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deep phenotyping

characterizing >23 subsets of innate, B cells and T cells
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innate response

test capacity and type of innate response to SARS-CoV-
2

Stimulation of total PBMCs with:
o Medium control

o Heat-inactive SARS-CoV-2

o TLR7/8 (R848)
o TLR2 (HKLM)
o TLR4 (LPS)
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TLR4 + h.i. SARS-CoV-2
TLR7/8 + h.i. SARS-CoV-2
TLR2 + h.i. SARS-CoV-2

Analysis

= Cytokine/chemokine secretion in
supernatant (IFNa2, IFNy, IFNB, IFNA1, IFNA2/3,

T cell response

test frequency (and type) of SARS-CoV-2 specific T cells

Stimulation of total PBMCs with

peptide pools:
DMSO, negative control

PHA, positive control
SARS-CoV-2 spike (S1)
Heat-inactivated SARS-CoV-2
0C43 (spike)

SARS-CoV-2 spike (S2)
SARS-CoV-2 NCAP
Recombinant spike protein
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= |FN-y ELIspot
= Supernatant for other cytokines

IL6, IL8, IL10, TNFa, [L12p70, GMCSF, CXCLLO, IL1§) produced (GM-CSF,1L2,1L4,1L5,1L13,1L17A,IL10,TNFa) SR
b ALZILA,ILS, ’ , ) a - - =
= Cellular response by flow cytometry « Collul vsis for T-cell subsets and = SARS-CoV-2 specific Ab-production in
(CD14/CD16,CD80,CD86,CD11b,CD11c,CD163,CCR2 =iliaf analysis ToF -CEHLSUBSets dll supernatant
,CX3CR1) activation markers
= Optional: RNA—SEC] Of stimulated CEHS (CD3,CD4,CD8,CD69,CD137,£D25,0X40,CD154,L/D)
= Optional: 6-day culture to expand
specific T cells for CD4 T-helper cell
responses and intracellular cytokine
L )\ stainings J U y,

B cell response

test frequency (and type) of SARS-CoV-2 specific B cells

B-cell ELIspot:
o Expansion with R848 or CpG

Analysis

= Spike protein IgG ELIspot

=  Nucleo protein IgG ELIspot

= Cellular analysis for B-cell subsets
and activation markers
(CD19,CD27,1gM, |gG, IgA, CD38, CD138)

B-cell clonality (CD40L system):
o Expansion with CD40L + cytokine mix
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