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Abstract: Small RNAs, including short interfering RNAs (siRNAs) and microRNAs (miRNAs),
are ubiquitous, versatile repressors of gene expression in plants, animals, and many fungi. They can
trigger destruction of homologous mRNA or inhibition of cognate mRNA translation and play an
important role in maintaining the stable state of chromosome structure and regulating the
expression of protein-coding genes. Furthermore, the recent research showed that there exists close
relationship between small RNAs and human diseases. Several human diseases have surfaced in
which miRNAs or their machinery might be implicated, such as some neurological diseases and
cancers. The specificity and potency of small RNAs suggest that they might be promising as
therapeutic agents. This article will review the role of small RNAs in some human diseases etiology
and investigations of taking siRNAs as therapeutic tools for treating viral infection, cancer, and
other diseases. We also discuss the potential of miRNAs in gene therapy. © 2005 Wiley Periodicals, Inc.
Med Res Reyv, 25, No. 3, 361-381, 2005
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1. INTRODUCTION

Small RNAs of ~22 nucleotides (nt) in length, which are ubiquitous, versatile repressors of gene
expression in plants, animals, and many fungi, have attracted the attention of more and more
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biologists and biochemists. These tiny RNAs (~21-26 nt), including short interfering RNAs
(siRNAs)' and microRNAs (miRNAs),>™* can control mRNA stability or translation, or target
epigenetic modifications to specific regions of the genome through homologous sequence
interactions.

Small RNAs can elicit at least four distinct types of responses that trigger specific gene
inactivation®—destruction of homologous mRNA,6*9 inhibition of translation,lo de novo methy-
lation of genomic regions that can block transcription of target genes,'' and chromosomal
rearrangement.'> RNA-mediated silencing pathways can combat “foreign’ nucleic acids, as shown
by silencing-deficient mutants, some of which unleash transposons'? or, in plants, exhibit enhanced
susceptibility to virus infection.'*

These small RNAs play an important role in maintaining the stable state of chromosome
structure and regulating the expression of protein-coding genes.'> miRNAs can down-regulate
endogenous genes which are important for implementing developmental programs in animals and
plants.'® Small RNAs and evolutionarily conserved RNA-mediated silencing pathways have
established a new paradigm for understanding eukaryotic gene regulation and revealed novel host
defenses to viruses and transposons.

Researchers have taken the technique of RNA interference (RNAI) as a reverse genetics tool to
define gene function or biochemical pathways in the post-genomics era and a potential therapeutic
treatment in viral infection, cancer, and some other diseases.

This review will discuss the etiology of human diseases related to small RNAs and RNA-
mediated silencing pathways and the potential use of these RNAs in gene therapy.

A. Short Interfering RNAs and MicroRNAs

These small regulatory RNAs—siRNAs and miRNAs—are generated via processing of longer
double-stranded RNA (dsRNA) precursors by an RNaselll-like enzyme termed Dicer.!” In general,
siRNAs can be chemical synthesized or processed from all regions of perfect duplex RNAs derived
from transgenes, transposons, heterochromatic repeats, exogenous dsRNA (i.e., experimentally
introduced), or foreign nucleic acids (such as viral RNAs).'® These long dsRNAs are diced up by
Dicer'” into short RNAs with a specific structure: 19 nucleotides of dsSRNA with two unpaired
nucleotides at the ends.' Dicer is a member of the RNase III family of nucleases that specifically
cleave double-stranded RNAs, and is evolutionarily conserved in worms, flies, plants, fungi, and
mammals.'” siRNAs associate with an endonuclease-containing effector complex, RISC (RNA
induced silencing complex).® The strand that has exactly the same sequence as a target gene is the
‘sense’ strand of an siRNA. This strand is removed and the ‘antisense’ strand, which is comple-
mentary to the target gene, is left to function in gene silencing—causing degradation of cognate
mRNAs and, in plants, viral RNAs."® This process is termed RNAi—the silencing of cognate genes
expression by double-stranded RNA molecules.?® At least in some plants, there are two functionally
distinct size classes of siRNA. A shorter class, 21-22 nt, has been implicated in mRNA degradation,
and a longer size class, 24—26 nt, in systemic silencing and methylation of homologous DNA.*!
In some organisms, an RNA-dependent RNA polymerase (RdRP) is involved in gene silencing by
RNAI. This enzyme uses the antisense strand of an siRNA as a primer with which to make more
dsRNAs, thereby amplifying the process.'> However, amplification is not thought to occur in
vertebrates of fruitflies and mammals, as genes for a RARP have not been found in these organisms.'”
RNAi is an evolutionarily ancient method of genome defence in many organisms. It is a way to protect
the genome against invasion by viruses, mobile genetic elements such as transposable elements and
repetitive genes (including transgenes), which produce aberrant RNA or dsRNA in the host cell when
they become active.' It is crucial for the stability of the genome to silence these mobile elements, and
RNAi-related process associated with the generation of small RNAs are essential to this silencing
process in many organisms.
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miRNAs represent a new class of highly conserved non-coding RNAs (ncRNAs). They
are abundant, single-stranded RNAs, present at very high steady-state levels—more than 1,000
molecules per cell, with some exceeding 50,000 molecules per cell.”> The miRNA genes are
typically found in intergenic regions but can also be found in sense or antisense orientation
within introns of known genes.'® They are transcribed into long transcripts—pri-miRNAs.*?
In mammals, the biogenesis of miRNAs includes processes in nucleus and cytoplasm and dsRNAs
are recognized and cleaved by RNase endonucleases. The first step is the nuclear cleavage of pri-
miRNAs by the Drosha RNase III endonuclease, that release a ~60—70 nt miRNA precursor,
known as the pre-miRNA.?* Pre-miRNA can be folded into stem-loop structure and is actively
tansported to cytoplasm by Ran-GTP and the export receptor Exportin-5.2>2® Then it is proces-
sed into ~20-22 nt duplex with ~2 nt 3’overhang by enzyme Dicer.'”*”*® This miRNA
intermediate is very short-lived. Generally, only one strand acts as mature miRNA, and the other
one is named miRNA* > miRNAs, which also appear to associate with a RISC-like complex, can
either block translation of cognate mRNA by basing pair with the 3’-untranslated region (3’-UTR)
of the targets if the complementarity between a given miRNA and its target mRNA is partial,'® or
guide mRNA degradation in the manner of siRNAs if the complementarity is extensive.'®>?~3!
Recently discovered miRNA functions include determination of transitions between larval stages
in post-embryonic development in worm,'® neuronal patterning in nematodes,** control of cell
proliferation, cell death and fat metabolism in flies, modulation of hematopoietic lineage dif-
ferentiation in mammals,* and also control of crucial developmental transitions in plants.?
Computational approaches for finding messages controlled by miRNAs indicate that these
examples represent a very small fraction of the total.*® Little is known about human miRNA.
However, as miRNAs are evolutionarily conserved, there can be little doubt about their importance
in human physiology.

