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Paving the Road for RNA Therapeutics

1,2,3,4,5 1,2,3,4,5,%

Niels Dammes and Dan Peer

Therapeutic RNA molecules possess high potential for treating medical condi-
tions if they can successfully reach the target cell upon administration. However,
unmodified RNA molecules are rapidly degraded and cleared from the circulation.
In addition, their large size and negative charge complicates their passing through
the cell membrane. The difficulty of RNA therapy, therefore, lies in the efficient
intracellular delivery of intact RNA molecules to the tissue of interest without induc-
ing adverse effects. Here, we outline the recent developments in therapeutic RNA
delivery and discuss the wide potential in manipulating the function of cells with
RNAs. The focus is not only on the variety of delivery strategies but also on the
versatile nature of RNA and its wide applicability. This wide applicability is espe-
cially interesting when considering the modular nature of nucleic acids. An optimal
delivery vehicle, therefore, can facilitate numerous clinical applications of RNA.

Current Landscape of Biopharmaceutical Industry

For many years pharmaceutical companies have relied on small-molecule therapeutics to generate
drugs. These small molecules bind to pockets of target proteins such as enzymes, receptors, or
other proteins, mostly in an antagonistic way. By doing so they interfere with a certain biological
process resulting in a therapeutic effect [1]. While small-molecule drugs possess certain favorable
characteristics (such as ease of production, possibility of oral administration, favorable pharmaco-
kinetics, and the ability to pass through the cell membrane), their potential is limited as they rely on
the druggability of the target. Whether a biological target is druggable or not depends on a variety of
factors such as the presence of suitable pockets in the protein structure in which small molecules
can dock, a suitable size to accommodate binding, and the degree of polarity. Docking into a deep
cavity is crucial in achieving sufficiently high binding affinities (generally with a Ky in the nanomolar
range or better) [1]. It is estimated that out of the ~20 000 human proteins, only ~3000 are
druggable [2]. As of 2017, approved drugs targeted only 667 human proteins [3]. This not only
indicates that more drugs can be developed to reach the 3000 druggable targets, but also
highlights that the vast majority of 20 000 human proteins remain undruggable.

To tap into this unexplored potential, we need to look beyond small-molecule drugs. Over the
years, more complex, biological macromolecules such as monoclonal antibodies (mAbs) have
entered the pharmaceutical arena. Major benefits of their use, compared with small-molecule
drugs, include long half-life, ability to target a broader group of proteins (due to the vast mAb
repertoire), ability to be engineered to widen their applicability and increase their specificity, and
lower toxicity. Disadvantages of the more complex biological macromolecules include more com-
plicated pharmacological profiles, higher cost of production, and limits in route of administration
(mostly intravenous) [4].While small molecules still dominate the pharmaceutical market, biologics
have started to gain a higher share in the last few years. In 2018, 17 of the 59 newly approved
drugs were biologics [5,6]. Altogether, this shows that besides traditional small-molecule
drugs, larger biomolecules are becoming increasingly important to treat diseases.

In line with the trend of developing more specific and efficacious medicines, a new therapeutic
avenue is gaining momentum: that of nucleic-acid-based therapy. Examples of such therapeutic
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agents include the use of oligos [7], plasmid DNA [8], mRNA [9], ribozymes [10,11] (see
Glossary) and RNAi-related nucleic acids such as miRNA [12], siRNA [13], and short hairpin
RNA (shRNA) [14]. While the use of mAbs are limited to cell surface receptors or secreted
proteins, nucleic acids can interfere with protein expression itself and therefore circumvent the
druggability issue during drug development.

While clinical development of RNA therapeutics has faced decades of significant challenges in
terms of potency and immunogenicity, in recent years, the field has gained some momentum
with the recent approval of two siRNA-based drugs patisiran and givosiran [15,16] within a
short period of time. This, combined with a well-filled clinical pipeline of MRNA therapeutics
[17], shows the potential of clinical development of RNA therapeutics in the coming years.
Because of the rapid developments in this field, this review focuses specifically on RNA
therapeutics, its delivery, challenges, and finally, the outlook on clinical applications.

Types of RNA Therapeutics

RNA therapeutics span from antisense oligonucleotides (ASOs), siRNA, miRNA, mRNA, RNA
aptamers, short activating RNA (saRNA), to single guide RNA (sgRNA) for CRISPR/Cas9
systems. Below, we discuss each of these classes of RNA therapeutic molecules.

ASOs

ASOs are short, single-stranded oligonucleotides that are complementary to a target mRNA to
which they hybridize and thereby modulate protein expression. ASOs can be based on both
DNA and RNA [18].While classical ASOs are DNA based and act by formation of DNA-RNA
hybrids that serve as a substrate for RNase H, other ASO functionalities also exist and open
the door for RNA-based ASOs. For example, ASOs can hybridize close to the start codon and
sterically interfere with translation or hybridize to untranslated regions and sterically interfere
with RNA-binding proteins (Figure 1). Besides inhibiting translation, ASOs can also increase
translation efficiency of the target protein by sterically inhibiting the translation of an upstream
open reading frame and can alter splicing by binding to splice sites or to exonic/intronic inclusion
signals [19]. An example of an advanced stage RNA-ASQ is a splice-modulating oligonucleotide,
QR-110, that is currently being investigated in clinical trials for use against a severe type of
inherited retinal dystrophy (Table 1) [20]. Furthermore, other types of RNA-ASOs are anti-miRs
which bind directly to the mature strand of the target miRNA and block its functionality [21].
Locked nucleic acids (LNAs) enhance the functionality of anti-miRs by increasing their stability [22].

SiRNA and miRNA

siRNAs are short (20-25 nucleotides), double-stranded RNA molecules that use the RNAI path-
way to degrade a target mMRNA in a sequence-specific manner. Upon delivery into the cytoplasm,
argonaute (AGO)2 cleaves the passenger (sense) strand and the guide (antisense) strand of the
siRNA is loaded into the RNA-induced silencing complex (RISC). The guide strand then guides
the RISC to the target mMRNA which is recognized and cleaved (Figure 1). The RISC and guide
strand can be recycled and therefore one siRNA molecule can drive the cleavage of multiple
mRNA molecules resulting in highly efficient gene silencing [23].

Another type of RNA that uses the RNAi pathway are miRNA mimics (Figure 1). miRNA mimics
are synthetic, double-stranded RNAs that mimic a naturally occurring miBRNA. These miRNA
mimics can replenish altered miRNA functionality. For instance, in certain types of cancer,
miRNAs that silence oncogenes are downregulated and miRNA mimics can give a therapeutic
effect in such cases [22]. For examples of sSiBNA and miRNA therapeutics that are currently in
advanced clinical trials for various disease indications, see Table 1.
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Glossary

Asialoglycoprotein receptor
(ASGR): a C-type lectin that is highly
expressed on hepatocytes and removes
desialylated glycoproteins from the
circulation.

Endosomal escape: when a payload
is internalized through endocytosis, it
enters endocytic vesicles called
endosomes. The payload needs to
escape from the endosome in order to
reach the cytosol, failure to escape
results in transport to late endosomes
and eventually lysosomes resulting in
degradation of the payload.

Enhanced permeability and
retention (EPR) effect: a theory by
which high-molecular-weight
nontargeted drugs accumulate in cancer
tissues or tissues with inflammation due
to hypervascularization and leaky
vascular walls.

Locked nucleic acid (LNA): nucleic
acid analog that possesses a 2'-O, 4'-C
methylene bridge that reduces the
flexibility of the pentose ring. LNAs have
higher resistance against nucleases and
altered hybridization properties.
Macropinocytosis: ingestion of
extracellular liquid and dissolved
molecules by cells.

