SARS-CoV-2 Spike Protein and Viral RNA Persist in the Lung of
Patients with Post-COVID Lung Disease.
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Introduction

SARS-CoV-2 has resulted in over 100 million
cases’ with ~2% of cases severe enough to merit
hospitalization.® In severe cases, up to 70% have
persistent respiratory symptoms or imaging
findings consistent with ongoing inflammation.® We
and others have described the presence of usual
interstitial pneumonia and cryplogenic organizing
pneumonia in patients with post-viral lung disease,
including COVID-19 infection. We hypothesize that
persistent SARS-CoV-2 antigens well after acute
infection may be driving this response.

Objectives

* Demaonstrate presence of SARS-CoV-2 proteins
and REMNA in acellular BAL from patients with
history of severe COVID-19 via ELISA

* |solate Extracellular Vesicles from BALs to
determine if these are sources of residual spike
protein and nucleocapsid protein well after acute
infection has resolved.

Materials & Methods

Bronchoalveolar lavage (BAL) samples sent o the Clinical
BAL Laboratory at Indiana Universily for evaluation of
possible post-COVID lung disease were studied. BAL was
filtered through nylon gauze and then cantrifuged al 400 g
for 10 minutes o pallel cells and oblain  acallular
supernatants. Acellular BAL fluikd was analyzed for spike
profein using a commercially availabla ELISA kit (Kerafast)
and for spike prolein RN& using a laboratory-developed
SARS-CoV-2 qualitative real-time PCR o detarmine the
prasance of viral RNA.  In preliminary work, axtraceliular
vasicles (EVs) ware isolated from S00ul BAL samplas by
Sira Exclusion Chromatography (SEC) where samples
ware fillered through a 065 micron filter, and then
collected using lzon gEV Original columns in fractions 1-6
followed by concenfration wtilizing ultracentrfugation at
150,000xg for 90 minutes, and through a separate
Ultracantrifugation only method [UC) wheare samples wers
filered throwgh a 063 micren filter and than
ultracentrifuged twice at 150,000xg for 90 minutes each
ima, and analyzed for spike prolein and nucleocapsid
profein  using a commercially available ELISA kit
(Kerafast).
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