Akl : 237 A1z
Korean Journal of Pharmacology
Volume 2, Number 1, 1966

KD 2T Hol A 4EEsE Microsome 430E]A) ATPase
iGVERE Ol #gk Mgt, Cat, Na+ g Kro] %

ZIRER BRAS HEBEHs
e & & FER

EfE-tRB-2FF

=Abstract=

The influence of Calcium, Magnesium, Sodium and Potassium Ion on the

Adenosintriphosphatase activity of heart and skeletal microsomal fraction of rabbits,

Sin Jvoung Chei, M.D., Ki Whan Hong, M.D., Gui Tae Kim, M.D.

(Directed by Prof. Sang Tae Kim, M.D.)

Department of Pharmacology, College of Medicine, Pusan National University.

The microsomal fraction is isolated from rabbit heart and skeletal muscle. The frac-
tion is found to contain the Na*-and K*-activated ATPase. The maximal ATPase activity
is obtained in Na* and K* concentration of 100 mM.

Calcium itself stimulates the Na*—and Kt-activated portion of ATPase in the presence

of Mg*+. However, calcium does not stimulate ATPase in the absence of Mg**
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FH Bt BIES hkela EBRS SR
oA 22,000Xg & 20 /41 BOWEsIA . 2 WE®
o] 20 mM tris-buffer (pH 6.8) = ins}e] Taflon(No. 10505)
»g— {E}Eﬁé‘]-cq homogenize 3}¢1 ¢}, o] #} 20 mM tris-buffer
& Bl 4 ERWES 729 REZ mIs

019} 7to] 8] o4& homogenate Z tha] 9,000XgR
10 730 BOWES . = LIRS KER FRAY
o},

B YA Eehgl o] 250 g off 20 mM NaHCO,
R 150ml & fneted B3 Ol lelA st B—g H
o 2 homogenate & {Ega+4 o}
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Protein 2| J%E :
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FHED o sl JWEsteeh
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i) Biuret reagent : Cupric sulfate 1.5 g & sodium-
potassium tartrate 6 g5 500 ml FWKel wEfRE %10
% sodium hydroxide 300 m/ 2 #:#%3 BAET % KK
2 puskel 1,000 ml B Sha ksel frdtel Ed w
2t st et

ii) 509 sodimm desoxycholate.

9l ¥ protein 2 Biuret

1ii) 3 mg/m! Bovine albumine (standard solution)
i, i3, 11 &) - St#4-E blank cuvette, standard cuvette,
test cuvetie o] Table 12} 7o} EIAS At

(Table 1)
Distilled Water, 59 Sodium ‘Biuret reagent | Standard solut-
(ml) |desoxycholate(m!) (ml) |ion (3 mg/ml) Sample (ml)
Blank cuvette 2.2 0.8 4.0 - -
Standard cuvette 1.7 0.8 4.0 0.5 -
Test cuvette 2.1 0.8 4.0 — 0.1
24 £ cuvette & 30 4R =B FFESSE Beckman (Table 2)
ﬁ_ = AY - B B
DU Spectrophotometer £ fffjste] 540 my ol 4| =2 B Phosphate | Distilled | ATBOMNM | Rogycing
w2 oo oo ohostel {kstd BHEES SHsg standard (mf) | water(ml) | ™Y (Ifll)e reagent (ml)
2z Test cuvette
Protein content of unknown= 1, 0.2 8.3 1.0 0.5
P‘:O;;Z d?gntzr;tsf:nztjﬁidard K Reading of unknown 2, 0.5 8.0 10 05
g ; . 3, 15 7.0 1.0 0.5
Phosphate standard curve £ ¢/&t Inorganic 4, 2.0 6.5 1.0 0.5
Phosphate o} Ji% (Fiske & Subbarow® 53%) : Blank cuvette
HERPE & Ak 0 8.5 1.0 0.5
i) Standard phosphate : KH,PO, 0.136g% &

