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Figure 7. Binding analysis of GLD-1 WT, GLD-1 G248R, and GLD-1 G250R. A. An
increasing concentration of purified, recombinant MBP-tagged GLD-1 or mutant variants was
incubated with a fluorescein labeled RNA oligonucleotide comprising a fragment from the g/p-1/
3’UTR that contains a GLD-1 binding motif, shown in larger font. Bound RNA was resolved
from free using a slab polyacrylamide gel, and visualized using a FUJI FLA9000 Imaging
System. B. The fraction of bound RNA was quantified using MultiGauge software. These data
were plotted as a function of the protein concentration and fit to the Hill Equation in order to
determine the apparent equilibrium dissociation constant (Kg, 4pp) and the Hill coefficient. The
average and standard deviation of the Ky pp and the Hill equation for at least three experimental
replicates are presented to the right of the graph. Data were normalized to the local minimum and
the fitted window of GLD-1 WT binding to facilitate comparison of the three mutants on the
same set of axes. Un-normalized data were used to obtain the fitted parameters. For GLD-1

G248R, the data were not fit because little to no binding was observed across three replicates.
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