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Supplemental Fig. 1 | Potential C-P4H(I) hydroxylation sites in human Argonaute
proteins. Human Agol to 4 proteins are aligned. The X-P-G (blue) and X-P-A (red)
motifs are highlighted. PAZ (blue) and PIWI (red) domains are underlined.
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Supplemental Fig. 2
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Supplemental Fig. 2 | Ago2 is cytoplasmic and partially co-localized with P4Hp.
Immunofluorescence was performed on 293ET, HeLa and U20S cells using monoclonal
anti-Ago2 (Wako Chemicals) and polyclonal anti-P4H antibodies. Ago2 and P4Hf were
visualized with secondary antibodies again mouse IgG conjugated with Alexa Fluor 488
and rabbit IgG with Alexa 594. Nuclei were stained with Hoechst 33258. Images were

digitally merged. P-bodies are indicated with arrows.

www.nature.com/nature 2



doi: 10.1038/nature07186 SUPPLEMENTARY INFORMATION

Supplemental Fig. 3
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Supplemental Fig. 3 | GFP-let7(PE) and GFP-miR21(8%XBU) reporters are repressed
by endogenous microRNA /let-7 and miR21. pcDNA3-GFP, GFPL (mutant long GFP)
and pCDNA3-GFP-let7(PE) or miR21(8xBU) containing perfect or imperfect
complementary sequences for let-7 or miR21 are illustrated. Under 1:3 ratio (GFPL/GFP
reporter), pcDNA3-GFPL was co-transfected with either GFP-/et-7(PE) (lower panel,
lane 1), or GFP (lower panel, lane 2) or GFP-miR21(8xBU)(lower panel, lane 3) into
U20S, HeLa and 293ET cells. The expression of GFP constructs were detected by

western blot and the expression ratios between GPF and GFPL are calculated.
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Supplemental Fig. 4a
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Supplemental Fig. 4b, ¢, d
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Supplemental Fig. 4 | Impaired hydroxylation reduced/abolished
endogenous/mutant (P700A) Ago2 P-body localization. a. Impaired C-P4H(I) reduced
Ago2 P-body localization. Immunofluorescence using polyclonal anti-Depla and
monoclonal anti-Ago2 antibodies were performed on normal (a), P4Ha(I) null MEF (b)
and U20S cells (c,d,e), which were transfected with indicated shRNA for 24 hours
followed by puromycin selection (2ug/ml, 36 hours). The P-bodies marked by Dcpla are
indicated by arrows. b. Mutation of Proline 700 to Alanine (P700A) abolished Agol, 2
and reduced Ago4 P-body localization. U20S cells were transfected with wild type and
mutant GFP-Ago constructs as indicated. Immunofluorescence was performed with
monoclonal anti-Dcpla antibody. ¢. TAP purifications of wt-Ago2 and Ago2(P700A)
were performed as described in Fig.la. HA-eluates were immunoblotted with anti-HA,
Dicer and Dcpla antibodies. d. KIAA1093-HA was co-transfected with empty vector
(lane 1), Flag-Ago2 (lane 2) or Ago2(P700A) (lane 3) into 293ET cells.
Immunoprecipitates with anti-HA antibody were probed with anti-HA and anti-Flag

antibodies, respectively.
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Supplemental Fig. 5
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Supplemental Fig. 5 | Oxidative stress (Arsenite) recruited Ago2 to Stress Granule (SG)
despite of C-P4H(I). U20S cells were transfected with P4Ha(I) or PAHPB shRNA for 36
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hours and selected with puromycin (2 pg/ml) for an additional 36 hours. Selected cells
were seeded on coverslips and treated with Arsenite (250 uM, 1 hour) or heat shock
(44°C, 30 min). Ago2 and either TIA-1 or Dcpla were visualized by immunofluorescence
using anti-Ago2, TIA1 or Dcpla antibodies and secondary anti-mouse IgG conjugated
with Alexa Fluor 488, rabbit IgG with Alexa 594 antibodies. Nuclei were stained with
Hoechst 33258. Images were digitally merged.
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