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Abstract Leukemic cancers arise from genetic alterations in normal hematopoietic
stem or progenitor cells, leading to impaired regulation of proliferation, differen-
tiation, apoptosis and survival of the malignant cells. A range of molecular alter-
ations is beginning to be elucidated in specific types of leukemias, providing
potential targets for molecular modulation as the basis of a therapy. With the advent
of RNA interference (RNAIi) and, in particular, the short interfering RNA (siRNA)
as its pharmacological mediator, it is becoming possible to specifically modulate
desired leukemic targets at will. This chapter will summarize the current attempts to
utilize siRNAs in leukemic therapy using chronic myeloid leukemia (CML) as a
prototypical disease model. We first provide a brief background on the CML dis-
ease with particular emphasis on molecular mediators critical in this disease and the
current drug therapy. The limitations of current drugs and potential of RNAi are
presented. We then provide a summary of delivery efforts employed to deliver
siRNA to CML cells, with emphasis on non-viral delivery approach due to its better
safety profile for utility in a clinical setting. Important factors involved in intra-
cellular delivery of siRNA are highlighted, emphasizing features critical for non-
viral delivery. We conclude with a perspective on the future of siRNA therapy for
the CML disease.
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Abbreviations

RNAIi RNA interference

dsRNA Double stranded RNA

CML Chronic myeloid leukemia

AML Acute myeloid leukemia

LSC Leukemic stem cells

RISC RNA-induced silencing complex

siRNA Short interfering RNA

mRNA Messenger RNA

shRNS Short hairpin RNA

TKI Tyrosine-kinase inhibitors

SDF-1 Stromal cell-derived factor-1

CXCR4 C-X-C chemokine receptor type 4

IC50 Concentration required for 50 % loss of cell viability
PRAME Preferentially expressed antigen of melanoma
STAT Signal transducer and activator of transcription

PPP2R5C Protein phosphatase 2, Regulatory subunit B/, gamma
PEI Polyethylenimine

PLL Poly-1-lysine

MW Molecular weight

kDa Kilo Dalton

PEI2 2 kDa PEI

PEI2LA Linoleic acid substituted 2 kDa PEI

PEI1.2PA Palmitic acid substituted 1.2 kDa PEI

GFP Green fluorescent protein

MSC Mesenchymal stem cells

ECM Extracellular matrix

CPP Cell penetrating peptides

PTD-DRBD  Peptide transduction domain and double-stranded RNA-binding
domain

1 Introduction

Leukemic cancers arise from genetic alterations in normal hematopoietic stem or
progenitor cells, leading to impaired regulation of proliferation, differentiation,
apoptosis and survival of malignant cells. The US National Cancer Institute cal-
culated an overall 5-year relative survival (between 2003 and 2009) rate of 56.0 %
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for various leukemias combined (Fast Stats 2013). The front line therapy in
leukemia is chemo (drug) therapy (Estey 2013; Stefanachi et al. 2012); current
therapeutic approaches include broad-spectrum drugs against fast-proliferating
cells and small-molecule inhibitors targeting specific signal transduction pathways,
so called molecular therapies (Ferrara 2012). Leukemic cells generally respond
well to drug therapy at the onset of the treatment, but the drugs lose their effec-
tiveness over a period of 6-12 months. It is well recognized now that the resis-
tance to conventional (broad-spectrum) therapeutic agents is inevitable, but recent
evidence also indicated that even the most advanced molecularly-targeted drugs
lose their efficacy as a result of resistance development in a relatively short time.
The inherent plasticity of the cells combined with diverse resistance mechanisms
make malignant cells naturally adapt by mounting an effective resistance against
the drugs. The high relapse rate in leukemia patients has been additionally
attributed to existence of a rare population of leukemia stem cells (LSC) resistant
to current drug therapies (Ishikawa et al. 2007; Mikkola et al. 2010).

With better understanding of molecular changes in malignant transformations,
treatments that target tumor-specific changes are expected to lead to more effective
therapies as the normal cells transform into malignant cells. Towards this end, a
highly specific leukemia therapy can be developed by exploiting the RNA inter-
ference (RNAi) mechanism to silence the aberrant protein(s) responsible for the
disease (Torns et al. 2007; Rossbach 2010). There are two main approaches for
RNAI, using either a plasmid encoding for short hairpin RNA (shRNA) or
delivering small interfering RNA (siRNA) where the shRNA transcription and
processing steps can be omitted (Guo 2010). The use of siRNA is a more practical
approach bypassing the need to express the shRNA at sufficient quantities in hard-
to-transfect primary cells. The siRNA essentially acts as a pharmaceutical ‘drug’
in this respect. In cytosol, the siRNA duplexes assemble into a pre-RISC (RNA-
induced silencing complex) containing specific proteins, including argonaute
proteins (AGOI, 3 or 4) (Yoda et al. 2010; Wang et al. 2009), which is subse-
quently guided to target desired mRNA based on complementary base pairing
(Yoda et al. 2010). Endonucleoyltic cleavage and/or translational repression of the
mRNA (Yoda et al. 2010; Wang et al. 2009) then silences the protein target.
Delivery systems, however, are an absolute necessity for effective use of siRNA
since the molecules are highly sensitive to serum nucleases and their large
(~13 kDa) and anionic nature (due to its phosphodiesterase backbone) prevents
the siRNA to traverse cellular membranes. Viral means to deliver siRNA has been
emphasized initially, but the undesirable side-effects of viral delivery in a clinical
setting makes this approach highly risky for therapeutic use. Alternatively, cationic
biomolecules capable of binding and neutralizing the anionic charges of siRNA
and packaging the siRNA into nano-sized complexes can serve as effective siRNA
carriers (Abbasi et al. 2013). Formulations of cationic biomolecules, such as lipids,
small amines or polymers, with siRNA, typically results in nano-sized particles
that are suitable for systemic administration and cellular uptake.

In this chapter, we will summarize the attempts to deliver siRNA molecules
using non-viral carriers in leukemia. We will focus on a particular type of
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leukemic cancers, namely chronic myeloid leukemia (CML), since it is one of the
major classes of leukemia and it is well understood at molecular level. The siRNA
therapy has not reached clinical setting in CML treatment, so that we will review
the literature on preclinical studies exploring the potential of siRNA therapy in this
disease. In conjunction, we will explore the technology of siRNA delivery,
investigating the critical issues pertinent to effective siRNA delivery.

2 Chronic Myeloid Leukemia and Current Drug Therapies

Myeloid leukemias (46 % of all leukemias) affect the myeloid cells of the bone
marrow, which normally go on to form the blood cells. Thirteen percent of those
cases account for the CML. Approximately 350,000 people worldwide are diag-
nosed with leukemia annually, with ~ 250,000 death resulting from leukemia each
year. Most leukemia occur in the elderly and peaks between the ages of 75 and 79
(Elert 2013). CML is a myeloproliferative disease initialized at the hematopoietic
stem cells that is thought to arise due to translocation of chromosomes 9 and 22,
which results in a fusion between ABL and BCR genes, or in the so-called Phil-
adelphia (Ph) Chromosome (Sloma et al. 2010; Kumar et al. 2009; Bocchia et al.
2005). Once the normally regulated tyrosine kinase of the ABL protein is per-
manently activated by the juxtaposition of the BCR sequence, it leads initially to a
chronic phase characterized by myeloid cell expansion, while allowing differen-
tiation of expanded cells in the peripheral blood. As the disease progresses, either
by increased BCR-ABL expression or activation of other pathways, patients enter a
more aggressive disease phase (blast crisis), which is characterized by a pro-
gressive loss of the capacity of hematopoietic cells to differentiate and increased
expansion and accumulation of immature blast cells in the bone marrow and
spread to the bloodstream (Ito 2013; Melo and Barnes 2007). The Philadelphia
chromosome is not specific for CML, since it can also be found in ~5 % of
children with acute lymphoblastic leukemia (ALL), the most common childhood
cancer (DeWeerdt 2013).

Current therapies for CML are based on the use of tyrosine-kinase inhibitors
(TKIs) and allogeneic hematopoietic stem-cell transplantation. Stem-cell trans-
plantation therapy is an option when the treatment with TKIs fails; however, this
therapy has substantial risk of mortality due to chronic graft-versus-host disease
(Goldman and Melo 2003; Baccarani et al. 2009). TKIs, such as Imatinib, have
revolutionized CML therapy. Imatinib binds to the ABL kinase domain with the
formation of a bond that impedes ATP binding, subsequently blocking or pre-
venting the interaction of the ABL kinase with substrates and therefore from
activating its oncogenic pathways (Zhang and Li 2013; Deininger et al. 2000).
Targeted therapy with Imatinib has transformed the survival potential for patients
with chronic phase of CML; it has significant impact on patients with accelerated
phase but a minimal impact for those patients at the blastic phase stage (Giles
2006). However, CML patients, especially those in advance-stage disease, can
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develop TKI resistance leading to relapse (Baccarani et al. 2009). This acquired
drug resistance could be due to the amplification of BCR-ABL gene, and overex-
pression of BCR-ABL mRNA and protein (Weisberg et al. 2007). However,
resistance most often results from point mutations in the kinase domain of BCR-
ABL protein that affect drug binding to the protein, thereby reducing the ability of
Imatinib to block the tyrosine kinase activity. More than 50 distinct BCR-ABL
mutations have been reported to-date and the current repertoire of TKIs can cover
all known mutations leading to resistance; however, no single drug can prevent all
forms of resistance (Zhang and Li 2013), necessitating the use of TKI cocktails to
overcome any possible resistance.

