A
Protein Structure File (psf) for each merged docking file was created in VMD using CHARMM
force field all36 and toppar parameters (Phillips et al. 2005; Humphrey, Dalke, and Schulten
1996). Solvation box was generated for each PDB file and psf file. Periodic boundaries of the
solvate boxes were calculated. A 500 step 1 ps MD minimization run at constant temperature
constant pressure (npt) for each were performed. The MD of the protein-ligand in explicit solvent
was heated with weak restraints on the solute with a temperature run from 0 K to 310 K using
the Langevin temperature equilibrium scheme under constant volume for 50,000 MD steps. A
MD equilibration of the waters and ions were implemented at constant 310 K and pressure at 1
bar for 100,000 MD simulation steps. A MD production was with constant temperature and
pressure and conditions similar to the previous MD equilibrations except with 5,000,000 MD
simulation steps (10ns). Root mean square fluctuations (RMSF) calculations per residue was

performed.
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Results

Docking of Ligands to NBD1

Molecular Dynamic simulations served as a predictor for potential binding of ligands to
NBD1-AF508. ATP was present in the crystal structure of NBD1-AF508 (PDB: 4wz6) and no
docking was performed for this ligand. BIA had been found to bind to NBD1 in previous in vitro
and MD studies around the a/B-subdomains (Sampson et al. 2011; Hall et al. 2016; Zhenin,
Noy, and Senderowitz 2015; He et al. 2015). Swissdock results confirmed that BIA docked
between the ABCa-subdomain and ABCB-subdomain (Figure 3a). The BlAxc was -5.786711 a
full fitness score of -1766.115 a.u (Table 1) demonstrating a possible spontaneous reaction to
bind to NBD1-AF508.Swissdock produced an Oleuropein dock at the location where NBD1-ATP
interface with NBD2 (Figure 3b). Oleuropeinac was observed to be -7.164446 with a full fithess
score of -1716.6572 kcal/mol (Table 1), although spontaneous in regards to a reaction, the
Oleuropein interface did not meet the criteria for MD simulation as its docking location is in

spatial conflict with the interface of NBD2 with ATP and NBD (Figure 4).

MD Simulation of NBD1-AF508 with BIA

MD Simulation of NBD1-AF508 in the presence of BIA were ran to measure root mean
square fluctuations (RMSF), see Figure 5. While there were areas of greater fluctuation, the
addition of BIA to NBD1 had an overall positive increased thermal stability. Specifically, the
4wz6 construct (389aa-678aa) had a minor increase in variable fluctuation from 479-487 with a
maximum fluctuation at 0.42 A, Figure 6a. Minor fluctuations occurred between residues 489-
492 with residue 489 having 0.21 A increased fluctuation, Figure 6b. The residues 509-516,
which contains some a subdomain residues, increased in fluctuation with the maximum of 0.40
A at residue 512, Figure 6¢. These residues were after AF508 and were known for increased

fluctuations in NBD1-AF508 when compared to wt NBD1 (Zhenin, Noy, and Senderowitz 2015).
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Residues 559-571 had the greatest fluctuation with a maximum RMSF value of 0.46 A at
residue 565, Figure 6d. These residues were located in the binding site area of BIA. The first
area of reduced fluctuation of note occurred in the regulatory insertion region (RI) 422-431,
Figure 7a. The crystal structure for these residues did not have enough resolution to define the
dimensional coordinates of the RI region (405-436) and were added to the PDB file before
docking to maintain NBD1 structure integrity. The stabilization results of this area cannot be
truly reported with the crystal structure 4wz6 template.(Zhenin, Noy, and Senderowitz 2015).
ATP Binding Residues, 454-465, had reduced fluctuation with the addition of BIA to NBD1-
AF508, Figure 7b. The residue that had greatest reduction in that range was residue 460 at 0.4
A. The residue area before AF508, 500-507, demonstrated stabilization compared to the
destabilization of residues after AF508 with both residue 506 and 507 reduced fluctuation at
0.34 A each, Figure 6¢ and 7c,. The next stabilized residues were near BIA docking close to the
a/B subdomains 517-543. The greatest reduction was 0.65 A at residue 528, Figure 7d.
Residues 602-630 had minor reduction in fluctuation with the exception of residue 619 which
was reduced by 0.44 A, Figure 7e. Another reduced fluctuation from 656-678 was noted but not
important since the range includes the naturally disordered regulatory domain (Baker et al.

