Supplementary Figure 1.  (A) Endogenous short rRNAs do not repress expression of a luciferase reporter with 2 perfectly complementary binding sites inserted in its 3´ UTR.  Three short rRNA sequences were tested for repression: RNA #3 was cloned frequently in P19 immunoprecipitations but not in supernatants, RNA #5 was cloned frequently in both P19 immunoprecipitations and supernatants, and RNA #13 was cloned only in supernatants. Target sequences complementary to the endogenously expressed miR295 were included as a positive control.  (B) RNA #3 is not upregulated in ES cells by transfection of P19V5, P19NLS, or non-specifically by a GFP control.  Shown is a short RNA northern blot to total RNA prepared from ES cells after transfection of P19V5, P19NLS, GFP, or from untransfected cells (Neg), probed either with the sequence complementary to RNA #3 (top panel; the arrow denotes the ~20 bp species enriched in P19 immunoprecipitates) or a tRNA loading control (bottom panel).  (C) RNA #3 is present at low levels in various mouse tissues, assessed here by short RNA northern blotting. The blot was probed as in (B).  In addition to the signal seen in ES cells, there is a low but detectable signal migrating at ~20 bp in RNA from D10-12 embryo, ovary, testicle, thymus, and spleen.

Supplementary Figure 2.  (A) Immunoprecipitation of either P19V5 orP19HA does not generate a comparable band of short RNAs in 293T cells as in ES cells.  293T cells were transfected with either GFP, P19 tagged at the C-terminus with 3 HA epitopes (27), or P19V5, and processed as in Figures 1D and 4A.  P19V5-associated RNA from ES cells was used as a positive control for labeling.  (B) Western blots to samples from (A) confirming successful P19V5/HA immunoprecipitation in 293T cells.  (C) Expression of P19V5/NLS/HA does not inhibit siRNA-mediated knockdown of luciferase in 293T cells.  293T cells were transfected sequentially, first with P19V5/NLS/HA or (GalactosidaseV5 (as a negative control), then again with luciferase plasmids, siRNA, and more P19V5/NLS/HA or (Gal.  Luciferase assays were performed 24 hours after the second transfection. ADDIN 