Next-generation drugs such as Dasatinib and Nilotinib, are more potent TKIs
and produce more rapid declines in CML disease burden than the Imatinib, which
translates into more durable cytogenetic (absence of metaphase Ph™* cells) and
hematological remissions (achievement of normal white blood and platelet cell
counts and, no signal of CML symptoms) (Weisberg et al. 2007; Sawyers 2013).
Nilotinib is ~ 30 fold more potent than Imatinib as an ABL inhibitor. Dasatinib is
a potent inhibitor of ABL kinase Src-family kinases, which are know to be
involved in multiple intracellular signal transduction pathways including onco-
genesis and disease progression (Weisberg et al. 2007). Ponatinib is a newer drug
that has the unique property of inhibiting both the native (un-mutated) and mutated
BCR-ABL proteins, specially those including the T315I mutation, which confers
resistance to all other CML drugs (including Nilotinib and Dasatinib) and seems to
translate in worst overall survival compared with other mutations found in
Imatinib-treated patients (Weisberg et al. 2007; Sawyers 2013; Cortes et al. 2012).
A strategy of combing two or three ABL inhibitors with non-overlapping BCR-
ABL mutations resistance profiles, such the example of Ponatinib exemplified
above, could prevent the emergence of drug resistance (Sawyers 2013). However,
it is expected that treatment with these new ABL inhibitors could also lead to new
point mutations that overcome the resistance of these new drugs (Weisberg et al.
2007), given the plasticity of leukemic stem cells.

3 Insensitivity of CML Stem Cells to TKIs

Although Imatinib inhibits the production of ~99 % of differentiated leukemic
cells, it fails to deplete the LSCs (Weisberg et al. 2007). Studies have shown that
despite the complete depletion of BCR-ABL transcript levels in these LSCs with
TKIs, the cells remain viable. These data indicate that even in the presence of
Imatinib, especially in accelerated and advanced states of the disease, CML has
progressed and evolved so these LSCs no longer require BCR-ABL activity to
maintain their viability (Kumar et al. 2009; Zhang and Li 2013; Corbin et al. 2011;
Muvarak et al. 2012), and anti-apoptotic and pro-survival signals are provided by
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alternate pathways. Thus, the drivers of cell proliferation and survival, probably
influenced by BCR-ABL in the early stages of CML, now operate autonomously
and could lead to CML relapse (Savona and Talpaz 2008). Thus, it is clear that not
only BCR-ABL inhibition is needed for the eradication of progenitor CML cells,
but BCR-ABL-independent survival mechanisms of LSCs also needs to be tar-
geted for a complete CML eradication.

One characteristic common to all LSCs is that they require the particular
microenvironment of bone marrow, the stroma, to thrive. The stroma bathes the
leukemic cells in growth factors, chemical signals and cell-surface ligands that
keep the cells in a dormant phase resistant to drug therapy. Part of what keeps
these cells entrenched in the bone marrow is a chemical signal sent by the stroma,
called stromal cell-derived factor (SDF-1). This signal binds to a protein located at
the surface of the stem cells, called C-X-C chemokine receptor type 4 (CXCR4)
(Willyard 2013). In the case of CML, BCR-ABL protein seems to be involved in
the inhibition of SDF-1-induced migration and signaling which allows an abnor-
mal release of immature myeloid cells from the bone marrow into the circulation
(Jin et al. 2008). On the other hand, it has been shown that under Imatinib, CXCR4
expression in CD34™" can be reversibly up-regulated, hence allowing these cells to
home to bone marrow, helping them to become quiescent and to become insen-
sitive to TKIs (Jin et al. 2008; Copland 2009). Down-regulation of CXCR4
expression along with TKIs therapy could enhance the eradication of LSCs in
CML.

Researchers are also developing drugs that target a key property of stem cells,
namely their self-renewal potential. One signaling pathway that seems to play an
important role in self-renewal of CML LSCs hinges on two proteins: Wnt and
beta-catenin (Copland 2009; Zhao et al. 2007). In 2012, Armstrong et al. reported
that a small molecule that inhibits beta-catenin, given in combination with I-
matinib, reduces CML survival and eliminates leukemia stem cells in a CML
mouse model (Willyard 2013; Heidel et al. 2012). Finally, AHI-1 is a newly
discovered oncogene that is highly expressed in primitive hematopoietic CML
stem and progenitor cells, and whose overexpression has been shown to promote
abnormal differentiation and proliferative activity of myeloid cells in CML. Zhou
et al. showed that AHI-] overexpressing BCR-ABL™ cells (CML cells transduced
with an AHI-1 construct) showed greater resistance to growth inhibition effects of
Imatinib in comparison to control cells. Suppression of AHI-1 by transduction of
an AHI-1 silencing construct (AHI-1/sh4) resulted in increased sensitivity to I-
matinib. AHI-1 was also found to significantly increase or reduce protein
expression and phosphorylation of BCR-ABL, JAK2 and STATS once AHI-1 is
overexpressed or suppressed, respectively. Suppression of AHI-I in primary
CD34% CML cells was also shown to increase Imatinib sensitivity especially in
Imatinib-resistant and blast crisis patients who express relatively higher levels of
AHI-1 (Zhou et al. 2008).
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4 Down-Regulation of Protein Targets by RNAi in CML

RNA interference (RNAI) is a process by which double-stranded small interfering
RNA (siRNA) induces sequence-specific, post-transcriptional gene silencing
(De Paula et al. 2007). Endogenous RNAI is triggered by the transcription of long
pieces of double-stranded RNA (dsRNA), which are cleaved into the smaller
(21-23 nucleotides long) fragments by the enzyme Dicer. In practice, siRNA is
synthetically produced and then directly introduced into the cell, thus circum-
venting Dicer mechanics (Whitehead et al. 2009). Once siRNA is present in the
cytoplasm of the cell, it is incorporated into the protein complex RISC (RNA-
induced silencing complex). Thereafter, Argonaute, a protein contained within
RISC, cleaves the sense strand of the siRNA, thereby releasing it from RISC. The
now activated RISC, which contains the antisense strand of the siRNA, selectively
seeks out and cleaves mRNA that is complementary to the antisense strand
(De Paula et al. 2007; Whitehead et al. 2009). The activated RISC complex is not
affected by this reaction and can move on to destroy additional mRNA targets,
which further propagates the silencing of gene expression. In mammalian cells,
RNAI persists effectively only for an average of 66 h due to its dilution during cell
divisions (De Paula et al. 2007), and so repeated administration is necessary to
achieve a persistent effect if needed (Whitehead et al. 2009).

The shortcomings of current leukemia treatments call for development of new
strategies to deliver more efficacious drugs into CML cells. Owing to increasing
knowledge of CML at a molecular level, RNAI is a promising approach for leu-
kemia treatment. To control the expression of BCR-ABL and other genes involved
in these cellular malfunctioning processes, synthetic small interfering RNA (siR-
NA) can be delivered into diseased cells to interact with the target mRNA of
aberrant genes and silence their protein expression. However, a delivery carrier
that helps these siRNA moieties to reach the mRNA in the cytoplasm is needed. In
order to achieve this purpose, carriers need to interact with the siRNA moieties to
form siRNA nanoparticles that protect the siRNA from serum nucleases and
facilitate their cell membrane interaction, internalization via endocytosis and
escape from endosomes, in order to ultimately be released in the cytoplasm
(Prokop 2011; Dominska and Dykxhoorn 2010; Mintzer and Simanek 2009).

Several potential targets have been pursued for siRNA therapy of CML cells
(Table 1). Silencing specific targets has been used as a tool to elucidate their
functional role in CML and the biological outcome upon depleting the selected
target. The main aim of these studies was identification of novel targets to decrease
proliferation rates and induce programmed cell death that can be used in combi-
nation with conventional drugs to improve drug sensitivity. In one of the first
studies to explore siRNA therapy, Wohlbold and co-workers targeted BCR-ABL
expression in BCR-ABL-transduced cells. This siRNA treatment resulted in a
significant reduction of BCR-ABL protein, which led to a reduced regulatory
effect of its substrates, reducing the expression of antiapoptotic Bcl-X; protein and
increasing the expression of cell cycle inhibitor p27. BCR-ABL silencing led to a
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significant reduction of cell viability in a dose-dependent manner. A significant
drop in the ICsy values of Imatinib (3.4-fold drop) was observed in K562 cells
transfected BCR-ABL siRNA but not in untreated K562 cells (Wohlbold et al.
2003). Effective BCR-ABL silencing was also obtained by Rangatia et al, where
~50 % decrease at the mRNA level was found after 72 h of siRNA delivery. This
silencing resulted in a two-fold increase of sub-G1 cell population as well as an
increase of DNA fragmentation and mitochondrial-induced apoptosis. Although
only a transient mRNA reduction was seen with siRNA treatment, a long-term
effect was observed in proliferation of targeted cells: cells were unable to actively
divide for at least 2 weeks in comparison with untreated cells. The reason for this
was the cell cycle arrest in G1 phase, which is observed by decrease in cyclin D1
and increase in p21 and p27 cell cycle inhibitors (Rangatia and Bonnet 2006).

The related cell cycle mediator cyclin A, was targeted by RNAi in CML K562
cells. Silencing cyclin A, in doxorubicin-treated K562 cells led to a significant
decrease in growth inhibition, apoptosis induction and increased erythroid differ-
entiation. This suppression also caused a small fraction of K562 cells to differ-
entiate along megakaryocytic and monocyte-macrophage pathways upon
doxorubicin treatment. A positive correlation between the ability of doxorubicin to
induce apoptosis in K562 cells and upregulation of cyclin A, was seen; the higher
the cyclin A, expression, the higher the sensitivity to doxorubicin was. These
results indicated a pro-apoptotic role of cyclin A, and its ability to regulate cell
differentiation in CML (Wang et al. 2008).

Upregulated expression of Lyn has been suggested as an additional mechanism
of cell resistance to nilotinib (Mahon et al. 2008). Gioia et al. investigated the role
of Lyn kinase signalling as a mediator of resistance to nilotinib. Tyrosine kinase
Lyn was overexpressed ~ 8 times more in nilotinib-resistant K562 cells in com-
parison with TKI-sensitive K562 cells. The proteins spleen tyrosine kinase Syk,
UFO receptor Axl, and an adaptor protein CDCP-1 were found to have increased
tyrosine phosphorylation in Lyn-overexpressing cells. Co-immunoprecipitation
studies showed that Lyn interacted with Syk and AxI proteins in both cell lines. An
increase in Syk phosphorylation was detected in nilotinib-resistant cells (with no
significant difference of expression). Inhibition of Syk either by addition of Syk
inhibitor R406, Syk shRNA or Syk siRNA increased (or restored) the sensitivity to
nilotinib. Silencing of Axl and CDCP-1 by siRNA increased the sensitivity to
nilonitib partially, suggesting that Axl and CDCP-1 may be mediators of Syk/Lyn
signaling pathways. An overexpression of Lyn, CDCP-1 and Axl was also detected
in nilotinib-resistant CD34 " patient cells. The role played by Syk and AxI in the
nilotinib resistance identifies these genes as potential targets as a combinatorial
therapy for CML (Gioia et al. 2011).