Ribozymes: RNA enzymes; RNA
molecules with catalytic activity.
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Image of Figure 1

MRNA

The concept of transfecting mRNA directly into cells instead of transfecting DNA has been around
for a few decades [24,25]. mRBNA is seen as a safer alternative to DNA [26] for therapeutic pur-
poses such as protein replacement therapy, as it degrades quickly leading to no concerns
about potential adverse effects from long-lasting expression or genomic integration. However,
MRNA expression is more difficult to regulate than DNA expression, which remains a concern
in MRNA therapy, as possible toxicity can arise from mRNA expression at off-target sites, leading
to unwanted protein expression. For instance, unspecific expression of factor VI, factor IX, and
interleukin-12 has been shown to be dangerous [27]. Strategies that are commonly used for
spatial control of DNA expression (such as use of transcription factors, inclusion of tissue specific
promoters [28]) and for temporal control [such as the use of transcriptional on/off switches,
e.g., tetracycline-responsive repressor (TetR) [29]] are not available for mMRNA control. This,
along with the unstable nature of MRNA, has delayed its potential for in vivo applications, and
the field of mMRNA therapeutics received a major boost only as advances in chemistry created
more stable modified nucleotides (see later) and sophisticated regulation systems for mRNA
expression were generated. MRNA therapeutics have found a role in protein replacement therapy
[e.g., vascular endothelial growth factor (VEGF)-A delivery after myocardial infarction] [30], vaccines
for infectious diseases (e.g., expression of viral antigens in dendritic cells) [31,32], or for in vivo
production of mAbs [33]. For examples of mMRNA therapeutics that are currently in advanced
clinical trials for various disease indications, see Table 1.

RNA Aptamers

Aptamers are short single-stranded oligonucleotides that can consist of both DNA and RNA.
Aptamers were first generated in 1990 using the Systematic Evolution of Ligands by Exponential
Enrichment (SELEX) selection method. Using SELEX, aptamers that selectively bind small molec-
ular ligands or proteins with high affinity and high specificity are selected from a library [34,35]. To
date, only one RNA aptamer has received FDA approval: pegabtanib, which is used for treatment
of age-related macular degeneration (mechanism of action is the binding to the VEGF isoform 165)
[36]. Several other aptamers are currently being investigated in clinical trials (Table 1). Besides the
therapeutic potential of RNA aptamers, aptamers are also used solely as targeting moaieties to aid
delivery of other RNA payloads such as siRNA (see more discussion in the section ‘Delivery of RNA
Therapeutics’).

saRNA

saRNAs are 21-nucleotide, double-stranded, noncoding RNA that possess two nucleotide over-
hangs on both ends [37] (Figure 1). saRNAs are initially loaded on the AGO2 protein where the
passenger strand is cleaved. The saRNA-AGO2 complex then enters the nucleus and binds to
promoter regions of genes to enhance transcription [38]. In a study by Zhao et al., a combination
of saRNA and siRNA was used to modulate the balance between the transcription factors CCAAT/
enhancer-binding protein a and 3 (CEBPA, a tumor suppressor and CEBPB, an oncogene,
respectively), where saRNA-driven activation of CEBPA decreased proliferation and migration
in the differentiated hepatocellular carcinoma (HCC) cell lines [39]. saRNAs have recently

Figure 1. Overview of Different Mechanisms of Action of Different RNA Therapeutics. (1) Without therapeutic RNA
molecules, the translation of a pathogenic protein proceeds without inhibition (shown in the broken line box). (2) ASOs
hybridize to the target mRNA, while the (3) SIRNA/mIRNA mimics utilize the RISC in the RNAi pathway to (4) inhibit
translation of target mRNA. (5) Overexpression of a therapeutic protein that counteracts the function of the pathogenic
protein can be done by delivering the mRNA of the therapeutic protein. (6) saRNA can be delivered to the cell where it
binds to AGO2, is imported to the nucleus, and in turn activates an endogenous gene. (7) A more permanent approach to
remove the pathogenic protein is by gene knockout using Cas9 and sgRNA RNPs. Abbreviations: AGO2, argonaute 2;
ASO, antisense oligonucleotide; RISC, RNA-induced silencing complex; RNP, ribonucleoprotein; saRNA, small activating
RNA.

758  Trends in Pharmacological Sciences, October 2020, Vol. 41, No. 10

Cell

REVIEWS



Cell

REVIEWS

(ebed xau uo panuRUo9)

650267 0LON

901596 10LON

09G17E€C0LON

8/8161c0LON

£200.E¥ LOLON

G€2¢c9¢0LON

081¢8800.LON
62085} 10LON

GE€6S900LON

6685777 10LON

81G€1Z00LON

1091 200LON

Jeynuep! 10
92962+ 70LON

€V 1E1L6E0LON
/52¢08/E010N

¥9/285¢010N

Jegquinu
e} [eoluD)

LL0C

€l0c

Gl0c

10C

3104

010¢

010¢/600¢

010¢

L1L0C

800¢

8002

(pe1sod 1su1)
Jes A

610¢

610¢
810¢

Sloc

(persod 1s.y)
Jes A

| 5By

I 8seud

lII/11 9SeYd

I/1 ©seyd

| 5By

II/1 eseyd

| @seyd

qll eseud

Il 8seyd

I eseud

| 8seyd

obels
[eaulo

I/1 ©Seyd

lIl/11 9seUd
II/1 ©seyd

I eseud

obels
[eaulo

[0J8180U0-1] PalenST

Bwoone|d ainsofo
o|6ue Arewud einoy

Ayredoinau
ondo olwsyos|
JOLISJUE ONLISHBUON

BWoUIe
Je|njjeooreday peouBAPY

Jooue Jan||
Arepuooss Jo Arewiid

BUIOUIDJED
[BOILI0D0UBIPY
SI0WN] BULIOOPUSOINEN

Jowny piog

SNUIA [enAouls
Aloresdsal yym pajosjul
sjualred jueidsuesy BunT

BWSPS Jenoew onagelq
Ayredouns. onsegelq
uolezie|Nosenosu
[eploJoyD

uoneJssusbep
Jenoew pajejl-aby

B)juaBuU0d BIyoAUOAYDEH

8sEaSsIp JO UoIPUOD
esojuswbid shiuney
sisoinewe
[enusBuoy s JegeT
esojuswbid shiuney

SIS0Iqy ONsAD

8Se3S|p J0 UORIPUOD

6 9dA} up@sy/UISInaNS
8SBUBAUOD UIB10Jdoid

2 esedsen uonos(ul [ealyAeAUl

| @Seury| al|-0jod uoisnjul "A'l
J0}o8}
yimo.b [ellsyiopus
JEINJSEA pue

uieoud s|pulds uIsaury] uoisnjul “A’l

SNUIA
[enfouAs Aiojeldsal jo
ul0.d pisdesosionN

uonnjos pezjngsu
10 uopeleYy|

108d1d uonosful [eaiyneU|
uonoalul

VO unessy| [euoIseesiy|
uopelisiuiwpe

186.e1 [eoibojolg 10 810y

aueb uisdopoys 8} JO HEZd ueIniy

(uoneinw xge6sA0 d)
06¢ Uleioid [ewioso.us)

(V2HSN Jo £} uoxe) uLeysn

(uoeInw 80G4V) Joreinbeu
9OUBIONPUOD SUBIGUUISWSURI] SISOIQ OISAD

196.e) [OIBOjI0Ig

SMaIABY SIU Ul passnosiq solinedelsy ] N4 SNOLEA JO Sel ] [EOIUlD JO MaIABAQ “| 8jde ]

uoIsnul “A'l

dNT-VNdIS

VN

(SJTVYNS)

sepoiped pidi-pioe

olgoNu 9|0elS

(syNd's 2)
odNT-YNHIS

VN

VN

VN

SIOIYSA

uoNoaUl BBl

uoNo8Ul [eayARIUl

U008l [ealyARIU|

uolerRyul

uolelsiuwpe
10 810y

VNYIS 20S0d-NTv
VNYIS 2001-1dO
VNYIS L0S080-INML
VNYIS 20dSA-NTV
VNYIS LOASH-NTV
VNYIS GG98250-4d
VNS LoLaL

VNYIW pue YNYIS

VN Jo 8dAL arepipuen

VN oSy  €2Li-HO
VN oSy 0k -HO
VN oSy  elgy-Ho
wN oSy 010-HO

B[oIYyeA

S8pnoejoNUOBIo 8sussiuy

VNd

Jj0edAl  eyeppue)

