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ABSTRACT

Blood Brain Barrier (BBB) plays a main role as selective barrier which controls
and limits access of chemicals, molecules and therapeutic agents from blood to brain. The
BBB endothelial cells are connected by Tight Junctions (TJs) which close intracellular
spaces between the endothelial cells and block the free diffusion of substances, therefore
many potential drugs for treating human brain diseases cannot reach the brain in sufficient
concentration. Recently, many studies have thrown an interest in development of
nanoparticles for delivering drugs and imaging agents across BBB. Our research group has
developed protein-polymer core-shell nanoparticles (PPCS-NPs) which demonstrate great
potential for targeted delivery. In this work, Apolipoprotein E3 (ApoE3), which can be
specifically bound to LDLR receptor on BBB endothelial cells, was chosen as a targeted
motif. Nanoparticles conjugated with ApoE3 and fluorescently labelled ApoE3 (FI-ApoE3)
were successfully synthesized. The synthesis of ApoE3/ Fl-ApoE3 NPs with encapsulation
of drugs and dyes is in progress. In vitro study of the uptake of ApoE3-NPs, Fl-ApoE3-
NPs with and without encapsulation of drugs and dyes will be further investigated by using
human umbilical vein endothelial cells (HUVECSs) and brain microvascular endothelial cell

line (hCMEC/D3) as BBB endothelial cell model.
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CHAPTER 1

BACKGROUND AND SIGNIFICANCE

1.1 INTRODUCTION

In 2010, statistics from American Brain Tumor Association (ABTA) showed that
688,096 Americans were living with the diagnostic of a primary brain tumor. However,
Only 0.2% are living after diagnosis (America Brain Tumor Association, 2013). One in
nine older Americans, estimated 5.2 million Americans of all ages have Alzheimer’s
disease. Every year, approximately 150 billion US dollars have been paid for health care
and long term care (Alzheimer’s Association, 2014). Parkinson’s disease foundation
reports in 2014 that 1 million Americans are living with Parkinson’s disease, and 25 billion
US dollars have been paid for treatment in USA each year. One of the crucial problems of
human brain diseases treatment is the incapability in efficiently transporting drugs to the

brain because of the blood brain barrier.

1.2 BLOOD BRAIN BARRIER (BBB)

Blood brain barrier (BBB) is a selective barrier formed by the endothelial cells that
safeguard cerebral microvessels [1, 2]. BBB is the largest surface area for exchanging
substances between blood and brain, it is approximately 12-18 m? in surface area [3]. Once
the BBB is crossed, diffusion distances to neurons and glial cell bodies for solutes and

drugs are short [3]. It also protects neurons from systematically circulating potentially



cytotoxic agents by forming a very tight barrier called tight junctions (TJs) [3]. A diffusion
barrier, formed by TJs which present between cerebral endothelial cells, severely restrict
penetration of water soluble compounds and polar drugs into the brain [3]. The presence
of TJs divides plasma membrane of the vascular endothelial cells into two separate
domains, apical membrane which faces the blood, and basolateral membrane which faces

the brain tissue [4].

STRUCTURE OF BLOOD BRAIN BARRIER

The cell association at the BBB including endothelial cells, basal lamina,
astrocytes, pericytes and microglia [4, 5]. Astrocytic end-feet, cover more than 90% of the
endothelial cell surface, tightly ensheaths the vessel wall and takes part in the induction,
maintenance and robustness of the integrity of endothelial barrier [4, 5]. Astrocytes are
important in induction and maintenance of the barrier properties [3]. Pericytes are
contractile cells that embrace brain capillary and contributes to the development,
maintenance and regulation of BBB [5]. Microglia play a role in regulating BBB properties

during embryogenesis and disease (Figure 1.1).

Structure of Blood Brain Barrier (BBB)
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Figure 1.1. Blood Brain Barrier and cell association overview (top). The cell association
at the BBB (bottom). The cerebral endothelial cells form tight junctions at the margins
(bottom, red circle) which block the aqueous paracellular diffusional pathway. Pericytes
which distribute along the endothelial cells ensheath the endothelium and contribute to the
local basement membrane which forms basal lamina. Astrocytic endfeet of the astrocytes
form a complex network and cell association around the capillaries which help in
maintenance of the BBB properties. Microglia, which are the resident of immunocompetent
cells, regulate BBB properties during embryogenesis and disease. Figure is adapted with
permission from Abbott, N.J. et al. (2010) Structure and function of the blood-brain barrier.
Neurobio Dis. 37(1), 13-25.
Transport across the BBB

Normally, the TJs severely restrict penetration of water-soluble compounds,
including polar drugs by regulating paracellular flux [1, 3]. Water soluble or polar
compounds can penetrate only by paracellular transport which is limited to small
hydrophilic molecules [4, 5]. Lipid-soluble agents (smaller than 400 Da) can effectively
diffuse through the large surface area of the lipid membranes of the endothelial cells via
transcellular lipophilic pathway [6]. This process is driven by concentration gradient and

limited to small hydrophobic molecules [4]. Moreover, it is a main entry route to the brain

of current therapeutics [4]. Transportation of glucose, amino acids, purine bases,



nucleosides, choline or other substances require the transporters as specific carriers [1, 4].
However, some transport proteins, such as P-glycoprotein (P-gp), localized on the apical
(luminal) side of the brain capillary endothelium, act as efflux transporters and restrict the
uptake of drugs into the brain [7]. Additionally, certain proteins, such as insulin and
transferrin, are taken up by specific receptor-mediated endocytosis, delivered through BBB
by transcytosis and exposed out of the cells by exocytosis [1, 5]. Adsorptive transcytosis

relies on transport of positively charged cargo in a non-specific manner [4] (Figure 1.2).

Mechanism for molecules across BBB)
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Figure 1.2. Mechanism and different pathways for molecules across BBB. a) Paracellular
pathway for water soluble molecules, the molecules were blocked by tight junction (TJs).
b) Transcellular lipophilic pathway for lipid-soluble molecules. ¢) Carrier-mediated
transport as occurs for glucose, amino acids, nucleosides, etc. d) Efflux pump, molecules
can be pumped out by transporters on endothelial cell membrane. e) Receptor mediated
transcytosis for peptide signaling and regulatory molecules, e.g. insulin, transferrin. f)
Adsorptive transcytosis for positively charged cargo (serum proteins) transport. Figure is
adapted with permission from Chen, Y. and Liu, L. (2012) Structure and function of the
blood-brain barrier. Adv Drug Deliv Rev 64 (7), 640-665.



1.3 NANOPARTICLES FOR DRUG DELIVERY

A critical problem in the treatment of brain tumor and neurodegenerative diseases
such as Alzheimer’s disease and Parkinson’s disease is the incapability of drugs to be
delivered across BBB in the brain [8]. To overcome this problem, many studies have shown
an interest in the development of nanoparticles as promising drug delivery agents that can
be transported across BBB and increase the uptake of appropriate drugs in the brain [8-12].
The development of nanocarrier-drug system as Trojan horse complex is one of a
promising drug targeting technology [4]. From this concept, natural or genetically
engineered proteins or small peptides conjugated with appropriate nanocarriers can
specifically transport a drug-payload which is directly coupled or encapsulated in the
nanocarriers [4]. The important advantages of therapeutic nanoparticles over free drugs are
the ability to: 1) prolong blood circulation; 2) control the bio-distribution and release of
drugs; 3) site-specific targeting; 4) stabilize labile molecules (e.g. protein, peptides, DNA)
on the particles’ surface from degradation; and 5) protect a drug from degradation [8, 13,
14]. Moreover, they can be modified to deliver a variety of drugs with improved delivery

efficiency and reduced side effects by targeted delivery [8].