Tanaka et al. investigated the function of preferentially expressed antigen of
melanoma (PRAME) in leukemia. PRAME acts as a repressor of retinoic acid
receptor (RAR) signalling and thus the functional repression of PRAME was
investigated in K562 cell line in the absence of retinoic acid. Three days after
siRNA delivery, ~70 % knockdown of PRAME mRNA and a complete inhibition
of protein expression was achieved, which resulted in a significant inhibition of
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proliferation and clonogenic growth. This PRAME knockdown also lead to a
significant increase of cells in Go/G; phase and a related decrease in cells in S
phase in comparison with the control group, which suggests a relationship between
PRAME and cell cycle arrest in the G¢/G; phase. This cell cycle arrest was
followed by a gradual increase in apoptotic cells and caspase-3 activation.
Overexpression of PRAME was also found to prevent the cells from erythroid
differentiation (Tanaka et al. 2011).

Kosova et al. studied the effect of STAT (signal transducer and activator of
transcription) knockdown in apoptosis and proliferation in sensitive and Imatinib-
resistant K562 cells. STATS is involved in the development of myeloproliferative
diseases while STATS3 is implicated in malignant transformation; both STATS5 and
STAT3 are constitutively expressed in haematological malignancies (Bromberg
2002; Turkson 2004). Quantification of mRNA levels revealed a significant
increase in STAT5B, and STAT5A (>50 %), but not STAT3 level (4 %) in Imatinib-
resistant cells as compared to Imatinib-sensitive cells. Transient knockdown of
STATSA by siRNA led to sensitization of Imatinib-resistant and Imatinib-sensi-
tive cells by 4.5 and 1.2 times to Imatinib treatment (Kosova et al. 2010). When
Imatinib-resistant cells were treated with 5 pM Imatinib, cell viability was
decreased by ~20 %, while the same concentration of Imatinib with STAT5A-
siRNA-treated cells decreased cell viability by ~60 % (Kosova et al. 2010).

The sphingolipid ceramide plays an important role in apoptotic signalling in
response to anticancer drugs. Intracellular levels of pro-apoptotic ceramide were
shown to increase when cells respond to drugs, contributing to their anti-cancer
efficacy. However, multidrug-resistant cells accumulate ceramide due to an
enhanced activity of glugosyceramide synthase (GCS), which converts the avail-
able ceramide in glucosylceramide (GlcCer). This conversion impedes ceramide
from being involved in activation of apoptosis (Baran et al. 2011; Zhang et al.
2011). Although controversial, down-regulation of GCS has been shown to down-
regulate expression of P-glycoprotein (P-gp) (Zhang et al. 2011), an efflux pump
that decreases intracellular levels of drugs. With the aim of decreasing the multi-
drug resistance in doxorubicin-resistance K562 cells, Zhang and co-workers tar-
geted GCS or P-gp by siRNA. Upon silencing GCS or P-gp with specific siRNAs,
the transporter activity was significantly decreased, suggesting a linkage between
GCS and P-gp expression, and providing potential therapeutic targets in CML
therapy (Zhang et al. 2011).

Growth factor independence-1B (GFI-1B) is a transcription factor that controls
the development and differentiation of erythroid cells and megakaryocytes at the
erythro-megakaryocytic progenitor stage (Randrianarison-Huetz et al. 2010).
GPIIB mRNA expression was found to be overexpressed in leukemic cells
(Elmaagacli et al. 2007). Koldehoff et al. investigated whether antileukemic effect
of BCR-ABL silencing can be further increased by co-silencing of GFIIB
(Koldehoff et al. 2013). A significant drop in cell viability was evident with the
combination of GFI1B and BCR-ABL siRNAs, as well as BCR-ABL mRNA levels
after co-silencing. An additive induction of apoptosis after co-silencing was
observed. Similar results of the inhibition of mRNA levels of BCR-ABL and
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GFIIB were found in advanced CML patient cells. The co-silencing led to a
significant reduction of MDRI (P-gp) and c-Myc mRNA levels, suggesting BCR-
ABL and GFIIB to be connected to other critical mediators involved in cancer
transformation (Koldehoff et al. 2013).

Protein Phosphatase 2, Regulatory Subunit B’, Gamma (PPP2R5C) levels were
over-expressed in peripheral blood mononuclear cells from chronic phase CML
patients, and PPP2R5C expression was significantly decreased in patients under-
going remission (Zheng et al. 2011). PPP2R5C plays an important role in cell
proliferation, differentiation, and transformation based on its induction of the
dephosphorylation of p53 at various residues, which negatively modulates its
apoptotic activities, and thus promoting cell survival (Zheng et al. 2011). It was
possible to reduce PPP2R5C mRNA and protein levels in K562 and resistant-K562
cells with specific siRNA treatment. PPP2R5C mRNA levels in CML primary cells
was also reduced with specific siRNA treatment, leading to reduced proliferation
rate in both K562 and CML primary cells. An increase in apoptosis rate in K562
cells was also evident. These results indicate that down-regulation of PPP2R5C
could significantly inhibit the proliferation of CML cells and more importantly,
could render imatinib-resistant cells more sensitive to TKIs (Shen et al. 2013).

Taken together, it is evident that several promising protein targets are available
for siRNA-mediated silencing. Effective functional responses have been obtained,
in the form of reduced proliferation, apoptosis induction as well as sensitization to
CML drugs, after targeting individual or combination of the appropriate targets.
Whether this approach could be applied clinically remains to be seen and it is
generally assumed that effective delivery of siRNA is the limiting step.

5 Biomaterials in siRNA Delivery

Biomaterials such as cationic lipids and polyamines have been used to condense
nucleic acids for delivery into cells. However, existing transfection and delivery
methods are more suitable for attachment-dependent cells (e.g., breast cancer cells)
rather than attachment-independent CML cells. Physical treatments such as elec-
troporation on the other hand, although helpful to investigate the effect of gene
depletion by RNAI, especially on difficult-to-transfect cells such as primary or
suspension-growing cells (Gioia et al. 2011; Tanaka et al. 2011; Kosova et al. 2010),
cannot be translated in vivo because of the significant toxicity they induce to cells
after transfection, and because they have only been designed for an in vitro setting
(Rangatia and Bonnet 2006; Merkerova et al. 2007). Electroporation (and related
‘nucleofection’) is the most common method to deliver siRNA for experimental
purposes. Viral vector have been effectively used but these present significant safety
risk because they can integrate to the host’s genome or cause lethal immune
responses and inflammation (Mintzer and Simanek 2009; Arthanari et al. 2010).
Cationic polyamines are desirable for siRNA delivery because they are capable
of condensing anionic siRNAs into spherical, stable nano-particles (De Paula et al.
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Fig. 1 a LA-substituted 2 kDa PEIL. b GFP silencing in GFP-K562 cells with PA-substituted
polymers (72 nM siRNA concentration). Decrease in mean GFP fluorescence was evaluated by
flow cytometry 3 days after transfection. PEI1.2PA (lipid substitution of 1.98 PEI/PA) stands out
showing a 63 % decrease in the mean GFP fluorescence and a milder effect on the cell counts
decreasing it by 40 %. A strong correlation between the extent of lipid substitution and the GFP
silencing was found with all the PEIs used. GFP silencing was also found to be dependent on the
molecular weight (MW) of PEI used: the lower the MW of the PEI, the greater the increase in
GFP silencing at increasing lipid substitutions

2007). Polyethylenimines (PEIs) with various molecular weights (MWs) and
modifications have been used for transfection of nucleic acids in different cell lines
and live animals (De Paula et al. 2007; Aliabadi et al. 2011, 2012). The high
transfection efficiency of PEI is attributed to its “proton-sponge” effect, by which
PEI once in the endosome attracts ions that lead to swelling and bursting of the
endosome (Whitehead et al. 2009), which results in the release of the nucleic acids
into the cytoplasm. This high transfection efficiency is mostly seen with high MW
(~25 kDa) PEI where cellular delivery of nucleic acid cargo is efficient (unlike low
MW PElIs). However, excessive endosome rupture leads to cell toxicity, thus lim-
iting the dose of siRNA that can be delivered (Aliabadi et al. 2011; Wang et al.
2010). Moreover, an inverse relationship between cytotoxicity and transfection is
observed in PEI, such that low MW (2-5 kDa) PEIs are considered to have better
safety profiles due to non-toxicity, but are ineffective for nucleic acid delivery
(Neamnark et al. 2009). By using the amine groups of the PEI that allow conju-
gation with other ligands, the Uludag group investigated the effect of lipid substi-
tutions on 2 kDa PEI (PEI2) in an attempt to increase the polymer interaction with
the cell membrane and nucleic acids delivery (Fig. 1a). It was found that the rel-
atively nontoxic but ineffective PEI2 polymer carrier can be transformed into an
effective delivery agent by grafting a lipid molecule onto the polymer (Aliabadi
et al. 2011; Neamnark et al. 2009). Although generally effective, the gene delivery
efficiency of these modified polymers can vary among cell lines (Aliabadi et al.
2011; Abbasi et al. 2008; Farrell et al. 2007; Alshamsan et al. 2009). Our recent
studies on AML cells indicate that LA substitution (and to a lesser extent caprylic
acid substitution in recent studies) sustained most silencing among the lipid-
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substituted 2 kDa PEIs (PEI2LA) for down-regulation of Green Fluorescent Protein
(GFP) reporter gene and endogenous CXCR4 gene (Landry et al. 2012). Similarly,
PEI2LA polymer also showed the highest silencing performance with GAPDH and
P-glycoprotein expression when targeted in the MDA-MB-435 breast cancer cells
among the different lipid-substituted PEI2s utilized (Aliabadi et al. 2011). However,
the polymers that were effective in CML cells were different; we found a particular
polymer (1.2 kDa PEI) substituted with a relatively high amount of palmitic acid
(PEI1.2PA; 2.0 PA per PEIL.2) to be effective. The ability of PEI1.2PA to deliver
siRNA intracellularly was high (Fig. 1b), explaining its relative efficiency. The
oncogene BCR-ABL was also effectively silenced with this polymer, resulting in the
expected apoptosis induction in the targeted cells (Valencia Serna et al. 2013). It is
presently not known if this is a unique combination, or other molecular weight PEIs
and/or lipids can substitute for its efficiency. The liposomal agent Lipofectamine™
2000, however, seems to be equally effective in the K562 cell model of CML.

