
Supplementary Figure legends  

 

Figure S1. RCK/p54 and GW182 co-localize in dlP-bodies in hippocampal neurons.  

Localization of RCK/p54 (A) and GW182 proteins (B) in rat hippocampal neurons. 

Antibodies against the endogenous proteins have been used to stain RCK/p54 or GW182 

positive foci. In overlay panel (C), GW182 is in green and RCK/p54 is in red. Nuclei are 

stained with DAPI (blue). Scale bar, 10 µm. Insets show 4x enlargements of the selected 

areas. Arrowheads show co-localization.  

Figure S2. GW182 and Ago2 co-localize in dlP-bodies in hippocampal neurons . 

Staining with anti-GW182 antibody is shown in A and anti-Ago2 fluorescence in B. In 

overlay (C), Ago2 is in green and GW182 in red. Nuclei were stained with DAPI (blue). Scale 

bar: 10 µm. Insets show enlargements (4x) of the selected area. Arrowheads indicate co-

localization.  

Figure S3. Dcp1a and GW182 co-localize in dlP-bodies in hippocampal neurons . 

Staining with anti-Dcp1a antibody is shown in A and anti-GW182 fluorescence in B. In 

overlay (C), GW182 is in green and Dcp1a in red. Nuclei were stained with DAPI (blue). 

Scale bar: 10 µm. Insets show enlargements (4x) of the selected area. Arrowheads indicate co-

localization.  

 

Figure S4. Quantification of the co-localization of foci formed by Dcp1a, GW182, 

RCK/p54, Ago2, ZBP, FRMP, and SMN. 

The extend of co-localization of foci labelled by the indicated protein was calculated from 3D 

images as described in the method section. 

 



 

Figure S5. Dcp1a-containing structures are absent from axons of rat neurons, but can be 

found at post-synaptic sites.  

(A) Axons of hypothalamic neurons are stained using an anti-TAU1 and anti-Dcp1a 

antibodies. The Dcp1a granules (upper panel) are absent in TAU1 positive axonal processes 

(middle panel). In overlay (lower panel), TAU1 is in green and Dcp1a in red. Nuclei are 

stained with DAPI (blue). (B) TRITC-labeled phalloidin was used to stain polymerized actin 

in the dendritic spine structures of hippocampal neurons and antiGW182 human serum was 

used to stain GW182 positive foci (upper panel). In overlay (lower) panel GW182 is in green 

and phalloidin in red. Nuclei are stained with DAPI (blue). Scale bars; 10 µm. Insets show 4x 

enlargements of the selected areas, and the position of a GW182 granule close to a synaptic 

spine is marked by an arrow.  

Figure S6. dlP-bodies are not labeled by the mutant let-7 LNA probe and they do not 

contain a reporter mRNA with mutated let-7 binding sites, but Ago2 and miRNAs are 

enriched in purified synaptoneurosomes. 

(A) Signals obtained with anti-GW182 antibodies, (upper panel; green in overlay panel), and 

a DIG-labeled let-7-mut probe (middle panel; red in the overlay panel) do not colocalize in rat 

hippocampal neurons. Insets show 4x enlargements of two dendritic regions. Scale bar: 10 

µm. (B) Western blot reveal the presence of Ago2, RCK-p54 in crude and purified 

synaptosomal fractions prepared from the mouse brain extract. Northern blot reveal the 

presence of miR-128. (C) Hypothalamic neurons expressing YFP-Ago2 (upper panel) and 

RL-3xBMut (middle panel) were hybridized in situ with probes against luciferase mRNA. 

Nucleus is stained with DAPI (blue). Insets show enlargements (4x) in the soma (left inset) 

and in the dendrite (right inset). Scale bar: 10µm.  



Figure S7. Localization of components of P-bodies in human HeLa cells.  

(A) HeLa cells transfected with YFP-ZBP1 expression plasmid (center) were stained for 

endogenous Dcp1a (left). In overlay panel (right), Dcp1a is in red, YFP-ZBP in green, and 

nuclei are stained with DAPI (blue). Insets show enlargements of two regions from two 

different cells. (B) Co-localization of endogenous GW182 (center) and Dcp1a (left) in HeLa 

cells. Antibodies against the endogenous proteins are used to detect both GW182 and Dcp1a. 

Overlay panel (right) shows Dcp1a in red, and GW182 in green. Nuclei are stained with 

DAPI (blue). (C) RCK/p54 protein (left) co-localizes with GW182 (center) in HeLa cells. 

Antibodies against the endogenous protein were used to detect both GW182 and RCK/p54. 

Overlay panel (right) shows RCK/p54 (red), GW182 (green), and nuclei stained with DAPI 

(blue). (D) In HeLa cells transfected with GFP-SMN expression plasmid, GFP-SMN (center) 

does not colocalize with Dcp1a (left). Overlay panel shows Dcp1a (red), GFP-SMN (green), 

and nuclei stained with DAPI (blue). In each inset (4x enlargement), arrowheads indicate co-

localization. Scale bars are 10 µm.  

 

Table S8. Velocity of GFP-hDcp1a, GFP-hAgo2 and SMN-RFP.   

Quantification of different movement (anterograde, retrograde and bi-directional) observed 

during time-lapse experiments with GFP-hDcp1a, GFP-hAgo2 and SMN-RFP. Table presents 

also the different speed measured for each type of movement.  

Movies.  

Movie 1: GFP-Ago2 in hypothalamic neurons.   

Enlargement corresponds to the one indicated in figure 6. Duration : 6.75 sec.  

Movie 2: GFP-Dcp1 in hypothalamic neurons.   

Enlargement corresponds to the one indicated in figure 6. Duration : 5.5 sec.  

Movie 3: GFP-SMN in hypothalamic neurons.   



Enlargement corresponds to the one indicated in figure 6. Duration : 19 sec  

 


