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The skeletal muscle maturation process is an important phenomenon in
elucidating the mechanism of muscle regeneration and disease development. In multinucleated skeletal
muscle cells, the nuclei arranged in a line at the center (central nucleus) move to just near the
plasma membrane (PM) during the maturation process, but the mechanism of this peripheral nucleation
is unknown. To clarify the role of N-WASP in peripheral movement of nucleus, we investigated the

regulatory mechanism of nuclear export of N-WASP during the skeletal muscle maturation and the
molecular mechanism of the peripheral movement of nucleus by the cooperative action of N-WASP and
Amph2. Our results suggest that actin regulation by the N-WASP-Amph2 axis may function as a guide
for determining the direction of nucleus to move peripherally.
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PEGFP-C1, pmCherry-C1, pShuttle N-WASP(Bt), Amph2(Hs)
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pPEGFP-C1, pmCherry-C1, pShuttle DNA
Lipofectamine 3000 (ThermoFisher Scientific)
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40-um (BD Bioscience)
dish (IWAKI1) Corning
20%FBS, 1% chick embryo extract (MP Biomedical) IMDM (Gibco) 2
2% IMDM 25
FVv1200 (Olympus)
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GST-N-WASP(FL), (APro), (Pro)  Sf21 GST
C2C12 EGFP-Amph2 pull-down assay
GST-Amph2(wt) Amph2(D151N/R154Q), (K575X)
GST PreScission protease(GE healthcare) N-WASP  Amph2
25 nM Arp2/3 , 100 nM N-WASP, 100 nM Amph2, 2 uM G-actin, 0.2 uM
pyrene-lebaled G-actin XB(10 mM Hepes-KOH(pH7.5), 1000mM KCI, 1 mM EGTA, 1 mM MgCI2,
100 nM EDTA, 200 nM ATP) 365 nm, 415 nm
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