2007).
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Figure 3 Full Cluster Docking Results
A) Docking clusters of BIA to NBD1. B) Docking clusters of Oleuropein to NBD1.
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Name Full Fitness kcal/mol AG kcal/mol

BIA -1766.11572 -5.786711
Oleuropein -1716.6572 -7.164446

Table 1: Ligand-NBD1 docking scores of BIA and Oleuropein full fitness and AG values.
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Figure 4:Ligand docking results of NBD1
A) BIA docking to NBD1. B) Oleuropein docking to NBD1 located at the NBD1-ATP-NBD2

interface.
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Figure 5:Average RMSF Plot per residue of NBD1-AF508 with/without BIA.
RMSF calculated from VMD Timeline of 10,000 frames at a 50-stride setting. RMSF raw data

was exported and an average RMSF was calculated derived from the sum of absolute position

fluctuation in Angstroms of each residue relative to the simulation starting position.
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Figure 6: NBD1-AF508 RMSF of increased fluctuation.
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Figure 7: NBD1-AF508 RMSF of reduced fluctuation.
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500 to 507. D) RMSF of Residues 517 to 543. E) RMSF of Residues of 602 to 630.
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Purification of 6xHIS-SUMO-NBD1-AF508

Purification of NBD1 was attempted for use in DSF assays. In order for NBD1 to be
soluble in aqueous solutions a SUMO-His tag was attached to NBD1 for an approximate size of
50 kDa. Figure 8 represents the results of the mouse NBD1 (NBD1) purification. The non-
purified fractions (L2-L4) would display too much protein to identify the NBD1. The L5 fraction
started the wash steps and showed increased resolution of protein bands, however, NBD1
could not yet be identified in these fractions without western blotting. The second wash step had
little to no protein. The third wash step and nickel resin had similar appearances with a strong
band at 50 kDa and traces amount of protein bands; however, both fractions contained more
impurities than the eluted fraction. The elution step had a fainter protein band at the expected

50 kDa size with virtually no other bands present.

To confirm that the protein band at 50kDa was NBD1 a western blot was performed,
displayed in Figure 9. The non-purified fractions (L2-L4) contained modest levels of NBD1.The
two wash steps had little to no NBD1 (Fig 8 lane 5 and 6 vs. 7). The third wash step had a
strong band which was comparable in size and intensity of the eluted protein band. There was a
faint but clear His-positive band in the eluted fraction similar to the protein that remained on the
nickel resin. This implied that a lot of the protein was either being washed off in the third wash
step or remained bound on the nickel resin, possibly as aggregates.

A portion of the Elution fraction was used to determine protein concentration by gel
densitometry with BSA as a reference. The gel of BSA and NBD1 showed strong bands in all
lanes (Figure 10). It was observed that the BSA protein bands increased in intensity and
contrast in direct relation to increased protein concentration. Concentration of the purified NBD1
was calculated by finding the linear regression of the plot of BSA concentration versus signal
intensity obtained from the Gel Doc EZ gel software. The regression fit from the BSA plot was

y=2.02E-008x + 0.0159. The R?= 0.997 showed a strong correlation of the BSA concentration
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with the signal intensity. This was used to calculate the concentration of the NBD1 samples at
different volumes loaded on the gel (5ul, 10 ul, and 15 pl). The average concentration of NBD1
was calculated at 0.0697 mg/ml with a coefficient of variance of 2.00% (Table 2).

In the post elution fraction (Figure 11) there was inefficient cutting of the Smt3H tag.
Two protein bands, one at the 50kb (6xhis-SUMO-NBD1-AF508) and the other between 25kb
and 37kb, denoted incomplete cleavage activity. The SUMO His tag protease had incubated at
4°9C overnight which was at the lower end of reported activity range of 2°C, however, the
extended time was designed to allow time for cleavage most protein go happen under these
conditions. Limited cleavage combined with the presence of a lot of protein in the nickel resin
fraction after use of 400mM imidazole elution suggested protein aggregation (Rosen et al.
2002).

