Dispersion protocols

Version1 (Nanoparticles in suspension):

The working dispersions were freshly prepared immediately before exposure to the cells in sterile water using the original particle dispersion. Before transferring the material, they were vortexed vigorously   
followed by sonication for 5 minutes in an ultrasonic bath at 37°C.
Further dilutions were  prepared in  pre-warmed Full HepaRG medium containing 10% of the NanoMILE centralized serum (same lot for all WP partners)  the NP suspension were transferred  into Eppendorfs containing full medium, to yield the highest treatment concentration (final concentration 250 μg/ . Before transferring the material, vigorous vortexing was applied .
These stocks were further sonicated again for 5 minutes in an ultrasonic bath at 37°C and transferred onto the mother plate for immediate exposure on the cells.

Version 2 (Nanoparticles in powder):

The NPs were weighed and a 5mg/ml dispersion was prepared with sterile water in a sterile Eppendorf tube. After 2-3 min vortexing the particles were sonicated using an ultrasonic vial tweeter for 15 minutes with amplitude of 75% and cycle time of 0.5. After this the dispersions in medium were prepared as in Protocol version 1. 


Version 3 (For Jrc_NM-111 only): Due to the strong hydrophobic behaviour of the particle Jrc-NM111 we have verified the effectiveness of the NanoGenoTox Project's recommended protocol (Jensen et al. 2011) using a vial tweeter instead of probe sonicator.
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