H,S0, 2.7 ml & 1,000 m{ ZEEAKN ML=,

ii) 4 N H,S0, 0| ammonium molybdate & 2959 &

R EEsh e

iii) Reduncing reagent: Na,S0; 0.5g ¢} 1-amino-
2-naphthol-4-sulfonic acid 0.25g & 100 m’ Z&{EKel
st Aol

RS2 400 0i) o 3U8ES Table 2 ¢} xto] MASHE T

Table 2 ¢} 7Fo] EI&3EF 4 cuvette & 10 4F iRl
{2559 ekt Beckman DU Spectrophotometer 8] &
660 mp ol A BB WICE S WESA . 4 test cuvette
Aol 4145 0] 9l% inorganic phosphate ¥} £ cuvette
9| m¥EEE el phosphate standard curve & fRER3}

et
ATPase 5542 BE (Lee method »)

FERARE ot 2o

1) 160mM Tris-maleate buffer. (pH 6.8) (LAF tris-
buffer & #&Z13H)

2) 60mM MgCl,

3). 30 mM Tris-adenosinetriphosphate.
BEERE

£ 1M KCI

5) 1M NaCl
1,2,3,4,59 #R4E} OWE L FHAS microsome

PEIE Table 35} 7o) Wasd 2B Iml 2 )

BT ATP =
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(Table 3)
169mM Tris-buffer 0.2 m/
S0mui MgCl, 0.1mi
Microsome fraction 1 mg/ml
% (H M., S.M.) ms
1M KCI, 1M NaCl Varies
and . 1mM CaCl; ane
30mM Tris-ATP 0.1ml
Varies according to amount
Distilled water of KCI, NaCl and microso-
mal fracticn.

Total volume of 1.0 ml
* H.M.
S. M. : Skeletal microsome.

: Heart microsome.

o] EAWS iRl 1050 HEd # 20% trichlo-
roacetic acid 1mlE nste] 15 20 FORESHA S, =
@S sl sillel 3040 KBS %
" DU Spectrophotometer %&£ 660 my o) A] = IRYEE S )
BHAT. oo Aol TWED WHME Y phosphate
standard curve o] {kjBate] IMisl inorganic phosphate
o Bg A o4& ATPase o {BIEEE 319

Aol GRS BEE S oo e

Cupric sulfate (Merck)

% Beckman

Sodium-potassium tartrate (Ji1l)

Sodium desoxycholate (Fisher)

Bovine albumin (Sigma)

Ammonium molybdate (Merck)

Potassium phosphate monobasic (Mallinckrodt)
Sodium sulfite, anhydrous (A1)
1-Amino-2-naphthol-4-sulfonic acid (KoSo)
Maleic acid (Eastman)

Tris-adenosine triphosphate (Sigma)
Magnessium chloride (Merck)

Potassium chloride (Merck)

Calcium chloride (Merck)

Sodium chloride (Mallinckrodt)

Tris (hydroxymethyl) aminomethane (Fisher)

T % A&
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I. Pretein 20| ATPase B0l nixl= 248 : o
BEgol]l ol A = Kr-activated ATPase ‘}1 Na*-activated

ATPase 7} microrome 7217 2] protain B2
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o ofw g} S wlrylE EELE Aot}

[ncubation mediwm ¢ e Table 4 off FEiR3ulolk

7o medium ¢ 28-S 1mlo]t}l. WA microsome 43

u,~

#4509 9= protein &S WESHZ microsome
&) 1mlol protein 10 mg < &A3EE 20 mM tris
buffer & ste] FiEslgcr. % cuvette Wol] HFEE
T & 2 protein 4B Table 4¢) #REE wiet
2t
Microsome 73&le] &= & ATPasee] 4#kale
ATP 25.v] ##4f% inorganic phosphate(M)E 2 &%
5 wele s | ®wid FigfEel ok (HlY AEER
1 OJ\OV%L o] 8t @—steh)

o] &S Mo ® Fogrsky Fig 13 2.
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(Fig. 1) The effect of protein on Mg ,Na* and K*-

activated ATPase of heart microsomal fraction.

