
EFFECT OF TKITON X-100 ON THE Pi ?r HOII EXCXiNGE AI'JI! ATPase REAC'LIOZ\IS 

For  t h e  Pi 8 I-IOi-I exchacge measurements,  sarcopl.asmLc r e t i c u l u m  v e s i c l e s  

(0.5 m g  of p r o t e i n )  were incubi2tsd i n  0.8 m l  of H 1.13 OII (0 .96 a t o m  % e x c e s s  l8O) 

c o n t a i n i n s  T r i t o n  X-103 a t  17aryin.g c o n c e n t r a t i o n s ,  0.625 1111.1 EGTA, 6.25 mY 

I \ lgC12,  125 mM. K C l  and 125 it24 Tris-ZC? a t  pH 7.0, 15', f o r  20 t o  30 min, and 

t h e n  Pi 2 HOH cxchnn.ge r e a c t i o n s  were i n i t i a t e d  by adding  C.2 ml of 200 mM 

potass ium phosphate  zit plI 7 .0  t o  t h e  i n c u b a t i o n  m i x t u r e  a t  15'. Reac t ions  were 

quenched by add ing  1 ml of 8% p e r c h l o r i c  a c i d  40 min a f t e r  t h e  a d d i t i o n  of pi, 

and d e t e r m i n a t i o n s  o f  isO : i n c o r p o r a t e d  i n t o  P. and c x l c u l a t i c n s  of the Pi ? HOE 

exchange r a t e s  were made a s  d e s c r i b e d  under  "ExperimririIla1 Procedure ,  " 
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For. t h e  

ATPase measurmentis  sazcopl-asc1i.c i :et iculum v e s i c i c s  (3.5 mg of p r o t e i n )  r ~ e r e  

AuLuuaLcu ii-i 3. 775 u ~ i  .I .J. iiiediuni ci.iiiaiiiiiig Trj-kc.)il i<-.i2G at v a r y i n g  concen- 

t r a t i o n s ,  0.64.5 mF! EGTA, 6.45 II$I 14gCl2, 129 mN KC1 and 129 n$S T r i s - H C 1  a t  

pH 7.0, 1 5 O ,  f o r  30 t o  53 min, 2nd t h e n  0,025 inl. of 2 0  

w a s  added. 
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C a C 1 2  o r  w a t e r  a l o n e  

ATPase r e a c t i o n s  were i n i t i a t e d  by a d d i n s  0 . 2  1111 zf  181 p M  AT3'P 

t o  t h e  kncubat ion  mix tu re  a t  pH 7.0, 15O, 30 s e c  a f t e r  a d d i t i o n  of C a C I 2  o r  

water. Reac t ions  were quenched by add ing  4 m l  of 5% p e r c h l o r i c  a c i d  c o n t a i n i n g  

5 mY ATP 10 sec a f t e r  t h e  a d d l t i o i i  of AT 32 P. 3 2 P i  l i b e r a t e d  an.d amounts of 

phosphoryla ted  p r o t e i n  formed were measured as d e s c r i b e d  under  "Experimental  

Procedure.  'I 

presen ted  i n  t h e  f i g u r e  a re  c o r r e c t e d  f o r  t h e  r a t e  of Pi l i b e r a t i o n  and amount 

of P i n c o r p o r a t e d  i n t o  p r o t e i n ,  r e s p e c t i v e l y ,  i n  samples  w i t h  added C a C 1 2  

a t  each  c o n c e n t r a t i o n  of T r i t o n  X-LOO. The a b s c i s s a  i n d i c a t e s  t h e  c o n c e n t r a t i o n  

of T r i t o n  X-100 i n  the r e a c t i o n  medium a f t e r  a d d i t i o n  oE o r  AT P. 

The r a t e s  of P i - l i b e r a t i o n  and amounts o f  phosphoryla ted  p r o t e i n  
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