The 6xhis-SUMO-NBD1-AF508 concentration of 0.0697 mg/ml was lower than the
expected value range of 0.2-0.5 mg/ml. Since the minimum protein concentration required to
perform DSF was measured at 0.1 mg/ml, the purification could not be used for DSF
experiments. The laboratory of Phillip J. Thomas provided a small quantity of purified mouse

NBD1-AF508 (residue 389-673) for a limited number of DSF experiments (Figure 12).

Thermal Stability Measurements of NBD1

Two control ligands (ATP and BIA) were used to test the level of thermal stability of
NBD1-AF508. ATP was used at 1 mM and 5 mM to determine a viable range of increased
thermal stability (Table 3). ATP at 1 mM was observed to increase the melting temperature of

NBD1-AF508 on average by +3.73°C. The 5 mM ATP average concentration increased NBD1-
AF508 by +5.93°C. The calculated p-values (p1mmatr=0.00275, psmmatp=0.00006) and F-critical

values were lower than F-values (F1 mmatp=43.40, F5mmatp=302.88, Feiitca=7.709), combined

with an acceptable variance of below 1°C each (varianceimu arp=0.64, variances mm atp=0.05),
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suggesting the difference in melting temperature in the presence of the two ATP concentrations
were statistically significant. While the trend of increased thermal stability were similar to a
previous study, the results were modest compared to the 7°C increase at 1 mM ATP (Sampson
et al. 2011). In addition,1 mM BIA also increased NBD1’s thermal stability (+2.13°C). The
calculated p-value for the 1 mM BIA data was statistically significant, and the F-value was
higher compared to the F-critical (p1mmeia=0.03006, F1mmeia=10.86 Feitca=7.709). The
varianceimmeia Was observed at 0.16 which demonstrated low dispersal of data. NBD1-AF508
was incubated with both ATP (1.5 mM) and BIA (1 mM) to determine if their effects are
synergistic, or not. The multiple ligands increased thermal stability by 5.67°C and was
statistically significant (p1.5 mmaTe 1 mme1aA=0.00015, F1.5mmaTP 1 mM BIA=194.59, Feritica=7.709) with
low data dispersal (variance=0.21). This result suggests that multiple ligands combined can
provide a synergistic effect on thermal stability.

The antioxidant Oleuropein is present in high concentrations in the olive plant and is
known to prevent the aggregation of a-synuclein (Javed et al. 2019; Palazzi et al. 2018). In
addition, Oleuropein can prevent the aggregation of NBD1-AF508 (residue 389-673) in vitro by
~40% (Youker Lab, Unpublished data). Therefore, Oleuropein and Hydroxy-tryosol (a
metabolite of Oleuropein) were tested to determine if these compounds could increase NBD1-
AF508 thermal stability. Oleuropein increased thermal stability by +0.26°C, however, it was not
deemed statistically significant due to the high p-value (poieuropein=0.61671) and a F-value lower
than F-critical Foieuropein=0.21, Feritica=7.709). Each concentration of Hydroxy-tyrosol tested had
no positive effect on NBD1-AF508 thermal stability (Tm1oo um on-Tyroso= =0.14°C, TMs00 um OH-Tyrosol=
-0.24°C, TmM1 mm oH-Tyreso= -0.50°C). The p-value for each concentration was high (p1oo um ox-
Tyroso=0.79986, P500 um OH-Tyrosol=0.59343, P1 mM oH-Tyreso=0.40977) and the F-values were low
compared to F-critical( F100 um oH-Tyrosol= 0.07, F500 um oH-Tyroso=0.34, F1 mM oH-Tyroso=0.85,

Feritca=7.709 ), therefore the results were not statistically significant. When 1 mM Hydoxy-tyrosol
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was combined with 1 mM BIA, the thermal stability increased, but the results were lower than 1
mM BIA only (Tm1mwm on-Tyresol 1 mmBiA= +1.56°C) suggesting an antagonist effect exerted by
Hydoxy-tyrosol. This value was deemed significant with a low p-value ( p1 mm oH-Tyrosol 1 mMm
sin=0.02076) and higher F-value compare to F-value( F1 mmoH-Tyrosol 1 mMBIA=13.72, Feritica=7.709).

