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Suppl. Figure 1: CD86 expression profile on immature DC prior to stimulation is characteristic 

for each donor, stable over time, and determines the frequency of synergistic DC activation. (A) 

The level of CD86 and CD83 expression on DC caused by LPS stimulation alone was set to 100%. A 

synergistic DC activation caused by FVIII plus LPS was defined as an increase in CD83 and CD86 

expression levels of 10% compared to LPS stimulation alone. iDC from all donors with low initial 

CD86 expression levels were synergistically activated by pdFVIII
1
 and LPS (9/9; 100%) (data also 

shown in Fig. 2B). The frequency and degree (compare Fig. 2B) of this synergistic DC activation 

decreased with increasing CD86 expression levels. (B) To follow up on the CD86 expression profile 

on untreated, iDC of different donors, iDC were generated at three different time points (analysis I, II, 

and III). Untreated iDC were harvested on day 5 and stained either with an anti-CD86 antibody or an 

isotype control (grey-shaded curves; shown for one time point only since they were comparable 

between analyses). The time distance between the analyses for donor I was: 0 months at analysis I 

(dotted line), 2 months after analysis I (analysis II; solid line), 21 months after analysis I (analysis III; 

dashed line); for donor II it was 0 months at analysis I (dotted line), 13.5 months after analysis I 

(analysis II; solid line), and 14 months after analysis I (analysis III; dashed line); for donor III it was 0 

months at analysis I (dotted line), 2 months after analysis I (analysis II; solid line), and 2.5 months 

after analysis I (analysis III; dashed line).  
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Suppl. Figure 2: Plasma-derived but not recombinant FVIII products synergistically induce an 

increased cytokine secretion. Immature DC were stimulated with 1 U/mL of plasma-derived 

(pdFVIII
1
 and pdFVIII

4
) or recombinant (rFVIII

3
) FVIII alone, with 0.1 µg/mL of lipopolysaccharide 

(LPS) alone or with a combination of FVIII and LPS. Controls were left untreated. Next day, cell 

culture supernatants were harvested and analyzed for cytokine secretion by a Fluorescent Bead 

Immunoassay. Cytokine data were analyzed calculating the mean differences of LPS vs. LPS+FVIII 

and 95% confidence intervals. Statistical significance of the observed differences was based on a 

Signed Rank test. The statistical analysis was performed with SAS
®
/STAT software, version 9.3 

(*p<0.05; **p<0.01). The horizontal bars represent medians. 
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Suppl. Figure 3: Human macrophages and B cells are not activated by plasma-derived or 

recombinant FVIII products in a danger signal-dependent manner. (A) Mean fluorescence 

intensities (MFI) of CD40, CD80, CD86, and CD275 expression obtained from FVIII-treated, and 

FVIII plus danger signal-treated macrophages were normalized to the MFI of untreated cells (100%). 

(B) MFI of CD69, CD80, CD83, and CD86 expression obtained from FVIII-treated, and FVIII plus 

danger signal-treated B cells were normalized to the MFI of untreated B cells (100%) (mean with SD).  

 

 

 

 

Suppl. Figure 4: VWF alone or in combination with LPS does not activate human DC. Immature 

DC were stimulated with 1 U/mL of VWF alone, with 0.1 µg/mL LPS alone, with a combination of 

VWF plus LPS or VWF plus LPS plus rFVIII
3
. Controls were left untreated. After 24 h, DC were 

harvested, stained with either a combination of anti-CD83 and anti-CD86 antibodies or the 

corresponding isotype controls, and analyzed by flow cytometry. Mean fluorescence intensities (MFI) 

of CD86 and CD83 expression were normalized to the MFI of LPS-stimulated cells (100%) (mean 

with SD). 

 


