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ABSTRACT

Effect of glucose starvation-induced proteolysis on protein translation initiation in
response to glucose restoration was examined in C2C12 myotubes. C2C12 cells were
cultured in differentiation medium (DMEM containing 2% horse serum and 25 mM
glucose) for 4 days. Differentiated C2C12 cells were further cultured in differentiation
medium (HG) or in differentiation medium without glucose (NG) for 24h. Glucose
(final concentration at 5.5 mM) was added to the both groups, and cells were collected
after 30 min of incubation. The phosphorylation level of p70 S6 kinase (p70S6K),
which is the marker for protein translation initiation, was significantly decreased by
glucose starvation for 24h. Addition of glucose markedly increased the phosphorylation
of p70S6K only in NG group and this phosphorylation level was significantly greater
than in HG group. Inhibition of autophagy by bafilomycin Al diminished the effect of
glucose restoration on the phosphorylation of p70S6K. On the other hand, inhibition of
ubiquitin-proteasome activity by MG132 did not affect the phosphorylation of p70S6K
in response to glucose restoration. In conclusion, glucose starvation-induced autophagy

partially account on the activation of translation initiation by glucose restoration.
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1. 1 C2C12#faniEE

~ U A SR ORI T & 5 C2C12 )
% B4 5 H K # (DMEM, 10% fetal bovine serum,
1% penicillin-streptomycin) THi# L, 80~90% 2
Y7 NI ZADKERT, sHLEERH (DMEM
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2% horse serum, 1% penicillin-streptomycin) 2 3¢
B/ SLiFEEbc4 DML, EBRICH
L7, CCL2EMa % 25 mM 7V a2 — A & &
Lo LA (HGHRE) b L3/ va—2%
EE R VaLFER L (NGHE) T 512 24F5H
FeAg L7z, WERICRZ: R (28,55, 120 mM)
D7 VA=A EFIML, 3055 H M % B L 7.
F72, 55 mM 7V a3 — AN, RRERAY I
| L 7z,

5 37 B RO ER & V72928 T,
HGHEE NGRIZ T A BT, A=+ 777—-
1) v — LFADEH]TH 5 Bafilomycin Al (%
20 nM, Abcam) b L {2 FF > - T T
7V — L RDHERTdH D MGI32 (IR 20 u
M, Sigma-Aldrich) %70 L 7z.
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C2C12 75 & M i@ 1£,  JK ¥ phosphate-buffered
saline (PBS) T') ~ & L, RIPA lysis buffer (Santa
Cruz Biotechnology) € [Hl U L 7z. = .0 45 B
(15,000 x g, 4C, 10 min) #® EE A B L, 1T
WAL L7248 N B OBEZHE L. HFEo
¥ s 2Ny B % & L % 2x sample buffer & iR
ML, 9%5CTIOH AL L, 10% K1) T 27
VT I PPV TERRIKE 217 - 72, BRIKE)
%D )VIZPVDFEIZIRE L 72, #5.{%D PVDF
i % 5% skim milk/Tris-buffered saline containing
0.1% tween 20 (TBST) T7 ua v ¥ 7 L, 5%
2 L 7 V7 X v (BSA) /TBST CTAFR L 72
#iL 1)~ W 1t p70 S6 kinase (Threonine 389, Cell
Signaling Technology) #ifk & —B4C TRIL &
7o, BH, ZWRPuE (Anti-rabbit IgG-HRP) & 2
I T LR BOG &, A58 EatEE (Millipore)
EHWTHMWO Y 37 xRt L7 (Image
Quant LAS500, GE Healthcare). #iti L7232 7
Wi Image J % FI W CEUEAL L 7-.
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