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Supplemental Material and Methods 

 

Antibody generation 

Anti-COPR5 polyclonal antibody (EF1) was generated (Eurogentec) in Rabbits against a 

peptide corresponding to the last 18 amino-acids of human COPR5 (-

PYYSKMVFETGQFDDAED) (Fig. S3). Specific IgGs were further purified on NHS-bound 

peptide columns and concentrated at 0.2 µg/µl. This antibody was used at dilutions of 1:250 

for western blots and 1:50 for  immunofluorescence staining of fixed cells. 

Glycerol gradient analyis. This analysis was performed as described in Le Cam et al., 

1999.  

Overlay/Far Western 

Overlay was performed essentially as previously described (Mateescu et al., 2004). Briefly, 

H4 and H3 N-terminal synthetic peptides were spotted onto nitrocellulose membrane and 

incubated with either purified GST-COPR5 or GST  proteins. After washings, retained GST-

COPR5 was detected by immunoblotting with an  anti-GST Ab. . 

PRMT’s Methylation assay 

Methylation assay was performed for 1h at 30°C in 20  µl using either GST-COPR5 beads 

that have been incubated with U2Os nuclear extracts, or Flag immunoprecipitates 

(performed on nuclear extracts prepared from Flag-PRMT5 transfected cells), in the 

presence of different substrates (20µg of histones, 1µg of H4r or H3r, 5 µg MBP), 1µCi of 

S[methyl-3H]-Adenosyl-L-methionine (SAM) (10Ci/mmol, Perkin Elmer # Net 155250UC)  and 

10 µl of 2xMAB (100 mM Tris 8.5, 40 mM KCl, 20mM MgCl2, 500mM sucrose and 20mM β-

SH added extemporanously). Histone methylation was analyzed by fluorography after 

separation of substrats on a 15 % SDS-PAGE, stained by coomassie blue. Signal was 

amplified for 30 min in enhancer (Amersham), dried and exposed between 1 and 3 days at –

80°C. 

Nucleosome reconstitution 

Mono-Nucleosome particles were reconstituted in vitro around a DNA fragment of the 

CCNE1 promoter encompassing the nu12 DNA region. DNA fragment was amplified by PCR 

from CCNE1-Luc reporter construct using the GC genomic amplification PCR kit (BD) and 

the following primers : nuCE f biot-GTAAAAGAACACGCCCCCCG and nuCEr 

TGTCGAGCCGGCTGCTCCTG. DNA fragment was purified on agarose gel and then bound 

to streptavidin beads M280 (Dynal). Oligo-bound beads were first incubated 15 min à 37°C in 

10µl of 2M NaCl, 0,1mg/mL BSA and 5µg of  histones prepared from HeLa cell nuclei using a 

DNA/histone molar ratio of1/1. Nucleosomes were then  formed by salt jump dilution method 



according to Owen-Hughes et al., 1999. Histones were prepared from Hela nuclei recovered 

in 100µl of  7M guanidinium, 20mM tris 7.5, 10mM DTT, and then dialyzed overnight at 4° C 

in storage buffer (10mM tris 7.5, EDTA 1 mM, βmercaptoethanol 5 mM, 2M NaCl).  
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