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Supplementary Figure 1: Well recognized virulence factors did not induce HBP 

release.  

(a) Superantigen staphylococcal enterotoxin (SE) A and SEB (20µg/mL); (b) Toxic shock 

syndrome toxin (TSST-1, 2, 10, 20µg/mL); (c) Hemolysin-α (Hla, 2, 10, 20µg/mL); (d) 

cell wall composition, lipoteichoic acid (LTA, 1, 5, 20µg/mL) did not induce HBP 



release from whole blood of healthy donors. Human whole blood (10% in the final 

volume of 1ml) was incubated with the each virulence factor, respectively, at 37ºC for 30 

minutes. One hundred µL supernatant was collected and HBP levels in the supernatant 

were detected by ELISA. (e) The supernatants of PVL-knockout mutant and the WT 

strains showed no significant difference in HBP release. 

 

 

 

 

 

 

 

 

 

 

 

Supplementary Figure 2. USA300 supernatant induces HBP release from whole 

blood in a proteinase K-sensitive and heat-insensitive manner 

A. Proteinase K treatment completely abolished supernatant-induced HBP release from 

whole blood. The supernatant was treated with 100 µg/mL proteinase K at 37°C for 1 h. 

B. Heat treatment of the supernatant (100°C for 15 min) did not significantly affect the 

induction of HBP release.  

 

 

A B 



 

 

 

Supplementary Figure 3. The expression of PSMα in CA-MRSA and HA-MRSA was 

evaluated. 

Five HA-MRSA strains (J1, J87, J129, J130, J131) and five CA-MRSA strains (J70, J107, 

J108, J120, J206) were chosen to evaluated the PSMα4 and PSMα expression. 

Transcription level of PSMα4 was evaluated by qRT-PCR (a) and Translation level of 

PSMα was evaluated by 12% SDS-PAGE (b). 
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Supplementary Figure 4. PSMα4 induces CD63 translocation from the cytoplasm to 

the cell membrane 

Human PMNs were incubated with 10 µg/mL PSMα4 at 37ºC for 10, 20, or 30 min, 

stained with mouse monoclonal antibody against CD63 and TRICT-conjugated anti CD63 

antibody (red) and DAPI (blue), and analyzed by confocal microscopy. 

 

 

Supplementary Figure 5. The PI3K and Rac inhibitors show no cytotoxicity on 

PMNs. PMNs were incubated with 1 μM wortmannin, 50 μM NSC23766, or equal 

amounts of DMSO at 37°C for 1 h. The supernatant was collected and LDH release was 

measured. ***P < 0.001, **P < 0.01, *P < 0.05.  

 

 

 



 

Supplementary Figure 6. PSMα4 stimulates ROS production from PMNs. PMNs 

were incubated with 10 µg/mL of PSMα4 without (A) or with 10% serum (B). ROS 

production was detected by flow cytometry, and PMA was used as the positive control. 