Table 4 B TFig. 16]4 Riule} Fro] ATPase o %
PEEl= protein MO wHel #hnele Kt-activated
ATPase &= Na*~ activated ATPase ® o} (EE (BEfrol 4.
T%—.

. K* @ Na* 0] ATPase FiEEo nixls 2%
Table 5 ¢l FR¥l @tk 7] microsome &S] EHEE
# MeCL Be —%EehA dtx Nat = KT JBES o
2] ate] ATPaseo] {kate] ¥4 &= inorganic phosphate
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(Table 4) The effect of protein on Mg** Na* and K*-activated ATPase of heart microsomal fraction.

‘ 1 | 2| 3 I 2| s } 6| 7 ’ s | o 10 [Lnl Concfr‘r‘ltl\‘,f)'
160 mM Tris-buffer (ml) [ 0.2 | 0.2 0.2 0.2] 0.2] 0.2] 0.21 0.2| 0.2] 0.2 32.0
60 mM MgCl, () | 0.1 0.1{ 01 0.1 0.1} 0.1].01] 0.1| 0.1] 0.1 6.0
1M KCl )| 01| 01} 01| 01} 0.1] —| —| —| —| =— 100. 0
1M NaCl m)| —| —1 —| =1 —{ 01|01l o01] 01| o1 100.0
30 mM ATP . (m) { 01| 01| 0.1 0.1} 01| 0.1| 01| 01| 0.1 0.1 3.0
e o sy |0-05| 0.1] 0.2] 0.3] 0.4/0.05| 0.2] 0.2] 0.3/ 0.4 -
. Pr?rt:gtli SE ’mlcrosomal(mg) 0.5 1 9 3 4 0.5 1 2 3 4 _
Distilled water (ml) | 0.45{ 0.4 0.3 0.2| 0.1/0.45| 0.4| 0.3] 0.2| 0.1 -
® L P.liberated (M) [17.0133.0143.0{50.0| 62.0 | 80 |21.0|31.0[37.0]47.0 —

Total volume: 1.0m/
® L P.; Inorganic phosphate.

2= 100 mM KCI, 100 mM NaCl oA 7% &3 K*-acti- sy
vated ATPase 7} Na*-activated ATPase Bt} Efirel g
}. 70
t o
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¥ st Do
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(Fig. 2) The effect of Na* and K* on the heart (Fig. 3) The effect of concentration of Ca** on the
microsomal ATPase. heart microsomal ATPase.
(Table 5) The effect of Na* and K* on the heart microsomal fraction.
' Final concentra-
| 1] 2] s3] af 5| 6] 7| 8] 9]0 i
160 mM Tris-buffer (ml) 0.2 0.2] 0.21 0.2 0.2 o. 2‘ 0.2{ 0.21 0.2 0.2 32.0
60 mM MgCl, (ml) 0.1 0.1 0.1 0.1 0.1 0.1} 0.1 0.1] 0.1} 0.1 6.0
1M KCi (ml) [0.05! 0.1]0.15| 0.2]0.25 — = —_ - — Varies
1M NaCl (ml) — — — —_ —10.05; 0.1|0.15| 0.2]0.25 "Varies
30 mM ATP (ml) 0.1y 0.1] 0.1 0.1 0.1{ 0.1} 0.1 0.1 0.1} 0.1 3.0
Microsomal fraction .
ity (msy | 01| 01| 0.1 0.1] 0.1] 01| 0.1] 01) 01| 0.1
Distilled water (ml) | 0.45| 0.4/0.35] 0.3[/0.25|0.45| 0.4|0.35| .3 0.25 -
1. P. liberated (ml) | 27.0 /350 25.0]12.0|10.0|14.0/23.0(20.0]12.0| 80 -
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The influence of calcium, magnesium, sodium and potassium ion on the adenos-

intriphosphatase activity of heart and skeletal microsomal fraction of rionabbit, —

3. Ca**0| ATPase SZiEw nixs &8 : o

T WEs ] %E@
of 9leiA = microsome 4Ege] Kt-activated ATPase
2 Na*-activated ATPase7} Ca'* o‘fi}iggﬂgd] Ko}
o w8 FEE Wb=rbE e Aol

Incubation medium ¢ #ipre Table 6o FEishulel

7ror] medium Zfo] 1ml -8 o) ok

Table 6 ¥ Tig. 3ol A ¥.i=ule} 7o) Catt jpre) #
hnell whel ATPase yEMES #md gieh. 29 K-
activated ATPase 7} Na*-activated ATPase Bt} B{r
°] gt

(Table 6) The effect of Ca™ on Mg**, Natand K'-activated ATPase of heart microsomal fraction.