These small RNA molecules directed astonishing diversity of regulatory pathways through the
association with various protein partners in complexes that degrade cognate viral RNA or mRNAs,
block translation or modify chromatin structure. Many components of these complexes have yet to
be identified. Both biochemical and genetic studies have led to the identification of two conserved
gene families that are universal components of the small RNAs-mediated silencing process. These
are the Dicer family and the Argonaute gene family.** The latter is comprised of proteins with
unclear biochemical function and the various members of which might determine whether siRNAs or
miRNAs are used as substrates by RISC.* The dependency of both siRNA- and miRNA-mediated
silencing on these two families shows that the miRNA and siRNA pathways share conserved com-
ponents and likely have related mechanisms.

Although miRNAs and siRNAs have significant similarities: both are approximately 21—
25 nt and have the characteristic features of Dicer or a similar protein products (5'-phosphate
and 3’-hydroxyl); both require PPD (PAZ and PIWI domains) family members (members of
Agonaute family) for their accumulation; both act on mRNA targets through complementary
sequences; and both need Dicer and RISC in related mechanisms. They also have important
differences. siRNAs come from exogenous or endogenous long dsSRNA molecules or bimolecular
duplexes, processed such that numerous siRNAs accumulate from both strands of these dsRNA,
and the products are two complementary RNAs in equal abundance; while miRNA precursors
are endogenous that can form local hairpin structures, and an miRNA is generated from one arm
of the stem-loop that contains bulges and/or loops to yield a single-stranded RNA usually in
vast excess over any complement. Furthermore, the general target genes or genetic elements
of siRNAs are the ones that they originated from, whereas miRNAs regulate separate genes—
perhaps hundreds or more per miRNA. The number of miRNAs that are bound to the target mRNA
is thought to determine the degree of translational inhibition by miRNAs. Typically, such an
mRNA co?gtains many binding sites at 3’-UTR, and several different miRNAs can target the same
3’-region.
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2. SMALL RNAs AND HUMAN DISEASE ETIOLOGY

One kind of small RNAs, miRNAs, are naturally generated endogenous molecules and participate
in many crucial processes including developmental regulation. They have been found in all
multicellular organisms studied, and their encoding genes seem to make up 0.5%—1% of the
predicted genes in these organisms. It has been estimated by computational methods that there are
total 200—255 miRNA genes in human.>® RISCs are required in the RNA-mediated silencing
pathways and there have been many homologies of RISCs components identified in human. So, it can
be conjecturable that the disorder or abnormal expression of components of RISC or miRNAs
themselves may result in diseases. In fact, there have already been some proof-of-concept evidences
that miRNAs or related machinery might be implicated in some human diseases (Table I).

