CEE

2.1 m¥2 iR
® C,C, (BCRC60083) > p-p % a 51 £ EF T 97 o
Name C,Cq,
ATCC number CRL-1772
Species Mus musculus (mouse)
Tissue Muscle; myoblast
Morphology Myoblast

Growth Properties  Adherent
Culture Medium 90% DMEM + 10% FBS
Culture Condition 37C > 5% CO,

Subculture Routine Maintain:cell density. between 10° to 10° cells/ml
Freeze Medium 93% culture;medium + 7% DMSO

22 FRE R
® Apo-transferrin(from human) - £ p Biological industries 2> & -
® Trypsin > fp Biological industries = & o
® Penicillin-streptomycin-amphoyericin B solution(PSM)- f& p Biological
industries = & o
® Fetal bovine sera(FBS) » pp Biological industries = & o
® Bovine sera(CS) » p&p Gibco = & o
® DMSO > pp Sigma = & -
® 2-Deoxy-D-glucose (2-DG) - BLp Sigma = & o
® Giemsa > Fp Microscopy = & o

® \/anadyl sulfate hydrate (VOSO,5H,0) - pEp Sigma = @ o

23



® Chromium(1) chloride(CrCl;:6H,0) » £ p Sigma = @ o

® Cobalt(1I) nitrate hexahydrate(Co(NOs),-6H,0) » P p Showa = & o

® Insulin(from Bovine pancreas) > Ftp Sigma = & o

® Dulbecco’s modified eagle’s medium-high glucose (DME medium) > p&
p Sigma = & o

® Dulbecco’s modified eagle’s medium base(DME medium) - pp Sigma

PN

® N-[2-Hydrojyethyl]piperazine-N"-[2-ethanesulfonic acid](HEPES) - pi
p Sigma = & o

® Hi-trap™ desalting column > B/ Pharmacia Biotech 2> # -

® Amplex Red Glucose/Glucose Oxidase Assay Kit > pEp molecular

probes = & o

23 REKH
® UV-visible(HP 8453 %)
® |78 53k H (Firstek Scientific B403 7])
EEPE
® Sonicator
® Microplate Reader Model 550(Bio-Red®)
® Beckman® &£ Ao

® |CP-mass

24



44

£ i

I

1=zH4nRa

%+ He fr Bauer £ A 74 4 ¢ 2 » T 4o ig s 01002
% — & L £ 2 Nag[Co(CO3)3] 3H,O i B F g™ :
2[Co(NOs),-6H,0]+H,0,+10NaHCO;-> 2{Nas[Co(COs)s] -3H,0}+4NaNO;
+4C0O,+12H,0

#7121 32 Co(NOs),.6H,0 solution frif £ 1 35% H,0, iR et » K
4e » R ke NaHCO;zsolution @ » ¥ R3F A BF %K 2 0C T F 1] FF o
B €d RAhiid RLEREI DAy > 208 REAZPERF IR
o o pkoRr ik filtered = s #RHS R+ absolute alcohol 4v dry ether
& filtered = =t > B Z 2 JE WIS Rk A o

% -4 & &2 Co’ solution’s # Nas[Co(COs)5].3H,0 % & 1M
NaHCO; solution ©? > #2x B FF T 2 B » 2 (oL * B 5 /L > B~
filtrate » *# % 43 F T =% » F= X Ffs » £ Bjp— = » B filtrate »
FTREF 4CP o

328 B EFiF T

%+ Zhong 4r Harris £ 4 #73 % ¢h 2 > F4er2ig 45 200

500pl =7 apo-transferrin i %] 4c » sample cuvette f- reference cuvette
P BB EMADEERR(EBYET EEE Y Dy Dot 5 2
— ) » 4~ sample cuvette * » e FF T B —3k e E 0% % 40 ~ reference
cuvette ¥ > ¥ % i R OPFR IR E e ckiE o FHBRE R L B
T ik g

BN “‘56;0
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33 &R LS SERYgF LI

1 # Hi-trap™ column ¥ 114 % &eeng g 4 %o @ Hi-trap™
column L & F A% H p s L el g it S e KA B Al 2 S o
A w) # 3 25ml chd 33 -k {e binding buffer 7+ ;% Hi-trap™ column > ¥ it
# Pt A 48 5ml o Atk Hi-trap™ column = B 2 15 0 4% 588 A A
3 1.5ml i > #= >~ Hi-trap'™ column ® >z {4 > & * 25ml 7 binding buffer