J 1 ] 2 J 3| 4 s 6] 7 | j 9 | 10 jg;ﬁfléﬁmtm'
160 mM, Tris buffer, (mf) | 0.2 0.2} 0.2] o.2| o2] 02| o2] 02! 02! 0.2 32.0
60 mM MgCl,, (m) | 0.1 0.1] 01} 01| 0.1] 0.1 0.1 0.1| 0.1] 0.1 6.0
1M KCI, mH o1 01] 01 01 0.1 —| —| —| —| — 100. 0
1M NaCl m) | — —| =] —| —|o1|l o1 01| 01| 01 100. 0
0.1mM CaCl, (ml) — 001 0.025 005 0.1 —|0.01{0.0250.05 0.1 Varies
30 mM ATP (m) | 0.1] 0.1 0.1 01} 0.1] 0.1] 0.1 0.1] 011 0.1 3.0
%‘fﬁ‘g’siffoat;ﬁj‘ggon (miy | 01| 0.1] 0.1} 0.1} 01| 0.1 0.1| 0.1} 0.1] 0.1 —
Distilled water, (ml) | 0.4]0.39]0.375/0.35| 0.3 0.4]0.39|0.3750.35 | 0.3 -
LP. liberated (uM) | 85.0 | 43.0 | 54.0 | 62.0 | 66.0 | 24.0 | 27.0 | 36.0 | 45.0 | 52.0 —
b 4. Mg**0] Gnsi2iS o K+ 2 Na* o ATPase of
% n Oixl= BE : o) B8 31¢]A % incubation mediumy
o Mg** & piobs o] ATPase 7} Nat al K+
'.,SE‘N B Bl fkale] oWl BEE $EE BRI Ao
=
3 so 0 Incubation medium 9] e Table 79| FiR3 wh
TE 2 . :-: gatl G
& | Table 7 & Fig.4 o] B=ulsl 7vo] ATPase i
S ) /\ B Mg el (kskel HES) ETET olWelx
P — K*—activated ATPase= Na*-activated ATPase ® v} &
£ P 150 200 28 o] ghet.

Concemtration of M and K*, wmm

(Fig. 4) The effect of Na® and K* on the heart
microsomal ATPase in the absence of Mg**.

5. Mg** 0] HRinEIE W Cat* 0| ATPase 0 nix|
£ B ol Wil dAe
Mg & stz oo Nat-activated ATPase &
K*-activated ATPase 7} Catte] R #gho] fkalo

incubation medium 79

(Table 7) The effect of Na® and K* on heart microsomal fraction in the absence of Mg**.

- Final concentra-
11121314\75|6|77’|819 10 | omal cor

160 mM Tris-buffer (ml) 0.21 0.2] 0.2 0.2} 0.2} 0.2 0.2} 0.2] 0.2} 0.2 32.0
60 mM MgCl, (ml) — — = — - — — — — - -
1M KCl, () {0.05| 0.1]015| 0.2]0.25! —| —| —| —| — Varies
1M NaCl, (ml) — - - - 0.05! 0.110.15| 0.21]0.25 Varies
30 mM ATP, (ml) 0.1 0.1 0.1 0.1 1 0.1 0.1 0.1 0.1 0.1 3.0
Microsomal fraction __
10 mg protein/ml (ml) 0.1 0.1 0.1 0.1 0.1 0.1t 0.1} 0.1 0.1

Distilled water, (ml) | 0.55 0.5:0.45] 0.4]0.3510.55} 0.5]0.451 0.4}0.35 —_
L. P. liberated, («M) 1 15.0 | 20.0 { 12,50 7.50 7 301100 7.0 5.0} 4.0 —
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(Table 8) The effect of Ca™ on heart microsomal fraction in the absence of Mg*+.