A. Neurological Disease

The first suggested link between small RNAs and human disease was found in Drosophila. The
protein dFMR1 is the Drosophila homolog of the fragile X mental retardation protein (FMRP) and
was identified as a RISC subunit, suggesting that disruptions in RNAi-related pathways may
contribute to human disease.’”*® Fragile X syndrome is a common form of inherited mental
retardation and is generally caused by transcriptional silencing of the FMRP/FMR1 gene because of a
CGG repeat expansion in the 5’-UTR resulting in abnormal DNA methylation of both a nearby CpG
island and the repeat itself.>>~** FMRP, which is produced from the human fragile X locus, is
expressed not only in neuronal cells but also in numerous other tissues. Fragile X patients display
additional phenotypes, including macroorchidism.>” FMRP is involved in synapse formation and
function.*® The specific biochemical role of the human protein FMRP is still unclear; however, it is
thought to negatively regulate the expression of numerous mRNAs at the level of protein synthesis. In
Drosophila, a bona fide dFXR regulatory target has been identified as Futsch, a Map1B homolog.*’
FMRP, and its autosomal paralogs, the fragile X-related proteins FXR1P and FXR2P, constitute a
small family of RNA-binding proteins (fragile X-related gene family). Each member of fragile X
family contains two copies of a KH domain (hnRNP K homology) and an RGG box. All of these
domains have been proposed to bind RNA.>” Some of the mRNAs associated with FMRP have
recently been identified, and a G-quartet/stem structure in these mRNAs has been shown to
be involved in the FMRP—mRNA interaction.*' Several studies showed that FMRP presents in RISC
and works as part of RNAi complexes. Caudy et al.*” identified proteins associated with RISC activity
from partially purified Drosophila preparations, and found that dFMR1 is one of these proteins.
dFMR1 coimmunoprecipitates with AGO2 and another RISC protein (VIG) from Drosophila cell
lysates. Both a miRNA (miR-2b) and siRNAs can co-immunoprecipitate with dFMR1. Moreover,
immunoprecipitates of dEMR 1 from dsRNA challenged cells have RISC activity.””** Ishizuka et al.*®
showed that dFMR1 is present in a complex with components of RNAi and miRNAs in cultured
Drosophila S2 cells. They purified from Drosophila cell lysates a novel ribonucleoprotein (RNP)
complex that contained dFMRI1, as well as two ribosomal proteins, L5 and L11, 5S rRNA and,
surprisingly, AGO?2, a protein implicated in RNAi. dFMRI1 also physically interacts with Dicer and
miRNAs. These results suggest that dFMR 1 is in an RNAi related apparatus. Jin et al.*! also showed
that in vivo mammalian FMRP interacts with miRNAs and the components of the miRNA pathways
including Dicer and the mammalian ortholog of AGO1. They found that endogenous eIF2C2
(eukaryotic initiation factor 2C) could indeed be coimmunoprecipitated with FMRP, FXR1P, and
FXR2P. Furthermore, using D. melanogaster as a model system, they demonstrated that AGO1 was
critical for FMRP function in neural development and synaptogenesis.*' These results suggested that
FMRP may not directly bind its mRNA targets but rather regulate the translation of its mRNA ligands
via miRNA as part of RNAi-related apparatus. Involvement or absence of FMRP may disrupt this
regulatory process.*' FMRP may be one of many distinct protein subunits that join RISCs, depending
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on the tissue, subcellular localization, and the developmental stage.®’ The connection between the
RNAI and fragile X fields is likely to become clear as we find out which small RNAs mediate
translational repression by dFMR1 and FMRP, and how the repressive mechanism operates.
Nevertheless, it is worth pondering that fragile X syndrome may be the result of protein synthesis
abnormality caused by defects in a RNAi-related apparatus within neurons.*®4°

In spinal muscular atrophy (SMA), a common genetic disease characterized by progressive
degeneration of motor neurons, deletions or loss-of-function mutations in the survival of motor
neuron (SMN) protein are thought to be the cause of this disease.** The SMN complex is a key factor
in the biogenesis and function of diverse RNPs and comprises SMN, Gemin2, Gemin4, Gemin5, and
Gemin6. SMN is also part of a large complex that functions in the assembly/restructuring of
ribonucleoprotein (RNP) complexes. Mourelatos et al.** identified a novel RNP that sediments as an
~158S particle on sucrose gradients and contains Gemin3, Gemin4, and human eIF2C2 along with
numerous miRNAs. Hutvagner and Zamore®° solidified the link between this complex and RNAi by
showing that it can cleave substrates that are homologous to its constituent miRNAs. Thus the
EIF2C2/Gemin3/Gemin4 complex may indeed represent mammalian RISC.”° The result of Dostie
etal. also suggested that Gemin3 interacts with miRNAs in various cell types including motor neuron
cells, as part of miRNPs.** The discovery of the relationship between Gemin3 and miRNP indicates
that Gemin3 may mediate RNA unwinding or RNP restructuring events during the maturation of
miRNAs and/or in downstream events such as target RNA recognition.*? The residence of the
Gemin3 and Gemin4 proteins in the SMN complex raises the intriguing possibility that the SMN
complex may intersect with the pathways in which miRNPs function. The binding of Gemin3 to SMN
is impaired in SMN mutants found in SMA patients.** It will be of great interest to determine what
effect Gemin3 has on miRNPs in this devastating neurodegenerative disease and, more generally,
what regulates its distribution between the SMN complex and miRNPs.** The activity of miRNPs
may also be affected by possible redistribution or other changes of Gemin3 and Gemin4. Thus, it
is hinted that specific or general changes in the activity of the miRNPs may play a role in the
development of SMA.* However, some puzzles still remained to be determined, such as whether
there exists any dysregulation of miRNA biogenesis or function in SMA, and the possible effect of it.