DEFINITION OF NANOPARTICLES

The definition of nanoparticles in the Encyclopedia of Pharmaceutical Technology

and the Encyclopedia of Nanoscience and Nanotechnology is

“Nanoparticles for pharmaceutical purposes are solid colloidal particles ranging in size
from I to 1000 nm (1 um) consisting of macromolecular materials in which the active
principle (drug or biologically active material) is dissolved, entrapped, or encapsulated,

or to which principle is adsorbed or attached.”



On the other side, physicists and material scientists limit the size of nanoparticles

not to exceed 100 nm [15]. The definition from NNI (National Nanotechnology Initiative)
s “Nanoparticles are structure of sizes ranging from 1 to 100 nm in at least one

dimension”[14]. The size above 1000 nm shows no significant influence in cell uptake and

may lead to embolization in lung capillaries [15, 16].

TYPES OF NANOPARTICLES

Nanocarriers in medical applications should be biocompatible (able to migrate
with a biological system without eliciting immune response or any negative effects), and
nontoxic (harmless to the given biological system) [14]. However, many types of
nanoparticles are either toxic or have undesirable effects to cells depending on their
hydrodynamic size, shape, amount, surface chemistry, route of administration, response of
the immune system, and resident time in blood stream [14]. There are several major types
of nanoparticle that have been widely used for development of nanomedicines, including
liposomes, dendrimers, polymeric micelles, polymeric carriers that made of biodegradable
polymers such as poly(butyl cyanoacrylate) (PBCA), poly(isohexyl cyanoacrelate)
(PIHCA), poly(lactic acid) (PLA), poly(lactide-co-glycolide) (PLGA), human serum
albumin (HSA), as well as chitosan [17-19], and inorganic carriers such as gold

nanoparticles, quantum dot etc.
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Figure 1.3. Example of nanocarriers (adapted with permission from Dan, P. et al. (2007) Nature
Nanotechnology 2, 751 — 760).



1.4 NANOPARTICLES UPTAKE AND TRANSPORT ACROSS BBB
There are eight possible mechanisms of nanoparticles uptake and of bound drugs

into the brain: [16, 20, 21]

1) An increase in retention time of nanoparticles in blood that would lead to higher
concentration gradient, and as a result, enhance the delivery to the brain.
However, drugs can be subjected to and pumped out by the highly efficient efflux
transporters such as P-gp. Thus, the concentration of drug in the brain does not

achieve pharmacological effects.

2) Surfactant or coating agents such as polysorbate 80 (tween80) can be used to
inhibit efflux system, especially P-glycoprotein (P-gp). However, Pgp cannot be
completely blocked by low percentage of tween80.

3)-4) Permeabilization of blood brain barrier by toxic effects or surfactants.

5) Opening of the tight junctions. Then, the drug could permeate through the tight

junctions in free form or together with the nanoparticles.

6)-7) Nanoparticles can be uptaken by endocytosis by endothelial cells followed by
the release of the drugs within these cells and delivery to the brain or by

transcytosis through the endothelial cells.
8) A combination of the above effects.

Many studies have reported that nanoparticles can be taken up by receptor-mediated
endocytosis, which takes place at the aptical or blood side and transported across the BBB
by transcytosis [4, 17, 22]. The particles can then be delivered towards the endothelial cells
by intracellular vesicular trafficking and exocytosed at the opposite surface [4]. However,

the detailed mechanism of nanoparticles uptake and transcytosis remains unclear [23, 24].



Surface modification of nanoparticles with specific targeted motifs is necessary for
facilitating the uptake of nanoparticles [17]. On top of that, surface properties of
nanoparticles, including properties of coating surfactant, core polymer, drugs and
stabilizers, play the most important role for their ability to deliver drugs to the brain [16,
25, 26]. Several studies have investigated the drug transport across BBB by covalent
attachment of targeting motifs such as apoAl, B, E, insulin, anti-insulin receptor
monoclonal antibody (29B4), transferrin, anti-transferrin antibody to nanoparticles [8, 27-
30]. Due to the fact that these motifs can specifically interact with specific receptors, for
example, apoB and E with LDL receptor, apoA-I with the scavenger receptor class B typel
(SR-BI) [31], the conjugated nanoparticles would mimic lipoprotein particles and enter and
across brain endothelial cells by endocytosis and transcytosis[16]. In particular,
apolipoprotein (ApoE) has gained more interest in many recent studies. The Apo E protein
specifically binds to a number of receptors on the endothelial cell membrane of BBB, such
as LDLR, LRP-1, very low density lipoprotein receptor (VLDLR), apolipoprotein
receptor-2 (Apo ER-2) and megalin/gp330, as well as receptors in other parts of central
nervous system [17]. Thus, the presence of ApoE on the nanoparticle surface can promote
the internalization of nanoparticles in the brain endothelial cells via the LDL receptors
expressed by these cells [17]. Moreover, ApoE, especially ApoE3 and ApoE4 isoforms,
also play the major role of amyloid-p (AP) aggregation and clearance which relate to
progression of Alzheimer’s disease (AD) [32, 33]. So, it is probable that ApoE conjugated
nanoparticles can be used to facilitate BBB uptake and target AD disease cells at the same

time.



1.5 STATEMENT OF WORK

In this work, apolipoprotein E3 (ApoE3) was employed as a targeting motif in the
self-assembly process with two types of polymer, poly (4-vinylpyridine) (P4VP) and
poly(caprolactone-grafted-pyridine) (PCL-pyridine) in order to form protein-polymer core
shell nanoparticles (ApoE3-NPs). The ApoE3 was also modified with fluorescein dye and
self-assembled with the same types of polymer forming fluorescently labelled protein-
polymer core shell nanoparticles (FI-ApoE3-NPs). The uptake of F1-ApoE3-NPs in a blood
brain barrier cell model, human umbilical vein endothelial cells (HUVECS), was studied

and is discussed.
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CHAPTER 2

PURIFICATION OF APOLIPOPROTEIN E AND SYNTHESIS OF FLUORESCENTLY
LABELLED APOE3 (FL-APOE3)

2.1 APOLIPOPROTEIN E

Human apolipoprotein E protein (ApoE) is a polymorphic glycoprotein of 299
amino acids with a molecular weight of 34 kDa [1-4]. It is produced by several cell types
but highly expressed in the liver and central nervous system (CNS), especially in astrocytes
and microglia [2, 5]. ApoE is a major apolipoprotein in brain and plays an important role
in the transportation of lipoprotein, cholesterol and other essential lipids to brain via ApoE
receptors which are members of low-density lipoprotein receptor (LDLR) family,
including LDLP and LRP1 [1, 5-7]. It also functions as a ligand in receptor mediated

endocytosis of lipoprotein particles in the CNS [2, 5].

