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Table and bar diagram for relative quantification of bands in figure 2C:

Table and bar diagram for relative quantification of bands in figure 1C:
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Supplementary material

Densitometric quantification of miRNA Northern hybridizations
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Supplementary figure 1. (A) Southern analysis of targeted clones, Lane 1 – wild-type ES cells showing hybridization of 5' external
probe to a 6.5 kb HindIII fragment. Lane 2 – heterozygous clone showing hybridization to an additional 5.3 kb fragment. Lane 3 –
homozygous clone showing hybridization to only 5.3 kb fragment. Lane 4 – Ago2-null ES cells showing hybridization to a 6.1 kb
fragment resulting from deletion of floxed exon 13 and neomycin gene. (B) RT-PCR of Ago2-null ES cells revealed absence of Ago2
transcript. Hprt was used as loading control.

Table and bar diagram for relative quantification of bands in figure 3C:



Supplementary figure 2. Ago2-null ES cells show lower levels of mature miRNAs. Expression analysis of ES-specific miRNA like miR-293
and non-ES-cells-specific miRNAs like miR-16, miR-15a and miR-21. EB staining of 5S RNA staining for loading control. The bar diagrams
represent the relative quantities of miRNAs and the 5S RNAs as analysed by densitometry.



Supplementary figure 3. Ago2-null ES cells exhibit slower self-renewal. (A) Population doubling time of Ago2-null ES cells is around 14.5
hours in comparison to approximately 12 hours of wild-type ES cells (n=5). (B) Mean growth rate of Ago2-null and wild-type ES cells (n=5). Error
bars in A and B represent standard deviation.

Supplementary figure 4. QPCR analysis of Sox2, Rex1 and Stella /Dppa3 in EBs of varoius stages. During differentiation of Ago2-null EBs,
the pluripotency markers Sox2, Rex1 and stella /Dppa3 showed relatively higher levels of expression at various stages of EBs in comparison to the
wild type. Hprt was used as a reference. For each gene the expression levels were normalized to mRNA levels at day 0 of the wild type. The
experiments were performed twice.



Supplementary figure 5. QPCR analysis of Erk2 and Gsk3β in EBs of various stages. Hprt was used as a reference. For each gene the
expression levels were normalized to mRNA levels at day 0 of the wild type. Relative expression levels of Erk2 and Gsk3β are very low in Ago2-
deficient EBs, albeit their levels reach the wild-type levels after day 6 during EB differentiation. The experiements were performed twice.

Supplementary figure 6. QPCR analysis of Pax3, T (brachyury), Gata6 and Bmp2 at varoius stages of EBs. Expression of the tmarkers of the
three germlayers like T (brachyury), Pax3, Gata6 and Bmp2 were sharply upregulated in day 2 EBs of the wild type. Their levels in Ago2-null EBs
were not significantly different from that of day 0 levels. Their expression levels reach wild type levels only on day 4 or 6 onwards. Hprt was used as a
reference. For each gene the expression levels were normalized to mRNA levels at day 0 of the wild type. The experiements were performed twice.
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