There are additional clues that miRNAs might play a role in other neurological diseases. An
fascinating finding is that the gene locus of miR-175 is related to two neurological diseases: early-
onset parkinsonism (Waisman syndrome) and X-linked mental retardation (MRX3).* miR-175 is
located on the X chromosome in humans and is conserved in D. melanogaster and M. musculus.
Dostie et al.** found miR-175 is part of a longer human expressed sequence tag (EST) in human
retinoblastoma Weri cells. This EST encodes a putative isoform of the epsilon subunit of the gamma-
aminobutyric acid (GABA), a receptor that is a multisubunit chloride channel that inhibits synaptic
transmission in the central nervous system. Furthermore, it has been demonstrated that the gene locus
of the epsilon subunit is a candidate region for these two diseases.** It will be of significance to
determine if there are any changes in the synthesis or activity of miR-175 and the effect of these
changes in the development of these diseases.

B. Cancer

In addition to neurological diseases, another kind of diseases linked to small RNAs or their machinery
is cancer. Some circumstantial evidence links members of the Argonaute family of proteins with
some cancers. The region of chromosome 1p34-35 in human, on which three closely related
Argonaute family members (hAgo3, EIF2C1/hAgol, and hAgo4) reside in tandem (the orthologous
genes are in the same orientation on chromosome 4 in mouse), is often lost in Wilms’ tumors of the
kidney>” or altered in primitive neuroectodermal tumors and many other types of cancer.'® Human
EIF2C1/hAgol is associated with Golgi and endoplasmic reticulum and alternatively known as
GERp95.% Its expression level is low to medium in most tissues, while it is particularly high in
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embryonic kidney and lung. EIF2C1 level also increase in tumors that lack the Wilm’s tumor
suppressor gene WT'1.>> Another member of the Argonaute family, hiwi, a member of the piwi
gene family in human is located on chromosome 12q24.33, which displays genetic linkage to the
development of testicular germ cell tumors of adolescents and adults.*® The piwi family genes are
highly conserved during evolution and play essential roles in stem cell selfrenewal, gametogenesis,
and RNAI in diverse organisms. The gene hiwi is expressed abundantly in the adult testis. Qiao et al.**
showed hiwi is specifically expressed in both normal and malignant spermatogenic cells in a
matuation stage-dependent pattern, in which it might function in germ cell proliferation. Loss of
the region containing hiwi has been correlated with ambiguous genitalia and hypogonadism.*
In addition, hiwi overexpression is also detectable in seminomas, tumors derived from embryonic
germ cells that maintain stem cell character, suggesting a role for Hiwi reminiscent of the role of
Drosophila Piwi in cell-autonomously driving stem cell division.*® These studies implicate the
processes of miRNA/RNAi gene silencing in some aspects of oncogenesis. Although several
mammalian Argonaute proteins have been identified, little is known about their functions. To clarify
the relationship between Argonaute proteins and human disease will be beneficial to the study of there
functions.

Links between cancer and miRNAs have also been described. Recently, Calin et al.™ reported an
association between chronic lymphocytic leukemia (CLL) and deletion of a section of chromosome
13 that contains the genes for miR-15 and miR-16. These two genes are clustered and located at
chromosome 13q14 within a 30-kb region of loss in CLL, and both genes are deleted or down-
regulated in the majority (68%) of CLL cases.*’ This region lies between exons 2 and 5 of the LEU2
gene. Deletions at this region also occur in approximately 50% of mantle cell lymphoma, in 16%—
40% of multiple myeloma, and in 60% of prostate cancers,*® suggesting that one or more tumor
suppressor genes at 13q14 are involved in the pathogenesis of these human tumors. Since the 13q14
region contains at least four non-coding genes, including these two miRNAs and Leu-1 and Leu-2,
homozygous loss of this region is particularly interesting.*® Therefore, it is possible that the CLL
gene(s) on 13q14 acts in a different way compared with the classical tumor suppressor genes. As B-
CLL is characterized by a progressive accumulation of CD5+ B lymphocytes, and ubiquitous
expression of miR-15 and miR- 16 genes with the highest level is found in normal CD5+ lymphocytes,
suggesting that these genes play an important role in normal CD5+ B cell homeostasis.*’ It is
possible that miRNA levels are crucial in maintaining regulatory control over target genes during
normal CD5+ B cell differentiation. Further studies aimed at the identification of miR15 and miR16
target genes will shed light on their mechanism of action and provide further clues about their role in
pathogenesis of these diseases. Functional assays with the different putative targets will be required to
further test the mechanisms of action for miR15 and miR16 genes.