759

Trends in Pharmacological Sciences, October 2020, Vol. 41, No. 10



Cell

REVIEWS

781 189E0LON
¥69S06€0.LON
00¢¢S H70LON

79980+E0LON

/81¥71880LON

G0Z1S8E0LON

00800%7E0LON
02£668E0.LON

2/G090€0LON
91¥65E0LON

221265¢010N

Sy 18C0LON

/6801GE01ON
96¢01+9¢01LON

L0E8ESGE0LON
6Gv/2¢c0LON

¢1905¢2¢01ON
8£980810.LON

9G616G10LON

65¢9/91010N

Jeyusp! 10

810¢

210¢

610C

610¢

81L0¢

L10¢
L10¢

Sl0c

v10c

8L0¢
Sloc

810¢
14504

¥10C

€10c

414

[4104

(pe1sod isuy)
NEEY

Il 9Seud

Il seud

Il 8seyd

Il 9Seud

Il 8seyd

Il eseud

| 8seyd

I 8seud

| 8seyd

Ill 8sByd
Ill 8sByd

Il eseud

| 8sByd

Il 8seyd
e||/q| 8seyd

| 8seyd

Il eseud

| adAy
eunexosedAy Arewld

asess|p ake Aig

|0J48188j0Y0 1011 Perens|q
BlWws|0I81s8|0yoIedAH
(syusreninbe s Jo)
9SEaSIp JeNOSEAOIPIED
21}0JB[0S0JOYY

elwe|oue)sejoyoIedAH
[eliweq snobAzowoH

[0491S810Y0-T1] PeleAS|T
8SEeSIp JeNOSeAoIpIed
2110J8[0S0JoYIY

[0Je188/040-T10'T
perense pue
>SU Jejnosenolpeo ybiH

Juswuredw [eusy

(syusreninbe s Jo)
9SEaSIp Je|NOSeAoIpIed
110J8|0S0IBUIY

|018188|040-T1a pPerensq
AKiabuns oeipseo
Buimolio} My 10} st
uonouny yelb pakeeq

sisoiqy
Areuowind ojyyedoip)

sIsoJqyy olredeH
uoisuepedAy Jenoo
euwoone|p abue uedp
JOOUBD D[}B8IOUBH

wse|dosu pljos
1ueUBIeW paoueApY

490ued Jljealdued

85B8SIP IO UOIIPUOD

| 8SEPIXO PIOBAXOIPAY

| Joquuisi
A Allleyans [puueyo
uopeo [enusiod
Jojdeoal Jusisuel |

€9d

/¥ uig104d o0ys jesH

Joldeodal
olbieualpy-29

SN 9SBeuly Uielold

2vyd3

SvdM

186.e1 [eoibojolg

uonoslul *0's

uolelsiuiwpe
olweyydo

uooalul *0's

uopoaful “A'l

uoisnul “A'l

uonelisiuiwpe
oweyydo

uoIsnjul “A'l

uoisnjul ‘A’l

a|posu
Asdoig punoseJin

oldoosopus
Buisn [ejownyenu|

uonesiuIWpe
10 8Inoy

VNIS-OVNIED

VN

VNIS-OVNIED

VN

dN1

VN

VYNYIS [ewosodr]

awosod|| [elnaN

XuUew ouswAjod
a|qepelbepolq
ainjeluin

SOIYSA

VNIS

VNdIS

VNdIS

VNY!s

VNdIS

VNY!s
VNd!s

VN4IS

VNdIS

VN Jo 8dAL

(ueaisewn)
LOO-NTV

LOOLTIAS

OSSOd-N'1v

¢001-IdO

0c0s-¢01-aN

¢LOOVOIAS
o0y

VNY!s
pareinsdeous

-0d0d

d3d01-dcols

siepipuen

(penuiuoo) * | Bige L

760  Trends in Pharmacological Sciences, October 2020, Vol. 41, No. 10



Cell

REVIEWS

(ebed )xeu uo panuRUod)
6856EY70LON
98€80¢70LON

(g oseud)
20720v0LON
606/¥8E0LON

L12691701ON

¥7G620¢70LON

61779¥6E0.LON

£92¢695€01LON

1€9809€0LON

6¥7¢c//E01LON

¥¢c/y/E01LON

£26€8.E0L0ON

6771EG70LON

628652601L0N
20E786E0LON

8771 ¥8E0.LON

(A1 ©seUd)
81710270LON
1920+520.LON
2082988010N
£86/66E0L0N

6¢829/26010N

S¥¢/1¥E0LON
¢0}+Z17E0LON
06/752E0LON
S 17/.6€010N
1/86¥SE0LON

0c0¢

610c

610¢

610¢

610c

610¢

810¢

810¢

810¢

810¢

810¢

6+0¢

810¢
610¢

610¢

610¢

810¢

810¢

Il 8seud
| 8seyd

Il 8seyd

| 5By

| @seyd

Il eseud

| 8seyd

| 9sBY

| 9sBYd

| 8seyd

| 9sBYd

Il 9Seyd

Il ©seyd

| @seyd

Il 8sByd

Il ©seyd

II/1 ©seyd

DJi 8seyd

uonosjul
[eliA g stiteday oluoIyD

2 9dA1 pue | adAy
eunexosedAy Areuwld

BUWoUDIEO
180 [eUBM ||80 Jes|D)

shyedsyores)s
2I|0YOO[BUON

Aousiolep uisdAnnuy- Lo

Jeos oydospedAH

uoleInw
@z -Dsesy yim siusied
Jodued dljealoued

uonosUl
[eliA g shifeday oluoIyD

elwepldisig

BILBUOIOIWIOIAYD [eljiue
elapLeoA|BUIedAH
AyredoAwoipeo

UM (H11v)

SISOPIoJAWE unaAyIsues |

SISOpIojAWe unaJAyisues
Aeypaiay ‘SISOpIojALY

uolsuapadAH
aseas|p Jebieg
Ayredouydeau 6|

AyredoinauAjod
Juedsuel) Jon|

1s0d uoissalboid Y] [y
AyredoAwoipieo

Yim g1 1vy

aseasIp Jonl| Aousiolep
uisdAinuy -0 edA) 7z

eliydows

uabnue
90euns g siiiedsH

\/ eseusBolpAysp
918108

g 10308}
a|qonpul-exodAH

ch
aseusBoIpAyep-4g/ |
Pl0J81SAXOIPAH

(Lwv-2) uisdAnnue- 1o

10 JUBINN

10108} YImoub
8NSSI} 8AI}08UU0YD

Sive)d

uabnue
aoepns g shiiedeH

¢ upyoud
)| upsiodoibuy

€0 upjoidodijody

unaiAyisues |
uaBouisuslolbuy

GO euodwoo
Juswie|dwo)

unaJAyisues

uisdAiiue
|-D JO JUBININ

ulquioipuy

uonoslul *o's

uonosful *o's

uoisnul “A'l

uooalul *o's

uoioalul *o's

uonoaul "o's/ Pl

uoIsnju “A'l

uooalul *o's

uonosful *o's

uonoalul *o's

uooalul *o's

uooalul *0's

uonosful *o's

uoisnul “A'l

uopoalul *o's

uonoalul *o's

UOIRBINWLIOY wy AIH L

VNd!IS-OXeO

uonenWLIO) pwy NIH 1L

UOIBINWLIOY w AIH L
uonenWLIO) i AIH 1L
VNHise-do
SOW0SOX]
paALep (|80

[ewong
[BLUAYOUBSBIN

VNYIS-OVNIED

uonenwLIO) w INIHL

UOIBINWLIOY wy AIH L

VNYIS-OVNIED
VNIS-OVNIED

VNUIS-OVNED

dNT

VN4IS-OVNED

VNIS-OVNIED

VNdIS

VNdIS

VNdIS

VNdIS

VNdIS

VNY!s

VNdIS

VNdIS

VNY!S

VNIS

VNdIS
VNdIS

VNY!S

VNdIS

VNY!S

VN4dIS

6868-"NI"

