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Vesicles containing the SNAREs were produced by adding
phospholipids and the proteins to a octyl-B-D-glucopyranoside
buffer. Most proteins inserted into the membrane with the cytosolic
domain outside, proved by assaying with protease. v-SNARE
vesicles have approximately 750 copies of VAMP2, t-SNARE
vesicles have approximately 75 copies of the t-SNARE complex.
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To test for fusion, vesicles were incubated together, and botulinum
toxin D added to examine the amount of VAMP resistant to
cleavage (see figure 5), VAMP cannot be cleaved if fused to t-
SNAREs.

6. Assembly of SNARE Complexes Between Vesicles is Required
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7. Conclusions

The various experiments performed in the paper support all of the hypotheses regarding membrane fusion and SNAREs. Furthermore, the
experiments show that both leaflets of the bilayer participate in the fusion process to the same extent. In vitro, most SNARE proteins reconstitute in
artificial vesicles in the correct orientation for membrane fusion to occur. SNARESs function as fusion catalysts in that they provide the energy for fusion
and also bring fusion to completion, and SNARE complexing must take place before membrane fusion can occur. This paper supports the proposal
that vesicles can fuse using only t-SNAREs and complimentary v-SNAREs, independent of any other proteins.
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