Strong up-regulation of MYC expression caused by the translocation of MYC into the mir-142
loci results in an aggressive B cell leukemia, suggesting that translocations into oncogene loci could
result in cancer. Approximately 20 nt conserved sequence element downstream of the mir-142
hairpin is lost in the translocation.*” It suggested that the loss of this element in the putative fusion
prevented the recognition of the transcript as a miRNA precursor to be properly processed, and
therefore may have caused accumulation of fusion transcripts and overexpression of myc.*’

Recently, it was reported that miR-143 and miR-145 consistently display reduced steady-state
levels of the mature miRNA at the adenomatous and cancer stages of colorectal neoplasia.*®>! Both
of these miRNAs appear to be derived from genomic sequences within 1.7 kb of each other on
chromosome 5 (5q32-33). Their gene(s) reside approximately 50 kb from the interleukin 17 gene,
within the 1.5-Mb region that is deleted in the myelodysplastic 5q-syndrome.*® In their study, down-
regulation of accumulation of miR-143 and miR-145 was showed in cells derived from breast,
prostate, cervical, and lymphoid cancers as well as colorectal tumors.*® Their studies also indicated
that this reduction is because of post-transcriptional processes. The identification of miRNAs that
consistently display reduced steady-state levels in tumors raises the possibility that they, or their

145
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targets, may be directly involved in the processes that lead to neoplasia. Several gene transcripts have
been identified as possible targets for repression by miR-143 and miR-145. These genes encode
proteins involved in signal transduction and gene expression, including RAF1 kinase, G-protein y 7,
and tumor-suppressing subfragment candidate 1. All of them have been implicated in oncogenesis.*®
However, how the observed reduction of mature miR-143 and miR-145 levels is associated with
the translation of these putative targets is still unknown. More work should be done to examine the
interactions between miR-143, miR-145, and their potential targets, as well as the mechanism of
miRNA-induced translational repression. However, if proven, miRNA-directed regulation of the
expression of these target genes will provide novel insights into possible causes for cancer
progression.

Another example is the relationship between miR-155 and Burkitt lymphoma (BL). miR-155 is
encoded by nucleotides 241-262 of the human BIC gene, which is on chromosome 21 (GenBank
accession number: AF402776). The BIC locus was originally identified as a common retroviral
integration site in avian-leukosis virus-induced B-cell lymphomas.*® Metzler et al.** saw a more than
100-fold up-regulation of the hairpin precursor miR-155 RNA in BL patients. Their research suggests
that miR-155 may function in cooperation with MYC or its related pathways in the transformation of
B cells and may play a role in late stages of tumor progression. It can be speculated that miR-155
directly down-regulates one of the MYC antagonists. The overexpression of miR-155 may also be
linked to the TP53 signaling pathway, known to be frequently inactivated in BLs with translocation
t(8;14).*” However, it is still an enigma how and to what extent this proposed interaction between the
microRNA and MYC takes place.

Recently, Calin et al.”! reported some intriguing findings. The distribution of miRNA genes are
not random and a significant number of them are frequently located at fragile sites (FRAs) or are close
to human papilloma virus (HPV) integration sites. FRAs are preferential sites of many crucial
processes, including sister chromatid exchange, translocation, deletion, amplification, or integration
of plasmid DNA and tumor-associated viruses such as HPV. Because HPV integration into the host
cell genome can cause mutations, such as large deletions, amplification, or complex rearrangements,
the expression of cellular genes at or near integration sites may be affected. Therefore, miR genes
located near the integration sites are possible targets of such genome alterations.”’ As miRNAs play
important roles during development, this kind of situations suggest potential causes of developmental
defects or other human diseases. They also found that 98 of 186 (52.5%) miR genes are in cancer-
associated regions,’! suggesting a close relationship between miRNAs and cancers. Several miR
genes are located in homozygously deleted regions associated with cancer without known tumor
supressor genes, such as miR-15 and miR-16, suggesting these miR genes maybe novel kind of
candidate tumor supressor genes.”' Some miR genes are near breakpoint regions. For example, miR-
142 is located at 50 nt from the t(8,17) break and this translocation brings the MYC gene near the miR
gene promoter resulting in oncogene MYC overexpression. Another intriguing findings is that there
exists a strong correlation between the location of specific miRs and Homeobox (HOX) genes.”' The
miRs are located inside or near HOX clusters. The miR relating HOX gene, such as HOXB4, HOXBS,
HOXC9, HOXCI10, HOXD4, and HOXDS, are de-regulated in a variety of solid and hematopoietic
cancers, suggesting the related miRs may be altered along with these HOX genes in human cancers.
These interesting findings suggest a role of miRNA in human cancer and it may involve more than a
few genes.