F~ Hi-trap™ column ¢ > 2 {54 Iml jc— 4 » & & 4 | £ 0D280

3.4 SDS-PAGE

1. solving-gel solution: 15% : for 4 ml
Components \olume (ml)
ddH,0 0.88

30% Acrylamide mixture 2

1.5M Tris (pH 8.8) 1.04
10% SDS 0.04
TEMED 0.0016
10% APS 0.04

2. acking-gel solution: 5% : for 3 ml
Components \Volume (ml)
ddH,0 2.1

30% Acrylamide mix 0.5

1M Tris (pH 6.8) 0.38
10% SDS 0.03
TEMED 0.003
10% APS 0.03
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B 33 2 AR kg ik TSR a4k o 2~ 3ml =0 resolving-gel
solution ** L3d & 44 FF ek 4 » 4R Teflon comb /%% resolving-gel
solutiong * & =z M £ 748 resolving-gel solution o 2 Iml 9% 3 # £
moo R 30 Aa FE RS > - FH % Fehisopropanol ¥ ) & F
H x> oL~ d WA o stacking-gel solution *t i % 2 e
resolving gel + » = ¥ & stacking-gel solution # 4L4& » Teflon comb » /|
S F A 4§ e o 3~ stacking-gel solution 14 = 2 Zui& comb fF P4 o
R As FHARE B E comb R8Tz ke
A G AU b acrylamide o #pg R ¥ eh gel @ R g~ AR R0
T A 0 o] ig ~ Tris-glycine electrophoresis buffe » & -] w2 % iﬁ‘%
*gel T 2 oeng e o 2 18 0 Ksample 24x SDS gel-loading buffer ;&
6 & 100°C et k¥ 3 525 4 48 rlpm 3= B = > denature - £ 2 100
volt :&i7 39 B 7 7 > % dye id i stacking gel & & ~ resolving gel p+ »
#-7 B4 2 200 volt - § bromophenol blue 1% resolving gel /% $%
RO BT REEEM F ooyt pF s wdgel p R AH BT o 27T stacking
gel »  #-resolving gel /%72 ** Coomassie Blue staining solution > w4z
staining solution » 1" #-gel ¥4 = =tk e 2 = » £ &k #-gel /&g >+ destain
solution » I ¥ 3t 3 L # 0 orbital shaker - % destaining = = & » #

gel B3z k¥ o #Bgel MBIHR B4k > LR PREG o

3.5 3¢ FikR R T
F-v k& iRl 8.4 * Bio-Rad Protein Assay Kit - iz = 2 _i%
¥% Bradford dye-binding procedure @ ko fF B¢ AriF AvaiR a0 AR

A

ETIRN
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0OD595

0 2 4 6 8 10 12 14 16 18 20
BSA(ng/ml)

Y = 0.0454x + 0.0294

X: fig £ 595nm pE orip) (B efaes kg

Y 35 Bk & (ug/ml)

3.6 C,Cpp 4 it

12 4% Tortorella - Shiokawa % 1 2, 4e 12 i3 &2 o 0%

# C,Cy, myoblast £ T % 2 {8 (NPT E G DayO) ’ “l“ff — & ‘Et:,.t’f”
AR RS r - LA LR (999 DMEM+1096CS) « 2z t4 » & 48

| PEHE—= 5 %k o —E 3] C,Cyp, myoblast f& & = myotube 2 {4 ¥ o
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3.7 Giemsa % ¢
FCCpAitz>2{s L3 Ea ik  T% PBSiHi=z=x - &
¥ > % methanol H Z_wr2 10 » 4515 » £ =x * PBS "% - {5 % Giemsa

BL IR - UL FRE > TAerme P L B EFETE o

3.8 EB i N hi § B

1345 Bogan = Moyers % 13 2, 4ot g 472 ot in g gk e
L pF s de 4 i C2C12 myotube ¢ s & R 3 o @ % PBS w
M dmPe —=x {8 > 4e » starvation medium(1009g) - F F& R 4ns 0 e~ i
FE R h 5 (1) 5% %> DMEM base ¥ DMEM; 7 4 § §48) » &
%t 3T CT™ 30 4 48 0 30 4 482 # % ~ 4nM = 2-Deoxy-D-glucose » 2% {&
T 3TCT 10 248 2 150 5 @Al F Brgk-lmrieic ik b 10 & 45 o

B¥E ’—i“T‘E;,mif %o % pkEPBS Rk imie = =0 o R RS 0 * K
1 659 EtOH #-im®e 4] T 30 4] % 423 L R #-me r b s > 1Y
13000rpm *+ AC ™ &t 15 ~ 48 > B~ i 2 — AT g ¢ o @ pellet
A —=* ke 659 EtOH #-tmre w4 » #A 14 12 13000rpm ** 4°C T &
15 w4 > = b i 2w e e —Ae s > I B 2R EE NI 2

i x?"‘I ZOC—"‘ °

39 FHRER L
F1* Amplex Red Glucose/Glucose Oxidase Assay Kit & p| 2 5 § #%

thg

29



12

Glucose oxidase

D-glucose

1 1

»D-gluconolactone + H,0,.

CH,OH
H ()
@ D
OH
H OH

horseradish neroxidase

H,0,.+Amplex Red reagent

» resorufin.

Absorption
Fluorescence emission

350 400 450 500 550 600 650 700
Wavelength (nm)

AT 1 ,%g d ;p] Z_resorufin

Resorufin uv

B kR AT TR -
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