
 



 



 



 

 

Supplementary Figure S4. Surface TLR4 is required for low-grade induction of pro-
inflammatory mediators 

LPS has been shown to signal both through cellular surface and endosomal TLR4 (64).  Thus, 
we examined whether cell surface or endosomal TLR4 is required for the effect of low dose LPS.  
To test this, we employed both wild type Raw264.7 murine macrophages (expressing cell surface 
TLR4), as well as Raw264.7 cells with GP96 knocked-down (GP96KD) (52). GP96 is required 
for the assembly and trafficking of TLR4 from the endosome to the cell membrane.   GP96KD 
cells only have endosomal TLR4 and lack cell surface TLR4 (52).  Indeed, as determined by 
flow cytometry, cell surface TLR4 was only detectable in WT Raw264.7 cells but not GP96KD 
cells (Fig. 7A).  Following treatment with a low dose LPS, wild type Raw264.7 cells expressed 
Il-6 (Fig. 7B).  In contrast, the induction of Il-6 was completely ablated in GP96KD cells.  In 
agreement with previous findings that show high dose LPS can signal through intra-cellular 
TLR4, we observed that a high dose LPS was still capable of inducing Il-6 expression in 
GP96KD cells.  This observation indicates that cell surface TLR4 is critically required for the 
effect of low dose LPS.   

 