[z sl el sl el 7 a] o] [amm™

160 mM Tris-buffer, (ml) | 0.2 0.2 0.2| 0.2] 0.2| 0.2] 0.2} 0.2] 0.2| 0.2 32.0
60 mM MgCl,, (mi) — — — — — — — — B —
1M KCj, (mb) | 0.1 01| 01| 02| 01| —|] —| —I| —| — 100.0
1M NaCl, (ml) - — —| =] =] 01} 01| 01| 0.1] 0.1 100. 0
0.1mM CaCl,, (m?) —10.01]0.0250.05| 0.1 ~—|0.01]0.025 0.05 0.1 Varies
30 mM ATP, (m) | o.1| 01| 01| 01} 01| 0.1 01| 0.1} 0.1/ 0.1 3.0
%‘g‘g’sg‘ﬁ;ﬁ%ﬁi"“ (m | O1] 01 0.1] 0.1} 01 0.1} 01| 0.1 0.1] 0.1 -
Distilled water, (ml) | 0.5]0.49 0.475 0.45 | 0.4 | 0.5 0.49 | 0.475/ 0.45 | 0.4 —
L P. liberated, (#M) |35.0|36.0 | 37.07 36.0 | 36.0 | 23.50| 24.0 | 24.0 | 23.0 | 22.50 —

oW g HEE wEtE BEY Aol
Table 8 & Fig. 5o 4] wizunle} 7ko] Mgtto] fhins]
A W= K = Nato] st ® Catte ATPase

E
£ ¥
2 AT = gobe Ag Reste Aol D
3 ol BElelel Ze] incubation medium Aol :“. . .
Mgt ol fpfesie, K Me Nato) mgA9E Ads 3 P
Ca** & ATPs: & H&5] & :(LAH = i
S SRS
B) 2#&#5 microsome S@|2| ATPase FitE : —-e kel
1. Protein 20| ATPase EiEo O|xl= 2% 0O sof o—o Necl
B microsome 43#|e] ATPase 9} 7o Fpiozx K*- e
activated ATPase @ Na*-activatéed ATPase 7} micro- 2 &:, ," f ‘:‘:1;..;&_'\ 7

some 7HIP9S] protein B BEjel okl olwl BEE @

LB 235+ ¢}, . :

= @,"‘ '—M% . (Fig. 8) The effect of concentration of Ca** on the
Incubation medium & g Table 9 ¢ Feahutek heart microsomal ATPase in the absence of

Z+o v medium 9 2 1mlo]r}. =4 microsome %) Mg+,

(Table 9) The effect of protein on Mg**, Na* and K*-activated ATPase of skeletal microsomal fraction.

’1]2J3l4)5J617}8 9,10 Final concentra-

‘ tion, mM
160 mM Tris buffer, (ml) | 0.2] 0.2 0.2} 0.2} 0.2] 0.2] 0.2 0.2 0.2] 0.2 32.0
60 mM MgCl,, (m) | 0.1 01 0.1} 0.1} 0.1| 01| 01| 0.1 0.1 0.1 6.0
1M KCl, (m) | 01{ 01] 01| 01|01 —| —| — —| — 100.0
1M NaCl, (ml) - — - - —|1 01} 01, 01| 0.1} 0.1 100.0

30mM ATP, (m) | 0.1} 0.1y 0.1| 0.1] 0.1 01| 0.1| 0.1| 0.1 0.1 3.0

Microsomal fraction
10 mg protein/ml (ml) 0.05) 0.1] 0.2} 0.3) 0.4)0.06] 0.1} 0.2| 0.3] 0.4 —_

Protein in microsomal

0.5 1 2 3 4 0.5 1 2 3 4 -

{raction, (mg)
Distilled water, (ml) 1 0.45| 0.4 0.3| 0.2] 0.1{0.45| 0.4| 0.3] 0.2] 0.1 -
L P. liberated, («M) | 30.0 | 40.0 | 52.50] 67.50| 97.0 | 22.50( 32.50| 42.50) 58.0 | 80.0 | -

ol B4ase] 9 protein H& WTESIZ microsome buffer & msbe] WESAT. & cuvette Rol SEE &
74l 1mlo| protein 10mg<e FHSES 20mM tris K] FER protein FE S Table 99} 2o},
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(Fig. 6) The effect of protein on Mg**, Na* and K*-
activated ATPase in skeletal microsomal fraction.

