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Supplementary Figure 1. Light microscopy micrographs (10x) of PMN preparations at PV1 of 19 
NV (a-b) and CV (c-d) stimulated with PMA (a, c) and Map (b, d). 20 
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 22 
Supplementary Figure 2. Gating strategy used for the phagocytosis analysis. (a) PMNs without 23 
live-dead staining and without Map-GFP, (b) PMNs with live-dead staining and without Map-24 
GFP, (c) PMNs of the NC group with live-dead staining and with Map-GFP, (d) PMNs of the NC 25 
group with live-dead staining and with Map-GFP. In the first column details about leukocyte 26 
gating based on FSC and SSC; in the second step PMN-gating based on FSC and SSC (purity 27 
information); in the third column doublet discrimination strategy; in the fourth column dead 28 
cell discrimination strategy by fluorescence in the PB450 channel; in the fifth column GFP 29 
associated PMN selection by fluorescence in the FITC channel and in the sixth column a scatter 30 
plot based on FITC-FSC of single-alive-PMNs. 31 
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 34 
Supplementary Figure 3. Best reference gene combination analysis for normalization of RT-35 
qPCR expression in PBMC samples at PV1 (a) NormFinder Intra-group and inter-group variation 36 
results. PGK1 gene showed high intra-group variation (>1) in the group 6. All the genes showed 37 
low inter-group variation. (b) NormFinder provided best gene, best combination of two genes 38 
and best number of reference genes information after elimination of PGK1, the less stable 39 
gene. (c) NormFinder graph representation of the best number of reference genes for 40 
normalization. (d) GeNorm analysis results. In this case all five genes showed high stability M 41 
values (<0.5). UBE2D1, YWHAZ, RPLP0 and IPO8 resulted the most suitable combination of 42 
reference genes. 43 
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 45 

Supplementary Figure 4. Best reference gene combination analysis for normalization of RT-46 
qPCR expression in PBMC samples at PV1 after 24h stimulation, (a) NormFinder Intra-group 47 
and inter-group variation results. PGK1 gene showed a high intra-group variation (>1) in the 48 
group 12 and the highest inter-group variation, (b) NormFinder provided information about 49 
best gene, best combination of two genes and best number of reference genes after 50 
elimination of PGK1, the less stable gene, (c) NormFinder graph representation of the best 51 
number of reference genes for normalization, (d) GeNorm analysis results. PGK1 gene showed 52 
insufficient stability M value (>0.5). YWHAZ, RPLP0 and IPO8 resulted the best combination of 53 
reference genes. 54 
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 56 

Supplementary Figure 5. Best reference gene combination analysis for normalization of RT-57 
qPCR expression in GALT samples. (a) NormFinder Intra-group and inter-group variation 58 
results. Al five genes are highly stable, (b) NormFinder provided information about stability 59 
values not considering groups, best reference gene, best combination of two genes and best 60 
number of reference genes, (c) NormFinder graph representation of the best number of 61 
reference genes for normalization, (d) GeNorm analysis results. In this case all five genes 62 
showed high stability M<0.5. Although the best number of recommended reference genes was 63 
three, as the difference in their M values was small, the normalization was performed with 64 
YWHAZ, PGK1, UBE2D1 and RPLP0. 65 
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Supplementary Table 1. Primer sequences for each gene, amplicon characteristic and PCR 67 
conditions.  68 

Supplementary Table 1. Primer sequences for each gene, amplicon characteristic and PCR conditions.  69 

Target gene 
(amplicon size) 

Sequences TmºC GC% PC (µM) 

IFN-γ 
(122) 

5’TACTTTGGCATGGACTGTATT3’ 58.6 38 0.7 
5’CATAAAGCATGGTGGAGAA3’ 58.7 42.1 0.7 

IL-1β 5’CTCCTGCCAACCCTACAACA3’ 57.1 55 0.3 
(152) 5’GGACGGGTTCTTCTTCAA3’ 52,4 50 0.3 
IL-2 
(205) 

5’TATATGCCCAAGAAGGTCACA3’ 61.9 42.8 0.4 
5’TGGTAACTGTCTCATCGTATTCAC3’ 61.8 41.6 0.4 

IL-4 
(90) 

5’CAGTTCTACCTCCACCACAAG3’ 61.2 52.3 0.2 
5’GTTCCTGTCGAGTCCTCTC3’ 58.9 57.8 0.2 

IL-10 
(98) 

5’GCGACAATGTCACCGATTT3’ 63.6 47.3 0.7 
5’TGTAGACGCCTTCCTCTTG3’ 60.6 52.6 0.7 

IL-12A 
(64) 

5’CATCAGAGACATCATCAAACCT3’ 60.6 40.9 0.5 
5’GGAATTCTTCAATGGCTTCA3’ 61.6 40 0.5 

TNF 
(154) 

5’CTAGCCCACGTAGTAGCAAAC3’ 60.4 52.3 0.5 
5’AGAGAACCTGGGAGTAGATGAG3’ 60.3 50 0.5 

IL23A 5’CAGCAGCTCTCCCAGAA3’ 56.2 58.8 0.5 
(170) 5’AACTGAGTGTTGTCCCTTAGTC3’ 55.8 45.5 0.3 

RPLP0 
(111) 

5’CGTGAGAGTGACATCGTCTTTA3’ 61.9 45.4 0.3 
5’GGATGATCTTAAGGAAGTAGTTGGA3’ 62.3 40 0.3 

PGK1 
(112) 

5’TGGGCAAGGATGTTCTGTT3’ 63.2 47.3 0.4 
5’ACATGAAAGCGGAGGTTCT3’ 61.3 47.3 0.4 

YWHAZ 
(136) 

F 5’GCCCTTAACTTCTCTGTGTTCT3’ 60.4 45.4 0.4 
5’GCGTGCTGTCTTTGTATGATTC3’ 63.5 45.4 0.4 

IPO8 
(100) 

5’AGCTAGATCGTGCTGGGTA3’ 60 52.6 0.3 
5’GATCAGGCTCTTCTTGGCTAAT3’ 62.5 45.4 0.2 

UBE2D1 
(82) 

F 5’CCTGTGGGAGATGACTTGTTC3’ 63.5 52.3 0.5 
R 5’GGAAGAAGACTCCACCTTGATA3’ 61.1 45.4 0.5 

 70 

Tm: primer melting temperature; PC: primer concentration. For primer design, exon-exon junctions were taken into 71 
account, with at least one of each primer pairs between two exons. Target transcript sequences were obtained from 72 
the NCBI database. Dimers and hairpins were checked with IDT Oligo Analyzer Tools 73 
(https://eu.idtdna.com/site/account/login?returnurl=%2Fcalc%2Fanalyzer) and those with high possibilities of 74 
conforming secondary structures were discarded. Primer selection parameters were set to be: no more than 3 Gs or 75 
Cs in the last five nucleotides of the 3’end, CG% between 40-60%, primer size between 17-25 nts, Tm differences 76 
between primer pairs of less than 2⁰C and product size 100-200 bp but down to 64 in a case where no suitable 77 
primers could be identified. Primers were ordered from Sigma-Aldrich and each pair was cross-tested for optimal 78 
working concentrations ranging 0.2-0.7 µM.  79 
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