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Immunofluorescence staining (IF) of NF-kB - (Method section) 

 

Figure S1. Nuclear and cytoplasmic regions of interests (ROIs) are applied to the original NF-

κB images to extract NF-κB immunofluorescence data (a). The nuclear ROI is defined by the 

TO-PRO-3 mask, while the cytoplasmic ROI is illustrated by the p65 staining of NF-κB (b, 

blue color and green color, respectively). ImageJ software was used for the consecutive 

processing of the images by producing binary masks of nuclear and cytoplasmic ROIs followed 

by automatic thresholding to generate a binary image (c), (d). Histogram shows the frequency 

distribution of fluorescence intensity (e). [Scale bar: 100 μm] 

Original immunoblots related to section 8 

 

Figure S2: Original western blots’ bands of p65 of NF-κB from lysates of macrophages 

cultured on poly (ethylene imine) (PEI) of the 1st and 2nd rows and terminal layers of PEMs 



composed of hyaluronic acid (HA) or heparin (Hep) as polyanions and chitosan (Chi) as 

polycation abbreviated as PEI(HA/Chi)4HA of the 3rd and 4th rows and PEI(Hep/Chi)4Hep  of 

the 5th and 6th rows. The lysates, collected after 48 h, were blotted toward (NF-κB). Duplicates 

of samples were measured. 

 

Figure S3: Original western blots’ bands of actin from lysates of macrophages cultured on poly 

(ethylene imine) (PEI) of the 1st and 2nd rows and terminal layers of PEMs composed of 

hyaluronic acid (HA) or heparin (Hep) as polyanions and chitosan (Chi) as polycation 

abbreviated as PEI(HA/Chi)4HA of the 3rd and 4th rows and PEI(Hep/Chi)4Hep  of the 5th and 

6th rows. The lysates, collected after 48 h, were blotted toward actin. The immunoblotting bands 

were analysed by densitometry. Bands of p65 subunit of NF-κB in Figure S2 were normalized 

to expression of actin. Duplicates of samples were measured. 

 

 

 

 

 



Survey of split images of additional cells related to section 9 

 

Figure S4: Representative split confocal laser microscopy (CLSM) images of adherent 

macrophages after 24 h incubation on terminal layers of PEM composed of hyaluronic acid 

(HA) or heparin (Hep) as polyanions and chitosan (Chi) as polycation abbreviated as 

[PEI(HA/Chi)4HA, PEI(Hep/Chi)4Hep], respectively. Cells were fixed with 4% 

paraformaldehyde and stained for DID. [63-fold oil immersion objective, Scale bar: 10 µm] 

 

 

 

 

 

 

 

 

 

 



Survey of additional 3D cell structures related to section 9 

 

Figure S5: Representative 3D view of a z-stack in surface projection with confocal laser 

scanning microscopy (CLSM). Macrophages were cultured for 24 h on terminal layers of PEM 

composed of FITC-labelled hyaluronic acid (HA) or heparin (Hep) as polyanions and chitosan 



(Chi) as polycation abbreviated as [ PEI (HA/Chi)4HA and PEI (Hep/Chi)4Hep], respectively. 

The cells were stained for DID (red, membrane staining) and the FITC-labelled GAG (green). 

[63-fold oil immersion objective, scale: 20 μm]. In this mode, pixel values are computed as 

solids which allows no transparency. 


