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Fig. 1. Time schedule for drug administration and virus
inoculation.
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Fig. 2. Relation between viraly yeild by plaque forming
assay and viral DNA by PCR method.
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Fig. 3. Inhibitory effect of viral absorption by different type of oligonucleotides analogues.
Vero Cells were incubated with 10 uM of S-oligos or D-oligos at 4C for 30 minutes
under the presence of HSV- | (Miyama strain GC*, 5 pfu). After the washing cells by
PBS, cells were incubated at 37C for 24 hours. Viral yield were assessed by plaque
forming assay and viral DNA were measured by PCR. (A): plaque forming assay, (B):
PCR method.
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Fig. 4. Time dependency of inhibitory effect of viral absorption by S-oligos. Vero Cells were
incubated with 10 uM S-oligos at 4C for different time course (=15, —30, —60, 0, 15,
30, 60, 120 minutes) under the presence of HSV-I (Miyama strain GC*, 5 pfu). After
the washing cells by PBS, cells were incubated at 37C for 24 hours. Viral yield were
assessed by plaque forming assay and viral DNA were measured by PCR. (A): plaque
forming assay, (B): PCR method.
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Fig. 5. Dose dependency of inhibitory effect of viral absorption by S-oligos. Vero Cells were incu-
bated with S-oligos in different concentration at 4C for 30 minutes under the presence of HSV-
| (Miyama strain GC*, 5 pfu). After the washing cells by PBS, cells were incubated at 37C
for 24 hours. Viral yield were assessed by plaque forming assay and viral DNA were measured
by PCR. (A): plaque forming assay, (B): PCR method.
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Anti-herpetic activities of oligonucleotides

Assessement by PCR method—

Yoko Shoji'¥, Miki Norimatsu?, Misa Yoshida?,
Jingoro Shimada'? and Yutaka Mizushima?®

" Institute of Medical Science, St. Marianna University School of Medicine, 2-16-1, Sugao Miyamae-ku,
Kawasaki 216-8511, Japan
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We synthesized antisense oligonucleotides toward to immediate early pre-mRNA4/5 of herpes
simplex virus type I (HSV-1). We've found that complementary sequences of splicing site pos-
sessed potent anti-herpetic activities in in vitro assay. Since sequences contatining consecutive G
sequences showed sequence non-specific anti-herpetic activities, it might involve another mecha-
nism other than antisense manner. In this study, we studied inhibitory effect of oligonucleotides
on virus absorption onto the cell membrane. Virus yeild absorped onto the cell membrane were
measeured by PCR technique. It was obviously recognized that phosphorothioate oligonculeotides
showed inhibitory effect on virus absorption onto the cell membrane in the early phase of infec-
tion. This inhibitory effect was recognized in a range of 0.5-10 4« M concentrations.



