hue :Ib?ﬁﬁ?iﬁ:t

) VR B (OhnishidE) iz & % I 4 v ATPase
VM DI RE

E5: Japanese

HiRE: LBEHBKRFE

~FAB: 2012-11-07

F—7o—K:

& %), TR, £EM, F

X—=ILT7 KL AR:

=
https://doi.org/10.32150/00002783




LiERHERFRE (B2HA) B30% £25 March, 1981
Journal of Hokkaido University of Education (Section II A) Vol. 31, No. 2 PBHIS6 43 A

) v EREEH: (Ohnishih) k2 342>
ATPase iGME 5=

& ONH -k B O F
A A AN A4 2

Application to Myosin ATPase Activity Measurement of New
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Asahikawa 070

Abstract

The new method for inorganic phosphate determination reported by Ohnishi et al is
advantageous for measuring myosin ATPase activity.

The most important advantage of this method is that the portein is soluble in their solution
so that the deproteinization step is unnecessary.

However, in order to measure myosin ATPase activity by this method, there remain
several conditions which should be carefully checked. In this paper, we established these
conditions by comparing the Ohnishi method with the Fiske-SubbaRow method.

The following results were obtained.

1) The time dependent color change of C solution using the Ohnishi method did not affect
the slope of Pi standard curve.

2) A Precise waiting time was not necessary.

3) The color development of molybdate blue by this method showed a stable plateau
from 8 to 16 minutes. From these results, we settled on 15 minutes for the color development.

4) The sensitivity of the Ohnishi method was 1.6 times higher than that of the Fiske-
SubbaRow method.

5) The rate of the nonenzymatic decomposition of ATP by the reagents of the Ohnishi
method was slower than that of the Fiske-SubbaRow method.

6) Although the intensity of molybdate blue by the Ohnishi method was affected by
various reagents, the linearity of the Pi standard curve was maintained. Consequently, we had
to determine the Pi standard curve for each condition. '
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7) The rates of myosin ATPase reaction which were determind by the Ohnishi method
were similar to those by the Fiske-SubbaRow method.

From these results, it may be concluded that the inorganic phosphate deternination method
reported by Ohnishi et al is applicable to measure the myosin ATPase activity.
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Tris-maleate pH 7.0, 1 mM
MgCl,, 0.1 mM EGTA, 1 mM
ATP, £0.2mM CaCl,, 25C

X100

ATPase &t (+Ca®")
#10'M) »EEH T2 ) OmEROES (AA)

A A gsonm (Fiske-SubbaRow ) =0. 155

ATPase & (ﬂmC’leS;”mg;‘mm)

Ca®* @ik }

_Fiske-SubbaRow i

+Ca* — Ca?* (%)
Ohnishi # 0.085 0.061 28.2
0.087 0.061 29.9
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OEE B e - iz,
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ET HUEII LW,

3) FEBREMEOFEOORRZENIZ, 10° M) YEBT8~15017F F—4%FL, FO#%LE
WIZHAT 55, BABEDIERLE 15 9% L EHk,

4) 1) EOBEHMS &, Ohnishi |t Fiske-SubbaRow i L 1) 1.6 (& &ETH - 72,

5) EERANEKEKIC L 2 ATP n IR R4 Ri3 Fiske-SubbaRow i# & 0 Ohnishi i) F < %
DEEDRD - 72,

6) ATPase FUGHIZ & F L2 MDD 2 iz 7 X3.13, Ohnishi S ic B8 % 5.2 7277,
REMOEHMEIELL W0 T, E20EET CREREENT 2L LwElbh -7,

7) Ohnishi #:iz & 2E# N 2 4+ 2 > ATPase REn#lER i3, Fiske-SubbaRow & T ifllE
filf & —E L 72,

U kiR i, Ohnishi 37501z, = A2 > ATPase G2 HET 2 BIcHBTE 250h
bR Al
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