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METHODS

A reporter gene assay was developed centred
around key genes In the quorum sensing
system of P aeruginosa, lasB and rhlA.
LasB-gip and rhlA-gfp P aeruginosa were
grown overnight in minimal media, adjusted to
OD,,, 0.08 and incubated in the presence and
absence of 4-NPO/NX-AS-401. GFP
fluorescence and absorbance were measured

over time; GFP data were normalised to OD.

BACKGROUND

Opportunistic Pseudomonas aeruginosa bacteria colonise the lungs of many
individuals with cystic fibrosis (CF) from a young age, leading to significant loss
of lung function and quality of life. Quorum Sensing Inhibitors (QSIs) are a novel
approach in the treatment of chronic P aeruginosa infections. They restrict the
capability of P aeruginosato form biofilms that, in turn, limit the effectiveness of
conventional antibiotics used against them. Neem Biotech has been granted
Orphan Drug Designation by the FDA for treatment of P aeruginosa lung
infections In CF patients using NX-AS-401, as an adjunct to conventional
antibiotics.

- To develop an in vitro assay to
identify QSIs of P aeruginosa using a
known QSl, 4-Nitropyridine-N-Oxide
(4—NI'.) as a control.

Test batches of NX-AS-401 to
onstrate OSI using the
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CONCLUSIONS \

- The development of an in vitro reporter gene assay for the-purpose screening for QS| compounds In house was
successful. The assay can be utilised to screen for further-putatwe QS| compounds active against P aeruginosa.

//

- The QSI activity of multiple batches of Neem Biotech's Iead compound, NX-AS-401, was demonstrated against /asB
and rhlA quorum sensing systems in F aerugmosa\

- This assay allows verification of the biological activity.of every:NX AS\—401 batch produced.
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