ApoE proteins have 3 different isoforms which differ by only one or two amino
acids: ApoE2 (Cys112, Cys158), ApoE3 (Cys112, Arg158) and ApoE4 (Argl12, Argl58),
these differences vary ApoE structure and function (Figure 2.1a, ¢ and Table 2.1) [1, 3-5].
All isoforms are coded from the same ApoE gene but expressed from different alleles (g2,
€3, €4): €2 is associated with a lower risk for Alzheimer’s disease (AD) [4, 5], €3 is the
most common isoform found in human [2, 4], and €4 is a strong risk factor of AD. In
addition, the risk of AD increases approximately three fold in people with one €4 allele and

12-fold in those with two €4 alleles [4, 5, 7]. There are other forms of apolipoproteins, e.g.
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ApoA-1, ApoA-II, ApoA-1V, ApoD, ApoH and Apol, which can also be found in the brain
[2]. Among them, ApoE is very important to the drug development of neurodegenerative
diseases because there are evidences from human and animal studies which indicated that
the differences in ApoE isoform differentially affect AP aggregation and clearance in the
brain, a critical factor for AD therapy [1, 5]. The structure of ApoE (Figure 2.1a, c) shows
that there are two major functional domains with the 22-kDa N-terminal domain consisting
of four-helix bundle and containing the receptor-binding region on helix 4 (amino acid
residues 136-150) and the 10-kDa C-terminal domain consisting of two o-helices and
encompassing the lipid-binding region (amino acid residues 244-272) [3, 4, 8]. Two
domains are linked by a protease sensitive “hinge region” (amino acid residues 167-206)
[3] (Figure 2.1a). Three different isoforms of ApoE are distinguished by two polymorphic
positions at amino acid residue 112, 158 [1]. Structural difference of ApoE3 and ApoE4 is
a salt bridge between Arg-61 and Glu-255 that plays an important role in maintaining the
structure of ApoE4 [4, 8] (Figure 2.1c). More details about differences of ApoE isoforms

can be found in Table. 2.1.

a) ' 22-kDa N-terminal domain 10-kDa C-terminal domain b)

&

< »

Receptor binding Lipid binding
136 150 47 206 244 272 299

- - -

Hinge
Helix 1 Helix 2 Helix 3 Helix 4|
|soform-specific Allele
amino acid difference frequency (%)
112 158 General AD
Apo-E2 Cys Cys 8.4 3.9
Apo-E3 Cys Arg .9 59.4
Apo-E4 Arg Arg 1kl 36.7
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Figure 2.1. a) ApoE3 has two structural domains, N-terminal domain (red) which contains
receptor binding region and C-terminal domain (blue) which contains lipid binding region.
Those two domains are linked by hinge region (gray). ApoE2, E3 and E4 isoforms are
encoded by the €2, €3 and €4 alleles on ApoE gene respectively. There are two polymorphic
positions, 112 and 158, that distinguish the three common isoforms. Figure is adapted with
permission from Liu, C-C. ef al (2013) Nat Rev Neurol, 9, 106-118. b) The model structure
illustrating the full length human ApoE3 created by Chen, J. et al (2011) Proc. Natl. Acad.
Sci, 108, p.14813. Solution NMR method was used in studying the structure of the ApoE3
and the picture was produced by PyMOL. ¢) Model of the structure of ApoE3 and ApoE4
and structural difference of ApoE3 and ApoE4. Key structural elements of ApoE are N-
terminal domain which contains a four helix bundle (helix1, red; helix2, blue; helix3,
green; helix4, yellow) and C-terminal domain (gray) which contains lipid binding
elements. Main differences is a putative salt bridge between Arg-61 and Glu-255
presenting only in ApoE4 that stabilizes a closer contact between the N- and C- terminal
domains. Figure is adapted with permission from Hatter, D.M. et al (2006) Trends Biochem
Sci, 31, 445-454.

Table 2.1 Prevalence of the human ApoE isoforms and their key differences. Adapted with
permission from Hatter, D.M. et al (2006) Trends Biochem Sci, 31, 445-454.

Isoform  Awverage Amino acid Functional differences Structural differances Associated disorders
allelic variation LDL receptor  Lipoprotein-  Conformational stability Domain
frequency (residue) affinity binding and folding behavior interaction?
(%) preferance
112 158
ApoE2 7 Cys Cys Lewe HDL Most stable and lacks Mo Type
folding intermediates hyperlipo proteinemia
ApoE3 78 Cys Arg High HOL Intermediate stability with  Neo Unknown
folding intermediates
ApoEd 15 Arg  Arg High WLDL Least stable with folding Yes Alzheimer's disease and
LDL intermediates other neurclogical
conditions; atherosclerosis
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According to the ability of ApoE to specifically bind LDLR receptor on BBB
endothelial cell membrane and the ability of ApoE to internalize within the cells by
receptor mediated endocytosis, we believe that ApoE is a good candidate in developing
drug carrier targeting BBB. Therefore, in this work, ApoE3, which is the most abundant
isoform in human body and ApoE4 which is a risk factor of AD were chosen as targeting
motif in the development of protein polymer core-shell nanoparticles (PPCS-NPs). We
propose that the capability of ApoE3 in targeting LDLR receptor together with self-
assembly protocol which was developed in our lab will generate well-defined PPCS-NPs
that can be used to specifically target BBB endothelial cell and further developed as drug
delivery vehicles across the BBB in the future. The development of PPCS-NPs will be

further explained in next chapter.

2.2 PURIFICATION AND ANALYSIS OF APOLIPOPROTEIN E3 AND E4

Human ApoE3 protein can be obtained from pre-engineered Human embryonic
kidney endothelial cell line (HEK 293T cells) which was provided from Dr. Dapin Fan,
School of Medicine, University of South Carolina. Briefly, the ApoE coding sequence (954
bp) was sub-cloned into the PWPI-GFP vector using single enzyme (Pmel) insertion and
direction screening generating lentiviral ApoE constructs. The lentiviral expression
plasmid for human ApoE3 were then transfected into HEK 293T cells using ProFection
mammalian transfection system to generate HEK 293T cells that can produce human
ApoE3 protein (HEK 293T-ApoE3). The HEK 293T-ApoE3 cells were cultured in DMEM
complete growth medium with standard conditions, 5% COz at 37 °C. ApoE3 protein was

then purified from HEK 293T-ApoE3 culture media by FPLC using heparin-sepharose
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CL-6B column and freeze-dried by lyophilization for long-term storage. Typical yield of
the purified ApoE3 was about 5 mg/150 mLculture medium. The ApoE3 was further
analyzed by SDS-PAGE using gradient (4-20%) gel and stained with Coomassie blue, then
confirmed by western blot and MALDI-MS. The molecular weight of ApoE3 is slightly
higher than 34 kDa as showed from SDS-PAGE analysis (Figure 2.2a). Two faint bands
below 34 kDa can also be seen on the gel. We assumed that they were degraded partial
fragments of ApoE3 after purification process, probably, N-terminal and C-terminal based
on approximate molecular weight. This assumption correlated to special structure of
ApoE3 protein which contained two terminal domains linked to each other by protease
sensitive hinge region [3, 9]. The purity of the purified ApoE3 was estimated to be ~85%
based on the result from SDS-PAGE analysis. The identity of human ApoE3 was
confirmed by Western blot analysis of purified ApoE3 against primary antibody, Goat anti
human ApoE, and secondary antibody, Fab anti-goat IgG (Donkey antibody). The result
showed ApoE expression in purified ApoE3 solution at the molecular weight of about 34,
22 and 10 kDa (Figure 2.2b). Molecular weight of ApoE3 was further confirmed by
MALDI-MS anlysis. The molecular weight of unmodified full-length ApoE3 was
35,085.56 m/z (Figure 2.2c, red arrow) comparing to the theoretical molecular weight of
human ApoE protein which was 34,236 Da (Uniprot). However, the molecular weight of
ApoE3 from MS analysis may not be very accurate due to broad peaks and low signal
intensity. The MALDI-MS result correlated to the SDS-PAGE analysis, however the
difference in molecular weight of the purified ApoE3 may probably came from genetic
modification process producing HEK 293T-ApoE3 cells. For peptide analysis, ApoE3 was

incubated with trypsin at 37 °C for 4 h, then analysed by MALDI-MS. The peptide analysis
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peak list (Figure 2.2d) was generated by FlexAnalysis software and interpreted by
MASCOT software. The result showed that the purified ApoE3 soluiton was identical to
the full length ApoE3 with a 62% of protein sequence coverage (Figure 2.2e) and the

