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We previously reported that RBM3 in the myocardium using immunohistochemical
staining, and the appearance patterns changed by environment of agonal phase. We investigated the
function of RBM3 in Vitro.
Our results was different from previous in Vivo investigations. Our results from the in Vitro
cell-free translation system showed that RBM3 inhibits translation. These findings suggest that the
increase in global translation is due to the effect on miRNA processing and that inhibition of
translation has little effect in Vivo.
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RBM3(RNA binding motif protein3)

RBM3
(1)RBM3
2 RBM3
1 RBMS3
RBM3
--- Homo sapiens RBM3
NCBI NM_006743.4
rbm3

5-GGAATTCCATATGTCCTCTGAAGAAG
GAAAGCTC-3

5-CGGGATCCCTATC
AGTTGTCATAATTGTCTCTGTAATTTCC-

3 (reverse)

(forward)

Ndel BamHI

rom3 cDNA PCR

Ndel
BamHI pET-28a
pET28a/rbm3
BL21(DE3)
pET-28a/rbm3
50 pg/ml 500 ml
LB 37°C 1 x 108 cells/ml
IPTG 40
pg/ml 16°C
16
-20°C
4°C
RBM3 RBM3
5g 50 ml

buffer I [20 mM Tris-HC1 (pH 7.5), 500 mM
NaCl, 10 mM Imidazole (pH 8.0)]

~30,000 g 20
Niz+ Ni-NTA
10 ml buffer I
buffer I buffer II [20

mM Tris-HCI (pH 7.5), 500 mM NaCl, 30
mM imidazole (pH 8.0)] 30 ml
buffer III [20 mM Tris-HC1 (pH 7.5), 500
mM NaCl, 300 mM imidazole (pH 8.0)]

RBM3
1M

buffer IV
[20 mM Tris-HCI (pH 7.5), 50 mM NaCl, 1
M Ammonium Sulfate] 10 ml

TOYOPEARL-Phenyl
200 ml buffer IV
1.0M oM
RBM3

4°C buffer V [20 mM Tris-HC1 (pH 7.5),
50 mM NaCl, 5% glycerol]



GFP --- gfp

5-CGGAATTCATGGCTAGCAAAGGAGAA
GAAC-3 (forward)
5-GAAGATCTTTATTTGTAGAGCTCATC
CATGCC-3’ (reverse)

EcoRI Bglll

pGLO gfp
PCR
EcoRI Bglll
pT7-IRES
pT7-IRES/gfp

FP-8300 (JASCO Corporation)

Green fluorescent protein (GFP)

GFP
Human Cell-Free Protein
Expression System GFP
395 nm 509 nm
GFP
RBM3
55 ul 5ul
RBM3 (0-8.23 pM) 2.5 ul
pT7-IRES/gfp (268 ng/ul)
32°C
@) RBM3
RBM3
1 RBM3
RBM3 N
Recombinant RBM3
E.Coli
SDS-page

RBM3 20kDa

tagged RBM3  19.3kDa

RBM3
RBM3
RBM3
cell-free
translation system in vitro
GFP
GFP RBM3
RBM3
RBM3 RBM3
RBM3
RBM3
62
+ 43nM
RBM3
RBM3
RBM3
inVitro
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