Small non-coding RNAs have been found to have roles in a great variety of processes, including
transcription and chromosome structure, RNA processing and modifications, mRNA stability and
translation, and protein stability and transport.”>~>* Whereas oncogenes involved in differentiation,
such as transcription factors and cell-cycle control factors are targeted, and would therefore be subject
to post-transcriptional regulation. It can be speculated that cancer might arose when miRNA related
mutations occurs, including mutations in either the miRNA genes, the 3-UTR miRNA binding sites,
or in pathways which regulate the expression of miRNA.>® miRs activity can be influenced either by
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the reposition of other genes close to miRs promoters or regulatory regions (as is the case of miR-
142s/c-myc translocation) or by the relocalization of an miR near other regulatory elements.”' A
speculative model for miRNA involvement in cancers was drawn where miRs could be contributors
for oncogenesis working as classical tumor supressor genes (as is the case of miR-15 and miR-16)
or as classical oncogenes (as is the case of miR-155), whereas some miRs express abnormally so that
it causes a post-transcriptional misregulation of a tumor suppressor gene or oncogene.’'>> As in the
case of mir-15/16, mirl43/145, or mir-142, miRNAs expression might be lost or down-regulated
in some cancers. In these cases, it is possible that the miRNA might act in a different way compared
with the classical tumor suppressor genes.*> In some other cases, as in miR-155/BIC in pediatric
Burkitt’s lymphoma, expression of the miRNA is inappropriately up-regulated, commensurate with
oncogenesis,*’ leading to the idea that these miRNAs might serve the role as oncogenes. As miRNAs
can repress genes expression, if some miRNA is surpressing a tumor surpressor, the net effect could
be that the miRNA would be considered as an oncogene. Further stressing the importance of miRs in
cancer, it was shown that mutations in genes required for miRs biosynthesis cause developmental
defects and cancer, as the mutations of FMRP in fragile X syndrome, hAgo3, EIF2C1/hAgol, hAgo4
in Wilms’ tumors of the kidney, etc.

Thus there are multiple entrances for miRNA involvement in human disease, and to identify
miRNAs and their targets will likely be a helpful way for us to understand the cooperation of miRNA
pathways in diseases.> It can be predicted that the involvement of small RNAs in disease will become
an important issue to define the functions of miRNAs. Connections between small RNAs and human
diseases will only strengthen in parallel with our knowledge of small RNAs and the gene networks
that they control. Furthermore, our understanding of the regulation of small RNA-mediated gene
silencing is leading to the development of novel therapeutic approaches that will be likely to
revolutionize the practice of medicine. It can be predicted that the involvement of ncRNAs in disease
will become an important issue as we struggle to define what functions miRNAs perform.

3. SHORT INTERFERING RNAs AND HUMAN DISEASE THERAPY

The specificity and potency of siRNAs, another kind of small RNAs, suggest that they might be akind
of promising therapeutic agents, and the RNAi technology can be used to combat viral infections, as
well as to curb diseases that are caused by dominantly acting mutant alleles. Although siRNAs have
not been used to treat any human disease by now, an ever-increasing number of proof-of-concept
studies have proved potential therapeutic uses (Table II). These studies carried out to date have
focused mainly on viral infection, cancer, neurodegenerative diseases, and these are likely to be the
areas of early therapeutic efforts.

A. Short Interfering RNAs and Inhibition of Virus Infection

Several groups have now shown that siRNA can be used to interfere all the stages of the whole life
cycle of a number of RNA viruses relevant to human disease, including hepatitis B virus,””*%-8!
HCV,éO’82 HPV,60 inﬂuenza,Gz’64 and the SARS-associated coronavirus (SARS-COV),‘SS’66 etc. RNAIi
is now being used to inhibit both the cellular and viral factors that perpetuate the disease caused by
viruses.

One of the possible strategies is to inhibit virus entry into host cells. siRNAs that target cellular
receptor or co-receptor, such as CD4,5 8 CCRS,S(’ and CXCR4,5 6 effectively blocked these cell-
surface proteins expressions and their consequent functions in a gene specific manner, thus HIVentry
was impeded, cells were protected from infection and virus replication was delayed. Some other host
genes that are essential in the viral life cycle, such as Tsg101, an essential host factor and required for
vacuolar sorting and efficient budding of HIV-1 progeny, are also potentially good targets for RNAI,
providing that they are not necessary for survival of the cell.*’
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RNA virus requires RNA intermediates. Therefore, some investigations have employed siRNAs
targeting viral structural genes or regulatory genes, which are essential for replication or package and
relatively conserved between viral strains, at multiple stages of these viruses life cycle. In the case of
HIV-1, several specific genes have been successfully knockdown, including Gag, Pol, Vif, and the
small regulatory proteins Tat and Rev. It is shown by these studies that RNAi can effectively trigger
the destruction of not only viral mRNAs, but also genomic RNAs at both the pre- and post-integration
steps of the viral lifecycle.’”->*#3 Wang et al.®® generated plasmid-mediated siRNAs to specifically
target the SARS-CoV RNA polymerase gene. The expression of siRNAs effectively inhibited viral
replication and consequently blocked the cytopathic effects of SARS-CoV on Vero cell. The results
demonstrated the feasibility of developing siRNAs as effective anti-SARS drugs.

