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32

32
B.
1.
C57BL/6NCr (¢ 8
32 )
12
(8:00~20:00) 23 SPF
CRF-1(
) (121
20 )
(
12+ 2ppm pH2.5~3.0)
3
~6
2.
(
)
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0 ~1
30
-80
-28 8um
30
-80
PLL(Poly-L-lysine)
3.
1) HE (hematoxylin eosin)
1
5 1%
30
70-90-100-100%
30
1 2
MOUNT QUICK
2) COX (cytocrome c oxidase)
37 60
90 1%CuSO, 5
90
70-90-100-100%
30 1

MOUNT QUICK



COX (pH5.5 )
DAB(3,3"-diaminobenzidine
. 30mg
tetrahydrochloride)
0.1M (pH5.6) 13.5mL
1% (MnC12) 1.5mL
0.1% (H202) 150u L
3) NADH-TR (nicotinamide adenine

dinucleotide dehydrogenase tetrazolium)

37 30
90
70-90-100-100%
30
1 2
MOUNT QUICK
NADH-TR
NTB(nitro blue tetrazolium
. 18mg
chloride)
3 -NADH 16mg
IM Tris-HCI(pH7.4) 3mL
12mL

4) SDH (succinate dehydrogenase)

37 30
90
70-90-100-100%
30
MOUNT
QUICK

SDH (pH7.2-7.6 )
NTB(nitro blue tetrazolium
chloride) 1omg
0.2um 7.5mL
0.2Mm 7.5mL
5) a-GPD (a-glycerophosphate
dehydrogenase)
o -GPD NADH
FADH,
o -GPD
37 30
90
6) ATPase  (adenosine triphosphate
phosphatase pH4.7)
ATPase
ATPase 100mMm
100mM
(pH4.7) 10
20mM  CaCl, 20mM
Buffer(pH9.4) 30
2.5mM  ATP
20mM  CaCl, 40mM
Buffer(pH9.4) 25

1%caCl, 30
2%CoCl, 3




90 1%
30
90 70-90-100-100%
30
1 2
MOUNT QUICK
a -GPD
NTB(nitro blue tetrazolium
19.2mg
chloride)
50mM Tris-HCI(pH7.4) 20mL
a - (Wako,102914) | 56.9mg
(Sigma, 101209607) 7.9mg
7)  ATPase  (adenosine triphosphate
phosphatase pH4.7)
ATPase
ATPase 100mM
100mM
(pH4.7) 10
20mM  CaCl, 20mM
Buffer(pH9.4) 30
2.5mM  ATP
20mM  CaCl, 40mM
Buffer(pH9.4) 25
1%CaCl, 30
2%CoCl, 3
90 1%
30
90 70-90-100-100%
30
1 2

MOUNT QUICK
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8)_mGT (modified Gomori trichrome)

10
5
20
0.2% 5~10
70-90-100-100%
30 1
MOUNT QUICK
mGT (pH3.4 )
chromotrope 2R 0.69
fast green FCF 0-3g
0.6g
1.0mL
100mL
4.
PBS 1
4%PFA(paraformaldehyde) 15
PBS 5 3
-20 10
PBS 5
2 5% normal goat
serum(in PBS with 1%BSA) 60

(1°* antibody in PBS

with 1%BSA) 4 PBS
5 3
(2™ antibody in PBS with 1%BSA)
90
PBS 5 3



(Leica, AF6500) Alexa Fluor®
(Leica, TCS-SP5) 488 Goat Invitrogen A21044 1:2000
anti-mouse IgM
Alexa Fluor®
555 Goat
Invitrogen 1:1000
Diluti anti-rabbit
1st antibody Supplier
on 196 A21429
anti-mous clone 12u
Typel
e IgGl BAF8 g/mL 5.
Type2 | anti-mous clone 3y 1
DSMZ )
A e 1gG2b SC-71 g/mL HE
Type2 | anti-mous clone
1:20
B e Ig BFF3 100
Type2 | anti-mous clone
1:20
X e Igh 6H1
Cell 2)
anti-rabb | polyclon
COX Signalin | 1:250
it al
g # 4844
30—~100
DSMZ: Deutsche Sammlung von
Mikroorganismen und Zellkulturen GmbH
3)
o -GPD

2nd antibody

Supplier

Catalog

no.

Dilution

ATPase(pH4.7)

Alexa Fluor®
594 Goat
anti-mouse

1gG2b

Invitrogen

A21145

1:2000

COX, SDH, NADH-TR

o -GPD

Alexa Fluor®
647 Goat
anti-mouse

1gG1

Invitrogen

A21240

1:2000

(Leica DMD108)

intensity

Alexa Fluor®

594 Goat

anti-mouse IgM

Invitrogen

A21044

1:2000

30
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intensity
4) Cox
COX
COX
COX
COX
30

5) sarcoplasmic mass-like fiber

mGT 200

~ 400

sarcoplasmic mass-like fibe

(%)

6). PCR mRNA
1SOGEN

RNA RNA

NanoDrop 150ng  RNA

PrimeScript’ RT reagent Kit

CDNA

(PGCla , COX , Tfam)

SYBER® Premix EX Taq™ (TaKaRa,
RR820A) cDNA  PCR

ABI StepOne™ and StepOnePlus™

B Forward " CTGGCTCCTAGCACCATGAAGAT 3"

-actin | Reverse " GGTGGACAGTGAGGCCAGGAT 3"

Forward " CGCACAACTCAGCAAGTCCTC 3"
PGCla

Reverse " CTTGCTGGCCTCCAAAGTCTC 3"

Forward " AAGACCTCGTTCAGCATATAACATT 3"
Tfam

Reverse * TTTTCCAAGCCTCATTTACAAGC 3"

Forward " CATTTCTACTTCGGTGTGCCTTC 3"
COX

Reverse " CACATCAGGCAAGGGGTAGTC 3"
6.
+

student t
5%
DNA

C.

€ (32 )
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6. L FRBIZEDVEOHLFHD

. SRR T REEDO BT
COX(cytocrome c oxidase) A i ®
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SDH(succinate dehydrogenase) E E
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H10. MoHBTHRESWASFOVFITORIERR
(sarcoplasmic mass-ike fiber }

[ Bmo IR 32mo

Zq <
8mo

32mo

(myotonic dystrophy)
sarcoplasmic mass

sarcoplasmic mass-like fiber

Typel 2A
fiber

o -GPD(a
-glycerophosphate dehydrogenase)

a -GPD
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