To better explore the range of delivery systems suitable for CML, we can also
inspect the siRNA delivery attempts in a related leukemia, namely acute myeloid
leukemia (AML). These studies are summarized in Table 2, where the promising
siRNA targets involved in cell survival (66) were categorized based on the physio-
logical role of the target chosen (e.g., proteins involved in cell cycle regulation, bone
marrow microenvironment interactions, drug sensitization, regulating transcription,
phosphorylation as well as common AML mutations and related proteins). One can
again see a range of non-viral carriers that have been used for delivering different
siRNAs, but electroporation, as an experimental approach, has again dominated the
delivery attempts (Fig. 2). Both polymeric and liposomal reagents were successfully
employed for siRNA delivery in this leukemia and one can see the relatively limited
studies involving non-viral carriers. The major focus in AML studies remained on
elucidating suitable targets, which is expected to be analogues in the case of CML as
well. As expected, there was a general increase in these attempts in recent years
(Fig. 3a) but the effective dose of the siRNA delivery formulations (whether for-
mulated with a carrier or delivered naked typically with electroporation) did not
significantly change over time (Fig. 3b). One would have liked to see an improved
effective dose (i.e., lower effective dose) with recently developed delivery systems,
but this did not appear to be the case. This issue is discussed in more detail below.

6 Mechanism of Uptake and Intracellular Processing
of siRNA Nanoparticles in Leukemic Cells

Cell membrane is the first interface that siRNA nanoparticles need to interact with
for internalization. The lipid bilayer acts as an impermeable membrane to entry of
unwanted materials from the external environment (including siRNA nanoparti-
cles) and as selectively permeable, by the control of protein channels and pores, to
the entry of nutrients and exit of metabolites (De Paula et al. 2007; Whitehead



449

Potential of siRNA Therapy in Chronic Myeloid Leukemia

(panunuoo)

[BAIAINS PISBAIOI(]
juoredde sem uonoeIouI
JUSUIUOIIAUDOIOTW JA[{ UT
910y "uonerdyrold ‘uorseAur

‘UONBISTW ‘UOTSAYPE PIsBAII(

(urorgniounep)
KJIADISUISOWAYD PAI0ISAY
uorjerdjrjoxd paseardoq

uonerdrjoxd
juapuadop-uoisaype paseardsq

(AU 007) uonerodonoorg

(umou[un) (g eurwejojodr

(AU 007) uonerodonoaryg

(WU 0§—67) e T 1dd-VD

(s199

o0I X9 12d jowd ) uonrerodonodrg

(umousun) juagear

(Kemyyed [estuoued

PI[[onu0d-BEIUA Sooedar)

SI9OUED Ul pIje[n3arop
Kemyped 3y ‘uorssardxe 10AQ

TINV POOUPIIYD UL *(LdFADD)
Jossaxddns Jowny prjos umouy

(2100

(Kemyped [0 wals) v ‘[e 10 xneadsoq

Y} Jo 9101 2y} Nesnsaaur o], (Jossaxddns rowny) 1 49AD1 (1102) T8 3° nH

TNV Ut

$10308] 9[qN[os Jupy uaSoydrow

pue uLIgajul/sa[nodow

UOISAYPE 0) anp OUBISISAY -N Hunqns ¢od ‘812q¢3[SDH

S[90 TV
JO UOISAYPE PABIPAW HYIXD

uonerojrjoxd
PUB UOISAYPE [[30 UO S109YH

fagd (9002)
‘Te 19 oL, 9q
(uonoerayur
JUSWIUOIIAUS (€100
o NE) $IOXD e 10 Aipue
(9002)
Te 32 TepIA
(91945 [199) V$TOAD -Zopueuraq

UOIIODARJUT JUIUIUOLIAUI0401U () MOLIDU 2UOG

Quiqere}Ao yym asn 0 s3a31e)
SurZznIsuasowayd SUIILISIOP

(surjoxd rredor oSeuwrep
-VNd pue syurod
oayd d[oKd-[199) YLV (2100

AoeoyJo auIqeIRIAD pasealou] uonodsuen paseq-pidi] JIUONED 0} UAIdS dulqerelAo/aseuny VNS ‘LANDA ‘IMAHD ‘1ddM ‘Te 19 saqrL,
stsojdode TNV Surpnjout
JISULIIUL JSALIR D110} TUI S BIWOYNI[ UI PassaIdxa1oAao (STSOINW—O[04D [[29) (€102)
‘uonerayrfold paseardog (umouun) uonerodonoorgy — urejoid SLIPWONUID © SI [TJODS 1710DS ‘Te 30 Sue X
21940 112D
QwoonQ (UONENUIOUOD) ISLLIBD YN YIS dreuoney (Kemuypedyoor) 103187, RERIEIEIEN |

S[opow TV UI [BIOJaUaq 8q 0} Umoys sjosie) YNYIS T dqel



J. Valencia-Serna et al.

450

(panunuoo)

stsojdode paonpur
TIVYLI 0} UOTBZNISUIS
‘sisoydode pasearouy

QUIPIIOBZE O} S[[90 PAZNISUIS
TNV
+H€QD ur uiqniounep

JO AJIADISUSSOWAYD PISBAIIU]
S[[99 JURISISAI
0dgo ut (noyim jou Inq)
0dd Jo uxunean-od yim
sisoydode pasearour pue

uonesaiold [[95 paseardaqg

uonerdjijoid paseardnoq

sisoydode pasearouy
uoIsaype
urnoauoIqY 0} NP IOURISISAI
aaoxduwit jou pIp VA
PaseLaIddp ‘urdiqniounep
01 AJIATIISUISOWAYD
pasealoul ‘uoneISI pasealdndq

(s[12
01 X G7—1/31 ¢'1) uoneiodonoorg

(AU 0S) uonerodonoorg

(AU 0§) 000T Purureidajodry

(INU 005-001) uoneiodonaa|g

(INU §7—6) 199J10d1H

(INU 0S) XBNTYNY Qurureioajodi]

(INU 007) uoneiodonoorg

[eAtaIns juonjed paseaIdap
M PIJR[IIOD (S[OT 9OUBISISAI
3n1p) qr14-D Jo uorssardxe 1oy3TH

S[[9 JULISISAI QUIPNIOLZE
ur uorssaxdxo-1040 017109
TV +¥€dD
QATISUASUI UIOINIOUNep
Ul UOTO’ UNUNOIND UT JUSWOA[OAU]

TNV Ul swisiueyosuw (proe d10

~8T-USIP-6°[ -BUBS[OOXOIP-ZT ‘¢

-oueko-g prouadio)n onoyIuAs
[9A0U) 0D Furururaeg

TNV ut uonexdjoxd
pue [eATAINS Ul [-4S JO 910y
(1-TDI parenSoxdn
uorssaxdxe D padnpuy)
'SOSING UMM SuonoRIdUL
UOISaYpe JO S109[3 [BAIAING

TV U JUSWOAJOAUT Y[V

(€100)
(stsoydode-nue) Igr14-D ‘[€ 10 UBUIO O
(€100

(sisoydode-nue) 0117109 e 10 neazn))

(1102

(stsoydode-nue) 7109 ‘Te 10 oey

(¥000)
(s1soydode-niue) z10g Te 19 BA9[dOUOY]
§12841) SUI21J1SUIS SN

(uonoeraur
JUSWUOIIAUS (€1020)
-0 We) 14dS JLECRIY |
(z100)

(s1soydode-nue) 1-TON Te 10 1IdUOSUBS

(+007)
REREREIREN]

(TeA1AIns
pue Ainowr [[20) v

QWOdINQ

(UONBNUIIUOD) IALLIRD YN YIS

Jreuoney

(Kemyyed/aror) 1031e], SQOUAIJY

(PonuUnUOd) 7 Aqe],



451

Potential of siRNA Therapy in Chronic Myeloid Leukemia

(panunuoo)

(I 1O ¥¥29dZVv mo
/s sisoydode pasearour

(1d9-9av) vreoazy wim
sisojdode posearour pue
uoissaidxo [-TDIA paseardod

JNOYIIM JOU JNq JUSUIIEDI)
quIqeIe)Ad YIIM UOIIBULIO]
KUo[09 JTWIAYNI] Paseardad

mnoyIm
JOU INQ JUSUWILAN-00 DHPRZY
-G yIm AJI[IGRIA PIseaIdo
(AyAnyIsuasowrayo)
sisojdode
[ELIPUOYD0)TW PAdNpuUl
-OPIXOLI) JIUISIR PISLAIoU]
TNV +AL-EL T
ur AJIAT)ISUSSOWAYD PAsealou]
SUOTIRUIQUIOD
€ utwe)IAAXoIpAyIp
-GT ‘1/umuiqurs

(AU 00¢€) uonerodonodrg

umouyu)

(umouun) uonerodonoarg

umouyu

(umounyun) uonerodonoorg

SII?d CTIN'TOIN pue |

-JOd ur 10U Inq S[[3d 09-TH Ul

I-TOIN Pue 1dg-d¥ sesserddns
pue sisoydode sasned $479qZV

uonode Jo WSIueyodUW
quIqeIR)AD Ul JUSWIIAJOAU]

