
Figure S1 

 

Immunofluorescence detection of ST8Sia-I, GD3 and CD40 at cell surface of RAW264.7 cell 

line. (A) Cells were immunostained with specific antibodies to ST8Sia-I and GD3 ganglioside at 

4 °C for 60 min. Then, cells were fixed, incubated with secondary antibodies and visualized by 

confocal microscopy. Insets show details at higher magnification. (B) Cells were stimulated with 

LPS (LPS 100 ng/ml) for 48 h and immunostained with specific antibodies against ST8Sia-I and 

glycoprotein CD40 at 4 °C for 60 min. Then, cells were fixed, incubated with secondary antibodies 

and visualized by confocal microscopy. Insets show details at higher magnification. Scale bars:10 

μm. 

 

 

 

 



Figure S2 

 

Ecto-ST8Sia-I sialylates exogenously incorporated GM3 in RAW264.7 cells. Macrophage 

RAW264.7 cells were grown with P4 or without P4 (−P4) for 4 days. Then, cells were treated with 

GM3, washed, and incubated at 37 °C for 1 h in a medium containing only DMEM (+P4+GM3) 

or in a medium containing Mn2+ and Mg2+ (+P4+GM3+Mn+Mg) or CMP-NeuAc, Mn2+ and Mg2+ 

(+P4+GM3+Mn+Mg+CMP-NeuAc). P4 inhibitor remained present throughout the experiments. 

Cells were washed, immunostained with antibody to GD3 at 4 °C for 60 min, and then fixed and 

incubated with secondary antibody conjugated to Alexa Fluor 488. Rows indicate GD3 synthesis. 

Insets show details at higher magnification. Single confocal sections were taken every 0.7 μm 

parallel to the coverslip. Scale bars:10 μm. 

 

 

 

 

 

 

 



Table S1. Nitration sites in the listed proteins from mouse were computationally predicted using 

GSP-YNO2 1.0 and iNitro-Tyr software. “*” non-predicted site. “n.d.” not determined. P60710 

(actin, cytoplasmic 1), which nitrated Tyrosine residues have been identified experimentally (see 

references below) was using as cross-validation (please, see references [1, 2] for further 

information). ∼ 95 % of the total number of tyrosine nitration sites were successfully indicated 

by the algorithms. 53 [3, 4], 69 [5], 91 [6], 169 [6], 188 [3], 198 [3, 4], 218 [7, 8], 240 [3, 4, 6], 

294 [3, 4, 9], 362 [3, 4]. 
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