B. RNA Interference and Cancer Therapy

According to the different mechanisms of cancer genesis and development, applications of RNAi
technology in the field of oncology have been performed from different aspects.

siRNAs have been applied to target oncogenes including those which are characteristically
mutated generically or in specific cancers, such as dominant mutant oncogenes, amplified onco-
genes, cancer-causing fusion oncogenes,*®’° and viral oncogenes®'. For example, effective down-
regulation of BCR/ABL mRNA and fusion oncoprotein has been demonstrated by multiple inves-
tigators using specific siRNAs.*>""® The amazing sequence specificity of the RNAi mechanism may
also allow for the targeting of point-mutated transcripts of transforming oncogenes, such as Ras.”’

Apoptosis inhibitors, such as Bcl-2,°” which make cell resistant to caspase-mediated apoptosis,
are another kind of targets for siRNA-technology based tumor gene therapy to promote apoptosis of
cancer cells. Polo-like kinase 1 (PLK1) is a key cell-cycle regulator that is overexpressed in various
human tumors. After transfection with plasmids containing U6 promoter-driven shRNAs against
human PLK1, levels of PLK1 mRNA, and protein in HeLa S3 cervical and A549 lung cancer cell
lines were lower than in control. Proliferation of cells transfected with PLK1 shRNA was lower than
that of cells transfected with either control plasmid, and proliferation of cells transfected with ATA-
treated PLK1 shRNA plasmids was even lower. Furthermore, in mice with human xenograft tumors,
PLK1 shRNA expression from ATA-treated plasmids reduced tumor growth to 18% and from
untreated plasmids reduced tumor growth to 45% of that of tumors in mice treated with scrambled
control PLK1S shRNA plasmids.®® Thus inhibition of the expression of PLK1 by RNAi technology
successfully induced cancer cell apoptosis.

Improving the efficacy of chemotherapy and radiotherapy in cancer has been also a potential
application of RNAi technology in cancer therapy. Overexpression of P-glycoprotein, encoded by the
MDRI gene, confers multidrug resistance (MDR) on cancer cells and is a frequent impediment
to successful chemotherapy. Thus MDR which pumps chemotherapeutic drugs out of tumors, would
be a hopeful target of siRNAs for cancer therapy.’> Yague et al.”* have expressed two different short
hairpin RNAs against MDR1 from stably integrated plasmids in doxorubicin-resistant K562
leukaemic cells and resulted in decreased MDR1 mRNA, abolished P-glycoprotein expression, and
completely reversed the MDR phenotype to that of the drug-sensitive K562 parental line. Peng et al.”*
used RNAIi to target Protein kinase, DNA-activated, catalytic polypeptide (Prkdc) in human
fibroblasts and found that radiosensitivity was increased particularly in low-dose region of 0—1 Gray.
Another case is that Chen et al.” applied a retroviral delivery system to express stably siRNA against
the unique fusion junction sequence of TEL-PDGF f R in transformed hematopoietic cells. Their
data demonstrated that stable expression of siRNA is able to sensitize TEL-PDGF § R—transformed
cells to the small molecule inhibitors imatinib and rapamycin. These investigations provided a
promising way for the treatment of cancers.

Invasion and migration are characteristics of cancer cells and play important roles in cancer
development. The serine protease urokinase-type plasminogen activator (u-PA) mRNA is
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up-regulated in human hepatocellular carcinoma (HCC) biopsies and its level of expression is
inversely correlated with patients’ survival.”” Salvi et al.”’ transfected an HCC-derived cell line at
high level of u-PA expression with siRNA against u-PA. These siRNA u-PA-transfected cells
showed a reduction of migration, invasion, and proliferation. Thus, stable expression of siRNA
u-PA could potentially be an experimental approach for HCC gene therapy. Lipscomb et al.”®
used RNAIi technology to inhibit integrin (o 6 B 4)-mediated invasion and migration of breast
carcinoma cells.

As there already have had many explorations that employed RNAi technology in cancer therapy
from variety of aspects and made some cheering outcomes. RNAi may be a new wave of cancer
therapy.

