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Figure 3. NPs identified from each condition.

« LDCV purification could increase confidence that sequences are not degradation products,

post-translational processing has only occurred in vesicles, and NPs were synthesized from

ocal tissue (i.e., did not travel to act on foreign receptors).

* NPs released from degraded vesicles are not recovered using LDCV purification.

« LDCV purification can be used to distinguish local and acting NPs from different ganglia
(conventional extraction cannot distinguish between pre- and post-synaptic NPSs).

« Additional replicates with larger pools of tissue should be used to detect more NPs and

confirm they are bona fide.

Methods

Thoracic ganglia were manually homogenized in solutions containing phenylmethylsulfonyl fluoride (PMSF), Pierce Protease and Phosphatase Inhibitor cocktall (PIC), or
no inhibitor. LDCVs were purified via differential and sucrose gradient centrifugationt. Control samples were homogenized and extracted in acidified methanol (acMeOH).
Desalting was performed with a C18 ZipTip. Data was collected using an orbitrap mass spectrometer and analyzed via Proteome Discoverer and an in-lab built crustacean
NP database for identification. Calculation of peptide properties and independent level t-tests were performed in RStudio.
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