MASCOT score of 75 confirming the identity of the purified protein as ApoE3.
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Figure 2.2. a) SDS-PAGE analysis of the purified ApoE3. Protein were analyzed on a
gradient (4-20%) gel and stained with Coomassie blue. Lane 1, ApoE3 with a concentration
of 2.52 ug/mL; lane 2, ApoE3 with a concentration of 4.00 ug/mL; Lane 3, ApoE3 with a
concentration of 6.00 ug/mL. The molecular weight of ApoE3 was a little higher than 34.0
kDa (Red arrow). b) Western blot analysis of purified ApoE3 against 1° antibody, Goat
anti human ApoE, and 2° antibody, Fab anti-goat IgG (Donkey antibody), shown ApoE
expression at molecular weight of about 34 kDa. Lane 1-5 was ApoE3 with a concentration
of 2.0, 4.0, 6.0, 8.0, 10.0 ng/mL. ¢) MALDI-MS analysis of purified ApoE3 showed the
molecular mass of unmodified ApoE3 as 35,085.56 m/z (red arrow). d) Peptide analysis
peak list of ApoE3 created by FlexAnalysis software. e) Peptide analysis by MASCOT
software, identical residues were highlighted in red with 62% recovery and MASCOT
score of 75.
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ApoE4 was purified from HEK293T-ApoE4 culture media followed the same
procedure as ApoE3. However, the purification of ApoE4 was not successful. The purified
eluent still had a lot of impurities as shown by the SDS-PAGE analysis. The impurities
may came from contamination during purification process by FPLC including binding
condition of protein to column, running and elution buffer condition or protein degradation
during purification process and storage technique. Another possible reason is problem with

protein expression in HEK293T-ApoE4 cells. MALDI-MS analysis was also inconclusive.
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Figure 2.3. ApoE4 determination by SDS-PAGE. Protein were analyzed on a gradient (4-
20%) gel and stained with Coomassie blue. Lane 1, ApoE4 with a concentration of 2.5
ug/mL; Lane 2, ApoE4 with a concentration of 5.0 pg/mL; Lane 3, ApoE4 with a
concentration of 9.90 ug/mL. The result showed a lot of impurities indicated that the
purification process was not successfully done.

2.3 SYNTHESIS OF FLUORESCENTLY LABELED APOE3
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Figure 2.4. Schematic illustration of the synthesis of FI-ApoE3.
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NHS-fluorescein conjugated ApoE3 (Fl-ApoE3) was synthesized and its molecular
weight was analyzed by SDS-PAGE using a gradient (4-20%) gel and staining with
Coomassie blue. The gel was visualized under the EPI white light comparing to under the
UV-VIS light in order to detect the fluorescent signal on the protein bands. Fluorescent
signal can be detected under UV-VIS only in FI-ApoE3 not in unmodified ApoE3. The
result showed that molecular weight of FI-ApoE3 was a little higher than 34 kDa (Figure
2.5). FI-ApoE3 was further analyzed by MALDI-MS, the molecular weight of FI-ApoE3
was 35,128.53 m/z (Figure 2.6, red arrow). The result showed that there were about 2
fluorescein molecules conjugated on an ApoE3 protein, comparing to the theoretical
molecular weight of ApoE3. If the fluorescein molecules were successfully conjugated to
ApoE3 at all 13 lysine residues, the theoretical molecular weight of FI-ApoE3 would
increase to 40,390 Da. The broad peak as showed in the result and low signal intensity was
assumed to cause inaccurate molecular weight. The resultant proteins were used in the co-

assembly study with selected polymers as described in the consequent chapter.
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Figure 2.5. Fl-ApoE3 identification by SDS-PAGE visualized under EPI white (left) and
UV-VIS (right). Fluorescent signal can only be seen in the lane loaded with Fl-ApoE3.
The molecular mass of FI-ApoE3 was approximately about 34 kDa.
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Figure 2.6. MALDI-MS analysis of FI-ApoE3 showed the molecular mass of FI-ApoE3
was 35,128.53 m/z (red arrow).

2.4 CONCLUSION
ApoE3 can be purified from HEK 293T-ApoE3 culture media by FPLC and

freeze-dried for long-term usage. ApoE3 was successfully produced in a large quantity
(~5.0 mg/150 mL culture media) and high purity. The molecular weight of purified ApoE3
which was identified by SDS-PAGE was approximately 34 kDa. The identity of purified
ApoE3 was further confirmed by western blot analysis, MALDI-MS, and peptide analysis.
The molecular mass of ApoE3 form MALDI-MS was 35,085.56 m/z which was consistant
to the theoretical mass. We did not successfully purified ApoE4, even though we have tried
to optimize the conditions of the purification process. FI-ApoE3 was successfully
synthesized and analyzed by SDS-PAGE and MALDI-MS. The result from SDS-PAGE
showed molecular mass of F1-ApoE3 was a little bit higher than 34 kDa and the result from
MALDI-MS showed the molecular mass of FI-ApoE3 was 35,128.53 m/z. Both ApoE3
and Fl-ApoE3 would be further used in self-assembly process with selected polymers to

form protein-polymer core-shell nanoparticles for the BBB cellular uptake study.
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2.5 MATERIALS AND METHOD

MATERIALS

HEK 293T-ApoE3 and HEK 293T-ApoE4 cell line were obtained from Dr.Daping
Fan (University of South Carolina, School of Medicine), Dulbecco’s modified Eagle’s
medium (DMEM) and fetal bovine serum (FBS) was purchased from VWR. Trypsin/
EDTA solution and penicillin-streptomycin (P/S) was purchased from Hyclone. Mini-
Protein TGX Stain-free Procast Gel (4-20%), 10 well-comb, 50 uL/well was purchased
from Bio-Rad. Tris-Glycine-SDS, 10X Solution (Electrophoresis) was purchased from
Fisher Scientific. LabSafe gel blue was purchased from VWR. EZ-Run™ Prestained Rec
Protein Ladder was purchased from Fisher Scientific. Trypsin from bovine pancreas was
purchased from Sigma-Aldrich. NHS-fluorescein was purchased from Pierce. Snake skin
dialysis tubing 3.5K was purchased from Fisher Scientific. Nanosep 10K was purchased

from Pall. All the reagents were used as receive.

APOE3 HARVESTING

The HEK293T-ApoE3 cell line, which can produce Apolipoprotein E3, was
obtained from Dr.Daping Fan (University of South Carolina, School of Medicine). The
293T-ApoE3 Cells were maintained in two of 75 mm? flasks in DMEM-high glucose
medium with 10% FBS and 1% P/S in a water-saturated atmosphere of 5% CO and 95%
air at 37 °C until it reaches 80% confluent. Then, the cells were split into twenty 100 mm?
dishes and cultured in complete growth medium with 10% FBS for two days. The cells
would be about 80% confluent, then changed the media to 1% FBS/DMEM/high glucose

and incubated for 24 h. The cell culture media were harvested in 250 mL Nalgene
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centrifuge bottles, centrifuged at 5,000 rpm for 10 min in the SLA-1500 rotor. The media
were aliquoted to labeled 50 mL tubes and kept at -80 °C or use immediately for purification

by FPLC.