TAYV Wl

(T0Nquyut JHIN) ¥C9AZV pue

(1onqryur aseraysuenAyrowr
VNQ@) Opezy-¢ jo Apmg

TNV Ul 1099
OPIXOLI) JIUSSIE Ul JUSWIDAJOAU]

SIUI[ [[9° d.LI
-€L'Td ul passaI1dxa 19A0 St [-TDIN

SUOIIBUIqUIOD

40300 uondLosun. |

(onoydode-nue)
I-TOIN pue (Aemiped
SMEAMEAN) 1d9-3y

U TIUN

[-HN

(stisoydode-nue) [-TON

(st1soydode-nue) [-TON

(0102)

e 19 BYOIYSIN

(0102
‘e 10 ueun|y

(6007)

e 19 BYOIYSIN

(€100)
‘Te 30 Suep

(2100)
‘Te 10 1adsey]

£q posned uonenuAISgIp €Q urueitAKXoIpAyIp-z‘] (0102)
pue jsaue [0 paseaIou] (AU 000°S) uoneiodonoo[q /UMUIQI[IS JO JOAP SASBAIUI [ OD 110D ‘Te 10 Suepy
QuwodInQ (UONBNUIIUOD) IALLIRD YN YIS Jreuoney (Kemyyed/aror) 1031e], SQOUAIJY

(PonuUnUOd) 7 Aqe],



J. Valencia-Serna et al.

452

(panunuoo)

S109JJ0 JoOoUED
-IjUe [[BISAO 0] 9INQLIIUOD
ued pue AIoje[nuInSOuUNUIWI
SI WQJSAS
KIOAT[OP UL, ‘yImoi3
Jown) PaseaIoddp ‘OAIA UJ

sisoydode pasearouy

sisojdode pasearouy
S[[90 JuRUIITRW
-uou +¢D Ur jou
ngq S[R3 TNV Ul gX-AN
pue [-OH Yoq Sunedie)
19yye sisoydode pasearou]
(d114-9) T80L-TT
AV Ionqryut gx-4AN ynm
jou nq ANJ, 03 o[qudoosng
‘(73N ‘T-OH) yreap [[99
paonpur-IN I, 03 9[qudaosng
S[[99 "TIND
pue TV ut sisojdode
paseaIdul pue S[[39 +HEdD

[ewIou pue TAD “TINV
ur uonerajijoid paseardsog

[BATAINS PISLAIIAP
pue uonerojrjoid paseardoq

(oA1A Ul

10} 11 Y t¢ £10A0 (3y/3w )

3 Q01 ‘omia ut WU 00S—00T)
VNI1S-(¥)DdD Istuoseiue 1L
(umouyun) uonerodonooq

(umouyun) uonerodonoarg

(U o) uonerodonsarg

(AU o¢) uonerodonos[g

(Trom arerd
[[om-4g/3M $7—1°0) JoSUassosULL],

(AU 001) 1dd-191

s[[9o onerodojewray

+6Y1L Ul A19A11op

VNYIS (S190ued UI 90x)
€LV.LS pa1edie) jo yuswdoroaaq

S[[99 "TINV/SAN 6¢d

ur pajeAnoe A[Snonunuod st gy-IN

TV Ul UOnBATIOR

g2-IN Jo 901 a3 Surpuejsiapupn)

[-OH 0}

anp stsoydode asned jou pip g
-AN passaidxe A[ySiy jo uoniquyuy

TNV ut sisojdode paonpur

-INLL pPue gx-JN UT JUSUISA[OAU]

saroueudIEW
onkookreye3ow pue
onetodonpAo ur 40 jo o[0y

1D Jo uoniqryur

pue ﬂoqwmohmxo juerraqe Jo S)09H

ELVIS

6od arungns gx-4N
OWAN ‘T
II ‘69d ungns gy-AN

[-OH pue g-AN

dI'Td-° ‘73N ‘1-OH

d11dD
(Kemyred
Soya3pay/1ojeAanoe
—iojoey uonduosuen) 1110

(€102)
‘Te 30 Sueyyz

(9000)
‘Te 30 unerg

(L00D)
‘[& 19 oyeAIe)

(0102)
‘Te 39 yuomysny

(8000)
UeMFIRIA
pue yuomysny

(L00T) T8 19
1joeSeew|q

(T107) T8 10 ued

QwooInQ

(UONBNUIIUOD) IALLIRD YN YIS

Jreuoney

(Kemyyed/aror) 1031e],

SAIUAIRJY

(PonuUnUOd) 7 Aqe],



453

Potential of siRNA Therapy in Chronic Myeloid Leukemia

(panunuoo)

ANTIQRIA PIsBAIdR
(uonexayrjord
9SBAIOIP JOU PIP YNYIS
II-D) 'S1192 29$Y TIND

urjoung s[ed [IdMIN LIN
TNV ut sisojdode pasearout

pue uoneojijoid pasearoa

TAV +dll

~€LTd Ul uonenuaIsfjip

pue sisojdode

paonpur ‘9[oko-[[90
pajsaLIe ‘YImoIs [[90 pajqryuy

S[[99 ¢9SH

ur pajeSrel a1om TgV-4Dd
pue [ LA USUM $I09[JQ
[EATAINS-TJUE PASEIOU]
“(S1199 +v€@D [euriou

ut jou Inq) TN pue
TNV ut sisojdode paseaour

S[[99 TNV Ut surajoxd
(INU 000°T) uonerodonod[g  9SBULY JUISOIA]} JO UIAIDS YNIIS

(TINY) LN TAY
ur surejoxd pajejLioydsoyd
(umouyun) uonerodonosorg -uIsolI£) JOo uoneoynuap[

TV ut Surfeusts
(umouxyun) uonerodonooq €L T Ul [XV JO 9[0T duIuLId_g

(T1om/s[10

(LLT pue
$VHJH 1dooxa soseury
o1[0S0349 [[8) DYS pue
‘63.Ld ‘OMLd dTILd
TIALd ‘NAT LT (8002)
VI ‘TIVI ‘PVHIA ‘Te 19 IQUA],

AIASD (L00T) Te 10 nD

(sAemyped
SNOLIBA ‘Oseurny (€102)
QuIs01A) 103d0aI) [XY ‘Te 19 yIed

pap]ad aspury 2u1soLL]

(1ossaxddns zown) pue (S007) T ¥

‘uoneroyrjord paseardog (0T X T ‘811 8°0) IOSUSSSOINSULL], BTWSYN[ UI possardxorono st LM Jooey uondiosuen) [LM Ioegeew|q
s1ossaxddns Jown 1-971 (10ssarddns 1owmny pue (1102)

uoneojijoid paseardnq (JNU (S) 199J10dIH -¥IW pue BG[-YIW Ul JUSWAA[OAU]  Jojoey uonduosuen) [ LA ‘Te 19 oD

QwooInQ (UOTIEIIUQOUOD) ISTIIBD WNIS oreuoney (Kemuyyed/oor) 10818, SOOUAIRY

(PonuUnUOd) 7 Aqe],



J. Valencia-Serna et al.

454

(panunuoo)

uoneAroydsoyd
SLV.LS pasealdaq

S[190 dze +1AI-€L 14
ur uonerdyrjoid paseardo(y

Kemyjed

MOLWw 0] payuI] ‘UonBULIO)
AUuO[0D JTWANI| PIsLaIN

19912 ou pey

CIAL PUe VI "INV

ur sisojdode pasearour

‘uone[Aroydsoyd oursoik)

SLV.LS jo uoniqiyut
‘uonjerajrjoid paseardoqg

1999 ou

PRY TIAL PUB €V ‘TV(

¢/1d pue ¢/¢/1.LV.LS JOo

uonje[A1oydsoyd paseoroa(

'S[[99 2963 TIAD urjou ing

S99 THH TNV Ul AI[Iqeia
pue uonedjijoid paseardoq

S[[99 PaIsal

pareInw-uou uf jou nq

TNV +ALI-EL T Ul (SAA)

[BAIAINS PISBAIIOP pue
(q494) uonerajrjoid paseardso

(31 ¢) uoneiodonoorq
(parewinsa

U €71°T ST 40T X T
105 i 001/31 €) uonerodonoorg

(umouyun) uonjerodonoorg

(umouyun) uonerodonoorg

(Srewns
AU 0004008 ‘TW $°0-C°0
ur jowu §°0—4'(Q) uonerodonodrg

TNV

ur suonorIdUI (ILI-1 Td pue ukg

sisojdode
pasearoul pue uonerdyiord
PaseaIdap pasned (I03IqIyur

SAS) Tdd pareande Ausiy st uk

suonenut I3 pue £11d

JnoyIIM S[[3d TNV Ul saseury

QUISOIA) PIJBATIOR AJTJUSPI O,

TAV
ur uone[fioydsoyd ¢ VIS
9sNBD JBY) SISBULY QUIULIAAP O,

TNV
ur Y4 pue ST Jo uonesnsoAuy

(L00D)

(aseuny A[ruey 01§ €) UK °[e 39 0joweyQ

(8007) Te 19

(eseuny Arwrej 9IS ) UAT sojueg soJ
(9000)

VL [ 10 SIEM
(9007)

CIVL T8 319 SIdEM
(0102)

Jdad ‘Sad ‘[B 19 19SSIOA

QWOdINQ

(UONBNUIIUOD) IALLIRD YN YIS

Jreuoney

(Kemyyed/aror) 1031e], SQOUAIJY

(PonuUnUOd) 7 Aqe],



455

Potential of siRNA Therapy in Chronic Myeloid Leukemia

(panunuoo)

(se1pmys VNRIUS)
'SUOTIORJSuRIl YNYIS
J0J paIpnis Jou M S10PH

(Tonquyur ¢ 1T ®) 8TSNTIN
01 KJTATIISUSS PaseaIoul
pue ‘sisoydode pasearout
‘uonyerdjrjoxd paseardo
sisojdode paseaour
‘OX}IA UL PUB OATA UI
uonerojijoid pasearoap
‘eseyd [D/0D Ul paIsaLy
UoneNUAIYIP
pasearoul pue AJIAnOR
STUaS0UO[O PAsEaIddp
‘uonerdyrjoid paseardog

uonesdjiold [[90 paseardaqg
(Sutuanioys
QIOWO[3) PIseaIdUl
pue uorssaidxo [YHL
PISBAIOIP OS[B) AOUIISIUS
aaneordar Jo uononput
K310TUOTOUO[O PAONPaY