OXHd-d0d

¢dIH-0Ogv

ASH-O4dv

1VV-0dv

0LO0LXT1O

(Sewosox3))
VN4IS g 1oseir

(sngH-40a)
9v£99d

EONV-Ogv

€00dV-0dv

(ueaisunp)
2098d L I-NV

LOLOV-NTV
(uedisipwa))
GOO-NTV

(saIpnis uoisuedxa
[oce)) ueuisiied

COLVV-NTV

(uearsny4)
ELV-NTV

761

Trends in Pharmacological Sciences, October 2020, Vol. 41, No. 10



Cell

REVIEWS

20970¢00LON

91S70200.LON

¢S0109€0LON
LE¥E09E0LON

2¢959085¢01ON

0ceeLLE0LON

89¢5598¢0.LON

299¢19¢01ON

861696C0.LON

¥18297¢0LON
060805¢0.LON
0c¢v00¢0LON

629€6¢1701LON

0920/¢701LON

¥18528701LON

8Ly I70LON

6602 L070LON

Jeynuep! 10

S00¢

G00¢

810¢
810¢

Sloc

810¢

910¢

gl0c

Sloc

G10c/0L0c

0c0c

020c

020¢

610c

610¢

(pe1sod isuy)
NEEY

I/l ©seyd

I/l ©seyd

I 8seud

| 5By

| 8seyd]

|l eseud

I 8seud

| 8seyd

| 8seyd

Il eseud

I/l ©Seud

I eseud

ell/| eseud

I/l ©SeUd

Il eseud

obels
[eaulo

BUWOUBBIA

BUWOUBBIA

plojey
Buiesy punopp

Blweyne|ewoyduwAiT

saploBuNy SISOAN
euwoydwA|
192 | snosueinD

BUWOIPUAS s, pod)y

siiedeyolesis
0I|0YOO[eUON|

Jooued

Bun |90 [ews-uoN
ewiolsyi

-0saW [edna|d ueubien

O siiedsH

NyS U BLWOUIOIED ||80
snowenbs snosueiny

(e)ureyoidodi
ewse|d psyersg

sisoiqy o1sAD

iop
usdAnuy- 1o

Jeos olydoipedAH

85B8SIP IO UOIIPUOD

OSeUISOIA]
00LdD
UIAAING
ov-oben
Lv-ebe
Y-Uepn

9SBeUISOJA |
00LdD
UIAAING
ov-obe
Ly-ebeN
V-UeeiN

6¢-diu
ege-diu

GG g

GG g

Le-diw

L01/e0-diw

9l-dgiu

Zgh-diu

g-x0Q ‘g-491
(e)uieyoidodr
JUNgNs O [pUUBYD
wnipos feleynd3
uisdAnnuy - 1o
Joj08) yimoub

ONSSI} 8AI}08UUOD

186.e1 [eoibojolg

uoposful pl

uonoelul ‘'l

uopoelul ‘'l
uonoslul ‘'l

uoisnjul "A'l
uonoalul
[eJowinye.ul
pue ‘0's

uoisnul “A'l

uooalul *o's

uopoalul *o's

uoIsnjul “A'l

uooalul *o's

uopoalul
[eUOISaeIU|

uooalul *o's

uonnjos pezjngsu
1o uonefeyy|

uonoalul *0's
uonos(ur p'l

uonesiuIWpe
10 8Inoy

VYNYHW paxa|dwod
-8UIWEl0Id

VN

|048188|0UD

VN

VN
VN

JeNEeDH

(S|eoIuIW [eus1oeq
Buinjuou) AQ3

VN

opnded JawAodoo
auisAl-euipsiH
VNYIS-OVNED

VN

VNUIS-OXED

VNyise-do

SIS

VYNgWw

VNgW

OWIW-HiW

diw-juy

Hiw-nue
PAYIPOW-YNT
Hiw-nuy

diw-fjuy

oWIW-HIW

Hiw-nue
PBYIPOW-YNT]

VNdIS

VNdIS

VNY!S

VNIS

VN4IS

VN Jo 8dAL

BUI00BA
VNHW Bwouee|

3UI00BA
VNHW BWOUBBIA

VNdW
L0Z-OdIN
OLL-OdIN

(usssew0qoD)
901-OdIN

G/E£6884VS

(9.20vazv)
G¢l-94d

syiwobe |

USSIIABAIN

G0.d1Ss

068 DNV

OEN3-Ogv

1V1v-d0d

LOLLNEG

aleplpued
(penuiuoo) * | Bige L

762  Trends in Pharmacological Sciences, October 2020, Vol. 41, No. 10



Cell

REVIEWS

(ebed 1xeu uo panuRUoo)

¥886¢8E0.LON

1866£.E80LON

68626EC0.LON

980€+2E0LON

¥7¢897E0.LON

¢L.v9LE0LON

866E¢EE0LON

E70SYEE0LON

G8£9/0€0LON
6807 LOS0LON

G0¥¢8EE0LON

¢L.v9LE0LON
188268€0LON
8./81EE0LON

€€2017¢01LON

GELLYcc01ON

2G¥918¢01LON

L72¥89101LON

¢LEEC6001LON

610c

810¢

8102

810¢

810¢

210¢

210¢

210¢

yANVS
210¢

210¢

210¢
610¢
L10¢

Sloc

v10c

¥10C

c¢loe

600¢

| 8seyd

| @seyd

| 8seyd

| 8seyd

VN

I/1 ©seUd

II/1 8seyd

| 9SBYd]

| 8SeYd]

| @seyd

| 9sBYd]

I/1 ©seyd
I eseud

| 8seyd]

| 8seyd

| @seyd

| 8seyd

| 8seyd

I/1 ©Seyd

uoljo8yul
snuIA BAUNBUNXYIYD

SelouBUB|eLL PSOUBAPY

uonosul
ezusnjuresed uewny
pue sninownsudeiew
uBwnH

seley

SewIoujpIeo0USpR
10811 9A1ISehIg

J80UBD
Bun| (|80 [feLws-uoN

SaloUBUBIBU POOUBADY

ezZUBNU|

BZUBN|U|
UON08JUl SNUIA BYIZ

uolosyUl
snJInoeBaWoIAD

J80UBD
Bun| (|80 [fews-UoN

BUWOUBBIA

siownj pios

BUWOUBBIA

seley

OdanNL
BUIOUB[BIN

J80URD
Bun| (|80 [fews-UuoN

QYW SnJIA
eAunBuUNYIYD-NUY

Age-TI
5l
710vXO

uabnue [ean

u1e104dooAIB
SNUIA Seloey

usbBnue Jown|

(--OnN

pue ‘¢ |G ‘UnIANS
2O-39OVIN ‘LO-IOVIN
‘1-0S3-AN)

susbijue Jeoued

Bun| |90 [ews-uou XIS

puebl| 0rXO
BZUSN|UI
usbiuy 6NZH
BzUsNjul
usbpue gNO LH

usbnue [esn

susbiue [l

suabnue
pajeloosse-Jown |

(pazireuosiad) suabnue
pajeIoosse-Jown |

17007184
L'e001a4d
¢'c0071a4d
L Loo1ad

u1e104dooA|6
SNUIA Selgey

SHN Ag payiuep!
susbiueosu pue
OgNL 10} YV 1 pateys

suebljue ewoueel

suabnue
Pa}eI00SSe-IoWwn |

uoIsnjul “A'l

uonoslul
[eJownye.u|

uonosful 'p'l

uonosur “wrl

uooalul *o's

uonosful 'p'l
uonoalul
[eJownye.u|

uonosful ‘'l

uonoelul ‘'l

uonoelul ‘'l

uonosfur ‘wr

uoposlul ‘'l

uonoslul Wl

uoisnjul “A'l

uonosful 'p'l
uonosfur ‘wr

uoIsnjul “A'l

uopoa(ul ‘pou

uonosful ‘'l

dNT

dN1

dN'T

dNT

VN

ABojouyosy
@BNIOYNY

dNT

dNT

dN1
dN1

pssojosipun

ABojouyosy
@BNIOYNY

VNgW
pereinsdeous pidr]

