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Determination of subcellular localization of Betanodavirus

B2
Zgo| - xsF  23E - =Y - uEe
exUgm 4PN, ‘FPFAHGY AT

ABSTRACT

To analyze subcellular localization of betanodavirus protein B2, a plasmid
expressing Betanodavirus protein B2 fused to enhanced green fluorescent protein
(EGFP-N1) was constructed. The transient expression of full-length B2 fused to
EGFP in GF cells confirmed the equal distribution of protein B2 between
cytoplasm and nucleus. However, transfection of N-terminal half of the B2
revealed that this truncated form predominantly localized to the cytoplasm. By
using several deletion mutants and point mutants, we determined the regions
and/ or motif responsible for the subcellular localization of betanodavirus.

INTRODUCTION

Family nodaviridaedl %] 7+98lE alphanodavirus®} o] Fol 7 gste
betanodavirus ¢ 27} genus7} ZA%ch. Nodaviruses RNA virusZ A
RNA13} RNA2 F¢ 27} genomic RNAE =AYz 3o} RNA1L viral
RNA-dependent RNA polymerase (RdRp, protein A)E, 12|31 RNA2=
capsid proteing ¢35 313t} (Schneemann et al., 1998). Nodavirus7} A} 3o
Za3H RNA1e 2 HE ¢F 387-nucleotide®] subgenomic RNA37} wHEo] Z
T}.  Betanodavirus®] ¢ RNA3ZRE protein B27} wEOX|=H|
(Sommerset & Nerland, 2004; Iwamoto et al., 2005), protein B2¢9] 33t 7]
& oly  HEsA W A JA  @u. a8y protein B2}
RNA-silencing-suppression activity® AU™ (Iwamoto et al.,, 2005), B2¢] &
Aol ulo]g2 RNA 4o Besithe B1u7b itk (Fenner et al, 2006). ©]
9 e B29) sl5o] o slze] et o]Ro}AEA, 11 TE 7%
F3e AAE A7 A5t AXJ B29] $X o] ¥aslth webA
E Ao A E betanodaviruse] B2 gl Aol A XY ¢xE &SR
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MATRIAL AND METHOD

PCR& 335t B2e] full ORF 2RSS ZFEZ3& o]|& pEGFP-N1 vectord]
cloningd}{t}. ©]9} o] Fu]3 B2-pEGFPE electroporator® Al£3ted GF
cello] transfectionA]7l =  24A|7txo] B2e AFW X2 confocal
microscopy 2 <13} 4t}

RESULTS
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Fig. 1. Subcellular localization of B2 in GF cells.

(A) Left, empty vector; right, full-length B2 fused to EGFP. (B) Left,
N-terminal half of B2 fused to EGFP; C-terminal half of B2 fused to EGFP.

B2 A7} transfection® GF cellZ confocal microscope® #&st ZAu},
PEGFP empty vector®t transfection® M| X<l A% ggo] ME AAo HA
EAgel A HAD o9 wimatge W, fulllength B2-pEGFPZ
transfection®] A¥9] A FFo] o3} AT EAFo] FAAYT TG
o2 B2E N-terminal 3} C-terminal 3302 1}30o] M ¥ transfection A
2 A3} Cterminal RE9 7% full-lengthe} BI&&HA AE AA o] HA &
AF W9, Nterminal $2¢) 2 AXAolNT Fgo] BF =Yt ol
N-terminal ¥ C-terminal %% ¢} fine deletion mapping % point mutationg
&5t betanodaviruse] AMIEWY 94X AAe Boste FES BT o
Aie B29] 98¢ yile v 8% A8E AFed Foh
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