(AU 002-0S) 000T durwelosjodry

(s1199 ,01 % 1/31 1) uonerodonos[y

(yuogear
INOYIIM OAIA UT IOJ dT Y TL

A19A2 3)/31 QT X G ‘umouyun
OIIA UI) ZNI)) BIURS ‘JUSZeal §7S6HT-0S

(umouyun) uonerodonoarg

(umouyun) uonerodonsarg

(umouyun) uonerodonoorg

(TINV ul suonenu
/ Passa1dxa-1240) I1y-0
1931.) SAIpMIs YNYUS Pue VNS
juowdo[aasp
Qoue)sisar pue Ajoygroads
101329 10J Paau 0} anp
€11 SunIqryur 1oy spoyiour
oidnmnu Surdopoasg TNV
ur pajeInu/passardx9-1ono ¢1 14

TAV
ur pajeInu/passardx9-1ono ¢1 14

TNV UI (SI9OURD Ul PIA[OAUTL)
VZdID JO 9[01 suruIa_g

TNV Ut suoneinut q-1g0 pue

14D-0 Jo Apnis pue uonesynuapy

(TTv ut punoy
vAV/TTIA PAIPIIs os[Y) TNV
ur punoj due3 uorsny 8O LN/ TNV

(1102)

(eua3oouo 11y-9) I ‘Te 30 urndg

(S000)

(vonmnw TAV) LT T2 19 S1NeM

(1102

(uoneinw TAV) €114 Te 10 Suepm
(1102)

(urajoadoouo) yzdID ‘Te 10 Suepy
(L00D)

(uoneu) TgH->  [e 10 LNISIED

(101007 (0100)
uonduosuen) SOLN/TINY T8 19 19UssaD
$1284D1 PaIp]a4 pup SUOUDINU UOUIUO))

QwooInQ

(UONBNUIIUOD) IALLIRD YN YIS

Jreuoney

(Kemyyed/aror) 1031e], SQOUAIJY

(PonuUnUOd) 7 Aqe],



J. Valencia-Serna et al.

456

(panunuoo)

stsojdode pajerpowr
seJ/S6dD 1ou nq sisoydode
PAJRIPAW 9T-JA PoseaIou]
QuIqeIe}Ad oYM
pUE Y)IM [BAIAINS [[9D PAONPIY

sisojdode peonpuy
(LE6N) UONBNUISYIP
pasearour pue (L£60
pue 09-TH) UoneWIO}
Auo[09 paseaI1dap (10J1qIyur)
68SHIT Yim Juswiean-o)

UOTJRTUQIQYIP
onkoornuers y3noiyy
03 S[[9d LE6N/+PEAD
uaym (pajoajsuen}-0d)
ogdeydredga/D £q pasned
300[q UONEBNUISHIP SIUAAI]

(T -+uonemnu
19D) uoneidyijoid paseards(
(TNY
+jueinw JJAJN) stsordode
PaseaIoul ‘UOIBIIUSISIP
paonpur ‘oseyd-g ut
S[[90 PaseaIdap ‘(ouIqere}ko
pue VYLV) Soznisuasoway)

JNU G Qurue3dojosiQ

(umowun) uonerodonodrg

(WU 001) v-LOdAJewreyq

(AU 001) uoneiodonooq

(8u gog) uoneiodonoaryg

(umouyun) uonerodonoorg

(U 001) uoneiodonooryg

TNV Ul JudwoAjoau] urdjoxd yooys 1edH) LZdSH

TNV UT JUSWAJOAU]
uononpur
sisoydode pue uorssaiddns

paonput SnIp ur 3 INYUY JO [0y

SI190 TNV U0 THZA 30 10954

(TINV JO % QI ut sInd00
veyp uoneinw) ggdeydredaq
/D Jo surajoid 19318) AJIUIPI O,
suoneInu
(19D) ewoydwA| 23eaur]
g seise) TNV Surpueisispun

TV Ul UoneINu UOWWO))

(esuodsar ssans ‘Aruey (5002)

‘Te 10 s1adoyog
(0102)
[-OH '[e 12 Diezekin

(6000)

A ANYUY ‘Te 19 0BD

(9000)
“Te 19 snysL]
SIOYIO SNOLIBA

CHZd

(uone3nfuod
IoyIpow paje[ar
-unmbiqn [[ews) 6590

(L002)
‘T8 39 nIvPn

(sosed LD Aqrwey (0102)
oY) $opD Ory ‘OUY ‘B 10 SOpUBUId

(sp1oe o1o[onu pue
surejord—ouoradeydo
Ie[noaowl) TINAN

(1100
‘Te 19 nsnjeg

QWOdINQ

(UONBNUIIUOD) IALLIRD YN YIS

Jreuoney

(Kemyyed/aror) 1031e], SQOUAIJY

(PonuUnUOd) 7 Aqe],



457

Potential of siRNA Therapy in Chronic Myeloid Leukemia

Q1om s1031e) AU, 'YoIeas promAay \VNUIS TNV, POINGNJ & WOIy Pajodos

(uonoe J0) wWSIuBYOAW [eo130[01sAyd I1oy) U0 paseq paye3aI3as

QIoMm S[[0 TV UI $}09J9 [RATAINS-TUE JuedyIuSts pajrodar yorym sarpms yNIS

ASeydoine pasearoop
‘sisoydode paonpur
QPIXOLI} OTUSSIE PISBAIOUT

‘KITIANISUSSOWAYD Pasealou] (umouyun) XVIATYNY durweloajodry

S[[92 103tua3ord pue

WS IWAYNA] Pue SIse[q

TNV Ul [BAIAINS PISBAIOP
puE [JBIp [[90 PIseardu]

S[[29

JIWAYNI[ JO SIXBIOWAYD
pue uonerajijoid paseardsq

UOISBAUI PIsSBAINRJ

[Jeap [0 PaseaIour
‘uoneuroj AUOJ0d Paseardo

uoneuLIO)
KUO[00 JTWIAYNI] PaseaIda]

(U 0S1-0S) umouun

(umouyun) )0 Qurwejojodry

(parewinsa
AU 00%) 000T durureioajodiy

(s1190
W01 X ¢ 12d 31 g) uonerodonoorg

(umouyun) VNS PAYIPOW [[900y

TNV ur ASeydoine
UL 9[01 8VQQI S SUIULIAISP O,
9[qIssaooe
Aqreonnaderayy pue urojoid
Pa3R103s ' ST NJO “Aemyjed
[BAIAINS-GQGIOS PoIeSNSOAU]

TV Ul JUSWSA[OAU]
uonenjgurt %.Hmzﬂﬁvambxw
TNV Ul ¢-dINLL
10 ‘dININ-TLIN ‘C-dININL JO 910
€
-L'TA pue 3{T[ oq Sunosre) ur
1Jouaq A[qIssod "TALY Ut d[01 NI
(uorssaxddns ¢ 114 10F
pasn s10)1qIYuI) TNV Ul s)o31e)
se ¢ 1T pue MTI Jo uonesnsoAuy

(T100)
(ASeydone) gvO01S Te 19 Suex
((queorayROWAYD
pue ounjoiko ‘Kemyyed (6000)
[PAIAINS-G8GIOS) NdO  [8 19 [[omod

(101deoar 4OHA) [-dIN  (8007) ‘& 10 ']

TdINIL (0102)
pue ‘JININ-T.LIN ‘C-dININ ‘T8 19 Suep
(Kemyjed Surreusdis (6002)

opuadep-3¢Id) ITL e 10 IKueIny

(Kemyped Surreudis
Juopuadop-y¢Id) NI

(01020)
‘Te 19 1AuRINJA

QWOdINQ

(UONBNUIIUOD) IALLIRD YN YIS

Jreuoney

(Kemyyed/aror) 1031e], SQOUAIJY

(PonuUnUOd) 7 Aqe],



458 J. Valencia-Serna et al.

Fig. 2 Different deliYery 49, 4%
approaches used for siRNA o
delivery in AML models. The .
delivery approaches were | EIectroporatlon
obtained from the studies
summarized in Table 2 o Lipid-based
28%
OPolymer
O Modified siRNA

(a) 12 (b) 10000

o 10 1 o = (@)

S Z 1000 - e f

2 8 <

(7]

2 ° 2 ? o 8 o ?
Z 6 £ 100 o ? o

% R = 0.499 g o
] =0.

- 4 g (e] o o

= ° S 10 ?
5 24 0 < @Electroporation

o [ OOther Reagents

Z o0 : : : ” 1 : : :

2003 2006 2009 2012 2003 2006 2009 2012
Year Published Year Published

Fig. 3 a Number of studies published between 2004-2012 involving siRNA delivery in AML
(original data from Table 2). b Effective in vitro siRNA concentrations utilized (if reported) in
the studies outlined in Table 2. For clinical purposes, one would like to have an effective
concentration less than 50 nM. Error bars are displayed to indicate the siRNA concentration
range used in a given study

et al. 2009; Lodish et al. 2013). The heterogeneous lipid composition and distri-
bution of hundreds of lipid species present in cell membrane influences the degree
of lipid diffusion in the membrane as well, as the thickness and shape (architec-
ture) of the cell membrane. These characteristics are not conserved among the cells
and are dependent on the cell type, cellular activity and the constant changes in
signaling with the external environment (Lodish et al. 2013; Janmey and Kinnunen
2006). The heterogeneity of these components and the affinity among some of
them, such as the affinity between cholesterol and sphingolipids, lead to the for-
mation of clusters along the membrane that are known as lipid rafts (Brown and
London 2000; van Blitterswijk 1988). These clusters have their own charge, which
can make a siRNA nanoparticle more or less interactive with specific regions on
cell surface, leading to different type of interactions along the membrane. The
successful integration of the siRNA nanoparticles with the membrane will depend
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on the ability to interact to this area by charge affinity or to move to another area of
more affinity (Nel et al. 2009). These factors make the cell membrane a dynam-
ically uneven surface with unstable characteristic features for interaction with
siRNA nanoparticles (Nel et al. 2009).

