
Week of April 28 to May 2

ATP hydrolysis

   It’s stimulated some by each of Sec17, Qc-SNARE, or liposomes alone, more by Sec17+liposomes, most by all 3.
   Stimulation is cooperative with respect to Sec17 when liposomes and Qc are also present, 
       less clear for other combinations

Fusion inhibition by Sec18 hydrolysis of ATP is optimal when zippering is blocked and with Sec17 at 0.1 µM.
    It can be seen with w.t.
    It can be seen some with other Sec17 levels
    It’s seen as well with Qb3D as with Qc3D
    It’s not a matter of the ratio of Sec17 to Sec18, or of the sSNARE concentration.
    







Qc seems important for the cooperativity
of Sec17’s stimulation of Sec18 ATPase







Sec18 alone

Sec18 + liposomes

Sec18 + Qc

Sec18 + Sec17

Qc, Liposomes, and Sec17 seem to each
be comparable stimulants of Sec18 ATPase



Under what conditions is there less fusion
with ATP than with ATPgS, i.e., when does 
ATP hydrolysis inhibit fusion?

It’s seen consistently with Qc3D and 0.1 µM Sec17, 
though in “R” this is seen (though less) with w.t. Qc





Is the relevant parameter the Sec18:Sec17 ratio?

Nope...



With Qc3D, varying levels of Sec18 show strong
fusion suppression by ATP hydrolysis with 0.1 µM
Sec17 but not with 0.4 µM Sec17









Earlier experiments used Qc vs Qc3D; here I try
sQb vs Qb3D.

Result: ATP hydrolysis inhibits ~2-fold with sQb and 0.1µM Sec17,
but totally with 0.1 µM Sec17 and Qb3D.  So what’s seen with 
Qc3D is also seen with Qb3D.

This experiment repeated well; I’ll try for a 3rd time
on Monday.



At every level of Sec17, including zero,
there’s more fusion with Sec18/ATP than with only ATP.



Note that with with soluble Qb, allowing full zippering,
and 30 or 100 nM Sec17, there is even more fusion
 with ATPgS than with ATP.  ATP hydrolysis inhibits!
