Data dispersal were low with Variance1 mm oH-yrosol 1 mm1a=0.21.
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Figure 8:Stain Free Gel of CFTR NBD1 Purification steps.

A 250kb protein ladder (L1) was loaded to identify protein size. The Post-induction, Chemical
lysis, and the Flow through (L2, L3, and L4) were added along with Wash steps 1, 2, and 3 (L5,
L6, and L7) in the order of purification protocol order. The Ni-Resin, post wash step, were added

in L8 and the Elution step in L9.
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Figure 9:Western blot of 6xHis-SUMO-CFTR NBD1-A508

Sample lanes transferred from the Stain Free Gel and treated with 6x-His tag antibody. Lanes
were identical to Stain Free Gel with 250kb protein ladder as L1. The Pre-chemical lysis,
Chemical Lysis, and Flow through steps were labeled (L2, L3, and L4) respectively. L5-L7

represented wash step 1, 2, and 3. The Nickel resin appeared in L8 and Final elution in L9.
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Figure 10:Stain Free Gel of BSA and 6xHIS-SUMO-ANBD1-508.

Three different NBD1 volumes (5 pl, 10 yl, and 15 pl) were loaded L2-L4. 10 pl of BSA were
loaded at progressively higher concentrations (0.1 mg/ml, 0.2 mg/ml, 0.5 mg/ml, 1.0 mg/ml and

2.0 mg/ml) onto the gel with 0.1 mg/ml BSA at L5 and ending with 2.0 mg/ml BSA at L9.
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Group BSA Regression Curve RA2 value
BSA Range(0.1mg/ml - 2.0mg/ml) y=2.02E-008x + 0.0159 0.997
6xHIS-SUMO-NBD1 volume (ul) 5 10 15
Sample Concentration ug 0.342 0.6956 1.0677
Concentration mg/mi 0.0684 0.06956 0.07118
Group Average (mg/ml) STDEV CV%
NBD1 0.0697 0.0014 2.00%

Table 2: 6HIS-SUMO-NBD1-AF508 concentration derived from BSA regression curve

Three NBD1 volumes had concentrations at 5 ul, 10 ul, and 15 pl were determined and the

average, standard deviation, and coefficient of variance calculated.
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Figure 11: Stain Free Gel of non-cut vs cut Human CFTR-NBD1- AF508 dialyzed elution

A 250kb ladder (L1) was used to measure protein size. L3, L4, and L5 were the non-cut NBD1
protein at loading concentrations 5ul, 10ul, and 15ul respectively. The protease cut NBD1 were

loaded with the same concentrations of L3-L5 in lanes L7-L9.
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Figure 11:Representative DSF Melting Curves of NBD1-AF508

A) NBD1 in the presence of different concentrations of ATP. B) NBD1 with BIA. C) NBD1 with

multi-ligand addition of ATP and BIA. D) NBD1 with Oleuropein. E) NBD1 with different

concentrations of Hydroxy-Tyrosol. F) NBD1 with multi-ligand addition of BIA and Hydroxy-