6.1 Differences in Delivery Between Suspension-Growing
Versus Attachment-Dependent Cells

The delivery of siRNA nanoparticles is challenging when the target cells are
suspension-growing (i.e., attachment-independent) cells. The interaction of sus-
pended particles with cells growing in suspension is expected to be different from
cells that are attached to other cells or to tissue culture plastic. The siRNA
nanoparticles need to be designed in such a way that they are able to bind to
suspended cells and promote their entrance into the cells for delivery of nucleic
acids. Uptake of siRNA nanoparticles in suspension-growing cells such as leu-
kemic cells has been studied and it has been found that the delivery of nucleic acid
moieties is more difficult to achieve in these cells (Valencia Serna et al. 2013).
Initial studies performed in Uludag lab compared siRNA uptake between the
adherent breast cancer MDA-MB-231 cells and suspension-growing K562 CML
cells with a generally-effective PEI2LA. A 15-fold reduction in siRNA uptake was
found in K562 cells in comparison to MDA-MB-231 cells, showing a considerable
reduction in the siRNA delivery efficiency. In addition, despite a 29-fold increase
in the siRNA uptake with these carriers (in comparison to non-carrier groups),
silencing of the green fluorescent protein (GFP) in GFP-positive K562 cells was
proven to be ineffective (Valencia Serna et al. 2013). The relatively small amount
of siRNA may have not reached its target (RISC for degradation of the mRNA),
possibly due to incomplete internalization or endosomal entrapment of the parti-
cles (Valencia Serna et al. 2013). Similarly, Lorenz et al. evaluated the interaction
of polymeric particles with different cell types and found that when the amount of
amino groups of the particles was increased, a greater amount of particles inter-
acted with cell membranes (Lorenz et al. 2006). Moreover, although it was found
that the interaction between the cells and nanoparticles was the same with all the
cell lines tested, whether attachment-dependent (HeLLa and mesenchymal stem
cells (MSC), or suspension-growing (KGla as a model for CD34+ hematopoietic
stem cells and Jurkat as model for T cells) cells, the internal location of these
particles differed among the cells: particles that interacted with MSC and HeLa
(attachment-dependent) cells were located in intracellular compartments, most
likely located inside endosomes; while particles that interacted with KGla and
Jurkat (suspension-growing) cells were found at the cell membrane or periphery of
the cells (Lorenz et al. 2006), suggesting that these particles were not internalized
in the cells and were not able to overcome the cell membrane barrier. An active
endocytosis was perhaps limited in the latter cells. Zhao et al. (1996) also
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compared the oligonucleotide uptake between leukemic and the different types of
normal (from bone marrow or peripheral blood) human hematological cells and
found that the uptake differed among the hematopoietic cell types: the uptake was
highest in myeloid/macrophages, followed by B-cells, T-cells and finally with
neutrophils having the lowest uptake level. On the other hand, human leukemic
cells were also found to take up more oligonucleotides than normal or residual
cells from the same patient and, this uptake was increased or decreased in leu-
kemic and normal cells upon cell growth factor stimulation and cell growth
inhibition, respectively. This led the authors to conclude that the uptake in leu-
kemic cells was greater due to their higher cell growth and activation (Zhao et al.
1996). These observations indicated that the uptake of nucleic acid nanoparticles is
dependent; not only on the cell type (i.e., attachment-dependent vs. suspension-
growing or attachment-independent), but also on the internalization pathway that
could be variable among the attachment independent cells. Thus, not only cationic
charges seem to be important for high affinity interactions with cell membranes of
suspension-growing cells, there might be also a need of specific ligands (as will be
discussed later) for particles to display direct interaction with cell membrane
components that lead to a complete cell internalization and continuation with the
silencing of the targeted mRNA.

Among the explanations for less effective transfection in leukemic or suspen-
sion-growing cells, Labat-Moleur et al. (1996) suggested that the poor transfection
ability of cationic vectors in lymphocytes, and other non-adherent cells might be
attributed to weak interaction of these vectors due to the lack of Ca?*-dependent
cell surface extracellular matrix (ECM) ligands, such as, proteoglycans and cad-
herins, that are only present in adherent cells. Others have explored further the
presence of binding proteins in leukemic cells. Rainaldi et al. for example, had cell
culture flasks coated with polylysine and added foetal bovine serum to surfaces so
that polylysine could immobilize proteins necessary for binding of K562 cells. The
expressions of the most common ECM proteins, including fibronectin (VLA-5),
vitronectin (&, f53), collagen (VLA-2) and, hyaluronan (CD44), were then evaluated
and, fibronectin was found to be the only cell membrane protein that was
expressed in K562 cells attached to a surface under these conditions. The authors
concluded that facilitated-adhesion of K562 cells onto polylysine did not occur
directly between these two, but rather between the fibronectin receptors on the
surface of K562 cells and the fibronectin absorbed onto the polylysine-coated
surface by the addition of FBS (Rainaldi et al. 2001).

Sun et al. (2013) investigated the expression of CD44 in different cell lines
(SHI-1, THP-1, NB4 and K562) and K562 cells were found to differ from the rest
of cells lines: the expression of CD44 in SHI-1, THP-1 and NB4 cells (all cell
models of acute myeloid leukemia, AML) was shown to be significantly higher
than that of K562 cells. Moll et al. (1998) have also shown that K562 cells do not
normally express CD44 protein but that these cells can express this molecule when
they are stimulated to differentiate towards the myeloid lineage. The expression of
CD44 receptors on the cell surface seems to be a characteristic related to the
adhesion and migration of AML cells. Suspension-growing and leukemic cells



Potential of siRNA Therapy in Chronic Myeloid Leukemia 461

seems to not express most of the cell membrane receptors that are involved in the
cell adhesion. How the lack of these receptors reduces the interaction with the
binding of nucleic acids and their carriers still remains to be clarified.

6.2 Structure-Function Relationships in Cellular Delivery

In order for the uptake to take place, particle binding and engulfment at the
adhesion site require specific and nonspecific interactions to overcome the resistive
forces that hinder particle uptake (Nel et al. 2009). There are two types of strat-
egies that aim to deliver nucleic acid to the suspension-growing cells, mediated by
either unspecific binding or specific binding. Here, we review the latest studies and
delivery systems that are being used for improving the delivery efficiency in the
suspension-growing leukemic cells. The challenges for the optimization of the
design of the nucleic acid delivery carriers are additionally discussed.

6.2.1 Delivery Based on Unspecific Binding to Cells

Calcium phosphate transfection method consists of addition of a co-precipitate
containing calcium phosphate and nucleic acids to cell culture. The sedimented co-
precipitates are then taken up by cells after non-specific binding of the co-pre-
cipitates to the cell membrane (Ravid and Freshney 1998). Jordan and Wurm
(2004) used calcium phosphate to transfect attachment-dependent and suspension-
growing cells, emphasizing some of their transfection differences. They mention
that since adherent cells are at the bottom of the plate, they do not interact with the
particles present in the medium. To increase this interaction, the particles should
be large enough to settle down by gravity, but the bigger the size the lower the
transfection efficiency (expected). When the particle is small, it is unlikely to
settle, but its inherent transfection ability would be higher due to its smaller size.
The suspension-growing cells are more likely to interact with particles because
they are suspended in the medium, however the affinity plays an important role for
the particles to tightly interact with the cells (Jordan and Wurm 2004).

Cell penetrating peptides (CPPs) can be up to 30 amino acids long and are
inherently able to translocate cell membranes. Overall cationic charge of CPPs
confers them the ability to interact electrostatically with the phosphate backbone
of nucleic acids to form stable nanoparticles, while allowing them to interact with
cell membranes as well. Arthanari et al. (2010) used the cationic Tat-derived CPPs
(aminoacids 49-57 of HIV-1 TAT protein) covalently attached to cationic mem-
brane active peptide LK15 (Tat-LK15 peptide) for the delivery of siRNA and
plasmid DNA encoding for a short hairpin RNA (shRNA) in K562 cells.
The authors found that the combination of these two peptides increased the
transfection efficiency by two folds in comparison with Tat peptide alone in
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several cell lines. With a dose of 1-30 pg of siRNA in 1 ml (24-729 nM based on
our calculation), expression of p210 BCR-ABL was reduced to at least ~70 %
48 h post-transfection for all concentrations. High density of positive charges of
siRNA nanoparticles led to cytotoxicity ranging from 0 % (10 pg siRNA) to 30 %
cell death (30 pg siRNA) (Arthanari et al. 2010).

Wang et al. (2008) prepared siRNA nanoparticles with functionalized single
wall carbon nanotubes (f-SWNTs) and siRNA against cyclin A2, which is
involved in cell cycle regulation and associated with proliferation in leukemic
K562 cells. These cells were treated with particles formed of f-SWNTs and Cyclin
A2 siRNA (25 nM), which resulted in a reduction of cell numbers of up to ~70 %
60 h after treatment in comparison with cells treated with f-SWNTs and control
siRNA. No significant toxicity was found with cells treated with f-SWNTs alone or
in combination with control siRNA. Both a reduction of the Cyclin A2 mRNA was
found 32 h after treatment as well as a 70 % reduction in the colony formation
assay 3 weeks post-transfection (Wang et al. 2008).

6.2.2 Delivery Based on Specific Binding to Cells

Among the most effective specific-binding interaction are those ligands or anti-
bodies coupled onto nanoparticles that allow them to interact with complementary
molecules (or receptors) on cell membranes (Nel et al. 2009; Wang et al. 2011).
These interactions result in either receptor-mediated endocytosis or receptor-
mediated direct penetration in the absence of endocytosis, for example when gold
nanoparticles and cell-penetrating peptides are used as delivery carriers (Nel et al.
2009). For nanoparticle adherence and engulfment to take place at an adhesion
site, ligand-receptor interactions need to overcome the resistive forces that prevent
the nanoparticle uptake. Examples of these resistive forces are the memory of the
cell membrane to return to its original form and the hydrophobic exclusion of polar
surfaces by the cell membrane (Nel et al. 2009).

