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A single colony of each E. coli strain was inoculated in a pre LB medium and colonization and infection of identified secreted proteins EspA and IuTA
was allowed to grow over night until the OD600 reaches to 1.0. The pre-
inoculum was sub-cultured in a 250 ml of DMEM medium and was agitated at Colicin | receptor 03 03 0 - 04 ,, (Colicin lais a channel forming bactericida CONCLUSIONS
0 ' ' ' ' ' ' ' ' rotein and it uses the outermembrane protein , : _ _
180 rpm at 37°C until the OD 500 reaches to 0.8. The culturg was centrifuged P P * We demonstrated quantitative proteomic analysis of secreted and extracellular
at 2500 rpm for about 10 min to pellet down the bacterial cells and the proteome of non 0157:H7 shigha toxin producing E. coli strains. Our study is the
s'upernatant, Se§retome Wa_s filtered through 0.22 um (M”l'pére filter) to get Table 1: Shows a partial list of differentially regulated proteins in non O157:H7 E. coli strains comprehensive quantitative TMT based approach for studying big six E. coli strain
rid of any bacteria and the filtrate was further concentrated using 3 kDa cut-off | | | N | ~* We identified several known secreted proteins and hypothetical proteins across the
measured using BCA assay. and stored in -80 deg freezer until the further strains using TMT based quantitative proteomic approach * Unique 7 plex TMT based quantitative proteomic approach coupled with high
analysis. Equal amounts of protein 100 ug from each condition was reduced * We identified more than 200 proteins with signal sequences as predicted by SignalP across resolution Fourier transform mass spectrometry enabled us to identify 1,200
and alkylated using 5mM DTT and 10mM iodoacetamide. The samples were the big six strains proteins across the E. coli strains.
then subjected to the FASP and digested In-solution using trypsin. Tandem * We also identitied several known T3SS secretory proteins. In addition, we have identified * Our results would enable researchers to understand the pathogenicity and would
mass tag labeling (TMT) was carried out as per the manufacturer instructions several hypothetical proteins as secreted and extra cellular proteins and these could be enable strain level differentiation for the development of effective medical
with minor modifications. Labeled peptides were pooled and fractionated likely targets for studying E. coli pathogenicity countermeasures
using basic reverse-phased liquid chromatography (bRPLC) and the fractions * Quantitative proteomic approach demonstrated strain level differentiation of several * Our proteomic data could also be used to develop targeted MRM assays for various
were concatenated and analyzed on LTQ-Orbitrap Elite mass spectrometer. proteins across the studied E. coli strains secreted and virulence factors

* Gene Ontology analysis revealed several identified proteins with catalytic activity, receptor

and binding activity WARFIGHTER FOCUSED.

Approved for Public Release



