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Structural basis for the sequence-specific RNA-recognition mechanism of a human
splicing regulatory protein
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The splicing regulatory protein is thought to contribute to the suppression

of tumorigenesis by regulating the alternative splicing of genes involved in apoptosis. However, the
number and types of genes regulated by the protein, as well as its target sequences and recognition
mechanisms, are unknown. In this study, we aimed to elucidate the splicing regulation mechanism
mediated by the protein using structural and functional analyses.
We prepared the RNA-binding region of the protein and attempted to co-crystallize it with RNA
fragments containing the putative target sequence. We also tried to suppress the expression of this
protein in cultured cells to analyze the effect of this protein on splicing.

pre-mRNA



RNA

@

@

@

RNA

RNase

RNA

RNA

His

RNA

MRNA

mRNA

RNA

384

15

RNA

[%]1

RNA
RNA
3
RNA
RNase
RNA
RNase

Yy T4 Ruy FHET
BT — TRk



RNA

RNA
RNA
bio layer interferometry BLI
RNA

2

RNA

RNA e I
o 7//"”")’“

0 50 100 150 200 250 300 350 400
Time (sec)

X2 BLIIETHEIHIEIN/-kL P —7 T A

@
3 BEAS-2B
SIRNA
2 siRNADFEH
NC o ®
Glyceraldehyde-3-phosphate é‘%’ ZZ“%’
dehydrogenase GAPDH SIRNA 4 Y& &
S o F
BEAS-2B ¥ ¥ L o
48 & & =
RNA FHEAE] ;
GAPDH A L7
E/IREN
3 SIRNA GAFDI S ———
RNA [%]3 éé‘fﬁ?fﬂ%'JLT;&’:HR@?&\%?{HH;{LT:EEE@
quantitative PCR gPCR VIAZLT AT AT
mRNA
4 SiRNA
NC siRNAD R
mRNA 4
SiRNA @@ é%@
g @
& &
o & &
= L X
mRNA 1.2
1.0
RNA-seq 0.8
FEARO
MRNA mRNAD &5 0'4
0.2
0.0

4 FEEINH] L 7= A2 5 hhH U 72mRNAD gPCR
(NCIZBIT B REEZ1 L LISEa OFE%HE)



(Inoue Yusuke)

(90304302)

(12301)