WYNHW paxa|dwod
-ewiosodr]
ABojouyosy
@BNIOYNY

Xd1-VNY
paseg-a6ieyo

pue -ozis Arejeudold
VN

ABojouyosy
@BNIOYNY

VNgW

VNgW

VNgW

VYNgW

VNgW

VNgW

VNgW

VYNgW

VYNgW
VYNgW

VNgW

VYNgW

VNgW

VNgW

VNgW

VNgW

VNgW

VYNgW

P61 -VNdW

¢S/¢-YNgW

991 VNHW

202N\

VNHW
usbnue-osN

(6v819€e1 19)
2026/N0

9lve-VNHW

LGBBEETVA

Ory90G VA
G2ELVNHW
Sy L-VNdW
Lv9L-VYNdW

6¥819¢€} 19

G 17-VNdW

LIH3N-0dn

LOCLNO

71L1LING

¢0071d4/10071dd

026/

763

Trends in Pharmacological Sciences, October 2020, Vol. 41, No. 10



Cell

REVIEWS

268.750LON
¥¢1¢/E10LON

6¢/.92600L0N

92¢6v¥70LON
¢96682¢E01ON
8G0SG I8E0LON
8.26987770LON
8¢/89E70LON
10208E70LON

22¥0.¥¥01LON

069018E0.LON
S0679070LON

8761 /860LON

Jeynuep! 10

[4104
LL0C

600¢

0c0¢

L10¢

0202

0c0c

0c0¢

610¢
610c

610¢

(pe1sod 1suy)
Jes A

Il eseyd

| 8seyd]

| 5By

| 8seyd

| 8seyd

Il eseud

I1/11 eseyd
I/1 ©SeUd

Il ©seud

II/1 eseyd

| 8seyd

| 8seyd

obels
[eauo

BunuIwNge
snyjjew seeqelp g odA |

JuswUedWI [UBY

snsoyewsyifie

sndn| ojweISAS

snylew seyeqelp g adA |
sosessip

Aioyeulurelul O1uoIyD

61-AINOD

SJoWN} PIoS OlyeIselow
10 PBOUBAPE A|[e00T]

BUIOUB[RU PadUBARY
I1l/11 ©6e3s
J18dued [B10810|0)

6+-AINOD

6+-AINOO

BlWSPIOe DIUCBWIAYIBN

SNUIA BYIZ

wse|doau oielsels|N

8SBSSIp JO UOIPUOD

g pueb)|

(ow
aule1SA0—8UIBISAD)
auowsyD

uieloid
ads 2-\0D-SHVS

suabnue
P8}el00SSe-JoWin |

sulold 2-A\0D-SHYS
pasojosipun
SuIe101d0ooA|B
¢-N\OD-SdVS
8SeINW v/ 8WAZUB00
-JAuorewiAYeIN
pasojosipun
4S0-ND

ON4|

ysnsg -1

osg -l

196.e) [eolbojolg

uopoalul *o's
uoposlul Al

uopoalul Wy

uoisnjul “A’l

uonosfur ‘wr

uopoalul Wy

uoIsnjul “A'l

uonoslul “wr

uonoalul
[ejownyeiu

uopessiulwpe
10 810y

perelAn3d
‘YNY-T

dNT

Xd1-VNY
paseg-abieyo
pue -azis Aejeldoid

dNT

dNT

dN'T
dNT

Xd1-VNY
paseg-a6.ieyo
pue -ozis Arejeudold

SIOIYSA

Jowreidy

VNgW

VNgW

VYNgW

VNgW

VNgW
VNgW

VNgW

VNY Jo odA|

9€3-XON
siouwreldy YNY

NOOUAD

(257861 204)
2ZLINg

¢9L1INg
€221-VNdW
0.8-VNHW

€68 -VNdW

(000} ¥ 7HVS)
LELING

alepipue)
(penunuoo) | Bjge L

764  Trends in Pharmacological Sciences, October 2020, Vol. 41, No. 10



REVIEWS

Cell

*J90UeD 1sealq aAlrebau-a|dul ‘OGN ‘usbiiue pareloosse

-Jowin} ‘Y1 ‘S[eolineoeuLIBld peaymo.lly Ag Aleniep YN paiebie) pejeipalu-pueb| 1o} wiogeld ‘a[nosjowl IYNY palebie ‘i NIHL ‘snosueinogns +o's {Bujousnbas uopelsusb-1xeu ‘SON ‘ejqedldde jou ‘YN
‘aoipedoueu pidi| ‘dNT {PIoe Dlejonu Padoo] ‘YN SNOUSABAUL “A'l {BPOUBIUL “'POoU’l LJBINOSNLUEIUL W'l {UMNSpeUl ‘|| ‘Uolepalul ‘N4| (fewlspedul “p'l tojoe) Buienwiis-Auojoo ebeydoloew-a1ko0nuelb ‘4S50
-ND 'sfeoneoeuLEd BUISOI] AQ UOEINULIO YNHIS Aejeudold “TOx[eD !sfeonnedeuLieyd XIIO Ad YNY Buuspeiur ouewiiAse Bune.peusd-|ieo Aejeudod ‘yNHIse-do ‘Anful Asupi 8o ‘[yy :SUOHeIn8I0qY o
‘[18] pue ‘[GZ] ‘., Wouy eyep Buisn pa|iduod sem 8|ge] "PauoiusWUL S| 81epIpueD YNY Yoes Joj aBe)s [eolulld peoueApe 1SoW 8y} AUQ,

765

BWOUIOJED
o1sAd plouspy
Mo8U/pesy
JO UBS 8} JO BLIOUIOIED
ll92 snowenbs L-9O1d/8/2d71L uonoe(ul VNYSs
¢0016CE0LON 210¢C | seyd BWwIoueeiN 40 UoneAoy [elouwnieiuy VN Buipoouon ¢0+8NO
BUYO
oloedoueu
JOOUED JOAI uisjoud Buipuig [ewosod|
¢+09122010ON 910¢ |©9SBUd  BUWOUIOIED Jejn|jeooredaH Jeoueyus 1vvo0 uoisniul "'l @STTOILHVINS VNYes Vdg30-11N
VNges
€G179EE0LON 210¢ |l seyd | eseesip Jpsebiels
uoneJssusbep G Jusuodwoo (S061-04V)
061298€010N 1102 || 8seud Jenoew payeje.-aby JsWwe|dwo) uonos(ul [easyne.u| VN Joweydy BInwizZ
9seas|p [eual abe)s-pul
9686.0¢0LON 102 oseyd elwsuy
asessip palelAin3d
0v0L69+0LON 4104 Il seyd OlUOIYD JO elwBUY uipioday pasojosipun ‘YNd-1 Joweydy 76H-XON
GG 12 70LON 610¢ I/1 ©seyd ewiolse|qoln
JOOUED OlJESIOUEH
6€1891E0LON yANOS 1/l ©seyd J8dUe0 [B10810|00
€€512¢S10LON 4104 Il 8seyd ewojeAw ajdiyniA
elusyng|
oseyd oAooydwiA| oluoyd | 10108
1/6/987 L0LON L LOC Il ! | PENUBP-BWONS
uoejueldsuel} gl pueb| (ow O-X-0) perelADad
8269/600.L0N 6002 | 8seyd 190 wejs snobojoyny supowsyd uonoafur ‘Al ‘YNd-1 Jowreidy ¢IV-XON

Trends in Pharmacological Sciences, October 2020, Vol. 41, No. 10



progressed to the clinical setting as well, and the first saRNA-based clinical trial is currently ongoing
(clinical trial number': NCT02716012; Table 1). This clinical trial uses liposomal nanoparticles,
termed SMARTICLES, encapsulated with saRNA that activates the CEBPA gene for treatment
of patients with HCC. CEBPA is considered a master regulator in normal liver function and its
expression is decreased in HCC. Lowered CEBPA expression is seen in many liver abnormalities
and increasing CEBPA expression in HCC might result in improved therapeutic outcome [40].

gRNA for CRISPR/Cas9-Directed Knockout

The development of CRISPR-Cas9 gene editing technology (Box 1) has further pushed the devel-
opment of RNA therapeutics to the forefront. The codelivery of Cas9 mRNA and sgRNA against a
certain genomic target has promising applications for gene knock out strategies (Figure 1). While
in a laboratory setting, many options are available for the introduction of the Cas9 protein and
sgRNA to cells, including plasmid DNA, viral transfection, or electroporation, but this does not
easily translate to an in vivo clinical setting. [43]. Therefore, the most realistic method right now
involves ex vivo manipulation of cells with re-introduction of edited cells into the body [44].