Tyrosol.
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SUMMARY

' Varianc
Groups Count  Sum | Average®C e

'NBD1 . 3 899 2997 032
NBD1 + 1mM ATP 3 1011 33.70 0.64
NBD1 + 5mM ATP 3 108.4 36.13 0.05
NBD1 + 1mM BIA 3 96.3 32.10 0.16
NBD1 + 1.5mM ATP + 1mM BIA 3 107.6 35.87 0.21
NBD1 + 100uM Oleuropein 3 90.7 30.23 0.40
NBD1 + 100uM Hydroxy-Tyrosol 3 895 29.83 0.40
NBD1 + 500uM Hydroxy-Tyrosol 3 89.2 29.73 0.16
NBD1 + 1mM Hydroxy-Tyrosol 3 884 29.47 0.56
NBD1 + 1mM Hydroxy-Tyrosol + 1mM BIA 3 946 31.53 0.21
ANOVA
' NBD1 vs Name ''SS  df MS | F  P-value Ferit
'NBD1 + 1mM ATP 12091 1 2091 4340 0.00275  7.709
NBD1 + 5mM ATP 57.04 1 57.04 302.88 0.00006 7.709
NBD1 + 1mM BIA 7.04 1 7.04 10.86 0.03006 7.709
NBD1 + 1.5mM ATP + 1mM BIA 52.21 1 52.21 194.59 0.00015 7.709
NBD1 + 100puM Oleuropein 0.1 1 0.1 0.29 0.61671 7.709
NBD1 + 100pM Hydroxy-Tyrosol 0.03 1 0.03 0.07 0.79986 7.709
NBD1 + 500pM Hydroxy-Tyrosol 0.08 1 0.08 0.34 0.59343 7.709
NBD1 + 1mM Hydroxy-Tyrosol 0.38 1 0.38 0.85 0.40977 7.709
NBD1 + 1mM Hydroxy-Tyrosol + 1mM BIA  3.68 1 3.68 13.72 0.02076 7.709

Table 3:0ne-Way ANOVA of NBD1-AF508 thermal stability with/without ligands.

The ANOVA displays the source of variation between NBD1-AF508 and each single group for

the DSF Experimental results.
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Discussion

The use of computational analysis of molecules through Molecular Dynamics serves to
help screen for potential ligands for medical purposes. MD docking provided likely interactions
of ligands to CFTR-NBD1AF508. Both visual and computational data predicted that BIA will bind
near the same location as reported in the crystal structures in previous studies (Hall et al. 2016;
He et al. 2015). Oleuropein had binding affinities comparable to BIA, however, the visual display
had Oleuropein binding at the NBD1-ATP-NBD2 interface and thus not useful for increasing
thermal stability of CFTR. Operating NAMD provided a general all-purpose MD simulation
program that provides a quick analysis; however, the program does have its limitations.
Simulations of 10ns were difficult to process in VMD. While the results are overall accurate,
there are conflicting results such as V510 variability. NAMD predicted an increase in fluctuation
while a previous study used Gromacs Molecular Dynamic software reported decreased
fluctuations for the V510 residue (Zhenin, Noy, and Senderowitz 2015). MD simulation
programs are numerous and evolving to create more accurate results. With purification
difficulties of NBD1, MD is needed for efficient use of resources.

The purification of 6xHIS-SUMO-NBD1-AF508 yielded only trace amounts of protein.
The literature stated that a concentration of 0.2- 0.5 mg concentration per liter culture can be
achieved (Duffieux et al. 2000). The purification protocol utilized originally had a concentration
of 60 mM Imidazole in the purification buffers. This high concentration was reduced to 20 mM
Imidazole to reduce loss of NBD1 during the wash steps. The amount of NBD1 protein lost in
wash step 1 and 2 were minimized, however, 6xhis-SUMO-NBD1-AF508 aggregated on the
final wash step and nickel resin since a 400 mM imidazole elution failed to remove a large
amount of 6xHIS-SUMO-NBD1-AF508. The purpose of purification of NBD1 at temperatures
16°C and below was to allow for the protein to fold properly when expressed by the BL21 cell

cultures and remain stable throughout the whole process. The Schmidt protocol lacked the cell
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culture volume information and several buffer components were missing. The use of PMSF,
NP40, and Lysozyme were researched and added to the protocol. These components were
later confirmed by Phillip J. Thomas laboratory to be part of their NBD1 purification (personal
communication). While this improved the elution concentration, the amount was still too low for
DSF experiments. Future purification attempts could be improved by testing a filtration before
the wash steps as NBD1 could be forming aggregates during the pre-wash steps and are
precipitating on the nickel resin.

