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TARGETED THERAPY OF RESPIRATORY SYNCYTIAL VIRUS BY
2-5A ANTISENSE

Hagen Cramer, James R. Okicki, Mei Kuang, and Zan Xu <= Ridgeway Biosystems,
Inc., Cleveland, Ohio, USA

o Respiratory syncytial virus is a leading cause of respiratory disease in infants, young children,
immunocompromized patients, and the elderly. Previous work has shown that RNase L, an antiviral
enzyme of the interferon system, can be recruited to cleave RSV genomic RNA by attaching tetrameric
2" 5'-linked oligoadenylates (2 5A) to an antisense oligonucleotide complementary to repetitive intergenic
sequences within the RSV genome (2 5A antisense). RBI034, a 2'-O-methyl RNA-modified analogue
of the 2 54 anti-RSV compound, was found to have enhanced antiviral activity in cell culture studies
while also cleaving RSV genomic RNA in an RNase L- and sequence-specific manner. RBI0O34s
efficacy in suppressing RSV replication in cell culture is 50 to 100 times better than ribavirin, the only
approved drug for RSV infection. Here we show that the activity of 2 5A antisense compound can be
Sfurther enhanced by a combination treatment with interferon or ribavirin. The anti-RSV activity
resulting from combination treatment is more potent than either treatment alone. We also demonstrate
that RBI0O34 is effective against RSV in three different species: mice, cotton rats, and African
green monkeys.

INTRODUCTION

Respiratory syncytial virus (RSV) is a nonsegmented negative strand RNA virus
belonging to the family Paramyxoviridae, subfamily Pneumoviridae.!"! Immediately
after entering the cell, the RNA-dependent RNA polymerase transcribes
10 distinctive mRNA species by recognizing GS (gene starting) and GE (gene
ending) elements of each gene.”! The first nine RSV genes have a conservative
intergenic GS element (AUUUGCCCC) in the 5 region of each individual gene.
Human RSV is a highly contagious virus, which infects all age groups. Outbreaks in
the United States frequently reach epidemic proportions during the winter months.
RSV causes severe respiratory disease in infants, children, and the elderly with
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weakened immune function.™ Unfortunately, no effective treatment for RSV
infections exists. The benefits of the only approved drug, ribavirin, have been
questioned.”’! Therefore, the need for new anti-RSV drugs or therapeutic measures
remains high.

We and others have previously described a promising antiviral strategy by
targeting RSV infections with 2-5A antisense, thereby recruiting the cellular
antiviral nuclease RNase L to specifically cleave RSV RNA."”) RNase L is a
ubiquitous cellular ribonuclease that is activated by 2',5"linked oligoadenylates (2—
5A)."% However, RNase L has little sequence specificity. In order to recruit RNase
L for the sequence specific RNA cleavage, a 2-5A moiety was linked to a guide
sequence complementary to the targeted RNA. Thereby, the 2-5A moiety binds
and activates RNase L, while the antisense portion directs RNase L to the targeted
RNA molecule, resulting in degradation of the RNA.["' 1!

RESULTS AND DISCUSSION

The most potent 2—-5A anti-RSV antisense compounds discovered as of today
are RBI034 and RBI245. Their antisense parts are entirely composed of 2-O-methyl
nucleosides including three phosphothioate internucleotide linkages at either end
resulting in increased in vivo stability, improved affinity for the RSV genomic RNA,
and enhanced cleavage activity. RBI034’s 2—5A part is linked to the antisense part
by two butane diol linkers, while RBI245’s moieties are linked by one tri-
ethyleneglycol linker. Synthesis was performed similar to published procedures.”
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FIGURE 1 Synergistic anti-viral activity by combination treatment of RBI245 with interferon. HEp-2 cells were
pretreated with IFNo2, B, or v at concentrations between 200 and 800 U/mL. After 20 h, cells were infected with
RSV at an m.o.i. of 0.01 and treated immediately with RBI245 as indicated. Progeny viral release was determined at
day 4 after infection when there were no viable cells remaining in the RSV control. No cytotoxicity was observed
for any of the compounds either alone or in combination using the CellTiter 96 AQueous Cell Proliferation
Assay (Promega).
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Combination treatment of ribavirin and RBI034 at low concentrations demonstrat-
ed a potent protection against RSV infection in cell culture, much more efficient
than either treatment alone. The synergistic activity of combination treatment was
confirmed by neutral red uptake assay, Taqgqman PCR, ELISA (fusion protein), and
progeny virus titer measurement.

Combination treatment of interferon and RBI245 at low concentrations
demonstrated synergistic protection against RSV infection in cell culture. Activity
was confirmed in neutral red assay, Tagman PCR, and viral titer measurements
(data of viral titer measurements shown in Figure 1).

RBIO34 and RBI245 are Reducing RSV Infections in
Animal Models

RBI245 reduced viral titers from over 2000 to about 100 PFUs in mice when
RBI245 was given intranasally at a concentration of 10 mg/kg every other day on
day 1, 3, and 5 after and once 6 h before RSV infection (5 x 10° PFU by i.n.). Viral
titers were determined from lung homogenates at day 6 after infection. RBI034/
RBI245 reduced RSV infection in cotton rats when delivered by intranasal drops or
by aerosol. When administered intranasally, RBI034 was effective in reducing viral
titers at a dose, whereas ribavirin is completely ineffective (Figure 2).'”l RBI245 was
effective in reducing viral titers in cotton rats when delivered by aerosol for 15 min/
day using a reservoir concentration of 50 mg/mL RBI245 in water (Figure 3). In
comparison, cotton rats need to be treated for a minimum of 2 h a day with
ribavirin at such concentrations to be effective.!"*"" Similar results were obtained
with RBI034 (not shown). RBI034 was able to reduce viral titers in African green
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FIGURE 2 RBI034 is effective in reducing viral titers in cotton rats when delivered intranasally. Cotton rats were
infected i.n. with virus (I x 10° TCIDj3). Cotton rats were treated with either 100 uL of water, 13.5 mg (180 mg/kg)
of ribavirin, or 4 mg (50 mg/kg) of RBI034 in 100 uL water directly after, and on day 1, 2, and 3 after infection. On
day 4 animals were sacrificed and RSV titers of lung fluids quantified.
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FIGURE 3 RBI245 is effective in reducing viral titers in cotton rats when delivered by aerosol. Cotton rats were
infected in. with RSV (1 x 10° TCIDj). Cotton rats in group DO received 15 min of aerosolized RBI245 (nose-
only treatments, solution strength 50 mg/mL) immediately following infection and on day 1, 2, and 3. Cotton rats in
group DI received 15 min of aerosolized RBI245 on day 1, 2, and 3 after infection. On day 4 animals were
sacrificed and the RSV titers in the lung fluids quantified. Particle size and aerosol concentration was determined
using an Anderson 8-stage compactor: MMAD = 1.35 um, aerosol concentration = 0.252 mg/L, estimated achieved

dose = 1.2 mg/kg/day.

monkeys by up to 10,000fold over control animals when administered
intranasally."”’

CONCLUSION

2-5A antisense compounds RBI034 and RBI245 were found to be effective
anti-RSV agents suitable for clinical evaluation. Activity was demonstrated in three
species using different routs of administration. No toxicity was apparent. The
enhanced activity seen during combination treatments of RBI034 with interferons or
ribavirin offers hope for a possible new treatment regiment against RSV infections
in humans. Further in vivo efficacy and toxicity studies are ongoing.
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