Chemical Modifications to Increase RNA Stability and Decrease Immunogenicity
While the field has seen significant progress, some of the major obstacles in RNA therapeutics are
the unstable nature (due to the high stability and activity of RNases) and high immunogenicity of
the RNA molecules [45]. Both single-stranded and double-stranded RNA molecules induce the
production of type | interferons and various other proinflammatory cytokines through multiple sig-
naling pathways, involving Toll-like receptor (TLR) 3, 7, or 8, or retinoic-acid inducible gene (RIG)/
melanoma differentiation-associated (MDA)5 [46,47]. The high immunogenicity combined with
low RNA stability necessitates chemical modifications of the RNA molecule to make advance-
ment to the clinic more realistic. Such modifications can involve alterations of the ribose group,
the phosphate backbone, the RNA termini, or modification of the nucleobases themselves [45].
For example, modifying the ribose on the 2'-O position dramatically increased the in vivo potency
of sSiRNA. At least 13 ribose modifications have been reported previously and especially 2'-OMe,
2'-F, and 2"-O-methoxyethyl modifications turned out to be highly successful for increasing siRNA
serum stability [45]. Effective phosphate modifications include phosphorothioates (PSs) and
borine-modified phosphorus (boranophosphate). Such modifications replace nonbridging
phosphate oxygen atoms with either sulfur or borane, leading to nuclease- resistant nucleotide
linkages [45,48]. Another popular modification is the phosphorodithioate linkage (PS2) that
replaces both nonbridging phosphate oxygens with sulfur [48]. Furthermore, as the RNA termini
are vulnerable to exonucleases, protecting them is equally important. This has been done by
including inverted thymidine residues at the 3' end [45]. Other strategies towards stabilizing
RNA termini have included addition of palmitic acid [49] and the covalent attachment of aromatic
compounds (such as phenyl, hydroxylphenyl, pyrenyl, and naphthyl derivatives) to the 5' sense
strand of siRNAs [50].

Box 1. The CRISPR/Cas System

The CRISPR/Cas system, a form of acquired immunity in bacteria and archaea, has been hamnessed as a genome-editing tool
and has also revolutionized the field of RNA therapeutics. The CRISPR system consists of two distinct classes (1 and 2). Class 2
is the most frequently utilized for genome editing applications, in particular, CRISPR/Cas9. CRISPR/Cas9 requires the CRISPR-
associated nuclease Cas9 along with a gRNA. The gRNA consists of two RNA molecules: the CRISPR/RNA (crBNA) and the
transactivating RNA (tracrRNA). To simplify the tool, these two RNAs are combined on a single guide RNA chimera (sgRNA)
[41]. While the gRNA guides the Cas9 nuclease to a specific genomic location, the Cas9 cuts the DNA, resulting in a
double-strand break, which in eukaryotes can be repaired by two mechanisms: nonhomologous end joining (NHEJ) and
homology-directed repair (HDR). The more prominent of the two DNA repair pathways, NHEJ, is prone to introducing indel
errors during the repair causing frameshift mutations resulting in premature termination of translation, generating a knockout
of the gene of interest. When an HDR (donor) template is introduced, HDR-directed repair can be utilized, which enables
correction of mutated genes, insertion of genes, or replacement of genes [42].
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Delivery of RNA Therapeutics

The major challenge in RNA therapeutics is delivery and difficulties in intracellular uptake of RNA
molecules due to the large molecular weight and negatively charged phosphate backbone that
hinders internalization [51]. Previous studies on systemic administration of naked RNA has re-
vealed that their pharmacokinetic profile is generally poor [52-54]. While chemical modifications
of the RNA molecules dramatically increase the stability and decrease the immunogenicity, intra-
venous injection of naked RNA remains challenging where multiple barriers hamper RNA uptake.
Cellular barriers include difficulties in both passing of the cell membrane as well as the subsequent
endosomal escape. While other RNA molecules might be hampered with these cellular barriers,
naked mRNA delivery somewhat circumvents these barriers as dendritic cells actively internalize
naked mRNA by micropinocytosis [55,56]. Another barrier is the mononuclear phagocyte
system (MPS), which effectively clears administered particulates through phagocytosis [57]. Al-
though the smaller RNA molecules such as siRNA are not taken up by the MPS, a disadvantage
of the small size is the increased clearance rate by the kidneys as the glomerular filtration barrier
limit is about 8 nm [57]. Kidney clearance is therefore the major obstacle for intravenous admin-
istration of naked RNA. Fortunately, including PS modifications decreases the rate of kidney
clearance of RNA molecules by increasing binding to plasma proteins, thereby increasing the
serum half-life of the administered RNA [58].

When naked siRNA is injected intravenously, generally high doses are required. A study from
2012 reported that when <200 mg/kg siRNA was administered, the plasma concentration
30 min after injection was ~90% lower than 5 min after injection. At 2 h after injection, there
was virtually no siRNA left in the plasma (<2%) due to rapid clearance by the kidneys. Even in
partially nephrectomized rats, the clearance of siRNA was rapid. Higher dosages like 800 and
1200 mg/kg, however, yielded better results, which was mirrored in monkeys [52]. The fact
that the clearance rate is slower with the higher doses indicates that the high dose, at least
partially, saturates the kidney clearance system. However, the clearance is still fast and such
high doses are clinically irrelevant both from a financial and safety point of view. Furthermore,
the transient nature of siRNA will require multiple doses and dosing multiple times at such high
concentrations seems unrealistic.

Local administration seems to be the more viable way of delivering naked RNA. Naked siRNA has
been successfully delivered to eye, brain, and tumor tissues when injected locally [59]. Likewise,
naked MRNA has also been successfully delivered locally to the heart. In 2018, Carlsson and
colleagues reported efficient uptake of naked mRNA encoding VEGF by cardiomyocytes when
injected directly into the heart. This resulted in an improved cardiac function in an animal model
of myocardial infarction [60]. Especially for vaccination purposes, naked mRNA delivery is an
option as dendritic cells actively internalize naked mRNA by micropinocytosis [55,56]. Other
strategies that have been successful for naked mRNA delivery include intradermal injection of
mRNA using hollow microneedles for expression in the skin [61], and injection of self-amplifying
MRNA resulting in prolonged protein expression [62]. Below, we discuss several delivery strate-
gies that have been developed to enable safe and efficient delivery of RNA therapeutics.

RNA Conjugated with a Targeting Moiety

The attachment of an active targeting moiety such as an antibody to the RNA can aid in both
tissue/cell targeting and in internalization into target cells. Although it does not directly protect
the RNA against degradation, it facilitates accumulation into the cells of interest [63]. Important
characteristics of the targeting moiety are presence of active groups for conjugation purposes,
good binding affinity, and reduced immunogenicity [64]. A recent notable success story of RNA
conjugated to a targeting moiety is givosiran, which has been recently approved by the FDA.
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Givosiran is composed of SiRNA conjugated to three N-acetylgalactosamine (GalNAc) molecules.
GalNAc binds the asialoglycoprotein receptor (ASGR) with high affinity and internalizes siRNA
into the hepatocytes rapidly, although endosomal escape remains an issue, like in other delivery
strategies [65]. This liver-specific uptake makes GalNAc suitable for siRNA delivery to the liver for
hepatic diseases.

