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Figure S1 – Kinetics of cytokine, chemokine, and growth factor concentrations not affected by 

vaccination. The blood levels of G-CSF, IFN, IL-1β, IL-1R, IL-10, IL-12_23, IL-13, IL-15, IL-17, IL-18, IL-

2, IL-4, IL-5, IL-8, MIP-1, MIP-1, sCD40L, TGF, TNF and VEGF are displayed. These cytokine levels 

were all assessed by Luminex. Cytokine concentrations below the limit of detection were set to 0. The 

concentrations had to be significantly different (p≤ 0.01) from the baseline level (H0PP) at two 

timepoints, at least, to be considered affected by vaccination However, IL-8 was not considered to be 

affected because of the significant difference in the concentrations between H0PP and H0PB, which 

was likely related to the Luminex assays performed independently for the PP and PB samples. 

  





 

Figure available  

-as pdf on FlowRepository database at:  

https://flowrepository.org/id/RvFrm6T8FFIAXwRj85r3b8BMTHortPjRbJcbRyAzZgX63eQNcaDw2Tj8K8

vM0694 

 

-as interactive figure on IDMIT data dissemination platform at : 

http://data.idmitcenter.fr/MVA-innate-myeloid/?page=qc 

 

 

 

 

 

 

 

Figure S3 – Phenotype of each cell cluster. The distribution of all markers is displayed as histograms 

for each of the 600 clusters. The green color indicates that the distribution of the marker is unimodal 

and narrow (defined by a p-value below 0.05 for the unimodality test using Hartigan’s dip test and an 

IQR below 2) and the red color indicates that at least one of the two conditions was not fulfilled. SPADE 

clustering markers are indicated in blue. The total number of cells per cluster, regardless of sample 

origin, is indicated between the parenthesis.  

https://flowrepository.org/id/RvFrm6T8FFIAXwRj85r3b8BMTHortPjRbJcbRyAzZgX63eQNcaDw2Tj8K8vM0694
https://flowrepository.org/id/RvFrm6T8FFIAXwRj85r3b8BMTHortPjRbJcbRyAzZgX63eQNcaDw2Tj8K8vM0694
http://data.idmitcenter.fr/MVA-innate-myeloid/?page=qc




 

Figure S4 – Annotation of the SPADE tree. Each node of the SPADE tree is colored by the median 

expression of the indicated marker among all cells from the entire dataset. The size of the node is not 

proportional to the number of cells it contains. The scale is different for each marker. 

 

  







 

Figure S6 – Correlations between marker expression. The Pearson coefficients of correlations 

between the expression of every marker are displayed for (a) granulocytes and (b) monocytes-DCs. 

Clustering markers are indicated in blue. Correlations were considered to be significant when |R| ≥ 

0.75. 

 

  









 

Figure S9 – Abundance profiles of the 21 monocyte-DC phenotypic families. The individual number 

of cells/µL of blood for each monocyte-DC phenotypic family is shown over time, the superfamily is 

indicated in parentheses. Phenotypic families were separated based on their abundance profiles: (a) 

post-prime enrichment, (b) post-boost enrichment, (c) both post-prime and post-boost enrichment, 

and (d) no or heterogeneous enrichment after each immunization. They were further grouped in 

dotted boxes depending on the kinetic family to which they belong, as defined in Table 1. 

 

  









 

Figure S12 – Comparison of marker distribution between cells that best discriminate between the 

post-prime and post-boost innate myeloid response. The Kolmogorov-Smirnov distance was 

computed to compare each marker distribution between prime- and boost-enriched neutrophils (a), 

cDCs (b), and monocytes (c). The prime cell signature consisted of cells from kinetic families III, XI, and 

I, whereas the boost cell signature consisted of cells from kinetic families V, II, IV, X, VI, and I as defined 

in Figure 7c after LASSO/LDA. For each category (prime-enriched or boost-enriched), the histogram 

was plotted using all cells (all animals and all timepoints) belonging to the indicated kinetic families 

and the indicated cellular compartment. However, there were a few exceptions. Since only CD14low 

monocytes were found associated with the prime (Table 1), all monocytes that were not exclusively 

associated with the boost were used for the comparison of marker expression (i.e. monocytes from 

kinetic families V, VIII, IX, and not from kinetic families II, IV, VI and X). In addition, neither inflammatory 

cDCs/non-classical monocytes (monocyte-DC phenotypic family 11) nor uncharacterized APCs 

(monocyte phenotypic families 9 and 10) were included with the cDCs or monocytes. The dotted line 

indicates the top eight markers, with the highest KS distance, shown in Figure 7. The histogram for the 

ninth highest KS distance is indicated for each population. 

 

  





 

Figure S13 – Staining and acquisition controls. The same two control samples were stained and 

acquired simultaneously for each of the five stainings and acquisitions of samples from the five 

vaccinated animals. These control samples were obtained after ex vivo restimulation of whole blood 

from one unrelated macaque with or without a TLR ligand cocktail (TLR 3, 4, 7, and 8) composed of 1 

µg/mL LPS (from E. coli 0111:B4, Invivogen), 100 µg/mL Poly I-C (Invivogen), and 10 µg/mL R848 

(Mabtech). Whole blood was incubated with or without stimulation for 6 h, with the addition of 10 

µg/mL BFA (Sigma) during the last 4 h. The cells were then fixed, red-blood cells lysed, and frozen as 

vaccinated animal samples. (a) Gating strategy to define the cell populations to compare staining 

profiles between control samples. The non stimulated control sample for the acquisition of macaque 

BB078 samples is shown. (b) Distribution of all markers across CD66+, CD66- HLA-DR-, and CD66- HLA-

DR+ cells. Each control samples acquisition is labelled with the ID of the macaque samples that were 

stained and acquired simultaneously.  