2) K* & Na* 0] ATPase Fitpro| njx= &
Table 10 ¢l F7R= kot 22o] microsome /3] BEE
I MgClL, 8& —abd] sl Na* 2 K* s o
St} ATPaseol] fkalo] M = inorganic phosphate
& WEstg .

o] HBERME Mo = FURehd Fig 73 2

283 microsomte 73 E1R ATPase [FithiEs] $at Mgt+, Cat+, Nat @ K+ s

Microsome 7380l mg=ol v ATPaseof {3}
ATP 23] ¥if= inorganic phosphate B2 Table 9
7+ Fig 6o FEmslntel 7to] ATPase {8 protein

BEEm el #msie, K'-activated ATPase &
Na*-activated ATPase B} JE% Azl Gt

s8] s FRS microsome 47EIAC) ATPase {GHEE S (O
B microsome 5-EjN ¢} AT ase Bk S Higshd Fig. 1
s} Fig-6 o)Al Hizvpe} o] [E protein A 2=
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(Fig. 7) The effect of Na* and K** on the skeletal

microsomal ATPase.

Table 10 @ Fig. 7oA ¥ Iu}st 7ro] ATPase JHik
= 100 mM KCl, 100 mM NaCl o)A 7134 =2 K*-
activated ATPase 7} Na*-activated ATPase nt} Bfr
o} gt
3) Cat* 0| ATPase FHEN O|XE 280 HR
2 microsome 2219 Kt-activated ATPase @ Nat-

(Table 10) The effect of Na™ and K* on the skeletal microsomal fraction.
! ’ 2 | 3 4 L s | 6 [ 8 j g | 10 | [mnal concentra:

160 mM tris-buffer, (mf) | 0.2 | 0.2] o0.2] 0.2] 02| 02| o.2] 0.2] 02| 02 32.0
60 mM MgCl, (ml) | 0.1 0.1} 0.1] 0.1 0.1} 0.1} 0.1 0.1] 0.1] 0.1 6.0
1M KCl, ) 1005 0.110.15| 0.2f{0.25| —| —] —| —] — Varies
1M NaCl, @) | —f —| —| —1 —1lo05] 0.1]0. 15 | 0.210.25 Varies
30mM ATP, m) | o1) 01} 01] 01l o1 0.1] 0.1 0.1 3.0
Microsomal fraction !

10mg protein/ml  (mpy | 01| 01| 0.1} 0.1 0.1] 0.1} 0.1 | 0.1 —
Distilled water (m) 1 0.45| 0.4 0.35| 0.3[0.25|0.45, 0.4]0.35| 0.30.25 —
LP. liberated, (xM) | 38.0 | 50.0 E 47.50) 37.50] 35.0 | 30.0 | 37.50| 35.50/ 30.0 | 27.0 —
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(Table 11) The effect of Ca*+ on Mgt K*and Na*-activated ATPase of skeletal microsomal fraction.

