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RT PCR to check the purity of 40S sub unit. RNA was isolated from 408 subunits
purified from Hel.a cells and semi quantitative RT PCR was performed to detect 185
and 285 IRNA.
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Dose dependent inhibifion of HCV IRES mediated translation in vifre by SLRef
RNA. Different concenirations (0.5 — 100 pmol) of small RNAs were added
independently to the in vilro transhtion reactions of HCV bicisironic RNA and
Inciferase adivily was measured. (A) Percentage FLuc aciivity represenis the dose
dependent effect of varions small RNAs of on the HCV IRES mediated translation.
(B). Percentage RInc activity represenis the effect of varions small RNAs on the
cap-dependent translation in the same sef of experiments. (C&I)) In vifro translation
of HCV bicisironic RNA in presence of different concentration of SLRef or SLRetHf

RNA’s.
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Representative polysome profile of Rep2a cells. RNA was solated from polysome
fractions and free fractions io qoantify the HCV RNA level in polysome and free
fractions.
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Effect of mSLRef on HCV RNA translhation. The SLRef and mSLRef RNA was
incobated along with capped HCV bicisironic RNA in RRL reaclion, then
amalyzed for Inciferase activily. FLuc adivily (representing HCV IRES aciivily)
has been ploited to demonsirate the effect of SLRef and the mmntant mSIRef RNA
on the HCV IRES function.
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Schematic representation of pSUPER constructs
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Fig.S7
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Schematic representation of the blocking of HCV IRES and ribosome
interaction by SLRef RNA. The puotative position of ribosomal proiein 85 on
the 408 is indicated. SLRef binds 1pS5 and apparenily blocks the HCV IRES-
408 interaction site to inhibit translation (Adopted from Spahn et al 2001)



Fig. S8

R-Luc F-Luc
HCY alone 2458949141329 130964 .2+:17949
SLRef 2232545+154671 193441743647
NSP 21451244+157740 124720::14357

Table depicting hxciferase values obtained in Figure 6B.
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