APOE4 HARVESTING

The HEK293T-ApoE4 cell line, which can produce Apolipoprotein E4, was
obtained from Dr. Daping Fan (University of South Carolina, School of Medicine). The
293T-ApoE4 Cells were maintained in the same condition and follow the ApoE3

harvesting protocol.

APOE3 PURIFICATION

ApoE3 can be purified from the media that were collected from HEK293T-ApoE3
cells by using a Heparin-Sepharose CL-6B column for purification, 200 mM NaCl in
10mM sodium phosphate buffer pH 7.4 as running buffer and 1M NaCl in 10mM sodium
phosphate buffer pH 7.4 as elution buffer. Then, the selected fractions were pooled and
dialyzed against 4 liters of 10 mM ammonium bicarbonate at 4 °C over night with two
buffer changes. The purified ApoE3 could be freeze-dried by lyophilization and kept in

-20 °C for further use.
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APOE4 PURIFICATION

ApoE4 can be purified from the media that were collected from HEK293T-ApoE3
cells by using a Heparin-Sepharose CL-6B column for purification, 200, 300, 400, 600,

800 mM NaCl in 10mM sodium phosphate buffer pH 7.4 as running buffer and 1M NaCl

in 10mM sodium phosphate buffer pH 7.4 as elution buffer.

APOE3 ANALYSIS

The molecular weight of ApoE3 was determined by SDS-PAGE, using a gradient
(4-20%) gel, running at 200 V for 30 min and stained with Coomassie blue. The result can
be confirmed by MALDI-MS analysis which was done by Dr.Yuzhe Nie. For MS analysis,
ApoE3 protein solution in water was mixed in a ratio of 1:1 with 20 mg/mL a-cyano-4-
hydroxycinnamic acid matrix (CHCA matrix) in 70% acetonitrile (CAN) containing 0.1%
trifluoroacetic acid (TFA). The mixture was spotted on the MTP AnchorChip target TM
600/384TF (Bruker Daltonics), spectra were then acquired in the m/z range of 10,000-
50,000 with Ultraflex TOF/TOF (Bruker Daltonics) MALDI time-of-flight mass
spectrometer. The spectrometer was operated in a linear positive ion mode with a laser
frequency of 20 Hz and 100% relative energy. External calibration was done based on the
average value of [M+H+] of BSA, m/z of 66,463. A total of 20,000 shots were used to
generate a spectrum from the spots. The export mass data was analyzed by mMass
software. Moving average smooth method was used to get better S/N with widow size 250
m/z. ApoE3 peptide analysis was done with help from Dr. Xiaolei Zhang. Brieftly, ApoE3
was extracted from SDS gel and incubated with trypsin at 37 °C for 4 h and further analyzed

by MALDI-MS. ApoE3 was also identified by western blot analysis against primary
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antibody, Goat anti human ApoE, and secondary antibody, Fab anti-goat IgG (Donkey

antibody).

FLUORESCENT-CONJUGATED PROTEINS

A solution of NHS-fluorescein in DMSO (50 uL; 1 mg mL") was slowly added
(1 drop/10 s) into a solution of protein (2 mg mL™! in PBS buffer pH 7.4) at 4 °C with gently
stirring. The solution mixture was incubated in dark at 4 °C for 2 h. Then, the excess NHS-
fluorescein was removed by using nanosep centrifugal system with Mw cutoff 10 kDa,
centrifuged at 5,000 x g for 5 mins, 2 times. The fluorescein conjugated protein was

analyzed by SDS-PAGE.
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CHAPTER 3

SELF-ASSEMBLY AND CELL UPTAKE OF PROTEIN POLYMER CORE SHELL
NANOPARTICLES

3.1 INTRODUCTION

It is very challenging to develop drug delivery carriers to deliver payloads to brain
due to the restriction of the blood brain barrier (BBB) [1-3]. To overcome this problem,
many researchers are currently focusing on the development of safe and efficient methods
that promote the drug delivery across the BBB [3, 4]. One idea is to specifically target the
BBB endothelial cells and effectively transport the delivery vehicles across the BBB and

subsequently release drug at appropriate sites within the brain [3, 5].

Nanoparticles can help transporting drugs that normally cannot cross BBB [1, 6].
The first developed particles that were reported crossing BBB and led to important
pharmacological and therapeutic effects in the brain were the poly(butyl cyanoacrylate)
(PBCA) particles coated by polysorbate 80 (Tween80) [1, 2, 7-9]. The nanoparticles could
deliver drugs, such as loperamide, tubocurarine, doxorubicin, and peptides, such as
hexapeptide, endorphin, dalargin and dipeptide kyotorphin [1, 7, 10]. It was hypothesized
that the general toxic effect of polysorbate 80 might disrupt the tight junctions and result
in the translocation of nanoparticles across the BBB [3, 11]. However, Kreuter J et al. later
assumed that the surfactant coated nanoparticles led to the adsorption of apolipoprotein E

on the particles’ surface thereby mimicking natural lipoproteins and promoting the
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interaction with the lipoprotein receptors (LDLR) on the endothelial cells of the BBB [1,
3, 12-14]. The particles would then subsequently endocytose into the cells and transcytose
across the BBB [1, 15]. Although the Tween80-PBCA nanoparticles were proved to
increase the CNS bioavailability of rivastigmine and tacrine for treating AD, they also
showed several disadvantages, including limited drug loading capacity, low rate in in vivo

biodegradation, and the release of toxic formaldehyde residues [3, 16, 17].

Recently, Michaelis et al. developed ApoE coupled with human serum albumin
nanoparticles (ApoE-HSA-NPs) for transporting loperamide across the BBB [1]. These
biodegradable, surfactant-free nanoparticles can be prepared in defined size and carry
reactive groups, such as thiol, amino, and carboxylic groups, on their surfaces that can be
used for ligand binding and surface modifications [1]. The ApoE-HAS-NPs were able to
transport loperamide across the BBB while the unmodified HAS-NPs cannot do so [1].
This may lead to the conclusion that ApoE conjugated nanoparticles can facilitate drug
transport to the brain [1]. A similar study was confirmed by Zensi et al., where the ApoE-
HAS-NPs, size of approx. 250 nm, were shown to be uptaken by endothelial cells (in vivo)
within 15-30 min while pegylated nanoparticles, as a control, did not associate with the
cells [3, 18]. Intracellular trafficking was also studied in vitro in bEND3 cells, a BBB cell
model, and found that ApoE3-HAS-NPs were located in the intracellular compartment
after incubation for 2 h [3]. Other apolipoproteins, ApoA-I and ApoB-100 were also used
as targeting motifs for loperamide-HAS-NPs. The transportation of these nanoparticles
comparing to ApoE-HAS-NPs was studied in vivo scored by antinociceptive response 15
min after injection. The result showed that ApoE-HAS-NPs produced the highest

transportation effect [3, 19, 20].
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Our research group developed a one-step self-assembly protocol to prepare protein-
polymer core-shell nanoparticles (PPCS-NPs) with controlled structure and preserved
protein activity and conformation [21]. This self-assembly method is based on synergistic
interactions between proteins and water insoluble polymers tailored with pyridine units,
such as poly(4-vinylpyridine) (P4VP) and pyridine grafted poly(hydroxyethyl
methacrylate) (pHEMA) [21]. The process is driven by displacing protein between the
interface of water and polymers to minimize the interfacial energy, the same idea as
Pickering emulsions [21-23]. Proteins on the surface take part in stabilizing the water-
polymer interface, and the hydrogen bonding helps the stabilization of the final structures
[21, 22, 24, 25]. We recently developed a new pyridine-grafted polymer, i.e. poly
(caprolactone-grafted-pyridine) (PCL-py). Since ApoE3 can facilitate drug delivery across
BBB, here we use ApoE3 as a targeting motif, P4AVP and PCL-py as polymer components,
to fabricate ApoE3 based PPCS-NPs and study the cellular uptake of the nanoparticles in

human umbilical vein endothelial cells (HUVECs), a BBB cell model (Figure 3.1).
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Figure 3.1 Schematic illustration of the formation of FI-ApoE3 nanoparticles (FI-ApoE3
NPs) and the study of nanoparticles uptake in HUVECs cells.
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3.2 SELF-ASSEMBLY OF APOE3-P4VP NANOPARTICLES (APOE3-P4VP-
NPS)