Another portion of the protocol that could be investigated and improved was the dialysis
step. Several attempts to transfer the protein to the storage solution resulted in a complete
protein crash with a semipermeable cellulose membrane. This could be that osmotic pressure
caused a faster than desired exchange of water since the salt and glycerol concentrations were
higher in the elution solution than in the storage solution. Greater success was achieved with
the dialysis tubing technique which limits the speed of exchange of water. Gel filtration would be
a possible way to further control the exchange of solutes.

DSF experiments were performed using NBD1-AF508 sample donated from the Phillip J.
Thomas laboratory (UT Southwestern). A limited supply of NBD1-AF508 allowed for only a few
DSF experiments. ATP and BIA had been identified as ligands that can increase NBD1-AF508
thermal stability (He et al. 2015; Sampson et al. 2011). While the trend of increased stability
remained for ATP and BIA, the scaled increase was different compared to past studies. Both
previous and current DSF studies of NBD1-AF508 without ligand had a thermal stability of
approximately 30°C. In a previous study using DSF, 1 mM ATP had increased NBD1 by 7°C.
This was higher than the reported results of 3.73°C in this study. An increase to 5 mM ATP in
the current study still demonstrated a stability less than the previous 1 mM study concentration
albeit the result was much closer. A study by Lihua He used Differential Scanning Calorimetry

(DSC) which increased the melting temperature of NBD1 1.4°C higher when 1.5 mM BIA was
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added (He et al. 2015). This was less than the 2.13°C observed by the DSF method used in this
study. Other studies show that Deoxythymidine triphosphate and 7-methyl-GTP increased
thermal unfolding of protein by 3.0-3.3°C more than ATP (C. Wang et al. 2018).

The purpose of the DSF experiment was to demonstrate the possibility of using multiple
ligands to improve the thermal stability of NBD1.The use of 1 mM of BIA and 1.5 mM ATP had a
near match in increased thermal stability compared to 5 mM ATP alone. This suggests that
multiple ligands could have an additive or synergistic effect on NBD1 thermal stability.
Oleuropein and one of its metabolites Hydroxy-tyrosol, had been investigated as possible
benefits to CF patients (Lampronti et al. 2013). Oleuropein seemed to provide a very minor
increase to thermal stability, however, it was not deemed statistically significant. This result
matches with the docking results. The docking of Oleuropein to NBD1 was located at NBD1-
ATP interface with NBD2. Even though the AG of Oleuropein was negative with negative full
fitness score and thus energetically favorable, the location would be predicted to be difficult for
the Oleuropein to reach in a heterodimer state (Ramsbottom et al. 2018; Kidd et al. 2004). The
Oleuropein derivative, Hydroxy-tyrosol, was tested since this compound was more readily
absorbed in the human body (de Bock et al. 2013). The results of Hydroxy-tyrosol showed no
increase in thermal stability. When Hydroxy-tyrosol was added to BIA, the results did not
increase the thermal stability beyond what was achieved with BIA alone. There is also a
possibility that it might be antagonistic to BIA’s protective effect and NBD1-AF508 interactions
based upon the data results, however, more testing would need to be done to confirm or refute
this possibility. Oleuropein and Hydroxy-tyrosol provide antioxidative, antiantherogenic,
anticarcinogenic, and anti-inflammatory effects (de Bock et al. 2013; Lampronti et al. 2013).
Based on this limited study, the positive effects on CF patients would most likely be from the
reasons stated above and not from increasing thermal stability, or as a result of reducing protein

aggregation.
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Based on the BIA and ATP ligand results, combining multiple ligands to improve thermal
stability is possible and could be investigated further. BIA is not the only known compound to
increase thermal stability. RDR1 and RDR3 had shown promise in stabilizing NBD1-AF508 and
increasing CFTR-AF508 maturation in cells (Sampson et al. 2011). The major obstacle was that
the concentration needed to achieve a reasonable stability increase was high and toxicity is a
major concern in the pharmaceutical industry. It would be beneficial if combining multiple
ligands at lower concentrations in a “chemical cocktail” were found since that could limit toxicity
and negative side effects. Testing multiple combinations of compounds could prove an

alternative to the one compound cure that previous studies investigated.
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