Final concentra-

8 | 9 | 10

1] 2 ) 3 y 4 ) 5 6| 7 | tiom mM
160 mM Trisb-uffer, (mf) | 0.2 | 0.2 0.2] 0.2] o.2| 02| 02| 0.2] 02| 02 32.0
160mM MgCl,  (md) | 0.1] 0.1] 0.1( 0.1] 0.1/ 0.1 0.1] 0.1] 0.1} 0.1 6.0
1M KCl, @md| o1 o1] 01| oe1|or] —| = = —| - 100.0
1M NaCl, wmy| — —| —| = =] o1 o1]o1| 01| 01 010.0
0.1mM CaCl,  (mf) | — 0.0 |0.0250.05| 0.1| —|0.01|0.0250.05| 0.1}  Varies
30mM ATP, mh | 01| 01l 0.1] 01| 01 01| 0.1] 0.1| 01| 0.1 3.0
Merosoma e fugy | 1] 01] 0.1 0.1) 01 0.1 0.1) 0.1} 0.1] 0.1 -
Distilled water, ~ (mf) | 0.4]0.39 | 0.375 0.35 | 0.3 ] 0.4]0.39 | 0.375 0.35 | 0.3 -
LP. liberated, (M) | 49.0 | 51.0 | 57.50| 66.0 | 85.0 | 38.50| 42.0 | 46.0 | 52.50 73.0 ~

activated ATPase 7} Catt jEEES#{Lo] {Kalo] oW gk #
me DestE: B Aot

Incubation medium 9 #Re Table 11 o) Fpel v}
iy

Table 11 & Fig. 8o 4] miuks} 7ro] Catt IR
tmell whe} ATPase jFHEEE #megieh. ze= K'-
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(Fig. 8) The effect of Ca™ on the skeletal microso-

mal ATPase.

(Table 12) The effect of K* and Na* on skeletal microsomal fraction in the absence of Mg**.

Final concentra-

7]8]9}10’

F 1 T 2 I 3 ' 4T 5 l 6 tion, mM
160 mM Tris-buffer, (ml) | 0.2| 0.2| 0.2| 0,2| 0.2| 0.2} 0.2} 0.2}.0.2) 0.2 . 32.0
60 mM MgCl,, (m?) — — — — — — — -— — — —
1 M KCl, () {005 0.1}{0.15} 0.2{025} —{ —{ —| —{ — Varies
1M NaCl, (mf) — - — — 1| —1005| 01]0.15| 0.2]0.25 Varies
30 mM ATP, @)} 01| 01| 0.1} 014 01| 01| 01} 014 0.1} 0.1 3.0
%‘f;gs‘;%i‘eﬁ?ﬁ}"”\ (mp | ©1] 01| 01 0.1} 01| 0.1} 0.1] 0.1 0.1} 0.1 -
Distilled water, (ml) | 0.55| 0.5|0.45| 0.4|0.35|0.55| 0.5|0.45| 0.4 /0.3 -
L.P. liberated, (#M) | 15.0 | 22.50| 15.0 | 8.0 [ 7.50 | 20.0 | 10.0 | 6.0} 5.0 3.0 o=
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(Table 13) The effect of Ca** on skeletal microsomal fraction in the absence of Mg*™.
Fmal concentra-
a2 s e s e 7] 8] 9] 0|t
160mM Tris-buffer, (ml) | 0.2] 0.2 0.2| 0.2] o.2] 02| 02| 02| 02| 0.2 32.0
60 mM MgCl,, (mf) — — — _— — — — — — — _—
1M KCl, (m) | 0.1 0.1 0.1] 0.1] 0.1} —~| — ~—| —}| — 100. 0
1M NaCl, )| —| — —| —1 —lo1| 01 0.1{ 01| 0.1 100.0
0.1mM CaCl, (m?f) — 1 0.01 ['0.025/ 0.05{ 0.1 —|0.01]0.0250.05] 0.1 Varies
30mM ATP, (ml) | 0.1} 0.1] 0.1} 0.1} 0.1} 0.1} 01| 0.1} 0.1] 0.1 3.0
Microsomal fraction
10me protein/m/  (mZ) | 011 01 0.1 0.1} 0.1} 0.1 0.14 0.1 0.1} 0.1 —
Distilled water, (ml) | 0.5|0.49|0.475 0.45 | 0.4 | 0.5 0.49 | 0.475 0.45 | 0.4 -
LP. liberated, (M) | 44.0 | 45.0 | 45.0 | 45.0 | 46.0 | 32.50, 32.50| 32.50, 32.0 | 82.0 | —
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