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1.

SPC  / Rho ROK

Ca2+

SPC

40 mM K Ca2+

Ca2+

Ca2+ SPC

40 mM K

Ca2+

SPC ROK ROK

1 

MYPT1 MLC

ROK

SPC MYPT1 MLC
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Ca2+ ROK
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20 30 SPC

1 3 ROK
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SPC
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2 Ser19

20 kDa

4.2

20 30 mm

95% O2 5% CO2 Krebs 123.0 mM 

NaCl 4.7 mM KCl 15.5 mM NaHCO3 1.2 mM KH2PO4 1.2 mM MgCl2 1.25 mM 

CaCl2  11.5 mM D-

Krebs

4 Krebs

1.0 mm  4.0  

mm

BK

4.3

1 4 7

Krebs

TB-612T

Krebs Krebs

37

37

118 mM K 10.9 mM NaCl 116.8 mM KCl 15.5 mM NaHCO3 1.2 

mM KH2PO4 1.2 mM MgCl2 1.25 mM CaCl2 11.5 mM D-glucose
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40 mM K 88.9 mM NaCl 38.8 mM 

KCl 15.5 mM NaHCO3 1.2 mM KH2PO4 1.2 mM MgCl2 1.25 mM CaCl2 11.5 mM 

D-glucose BK 1 M

40 mM K

100%

4.4 Ca2+ [Ca2+]i

Ca2+ Indo1-AM Krebs

pH 7.4 37 3 4

8 9 2 CAM-230

[Ca2+]i 330 nm F330

510 nm [Ca2+]i
1 4 5 8 9

118 mM K

Krebs

40 mM K

[Ca2+]i

4.5

MLC p-MLC MYPT1 p-MYPT1

37 30 Krebs

SPC 

37 15 5 TCA

10 mM DL- DTT  / 2
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TCA

SK-Mill Freeze Crush Apparatus 

RIPA

SDS 95

5

9 13  SDS- Amersham 

Hybond-P PVDF

PVDF 5 0.05  Tween-20

TBS-T 1

p-MYPT1 1: 800 MYPT1 1: 1000 p-MLC 1: 1000 MLC  

1: 1000 4

HRP 1

4.6

SE

unpaired Student s t-test

5

5.

5.1 SPC

EPA 40 mM 

K Ca2+ SPC
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1A

SPC 40 mM K

Ca2+

SPC 89.3  3.9% n=3 40 mM K

Ca2+ 14.3  1.9%

n=3 B 2A

SPC 40 mM K Ca2+

1B 1 5 10

15 20 SPC 40 mM K Ca2+

Ca2+

2A B

Ca2+ SPC

5.2 SPC 40 mM K Ca2+

[Ca2+]i

 [Ca2+]i [Ca2+] i

SPC [Ca2+]i

2C 40 mM K Ca2+

2D

5.3 SPC MLC

SPC / ROK

MYPT1 MLC
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ROK SPC

p-MYPT1 Thr853 p-MLC20 Ser19

SPC MYPT1

MLC 3A

6.

SPC

EPA Ca2+

SPC 40 mM K Ca2+

EPA

EPA

EPA

SPC

SPC

10

SPC

1A B

SPC

: Shiikuwasha / 

11 15

16
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2A B

SPC ROK MLCP

SPC ROK MLCP

MYPT1 MLCP MLC

4 7

SPC

MLC MYPT1

SPC ROK

7.

SPC

40 mM K Ca2+
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1

SPC 40 mM K Ca2+

A

B SPC 

40 mM K Ca2+

n 3

100% ** < 0.01 vs 

SPC: BK: 40 mM K : 40 mM K
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2 
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2 SPC

A

B SPC 40 mM K

Ca2+

n 3 C D  Indo1-AM

[Ca2+]i

SPC 40 mM K [Ca2+]i
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3

3 SPC ROK

MLC A

SPC ROK MLC

10 30

DMSO 30 SPC

15 n 3

* < 0.05 ** < 0.01 p-MLC: 

p-MYPT1: 1


