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Sup. Figure 1: Gating strategy to evaluate platelet activation. Single cells were analyzed 

for CD42b, identifying platelets. Platelets were further analyzed regarding the expression of 

activated GPIIb/IIIa (PAC1 antibody binding), CD62P, CD40L and CD63, which were 

quantified as percent of platelets.  

 



 

Sup. Figure 2: Gating strategy to evaluate platelet-leukocyte aggregates and leukocyte 

activation. Single cells were discriminated based on the expression of either CD66b 

(neutrophils) or CD14 (monocytes). Both cell types were further analyzed regarding the 

formation of platelet-neutrophil/monocyte aggregates (PNA/PMoA) by identifying CD42b-

positive neutrophils/monocytes as well as regarding CD11b activation and CD62L shedding. 

PNA/PMoA and CD11b activation were analyzed as percent of neutrophils/monocytes, CD62L 

was analyzed as mean fluorescence intensity (MFI). 

 



 

Sup. Figure 3: Gating strategy to evaluate monocyte polarization. Single events were 

discriminated based on the expression of CD42b and characteristic size (FSC) and granularity 

(SSC). Monocytes were identified as CD66b-negative cells and further subdivided by the 

expression of CD14 and CD16 into classical (CD14++CD16−), intermediate (CD14++CD16+) 

and non-classical (CD14+CD16++) subsets. The fraction of individual monocyte subsets was 

quantified as percent of all monocytes.  

 

 



 

Sup. Figure 4: Effect of pH and temperature on platelet degranulation and platelet-

leukocyte aggregate formation evaluated using pH- and temperature-independent 

methodology. (A) Whole blood (pH 7.2) was adjusted with 0.1M HCl to pH 6.9, stimulated 

with 3µM or 6µM thrombin activating peptide 6 (TRAP-6) and fixed before assessment of 

degranulation markers CD62P (left), CD63 (middle) and CD40L (right). (B) Whole blood was 

aliquoted, stimulated with 3µM or 6µM TRAP at 22°C or 37°C and fixed before assessment of 

degranulation markers CD62P (left), CD63 (middle) and CD40L (right). (C-D) Whole blood 

was stimulated with TRAP-6 at different (C) pH or (D) temperature as described in (A-B), fixed 

and evaluated for platelet-monocyte aggregates (left) or platelet-neutrophil aggregates (right) 

quantified as percentage of platelet positive leukocyte subtypes. N=6. *p<0.05, **p<0.01, 

***p<0.001.  

 

 



 

Sup. Figure 5: ADP-induced platelet-neutrophil aggregate (PNA) formation depends on 

platelet count but is unaffected by acidosis or temperature. Experiments with mixed blood 

components or whole blood were performed at different (A-B) platelet count, (C-D) pH or (E-

F) temperature as described in Figures 1-3. PLA formation with (A, C, E) monocytes and (B, 

D, F) neutrophils in response to 3µM or 6µM adenosine di-phosphate (ADP) or control (PBS) 

was measured by flow cytometry and quantified as the percentage of platelet positive leukocyte 

subtypes. N=6. **p<0.01.  

 

 

 



 

Sup. Figure 6: Platelet-mediated monocyte activation is impaired at low platelet count 

and low temperature but independent of pH. Experiments with mixed blood components or 

whole blood were performed at different (A-B) platelet count, (C-D) pH or (E-F) temperature 

as described in Figures 1-3. Monocyte activation in response to 3µM or 6µM adenosine di-

phosphate (ADP) or control (PBS) was measured by flow cytometry by assessing (A, C, E) the 

percentage of cells expressing activated CD11b as well as (B, D, F) shedding of CD62L as 

mean fluorescence intensity (MFI). N=6. *p<0.05, **p<0.01. 

 

 



 

Sup. Figure 7: Platelet-mediated neutrophil activation is impaired at low platelet count 

and low temperature but independent of pH. Experiments with mixed blood components or 

whole blood were performed at different (A-B) platelet count, (C-D) pH or (E-F) temperature 

as described in Figures 1-3. Neutrophil activation in response to 3µM or 6µM adenosine di-

phosphate (ADP) or control (PBS) was measured by flow cytometry by assessing (A, C, E) the 

percentage of cells expressing activated CD11b as well as (B, D, F) shedding of CD62L as 

mean fluorescence intensity (MFI). N=6. *p<0.05, **p<0.01, ***p<0.001. 

 