Preparation of ApoE3-P4VP-NPs was easily conducted by slowly dropwise the
solution of P4VP in ethanol to an aqueous solution of ApoE3 proteins with stirring (Figure
3.2a). The size of the particles were controlled by varying mass ratio between protein and
polymer (Mapoe3/Mpavp). We chose three Mapoes/Mpavp, 1.e. 0.60, 1.20 and 2.40, in this
study. The size of the particles with different mass ratios was measured by dynamic light
scattering (DLS) technique (Figure 3.2b). The average size of ApoE3-P4VP-NPs was
ranging from 150-180 nm, polydispersity index (PDI) and zeta potential of the particles are
listed in Table. 3.1. TEM imaging was used to confirm the size and spontaneous assembly
of proteins and polymers into the PPCS-NPs. As shown in Figure 3.2c-e, the size of the
particles measured from TEM corresponded with results from DLS. The TEM result also
revealed that the particles seemed to have spherical shapes with well-defined particle
morphologies. The CD spectra did not clearly show two minima at 208 and 222 nm [26]
(Figure 3.2f), therefore it was unable to reveal the helical structure of ApoE3 or
conformational change of the ApoE3 after self-assembly process. One possible reason that
CD analysis is inconclusive is an inaccurate concentration of samples that was prepared by
serial dilution. Another possible reason is contamination of salt from PBS buffer that was

used in self-assembly process.

ApoE3-P4VP-NPs
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Figure 3.2. (a) Schematic illustration of the synthesis of ApoE3-P4VP-NPs. (b) DLS

results of ApoE3-P4VP-NPs with different mass ratio (Mapoes/Mpavp): 0.60, 1.20 and 2.40.
TEM images of ApoE3-P4VP-NPs at different mass ratio, where (¢) Mapoes/Mpavp = 0.60,
(d) Mapoe3/Mpavp = 1.20, and (€) Mapoes/Mpavp = 2.40. (f) Circular dichroism of ApoE3
and ApoE3-P4VP-NPs. ApoE3:P4VP-a: Mapoes/Mpave = 0.60; ApoE3:P4VP-b:
Mapoes/Mpavp = 1.20; and ApoE3:P4VP-c: Mapor3s/Mpavp = 2.40. Both native ApoE3 and
ApoE3-P4VP-NPs does not clearly show two minima at 208 (1) and 222 (2) nm.
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Table 3.1 Sizes of ApoE3-P4VP-NPs measured by DLS (a-c) with different mass ratios of

proteins to P4VP (Mapoe3/Mpavp).

System Mapoe3/Mpavp Size (nm) PDI Zeta potential
Free PAVP - 204 £ 24 0.091 -9.34
ApoE3-P4VP-a 0.60 148 + 14 0.116 -19.88
ApoE3-P4VP-b 1.20 166 +3 0.150 -20.87
ApoE3-P4VP-c 2.40 184 £5 0.133 -20.17

3.3 SELF-ASSEMBLY OF FLUORESCENTLY LABELED APOE3-P4VP
NANOPARTICLES (FL-APOE3-P4VP-NPS)

Preparation of Fl-ApoE3-P4VP-NPs was followed the same method as the
preparation of the ApoE3-P4VP-NPs (Figure 3.3a). The size of the particles with mass
ratios of Mri-apoe3/Mpavp: 0.60, 1.20 and 2.40, were measured by dynamic light scattering
(DLS) (Figure 3.3b). The average size was ranging from 135-165 nm as shown in Table.
3.2. TEM imaging results confirmed that the size of the particles was corresponded to the
DLS result. They also showed well-defined spherical structure that represented

spontaneous assembly of proteins and polymers into the PPCS-NPs as can be seen in Figure

3.3c-e.

0.6% DMSO
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Figure 3.3. (a) Schematic illustration of the synthesis of FI-ApoE3-P4VP-NPs. (b) DLS
results of FI-ApoE3-P4VP-NPs with different mass ratio (Mrr-apoe3/Mpave: 0.60, 1.20 and
2.40). TEM images of FI-ApoE3-P4VP-NPs at different mass ratio, where (c)
MEi1-ApoE3/Mpave = 0.60 (d) Mp-apoes/Mpave = 1.20 (€) Mpa.apoes/Mpave = 2.40.

Table 3.2 Sizes of FI-ApoE3-P4VP-NPs measured by DLS (a-c) with different mass ratios
of proteins to P4AVP (Mgi-apor3/Mpavp).

System MFi-ApoE3/Mpavp Size (nm) PDI Zeta potential
Free P4VP - 316 + 28 0.211 -11.38
FI-ApoE3-P4VP-a 0.60 135+7 0.111 -17.80
FlI-ApoE3-P4VP-b 1.20 147+9 0.114 -20.62
Fl-ApoE3-P4VP-c 2.40 164 £5 0.131 -20.07
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3.4 SELF-ASSEMBLY OF APOE3-P4VP NANOPARTICLES (APOE3-PCL-PY-
NPS)

Preparation of ApoE3-PCL-py-NPs was performed by self-assembly method, the
same manner as the preparation of the ApoE3-P4VP-NPs (Figure 3.4a). Three mass ratios
of Mapoes/MpcL-py; 0.60, 1.20 and 2.40 were chosen in this study. The size of synthesized
particles were measured by dynamic light scattering (DLS) technique (Figure 3.4b). The
average size was ranging from 108-150 nm, polydispersity index (PDI) and zeta potential
of the particles were shown in Table. 3.3. TEM imaging was used to confirm the size and
spontaneous assembly of proteins and polymers into the PPCS-NPs. TEM images
illustrated the ApoE3-PCl-py-NPs in spherical shape with small size distribution (Figure
3.4c-e). The conformational change of the ApoE3 protein on the surface of the particles
was studied by circular dichroism (CD). However, CD spectra as shown in Figure 3.2f was
not good enough to tell conformational change of ApoE3. We still believe that it is because
an inaccurate concentration of samples that was prepared by serial dilution and
contamination of salt from PBS buffer that was used in self-assembly process. Also,

degradation of protein or nanoparticles may be another possible reason.
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Figure 3.4. (a) Schematic illustration of the synthesis of ApoE3-PCL-py-NPs. (b) DLS
results of ApoE3-PCL-py-NPs with different mass ratio (Mapoe3/MpcL-py) of 0.60, 1.20 and
2.40. TEM images of ApoE3-PCL-py-NPs at different mass ratio, where (¢) Mapoes/MpcL-
py= 0.60 (d) Mapoes/MpcLpy = 1.20 (e) Mapors/MpcLpy = 2.40. (f) Circular dichroism of
ApoE3 and ApoE3-PCL-py-NPs, ApoE3:PCL-py-a is Mapoes/MpcLpy = 0.60;
ApoE3:PCL-py-b is Mapoes/MpcLpy = 1.20; ApoE3:PCL-py-c is Mapors/MpcL-py = 2.40.
The CD spectra is not good enough to tell any conformational changes.