Antibodies are a popular choice as targeting moieties due to their specificity, high affinity, well-
defined structure, and long in vivo circulation time [66]. Multiple studies have used antibody—
siRNA conjugates (ARCs) with different methods of linking the antibody to the siRNA molecule.
These conjugation methods can include either a covalent attachment (e.g., Sugo et al. used
maleimide/thiol chemistry [67]) or a noncovalent attachment (e.g., Ibtehaj et al. used protamine as
a linker using its electrostatic interactions with siRNA [68]) (Figure 2A). Moreover, linkers that allow
for attachment between the siRNA and antibody can be made cleavable. A feature of cleavable
linkers is that once the conjugate enters the target cell, the siRNA and antibody separate, which
can alter the intracellular tracking including endosomal release and RISC loading [69-71]. pH
sensitivity and photosensitivity are examples of strategies used in cleavable linker design [63].

An alternative to the use of full-length mAbs is the use of smaller antibody derivatives such as
single-chain variable fragment (scFv ) [72] (Figure 2B). Examples of such applications include
the delivery of CXC chemokine receptor (CXCR)4—siRNA for HER2™ breast cancer therapy [73]
and CD44-siRNA targeted by a scFv against epidermal growth factor receptor (EGFR) in triple-
negative breast cancer [74].

Aptamers

Aptamers have been used to direct therapeutic RNA molecules to target sites [75] (Figure 2C). In
terms of specificity and affinity, they are highly comparable to antibodies but are smaller, have a
higher stability, and are easier to generate [76]. In 2018, Zhou et al. used an RNA aptamer against
gp120 (the exterior envelope glycoprotein in HIV that drives its entry into the host CD4* T cells) to
deliver anti-HIV siRNA to infected T cells. The siRNA induces transcriptional gene silencing by
targeting specific sites within the viral promoter, resulting in suppression of HIV infection and pro-
tection of CD4* T cells in mice [77]. Another study used an RNA aptamer against prostate-
specific membrane antigen (PSMA), a cell-surface receptor that is highly upregulated in certain
prostate cancers, to target prostate cancer cells in a mouse xenograft model engrafted with
PSMA* human cancer cells. The RNA therapeutic delivered in this study was the CRISPR/
Cas9 system against polo-like kinase (PLK)1. The results demonstrated high cell-type-specific
delivery that translated into antitumor activity in vivo [78].

Lipid Nanoparticles

Initially developed as carriers for in vivo siRNA delivery [79], lipid nanoparticles (LNPs) are complex
and large structures (~100 nm) that also have been used to deliver large RNA molecules such as
mRNA in vivo [80]. LNPs can encapsulate large amounts of RNA [81] and protect them against
RNase degradation and renal clearance (Figure 2D) [82]. Addition of polyethylene glycol (PEG)
lipids has been proven to enhance LNP circulation time due to the steric barrier it creates around
the LNP surface that protects the LNPs from interactions with plasma proteins, typically opso-
nins, that would target the LNPs for degradation by the MPS [83]. In fact, the use of PEG-lipids
has become the standard since novel microfluidic mixing systems require the steric barrier pro-
vided by PEG to facilitate self-assembly. However, the use of PEG-lipids is a double-edged
sword as the downside is that the same steric barrier inhibits interactions with the cell membrane
and subsequent endosomal escape of therapeutic RNA [84]. Therefore, fine tuning of the amount
of PEG-lipid and the length of the PEG chain is pivotal.

768  Trends in Pharmacological Sciences, October 2020, Vol. 41, No. 10

Cell

REVIEWS



Trends in Pharmacological Sciences Ce“:)ress
REVIEWS

(D) « (E)
% \“MW”/ 2

4\.‘ ; ‘ ;\" ‘/..
= § 2 o” ¢ =3

TR e

Trends In Pharmacologlical Sclences

Figure 2. Examples of Delivery Vehicles for Different RNA Payloads. (A) Antibody conjugated to RNA molecules
which can be mediated by using for instance positively charged protamine (shown as plus signs). (B) Conjugate of RNA
with a single-chain variable fragment (scFv). (C) RNA-aptamer conjugates. (D) RNA encapsulated in lipid nanoparticles
(LNPs). Cationic or ionizable lipids (shown in green) aid in encapsulating the RNA payload through electrostatic
interactions. This way, the RNA is encapsulated in inverted micelles. Cholesterol (shown in grey) provides stability to the
LNPs. The surface of the LNPs are generally coated with PEG (black lines). Reactive groups such as maleimide (purple
triangles) can be linked to the PEG and are used to functionalize the LNPs with targeting moieties (chemical conjugation of
targeting moieties). (E) Cationic polymers can encapsulate RNA therapeutics by electrostatic interactions.

The interaction of PEG-lipid with the plasma proteins upon injection results in release of PEG from
the LNP, which further complicates optimization of the LNP formulation. An important study in
2013 reported on the desorption rate of PEG-lipids from the LNPs into the aqueous phase.
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This desorption involves a transition state that requires a large amount of free energy. The length
of the hydrophobic chain influences the amount of energy required to enter this activation state;
the longer the hydrophobic chain, the more energy is required and hence the lower the in vivo
PEG-lipid desorption rate. The results demonstrated that PEG-C18 desorption is low (0.2%/h),
while initial desorption rates of PEG-C14 is ~2%/min [85]. Due to the positive and negative effects
of PEG-lipids on in vivo intracellular RNA delivery, an optimal balance is required and, in most
cases, including ~1.5% PEG-lipid (as percentage of the total lipid composition) is ideal. An
increased concentration would result in a decrease of RNA delivery and can only be compensated
by including shorter chain PEG-lipids (e.g. PEG-C14) that will enhance RNA desorption rates [85].

Polymers

Cationic polymers are well suited for the delivery of RNA due to their positive charge, chemical
diversity, and compatibility with various targeting moieties (Figure 2E). Polymers can be linear or
branched polymers, or consist of many branched repeats such as in the case of dendrimers
[86]. Examples of the use of polymers for RNA delivery include polyethyleneimine (PEI) for the
delivery of siRNA [87] and self-immolative polycarbonate-block-poly(a-amino)esters (dynamic
materials that function as polycations that can lose their cationic charge to enhance endosomal
escape) for mRNA delivery [9,88]. Dendrimers are popular for RNA delivery due to their tunable
structure and monodispersity (all dendrimer molecules are as similar as possible and of a well-
defined size upon synthesis). These hyperbranched macromolecules can be functionalized with
many functional groups for use in, for instance, ligand attachment when targeted delivery is
required [89,90]. Dong et al. described an example of targeted dendrimers for RNA delivery in
2018 where dendrimers encapsulated with siRNA were targeted with the RDGK peptide,
which can target both the tumor endothelium (through o33 integrin) and the tumor cells them-
selves (through neuropilin-1 receptor targeting). Using that system, the researchers silenced
the cancer survival gene Hsp27 in vivo and achieved significant anticancer activity [91].

Moving to the Clinic

Since the FDA approval of the RNA therapeutic, pegaptanib (Macugen) in 2004 [92], the field of
RNA has not progressed far. Besides the general difficulties in intracellular delivery of oligonucle-
otides to the cell/tissue of interest, RNA molecules are notoriously unstable due to the presence of
ribonucleases. As discussed here, advances in nucleic acid chemistry combined with suitable
delivery vehicles boosted the field, and these efforts eventually crystalized into the approval of
the first siRNA-based drug, patisiran in 2018 [15]. Since then, the field of RNA therapeutics has
received a boost, and this is evident when looking at the clinical pipeline that contains a wide
range of RNA therapeutics at all stages of clinical development for a variety of medical conditions
[34,983] (Table 1).