C. RNA Interference for the Therapy of Genetic and Other Diseases

In addition to viral infection and cancer, dominantly inherited diseases would seem to be ideal
candidates for siRNA-based therapy. In some cases of this kind of diseases, mutant allele is toxic,
while wild type is important, such as neurodegenerative diseases due to polyglutamine-mediated
cytotoxicity. At least eight human neurodegenerative diseases due to polyglutamine expansion-
mediated cytotoxicity, including Huntington’s disease (HD) and spinobulbar muscular atrophy
(SBMA) (Kennedy’s disease) are caused by expansion of trinucleotide (CAG) repeats,79 They are
dominant, progressive, untreatable disorders. In inducible mouse models of SCA1 and HD, disease
phenotypes can be improved when mutant allele expression is repressed.’® Thus, to inhibit expression
of the mutant gene would be sensible therapy strategy. Miller et al.*® demonstrated in mammalian cell
models that allele-specific silencing of disease genes with siRNA could be achieved by targeting
either a linked single-nucleotide polymorphism (SNP) or the disease mutation directly. Xia et al.”®
injected recombinant adeno-associated virus (AAV) vectors expressing short hairpin RNAs targeting
mutant ataxin-1 into cerebelar of a mouse model of SCA1 with polyglutamine-induced neuro-
degeneration caused by this mutant gene. This treatment profoundly improved motor coordination,
restored cerebellar morphology, and resolved characteristic ataxin-1 inclusions in Purkinje cells of
SCAL1 mice. These studies demonstrated in vivo the potential use of RNAI as therapy for dominant
neurodegenerative disease.

As target identification depends upon Watson—Crick basepairing interactions, the small RNAs-
mediated silencing processes can be both flexible and exquisitely specific. Prior to the discovery of
small RNAs, methodologies that have been exploited to achieve gene-specific inhibition to produce a
loss-of-function phenotype included antisense technology, catalytic ribozymes, homologous recom-
bination, or targeted mutagenesis. Although these techniques were successful in the past, they are
limited by expense, inefficient annealing to target sequences, and the difficulty in transmitting
mutations through the germline, respectively.®” Compared to these previous gene expression inter-
ference strategies, RNAi technology has some obvious advantages: first, high specificity: only a
single base alteration in targets can reduce the silencing effect dramatically.' So, it can be used to
achieve allele-specific silencing. Second, high efficiency: siRNAs are able to reduce the target gene
expression by more than 90%.°° Furthermore, when compared directly to each other, siRNA may
have a greater inhibitory effect than anti-sense methods in multiple cancer cell lines. Comparisons
between RNAI and ribozymes in mammalian cell culture also show that siRNA are more effective
gene silencers.”® Beyond traditional drug targets such as proteins, enzymes, and receptors which all
fall into the post-translational category, small RNAs induced inhibition offers post-transcriptional
and translational targeting.

In theory, RNAi could be used to treat almost any disease that is caused by expression
or overexpression of a native or mutated gene, providing that low expression (~10% of wild-
type) will not be toxic.”' The development of RNAi technology shows significant promise for gene
therapy.
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4. PERSPECTIVE

Previous data suggested that miRNAs and siRNAs can use similar mechanisms to suppress mRNA
expression and that the choice of mechanism may be largely or entirely determined by the degree of
complementarity between the small RNA and the RNA target.”” The in vivo siRNA expression
systems used at present are designed following the mechanism of miRNAs biosynthesis. Design-
ed miRNAs were also excised from transcripts encompassing artificial miRNA precursors and could
inhibit the expression of mRNAs containing a complementary target site.”> So both natural and
designed miRNAs can inhibit the expression of cognate mRNAs and novel miRNAs can be readily
produced in vivo and can be designed to specifically inactivate the expression of selected target genes
in human cells.”® Thus, miRNAs also possess the potential in gene therapy.

miRNAs or their targets may be directly involved in the processes that lead to oncogenesis. If it is
the truth, down-regulating the expression of miRNAs serving as oncogenes and up-regulating or
supplementing the ones serving as tumor suppressors may be useful in tumor therapy.

It has been proven that RNAi can stably repress gene expression in stem cells and reconstituted
organs derived from those cells.”** Thus, this technology possesses a potential application in ex vivo
gene therapy. Regulation of the RNAI efficiency through inducible systems should be useful for the
inducible knockdown of gene expression. Reseachers have developed etracycline or doxycycline-
inducible RNAi systems.”®"*® However, this system possesses a relatively high background of
expression in the uninduced state in certain cell lines.”” Another most widely used inducible mam-
malian system, ecdysone-inducible system, has also been combined with RNAi technology. This
system is tightly regulated with no expression in the uninduced state and a rapid inductive response,
and the components of the inducible system are inert with rapid clearance kinetics and, therefore, do
not affect mammalian physiology.99 Matsukura et al."® reported a CRE recombinase-inducible RNA
interference system. These researches have broadened the way to apply RNAIi technology. Creating
novel methods of delivering tissue-specific expressing small RNAs or even cell differentiation-
dependent expressing ones to target certain diseases are exciting goals for the future.

Small RNAs and related-machinery have close relations with the cause of some human diseases,
and they are new hopes of human disease therapy. However, there still exist so many mysteries in the
processes that small RNAs are involved in. For example, the exact buildup of RISCs is not very clear,
not even their functions. Researchers have not made out the mechanism of small RNAs clearing away.
Little is known about how miRNAs are regulated, much less about what polymerase transcribes them.
Furthermore, little is known about what signals convey the temporal and/or spatial expression of
miRNAs. This can be predicted to become an active area of research that will be highly important in
development and disease. Until all the puzzles are resolved, the detailed relations between small
RNAs and disease will be uncovered, and the application of small RNAs will be pushed forward.
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