Table 3.3 Sizes of ApoE3-PCL-py-NPs measured by DLS (a-c) with different mass ratios
of proteins to PCL-py (Mapoe3/Mpcipy).

System Mapoe3/MpcL-py Size (nm) PDI Zeta potential
Free PCL-py - 95+7 0.111 N/A
ApoE3-PCL-py-a 0.60 108 £6 0.173 -19.47
ApoE3-PCL-py-b 1.20 121 +£5 0.200 -15.93
ApoE3-PCL-py-c 2.40 151 £21 0.154 -18.37

3.5 CELL VIABILITY ASSAY

The cytotoxic effects of P4VP and PCl-py nanoparticles were evaluated using
human umbilical vein endothelial cells (HUVECs) and human mesenchymal stem cells
(hMSCs), using the CellTiter-Blue cell viability assay. Both cell types were treated with
ApoE3-P4VP-NPs and ApoE3-PCL-py-NPs for 24 h. As can be seen in Figure 3.5, both
cell types showed high percentage of cell viability when treated with both types of
nanoparticles, however it seemed like PCL-py polymer had higher cytotoxic effect to
HUVEC:s cells. The percent viability that went higher than 100 may possibly came from

media component that gave false-positive result.
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Figure 3.5. Cell viability assay of (a) ApoE3-P4VP-NPs (b) ApoE3-PCL-py-NPs treated
for 24 h.
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3.6 NANOPARTICLES UPTAKE IN HUVECS AND HMSCS

To investigate the in vitro cellular uptake of the developed nanoparticles,
F1-ApoE3-P4VP-NPs, with a mass ratio of Mp.apoe3/Mpave equals to 1.20 was chosen in
this study then incubated with HUVECs, LDLR receptor (+) cells and hMSCs, LDLR
receptor (-) cells for 2 and 24 h. Control samples, FI-BSA-P4VP-NPs (negative control)
which were prepared by the same manner as FI-ApoE3-P4VP-NPs and FI-ApoE3 solution
were also incubated to both cell types for 2 and 24 h, respectively. The intracellular
localization of FI-ApoE3-P4VP-NPs was visualized using confocal laser scanning
microscopy. The result of nanoparticles uptake in HUVECs cells was shown in Figure 3.6
and Figure 3.7. The blue nuclei were stained with 4’6-diamidino-2-phenylindole (DAPI)
while the green fluorescent belonged to the fluorescein-ApoE3. The cellular uptake of Fl-
ApoE3-P4VP-NPs can be observed within 2 h of incubation time and the cells shown a
stronger fluorescence signal after 24 h (Figure 3.6). The cellular uptake of the particles was
mostly found in cytoplasm, while green fluorescent signal was found mostly outside the

cells when incubated with the Fl-ApoE3 solution.

When FI-BSA-P4VP-NPs were used in the experiments, only weak fluorescence
signal could be found in some HUVECsS cells upon 2 h incubation. The signal was stronger
upon 24 h incubation. Another controlled experiment was done in order to confirm our
hypothesis that the particles were uptaken into the cells via LDLR receptor by pre-treated
the cells with ApoE3 solution for 2 h, then incubated with Fl-ApoE3-P4VP-NPs for 2 and
24 h respectively. The results showed in Figure 3.6 and Figure 3.8 that only a few green
fluorescent signal could be found in the cells. The result of nanoparticles uptake in hMSCs

cells is shown in Figure 3.9 with the same operation as in HUVECs cells, the fluorescence

39



signal was very weak for all samples in both 2 and 24 h of incubation time.

2h 24h

FI-ApoE3

FI-ApoE3-P4VP NPs

FI-BSA-P4VP NPs

Pre-treat ApoE3, 2h+
FI-ApoE3-P4VP NPs

Figure 3.6. Fluorescent microscopic images of HUVECs (LDLR receptor+) cells
incubated with FI-ApoE3, Fl-ApoE3-P4VP-NPs, FI-BSA-P4VP-NPs for 2, 24h and pre-
treated with ApoE3 for 2 h follow by the incubation of FI-ApoE3-P4VP-NPs for 2, 24 h.
The blue nuclei of cells were stained with DAPI. The green fluorescence belonged to the
Fl-ApoE3. The scale bars are 20 pm.
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2h 24h

FI-ApoE3-P4VP, 10x

FI-ApoE3-P4VP, 20x

FI-ApoE3-P4VP, 40x

Figure 3.7. High magnification fluorescent microscopic images of HUVECs (LDLR
receptor+) cells incubated with FI-ApoE3-P4VP-NPs, for 2, 24h. The blue nuclei of cells
were stained with DAPI. The green fluorescence belonged to the F1-ApoE3. The scale bars
are 20 um.
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Pre-treat ApoE3, 2h +
FI-ApoE3-P4VP, 10x

Pre-treat ApoE3, 2h +
FI-ApoE3-P4VP, 20x

Pre-treat ApoE3, 2h +
FI-ApoE3-P4VP, 40x

Figure 3.8. Fluorescent microscopic images of HUVECs (LDLR receptor+) cells pre-
incubated with ApoE3 for 2 h, then incubated with F1-ApoE3-P4VP-NPs for 2, 24h. The
blue nuclei of cells were stained with DAPI. The green fluorescence belonged to the FI-
ApoE3. The scale bars are 20 um.
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FI-BSA-P4VP NPs

Pre-treat ApoE3, 2h+
FI-ApoE3-P4VP NPs

Figure 3.9. Fluorescent microscopic images of hMSCs (LDLR receptor-) cells incubated
with FI-ApoE3, FI-ApoE3-P4VP-NPs, FI-BSA-P4VP-NPs for 2, 24h and pre-treated with
ApoE3 for 2 h follow by the incubation of Fl-ApoE3-P4VP-NPs for 2, 24 h. The blue
nuclei of cells were stained with DAPI. The green fluorescence belonged to the Fl-ApoE3.
The scale bars are 20 pm.
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3.7 SELF-ASSEMBLY OF FLUORESCENTLY LABELED APOE3-P4VP
ENCAPSULATED NILE RED NANOPARTICLES (FL-APOE3-P4VP/NR-NPS)

For synthesis of FI-ApoE3-P4VP/NR-NPs, a P4VP solution in ethanol was mixed
with nile-red solution in ethanol in 1:1 ratio, then the solution was added dropwise in the
Fl-ApoE3 solution. The particles with different mass ratio, i.e. Mri-apor3/Mpavenr: 0.60,
1.20 and 2.40, were analyzed by DLS (Figure 3.10). The average sizes, PDI and zeta

potential of the particles were shown in Table. 3.4.

189 Leeeees FI-ApoE3:P4VP/NR=0.60
16 { = = FI-ApoE3:P4VP/NR=1.20
" FI-ApoE3:PAVP/NR=2.40 ./
."? free PAVP/NR
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N
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Figure 3.10. DLS results of FI-ApoE3-P4VP/NR-NPs with different mass ratio (Mg
ApoE3/Mpavpr) of 0.60, 1.20 and 2.40.

Table 3.4 Sizes of FI-ApoE3-P4VP/NR-NPs measured by DLS (a-c) with different mass
ratios of proteins to PAVP/NR (Mgi-apoe3/Mpavp/iNR).