During the clinical development of patisiran, the LNP delivery vehicle seemed by far the most
advanced and suitable carrier for siRNA delivery in vivo. The reason LNPs were so successful in
hepatic gene silencing was due to the ability of ionizable LNPs to adsorb apoliporotein E (ApoE)
in the circulation, giving rise to a natural targeting ligand that binds with high affinity to the low-
density lipoprotein (LDL) receptor that is widely expressed on hepatocytes [94]. In late 2019, a
second siRNA drug, givosiran, was approved [16]. Instead of LNPs, givosiran was delivered as a
GalNAc-conjugated siRNA. Both currently approved siRNA-based drugs thus have a strong pref-
erential uptake in the liver but use distinct mechanisms (ApoE vs GalNAc) [16,94].

Based on studies that led to givosiran, it seems that GalNAc-based siRNA delivery strategies
have some important benefits over LNPs. In terms of toxicity, ease of production and the required
dose frequency, GalNAc is superior [95]. Furthermore, GalNAc-based strategies can be
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administered subcutaneously [96] as opposed to intravenously for LNPs. LNPs also require
an extensive premedication regime to deal with infusion-related reactions [97]. Because of
this, many siRNA candidates currently in the clinical pipeline are based on GalNAc or similar con-
jugates (see the siRNA section in Table 1). Alnylam currently has three candidate drugs in Phase llI
studies (fitusiran, lumasiran, and vutrisiran)". A fourth one, inclisiran, showed positive results in
Phase Il studies and is currently under review for approval [98]. Arrowhead Pharmaceuticals
has two candidates in Phase Il studies (ARO-AAT and JNJ-3989)" and Dicerna is building a
clinical pipeline with three programs (Phyox, RG6346, and Shine)".

Multiple mRNA therapeutics are also being developed: Moderna has two candidate drugs in
Phase Il and an impressive early stage pipeline’; CureVac has several candidates in Phase I
and BioNtech has one candidate against melanoma in Phase Il and many candidates in
development“!. Moreover, the recent outbreak of severe acute respiratory syndrome coronavirus
2 (SARS-CoV-2) has resulted in accelerated development of several mMRNA vaccines: mRNA-
1273 (Phase Ill) by Moderna; BNT162 (Phase II/1ll) by BioNTech; and CVnCoV Vaccine (Phase 1)
by CureVac (Table 1).

While siRNA and mRNA candidates are the most abundant, dozens of other RNA therapeutic
candidates have also entered clinical trials (Table 1). Indeed, four RNA-based ASOs are currently
under clinical investigation: QR-010, QR-421a, QR-1123, and QR110, all developed by ProQR.
Furthermore, anti-miR and miRNA mimics, including miravirsen, SAR339375, cobomarsen, and
MRG-201 are all currently in Phase Il clinical trials (Table 1).

While the first clinical trial with the in vivo delivery of CRISPR/Cas9 components was launched
recently (clinical trial number: NCT03872479), the delivery is via viral vectors [35]. This might
soon change as several studies have reported on the in vivo delivery of CRISPR/Cas9 compo-
nents using RNA-LNP in animal models. Notable examples include: delivery of Cas9 mRNA
with LNPs (although viral vectors were used to deliver the sgRNA and repair template) to correct
a fumarylacetoacetate hydrolase splicing mutation in a mouse model of hereditary tyrosinemia
[36], and delivery of both Cas9 mRNA and sgRNA with LNPs to knockout the mouse transthyretin
gene, resulting in >97% reduction of serum proteins levels that lasted for at least 12 months [37].

Concluding Remarks and Future Perspectives

This review covered the recent advances in delivery of RNA therapeutics. Various RNA payloads
were described with different roles, ranging from overexpression to silencing and knockout of the
target gene. The versatility of RNA molecules makes them popular therapeutic agents for a wide
range of medical conditions. However, issues with delivery have slowed down the field of RNA
therapeutics for many years. Poor cellular uptake, fast clearance from the circulation, and the
induction of immune responses have necessitated optimization of both the RNA molecules as
well as the delivery vehicles. Chemical modifications of RNA molecules truly boosted the field of
RNA therapeutics and facilitated the shift from completely encapsulated RNA nanoparticles to
the use of less complex RNA conjugates (e.g., GalNAc). The ability to protect RNA molecules
from degradation in vivo turned out to be crucial as early attempts with RNA-based therapy
resulted in direct enzymatic degradation eliminating any therapeutic potential [95]. Additionally,
the discovery of circular RNA (circRNA) provided the scientific community with even more possi-
bilities to protect and deliver therapeutic RNA. As circRNA is stable against exonucleolytic decay,
it might become an important agent for therapeutic applications for longer-lasting effects [99].

There is, however, still plenty of work to be done to advance the dream of RNA therapy. For
example, most RNA-based therapeutics are chemically modified RNAs and it is important to
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Outstanding Questions

What options can to be explored to
enhance endosomal escape for RNA
therapeutics?

As mRNA is expensive and difficult to
deliver intracellularly, could saRNA
replace mRNA to boost expression of
endogenous genes, leaving mRNA
dedicated only for the introduction of
exogenous proteins (such as for
vaccines or Cas9)?

How can we overcome the problem
of saturation of certain intracellular
components (such as AGO2) in
situations where multiple RNAs are used
to maximize efficacy for simultaneous
silencing/knockout of one gene and
overexpression of another gene?
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pay attention to potential adverse effects of these modifications. Not only does modified RNA
differ structurally from unmodified RNA but it can also affect the functionality. Therefore, some
caution is necessary when focusing on an improved pharmacokinetic profile of synthetic RNA
molecules with disregard to altered biological functionalities that might not be directly visible. To
address this issue, a new class of RNAs has been explored. These are the bioengineered RNA
agents (BERAs), which are made and folded in living cells and demonstrate favorable stability in
human cells. They could represent a more natural alternative to the extensively chemical modified
RNAs currently used [100].

Furthermore, in terms of delivery of RNA therapeutics, most strategies have focused on the
‘low-hanging fruit’ by delivering the RNA to the liver and most drug candidates have hence
focused on liver- and kidney-related diseases (with some upcoming potential in the central
nervous system as well) [101]. Future ambitions should focus on sites in the body that are
harder to reach such as leukocytes that are dispersed over the body and intrinsically hard to
transfect. Currently, it seems that this necessitates the inclusion of targeting moieties such
as peptides, antibodies, other proteins, polysaccharides, and more. Besides cell targeting,
such targeting moieties might also aid in enhancing internalization of the payload.

Internalization and endosomal escape is a real bottleneck in RNA delivery. While a small fraction of
SiRNA release in the cytosol is sufficient for knockdown, other RNA-based approaches still lack
potency due to endosomal entrapment, and we wonder how delivery systems can enhance
this (see Outstanding Questions). This is not trivial, as can be seen from the use of PEG, which
on the one hand is a critical component in many delivery systems, while on the other hand, it
inhibits endosomal escape.

While most delivery efforts for small RNAs such as siRNA are now invested in GalNAc-
based or similar conjugates, larger delivery vehicles such as polymers or LNPs should
not yet be disregarded. This is because other vehicles might aid in the improvement of
extrahepatic delivery. We and others have demonstrated the feasibility of accurately
targeting specific cell populations in vivo in animal models by functionalizing the surface
of the delivery vehicle with targeting moieties [102—110]. Therefore, for leukocyte-implicated
diseases such as chronic lymphocytic leukemia or autoimmunity, tumors with insufficient
enhanced permeability and retention (EPR) effect or any other condition where specific
targeting to the cell of interest is critical, a variety of delivery vehicles such as LNPs and
dendrimers that can be functionalized with targeting moieties, are in high demand [111].
Perhaps, including targeting moieties can also bring down costs by maximizing accumula-
tion of the therapeutic agents at the cell/tissue of interest. This is especially important for
mRNA, which is expensive to prepare and might therefore be universally less accessible
(see Outstanding Questions).

In conclusion, the field of RNA therapeutics has seen major developments at multiple levels
(targeting, RNA modifications, delivery vehicles, etc.) and a wide variety of different RNA mole-
cules are currently at different stages of (pre-)clinical development (Table 1). Owing to the invested
efforts, RNA therapeutics moved from unrealistic dreams to genuine realities and many actors in
the field are determined to drive the RNA revolution to the next level.
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