Antibody-mediated attachment does not necessarily induce internalization of
nanoparticles. For example, doxorubicin-loaded liposomes were attached to anti-
CD34 monoclonal antibody that targets CD34+ KG-1a cells. The cell-associated
level of Dox in KG-1a cells was found to be lower in comparison with free Dox
exposure. Since 40 % of the drug seemed to be released after 2 h of incubation for
both systems, this targeted-drug delivered system would need to be used in combi-
nation with inhibitors of the P-gp efflux pump—whose overexpression in cancerous
cellsis known to act as a drug resistant method—so that the Dox extrusion is inhibited
and the drug can exert its cytotoxic effect inside the cell. The ICsq of Dox-loaded
CD34+ liposomes was similar to that of free Dox, but 8 times higher than the non-
targeted liposome. Based on confocal and flow cytometry studies that show that
neither the liposome nor the antibody were internalized by the cells, the authors
suggested that the delivery mechanism of this immunoliposome is binding to targeted
cells and Dox at the vicinity of the cells, where the drug is consequently internalized
as free Dox. The CD34 cell binding did not seem to be capable of triggering the
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liposome cell entry (Carrion et al. 2004) and/or the cells were not able to internalize
the Dox-loaded liposomes, probably because of the nature of the liposome used.

Thus, immuno-targeting with antibodies by themselves does not necessarily
correspond to high internalization since the carrier needs to also play an important
role with cell membrane interactions and internalization. Guillem et al. constructed
immunopolyplexes, using 25 kDa PEI-based polyplexes attached via a streptavidin
bridge to biotin-labeled antibodies that target cell membrane proteins. A signifi-
cant selectivity in delivery was observed: an anti-CD3 immunopolyplex was
functional only in Jurkat T-cells (CD3+/CD19-), while an anti-CD19 immunop-
olyplex was functional only in Granta B-cell line (CD3-/CD19+). However, only
~11 % of Jurkat cells and ~2 % for Granta cells were transfected, showing a
dependency of the transfection efficiency on the cell type used. Transfection of a
mixture of Jurkat and J.RT3/T3.5 cells (a CD3-/CD19- T-cell line) with anti-CD3
immunopolyplexes showed that >80 % of transfected cells were CD3+, indicating
the selectivity of the delivery system in a heterogeneous cell population. Viability
studies showed a decrease in cell viability to 50 % for Jurkat cells and to 90 % for
J.RT3/T3.5 (Guillem et al. 2002), which shows an association of transfection with
significant cytotoxicity in this system. Poor transfection was shown with naked 25-
PEI (5 % cells were positive for transfection) in comparison with anti-CD3 im-
munopolyplex (10 % of cells were positive).

In an attempt to develop a delivery system for T-cell leukemias, more specifically
against JL1-positive cells, an antibody-coupled CPP (oligo-arginineg) complex was
developed (Lee et al. 2010). Uptake studies showed a higher binding affinity of JL.1-
CPP nanoparticles to JL1-overexpressing cells than Jurkat cell with low JL1
expression, when a 200-pmol siRNA was used and after 2 h of transfection 96 % of
the cell population was already FITC-positive. The uptake was shown tobe 5.7 % for
JL1- negative H9 cells (Lee et al. 2010). No toxicity studies or silencing experiments
were performed. Major limitation of peptide delivery systems is their excessive
positive charge and lack of target cell specificity, which may result in non-specific
tissue distribution and aberrant immunogenic toxicity (reviewed in Lee et al. 2010).

Therefore, using an antibody seems to increase selectivity and enhance the
efficacy of the carrier in the last two cases. However, this targeted systems seems
to be limited by the efficacy of the carrier used, therefore, a more efficacious
carrier could enhance transfection even further.

6.3 Secondary Effects of siRNA Silencing: Off-Target Effects
and Cytotoxicity

Transferrin receptor (TrfR) is a cell membrane-associated glycoprotein that is
overexpressed in cancer cells, can be easily accessible and can promote endocy-
tosis once its ligand transferrin (Trf) is bound at the cell surface (Mendonga et al.
2010). Mendonga et al. developed a transferrin receptor (TrfT)-targeted sterically
stabilized liposomes encapsulating BCR-ABL siRNA. K562 and LAMA-84 cells
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were transfected twice every 2 days with a siRNA concentration ranging from 100
to 2,000 nM. Efficacy experiments showed a dose-dependent reduced viability
when BCR-ABL siRNA was delivered to these cells: cell viability was reduced up
to ~47 % for LAMA-84 cells and up to ~24 % for K562 cells. However, a dose-
dependent toxicity (58 % with 2 uM of siRNA) was also seen with scrambled
siRNA with LAMA-84 cells, but to a much lower extent with K562 cells. Levels
of BCR-ABL mRNA were reduced in a dose-dependent manner up to 1 uM
(~60 %) with specific siRNA in LAMA-84 cells while no significant reduction
was found with scrambled siRNA. Similar results were found for the oncoprotein
as well, except that the scrambled sequence reduced non-specifically the protein
levels at the highest siRNA concentration (2 tM) (Mendonga et al. 2010). High
toxicity and off-targets effect in this system was probably due to high siRNA dose
(2 x 1 — 2 uM of siRNA) and the highly cationic carrier.

Eguchi et al. generated a carrier composed of a TAT-peptide transduction
domain (PTD) and double-stranded RNA-binding domain (PTD-DRBD); RNAi
induction was evaluated in difficult-to-transfect cells, including T cells. GFP
siRNA delivered with PTD-DRBD (siRNA concentration of 100-400 nM) in
Jurkat T-cells containing an integrated GFP reporter gene resulted in a reduction of
the mean GFP fluorescence to ~ 10 % and also showed an mRNA reduction to
10 %, while Lipofection (100 nM for Lipofectamine 2000™ and 10-50 nM with
Lipofectamine RNAIMAX™) reduced the mean fluorescence to 50-60 % and
mRNA levels to ~50 %. Similar results were found when targeting CD4 and CDS8
in primary murine T cells with PTD-DRBD with specific siRNAs. No toxicity was
found in primary human umbilical cord vein endothelial cells (HUVEC) cells
treated with siRNA and PTD-DRBD. About 20 % mRNA reduction or off-target
effect was seen when scrambled (negative control) siRNA were used either in
Jurkat or HUVEC cells (Eguchi et al. 2009). This system is highly effective in
silencing however; off-target effects are probably common when high siRNA
concentrations are used.

7 Perspective on the Future of siRNA Delivery in CML

New functional carriers that promote efficient delivery of gene-based agents (i.e.,
siRNA) in a controlled and non-toxic way, are motivating researchers to find
physiological solutions for treatment of CML. A better understanding of the clues
that lay behind the uptake and intracellular trafficking of siRNA nanoparticles in
the challenging suspension-growing leukemic cells will further help in this
endeavor. The effect of carrier characteristics such as molecular size, degree of
substitution (or modification) and optimal balance of the lipophilic-cationic moi-
eties should be better understood not only on siRNA delivery efficiency, but also
on toxicity, intracellular trafficking and cell specificity. This together with the
identification of novel siRNA targets that can be used in combination with
classical siRNA targets in CML, such as BCR-ABL, to silence gene combinations
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involved in the activation of different survival pathways in CML should prove
beneficial. The combinational delivery, where multiple targets are silenced
simultaneously, is likely going to yield more efficacious therapy, and possibly
more specific outcomes. Irrespective of the target, however, non-viral siRNA
delivery is more likely to be the clinically acceptable approach, given the rela-
tively safe nature of such a delivery mode. The siRNA therapy could act in
conjunction with the current clinically-employed drugs to improve their effec-
tiveness or re-sensitize the cells to current drugs. However, the siRNA therapy
could also serve as a stand-alone therapy if LSC could be specifically targeted.
There is no reason why the delivery methods used for CML cells could not be
applied to other types of leukemias, but this will most likely require a different set
of biomaterials effective in a particular types of leukemia. Very little information
exists on the molecular details for effective carriers in different leukemias so that
this should be a fruitful avenue of exploration in the future.

Since the suspension-growing cells tend to be more difficult to transfect than the
attachment-dependent cells, added pressure exists for non-viral delivery to be
functional for leukemic diseases. The siRNNA nanoparticles need to be effective at
20-50 nM range in culture for a practical translation to preclinical animal models.
It is typical for reported delivery system to employ concentrations beyond this
range, including our own work (Valencia Serna et al. 2013). Concerted effort to
lower efficacious doses will be beneficial in this regard. In addition to efficacy,
specificity is important not to down-regulate targets critical in normal physiology.
Given the cationic nature of these nanoparticles, they could theoretically bind to a
multitude of cells in vivo. However, ‘biochemical’ targeting could alleviate this
limitation to some extent: only those genes that are aberrantly expressed in CML
cells, such as the BCR-ABL or other supporting mediators, could be the target of
RNAI, so that nanoparticles penetrating ‘normal’ cells might not lead to silencing
important targets. On the other hand, in order to increase the specificity of siRNA
delivery, polymers could be coupled with CML-specific ligands, such as anti-
bodies, to deliver the siRNA to only certain cell populations. For example, carriers
could be coupled with an anti-CD34 antibody to target at least most of the CML
stem cell portion. However, these antibodies need to be chosen with care so the
delivery system is not too limited to certain cell populations. These antibody
ligands need to be also exclusively or substantially over-expressed in the target
cells to minimize nanoparticle binding to normal cells. A modular design could be
envisioned where a delivery system optimized for general cellular uptake is further
functionalized with leukemic cell specific cell surface binding molecules.

Finally, little information is available on siRNA delivery to primary cells, either
healthy or malignant cells from CML patients. It is critical not only to evaluate the
efficacy in human cells, but also evaluating off-target effects of the siRNA delivered
and cytotoxic effect of the polymers. While cell lines are preferred (due to practical
reasons) to optimize cellular delivery, endocytosis rate and intracellular trafficking
pathways are expected to be significantly different from cell lines. Misleading
directions could be avoided by employing primary cells early on in development
process.
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