System Mri-ApoE3/MPp4ave/NR | Size (nm) PDI Zeta potential
Free PAVP/NR - 367 £40 | 0.343 -10.25
Fl-ApoE3-P4VP/NR-a 0.60 160+0.4 | 0.173 -0.24
FlI-ApoE3-P4VP/NR-b 1.20 176 £ 0.3 0.272 -27.73
Fl-ApoE3-P4VP/NR-c 2.40 208 £6 0.358 -28.03
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3.8 CONCLUSION

Different types of nanoparticles were prepared in a well-defined structure with
controllable size by self-assembly process. Hydrogen bonding between proteins and
polymers and a fine balance of hydrophilicity and hydrophobicity of the polymers was
believed as key to the assembly process. The results from cellular uptake of the developed
nanoparticles studies shown the ability of ApoE3 to facilitate and specifically targeted
deliver nanoparticles in BBB cell model, HUVECs cells, via LDLR receptor mediated

endocytosis.

3.9 MATERIALS AND METHOD

MATERIALS

Human umbilical vein endothelial cells (HUVECS) was obtained from Dr. Melissa
A. Moss (University of South Carolina, department of biomedical engineering).
Dulbecco’s modified Eagle’s medium (DMEM) and fetal bovine serum (FBS) were
purchased from VWR. Trypsin/ EDTA solution and penicillin-streptomycin (P/S) were
purchased from Hyclone. F-12K Nutrient Mixture (Kaighn's Mod.) with L-glutamine was
purchased from VWR. Endothelial cell growths supplement from bovine neural tissue
(ECGS) and heparin sodium salt from porcine intestinal mucosa were purchased from
Sigma-Aldrich. NHS-fluorescein was purchased from Pierce. P4AVP (Mw 60,000) was
purchased from Sigma-Aldrich. PCL-py (Mw 10,000) was synthesized by Dr. Jing Yan.
Apolipoprotein E3 was purified from pre-engineered 293T-ApoE3 cells. Fluorescently
labelled Apolipoprotein E3 (Fl-ApoE3) was synthesized following the process explained

in chapter 2. Water was obtained from Milli-Q system (Millipore). Cell Titer Blue Reagent
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and 4’,6-Diamidino-2-phenylindole were purchased from VWR. Nile red was purchased

from Sigma-Aldrich.

FLUORESCEIN-CONJUGATED PROTEINS

A solution of NHS-fluorescein in DMSO (50 uL; 1 mg mL") was slowly added
(1 drop/ 10 s) into a solution of protein (2 mg mL! in PBS buffer pH 7.4) at 4 °C with
gently stirring. The solution mixture was incubated in dark at 4 °C for 2 h. Then, the excess
NHS-fluorescein was removed by using nanosep centrifugal system with Mw cutoff 10
kDa, centrifuged at 5,000 x g for 5 mins, 2 times. The fluorescein conjugated protein was

analyzed by SDS-PAGE.

A TYPICAL PROCEDURE TO SYNTHESIZE P4VP-PROTEIN STRUCTURES

A solution of P4VP (Mw 60,000 Da) in ethanol (2.0 mg mL', 0.1 mL) was slowly
added (1 drop/ 10 s) into a protein solution ( 0.04, 0.02, 0.01 mg mL"!, diluted from 2.0 mg
mL! stock solution) in water with stirring at high speed for 2 h. The mixtures were then
placed under fume hood with stirring at the same speed, at room temperature, cap off, for
half a day to allow ethanol to completely evaporate. Samples were analyzed by DLS, CD

analysis and TEM thereafter. This method was adapted from Suthiwangcharoen et al [21].

A TYPICAL PROCEDURE TO SYNTHESIZE PCL-PY-PROTEIN STRUCTURES

A solution of PCL-py (Mw ~15 kDa) in dimethylformamide (DMF) (2.0 mg mL!,

0.1 mL) was slowly added (1 drop/ 10 s) into an protein solution (0.04, 0.02, 0.01 mg
mL!, diluted from 2.0 mg mL! stock solution) in water with stirring at high speed for 2 h.

The mixtures were then dialyzed against 4 L of 1xPBS buffer for 4 h, change buffer every
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2 h in order to remove the organic solvent. Samples were analyzed by DLS, CD analysis

and TEM thereafter. This method was adapted from Suthiwangcharoen et al [21].

CD ANALYSIS

Circular dichroism (CD) was performed on a Jasco 815 spectrophotometer using a
quartz cuvette with a 2 mm path length. Scans were taken from 190 to 260 nm at a rate of
100 nm/min with a 1 mm step resolution and a 1 s response. Three scans were conducted
at a constant temperature of 25 °C and the average was reported. The experiment was done

with help from John Hepburn.

ENCAPSULATION OF NILE RED IN FL-APOE3-P4VP-NPs

A nile red solution in ethanol (2 mg mL™!, 250 uL) was mixed with a solution of
P4VP in ethanol (2 mg mL!, 250 uL). The solution mixture was then added dropwise (1
drop/ 10 s) into the FI-ApoE3 protein solution (0.04, 0.02, 0.01 mg/mL, diluted from 2.0
mg mL! stock solution) in water with stirring at high speed for 2 h. The mixtures were
then placed under fume hood (in dark) with stirring at the same speed, at room temperature,
cap off, for half a day to allow ethanol to completely evaporate. The excess nile red was
removed by centrifugation at 4000 x g for 7 min. The remainder supernatant was then
analyzed by DLS. This method was adapted from unpublished data of Suthiwangcharoen,

N.
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CELLULAR UPTAKE OF NANOPARTICLES

Human umbilical-vein endothelial cells (HUVECs) which was obtained from Dr.
Melissa A. Moss (University of South Carolina, Department of biomedical engineering)
were maintained in 1:1 FI12K:Dulbecco’s Modified Eagle Medium (DMEM) media
supplemented with 10% fetal bovine serum (FBS), 1% penicillin/ streptomycin (P/S), 50
mg of heparin and 15 mg of endothelial cell growths (ECGS) and were used at passage 6-
10. Human mesenchymal stem cells (hMSCs) were maintained in DMEM medium
supplemented with 10% fetal bovine serum (FBS), 1% penicillin/ streptomycin (P/S) and
were used at passage 6-10. Cells were grown at 37 °C with 5% CO». A confluent 75 cm?
flask of cells was dispersed using 0.05% trypsin/EDTA solution. Cells were resuspended
in 1% FBS media and plated in 6-well tissue culture plate at the density of 1.5 x 10*
cell/mL, 48 h prior experiment. Cells were then incubated with the different samples with
ratio of treatment : 1% FBS medium = 1:1, for 2 and 24 h. After incubation, cells were
washed with PBS and fixed with 4% formaldehyde and washed several times with PBS.
Later, cells were stained with DAPI reagent for 10 min followed by several washes with
PBS. Finally, cells were mounted on a microscope slide and visualized using a confocal

microscope.

CELL TITER BLUE ASSAY

Cell viability was determined using the conventional CellTiter-Blue assay. Each
cell was seeded on a 96-well plate at a density of 1.0 x 10° cell/mL, 100 uL/well and
incubated at 37 °C, 5% CO; for 24 h. Medium containing various concentration of samples

was added to each well, 100 uL/well. After 24 h of incubation, CellTiter-Blue solution (20
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uL) was added to each well and incubated for another 4 h. The fluorescence was measured
on a Spectra Max Gemini EM spectrophotometer with an excitation wavelength of 560 nm

and an emission wavelength of 590 nm.
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