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Materials and Methods

Split-GFP complementation assay

E. coli T7-pRos (i.e., T7 cells (New England Biolabs) bearing the pLysS plasmid from
Rosetta(DE3) pLysS cells (Novagen)) were co-transformed with plasmid pNGG bearing the coding
sequence of either full-length Nraw (401) or its truncation variants (411 to 481), and plasmid
PMRBAD-link-CGFP bearing the coding sequence of either XD or hsp70, and then plated on
ampicillin- and kanamycin-containing agar plates. The next day, several colonies were scraped off
the plate and used to seed 4 ml of Luria Bertani medium containing ampicillin (100 ug/ml),
kanamyecin (50 ug/ml), and chloramphenicol (34 pug/ml) in 24-wells deep-wells. Chloramphenicol was
used to maintain the pRos plasmid. After one night at 37°C under 200 rpm shaking, pre-cultures were
used to seed 3 wells of 24-wells deep-wells with 300 ul of each pre-culture per well and each well
containing 4 ml of terrific broth with the same three antibiotics. Cells were grown for an additional
2.5 hours at 37°C. IPTG and arabinose were then added to each culture well at the respective final
concentrations of 0.5 mM and 2%, and the deep-wells were incubated over night at 17°C under
shaking. The next day, the deep-wells were spun for 5 at 4000 g in a swinging rotor and the
supernatant was discarded. Cell pellets were resuspended in 1 ml of PBS and 10 ul of each cell
suspension were diluted in 100 pl PBS in each well of a 96-wells clear bottom black microplate. The
optical density at 600 nm (i.e., the number of cells) (ODew) and GFP fluorescence (Fluo) of each well
were measured using a TECAN GENios Plus spectrofluorimeter. The fluorescence value of each well
was divided by the ODsoo of the same well (Fluo/ODsw ratio), and the mean value of each triplicate
ratio and standard deviation were calculated. Results were expressed either as Fluo/ODew or as
percentage. In the latter case, 100% is the value provided by full-length wtNrar.



