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Fig. 1 A/U-rich RNA of C/EBP@ 3'UTR bound specifically with RNA binding
protein hnRNPC in RNA affinity chromatography

(a) RNA transcribed in vitro was immobilized on amine M-270 magnetic beads with phosphamide ester linking mediated by EDC and NHS. RNA

S'terminal must be the phosphate and if there are three phosphates, conjunction between RNA and Amine M-270 beads still occurs. EDC *HCl is the

reagent N-(3-dimethylaminopropyl)-N'-ethylcarbodiimide hydrochloride. NHS is the reagent N-hydroxysuccinimide. (b) Coomassie bright blue R-250

staining results showed that the A/U rich RNA bound specifically with cellular protein (black arrow) in RNA affinity chromatography. Lane J

represented those proteins that bound with control RNA immobilized on M-270 magnetic beads(Control RNA/M-270); lane 2 and 3 represented those
proteins that bound with A/U-rich RNA immobilized on M-270 magnetic beads(A/U-rich RNA/M-270); lane 4 was a blank control representing no

protein(Blank); lane 5 represented those proteins that bound with M-270 magnetic beads(M-270 beads); lane 6 was a molecular mass. Arrow, specific
binds. (¢) RNA affinity chromatography and Western blotting results showed that the A/U rich RNA bound specifically with hnRNPC. Lane /
represented that hnRNPC did not bind with M-270 magnetic beads (M-270 beads); lane 2 and 3 represented that hnRNPC bound with A/U-rich RNA
immobilized on M-270 (A/U-rich RNA/M-270); lane 4 represented that hnRNPC did not bind with control RNA immobilized on M-270 (Control

RNA/M-270).
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Fig. 2 A/U-rich RNA co-localized with RNA binding protein hnRNPC in SMMC-7721 cells
Red color, the A/U-rich RNA, hybridized by RNA molecular beacon; green color, hnRNPC, fluorescence in situ hybridization by monoclonal

anti-hnRNPC antibody; blue color, nuclei, stained by DAPI.
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Purification and Analysis of A/U-rich RNA Binding Protein
Using Immobilized RNA by EDC Crosslinking”

SUN Da-Quan, WANG Ying, LIU Ding-Gan™
(State Key Laboraiory of Molecular Biology, Institute of Biochemisiry and Cell Biology, Shanghai Institutes for Biological Sciences,
Chinese Academy of Sciences, Shanghai 200031, China)

Abstract An important way for RNA to implement its biological function in cells is the binding to proteins. Thus
the analysis of RNA binding proteins in cells is necessary for the investigation of RNA's functions. So far, there
have been various methods to identify RNA binding proteins. In this study, we describe a novel method, i.e. to
immobilize an A/U-rich RNA to a solid medium amine M-270 magnetic beads by coupling them in a direct
condensation reaction using the soluble carbodiimide reagent EDC, and then to isolate RNA binding proteins from
cell lysate by RNA affinity chromatography using the immobilized RNA. The RNA specific binding proteins were
then identified by SDS-PAGE, mass spectrometry and Western blotting, such as hnRNPC which bound specifically
to the A/U-rich RNA of C/EBPB 3'UTR. Colocalization in vivo between A/U-rich RNA and the identified protein
hnRNPC was shown by fluorescence in situ hybridization using RNA molecular beacon and anti-hnRNPC
antibody and confocal microscopy. Our results indicated that the direct immobilization of RNA with EDC is highly
efficient, simple and easy.

Key words C/EBP 3'UTR, A/U-rich RNA, hnRNPC, interaction between nucleic acid and protein
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