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 uM.
It can be seen with w.t.
It can be seen some with other Sec17 levels
It’s seen as well with Qb3A as with Qc3A
It’s not a matter of the ratio of Sec17 to Sec18, or of the sSNARE concentration.
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Assay N' N" N™ Average  Stndrd Dev .

1 Buffer 0 0 0 0.00 0.00
2 Pi standard 0.25° 0.284 0.242 0.26 0.02
30.8uM Sec17 0 0.004 -0.02 -0.01 0.01
4Qc -0.0075 -0.014 -0.032 -0.02 0.01
5 Liposomes 0.034: 0.032 0.011 0.03 0.01
6 0.3uM Sec18 0.093: 0.117 0.073 0.09 0.02
7 Sec18, 0.8uM Sec17 0.214 0.172 0.167 0.18 0.03
8 Sec18, Qc 0.145. 0.155 0.114 0.14 0.02
9 Sec18, Lipos 0.218: 0.229 0.187 0.21 0.02
10 Sec18, Sec17, Qc 0.218! 0.207 0.186 0.20 0.02
11 Sec18, Lipos, Qc 0.239' 0.244 0.204 0.23 0.02
12 Sec18, Lipos, 0.1uM Sec17 0.287': 0.191 0.187 0.22 0.06
13 Sec18, Lipos, 0.2uM Sec17 0.227: 0.275 0.249 0.25 0.02
14 Sec18, Lipos, 0.3uM Sec17 0.308§ 0.294 0.312 0.30 0.01
15 Sec18, Lipos, 0.4uM Sec17 0.458: 0.503 0.415 0.46 0.04
16 Sec18, Lipos, 0.5uM Sec17 0.543 0.466 0.514 0.51 0.04
17 Sec18, Lipos, 0.6uM Sec17 0.677 0.645 0.562 0.63 0.06
18 Sec18, Lipos, 0.8uM Sec17 0.692 0.743 0.642 0.69 0.05
19 Sec18, Lipos, Qc, 0.1uM Sec17 0.296 0.249 0.264 0.27 0.02
20 Sec18, Lipos, Qc, 0.2uM Sec17 0.414: 0.315 0.416 0.38 0.06
21 Sec18, Lipos, Qc, 0.3uM Sec17 1.131? 121 0.828 1.06 0.20
22 Sec18, Lipos, Qc, 0.4uM Sec17 1.848: 1418 1.748 1.67 0.23
23 Sec18, Lipos, Qc, 0.5uM Sec17 2.159° 1.979 1.754 1.96 0.20

24 Sec18, Lipos, Qc, 0.6uM Sec17 2.227 1.776 2.056 2.02 0.23



N'N",N"'Sec17 Cooperativity +/-Qc

AJ0.1uMSec17
1 Buffer
2Pistandard |
30.8uMSec17 H
4Qc H
5Liposomes W
603uMSecis mm
7 Sec18,0.8uM Sec17 N
8Sec18,Qc
9 Sec18, Lipos I
10Sec18,Sec17,Qc
11Sec18, Lipos, Qc mm—-

0.01 12Sec18, Lipos, 0.1uM Sec17 mE——
g'gz ASenl Miprs: R A1 it SEm—. Qc seems important for the cooperativity
0:16 :::::zz::zz: :::i: = of Sec17’s stimulation of Sec18 ATPase
0.05 16Sec18, Lipos, 0.5uM Sec17 -
0.12 17Sec18, Lipos, 0.6uM Secl7 I
0.03 18Sec18, Lipos, 0.8uM Sec17 I
0.04 19Sec18, Lipos, Qc, 0.1uM Sec17  IE——8-
0.11 20Sec18, Lipos, Qc, 0.2uM Sec17
0.68 21Sec18, Lipos, Qc, 0.3uM Secl7
0.61 22Sec18, Lipos, Qc, 0.4uM Sec7
0.29 23Sec18, Lipos, Qc, 0.5uM Se 17 | ———
0.06 245ec18, Lipos, Qc, 0.6uM Se c:17 | —

-0.50 0.00 0.50 1.00 1.50 2.00
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0, 0', 0" ATPase with 0, 0.15, 0.3, 0.6uM Sec18 with buffer, Liposomes, Qc, or Sec17

0 o
1 Buffer 0 ]
2 Pi Standard 031 0.285
3Secl7 0.042 0.031
4Qc 0.004 -0.001
5 Liposomes 0.081 0.051
60.6 uMSec18 0.266 029
7 0.3 uMSec18 0.096 013
80.15 uMSec18 0.039 0.04
9 Liposomes, 0.6 uMSec18 0457 044
10 Liposomes, 0.3 uM Sec18 02 0218
11 Liposomes, 0.15 uM Sec18 0.115 0.102
12 Qc, 0.6 uM Sec18 0.347 0.351
13 Qc, 0.3 uM Sec18 0.136 014
14 Qc, 0.15 uM Sec18 0.063 0.034
16 Sec17,0.6 uM Sec18 0.409 0412
16 Sec17,0.3 uMSec18 0.163 0.183
l"1"'7" Sec17,0.15 uMSec18 0.08 0.075
ChartTitle
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0100 0.000 010 0200 030

» Avergﬁ.sw Deviation
0.000 0.000
0.292 0.016
0.028 0014
0.006 0.008
0.059 0.019
0.273 0.015
0.107 0.020
0.043 0.007 .
0430| 0033 Qc, Liposomes, and Sec17 seem to each
0.199 0.020 .
0102| 0013 be comparable stimulants of Sec18 ATPase
0.348 0.003
0.154 0.028
0.079 0.055
0422 0.021
0173 0014
0.082 0.008
1
L
Sec18 alone

?

- Sec18 + liposomes
- Sec18 + Qc

. Sec18 +Sec17
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Under what conditions is there less fusion
with ATP than with ATPYS, i.e., when does
ATP hydrolysis inhibit fusion?

It’s seen consistently with Qc3A and 0.1 uM Sec17,
though in “R” this is seen (though less) with w.t. Qc
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Is the relevant parameter the Sec18:Sec17 ratio?

Nope...
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With Qc3A, varying levels of Sec18 show strong
fusion suppression by ATP hydrolysis with 0.1 uM
Sec17 but not with 0.4 pM Sec17
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At every level of Sec17, including zero,
there’s more fusion with Sec18/ATP than with only ATP.
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