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Figure B. Equilibrium titrations of hTRBPdenat and hPACTdenat with double-stranded 
siRNA. 30 nM fluorescently labeled ds-siRNA (aslam-FAM/slam) were titrated with 
increasing concentrations of hTRBPdenat (A) and hPACTdenat (B). Experimental data were 
fitted to a quadratic equation which yields Kd -values of 3 (± 0.7) nM and 1.4 (± 0.5) nM 
for hTRBP and hPACT, respectively.  
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Figure C. Pre-steady state kinetic analyses of the association of hTRBPdenat or 
hPACTdenat and double-stranded siRNA. Representative stopped-flow graphs are shown. 
The inserts show the reaction on a shorter time scale. 50 nM of double-stranded siRNA 
carrying a 5’-FAM-label were rapidly mixed with 300 nM hTRBPdenat (A) or 200 nM hPACTdenat 

(B). Data were fitted to a double exponential equation yielding the following rates: k1: 67.7 (± 
0.6) s-1 and k2: 2.2 (± 0.13) s-1 for hTRBPdenat and k1: 29.5 (± 0.5) s-1 and k2: 1.4 (± 0.08) s-1 for 
hPACTdenat.  
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Figure D. Concentration dependencies of the first phase of double-strand siRNA 
binding (observed pseudo-first-order rate constant) with hTRBPdenat and 
hPACTdenat are shown. Increasing amounts of hTRBPdenat or hPACTdenat were mixed 
with 50 nM aslam-FAM/slam. k1 was determined by the slope of the linear fit and yielded 
values of 2.0 (± 0.04) x 108  M-1 s-1 for hTRBPdenat and 1.9 (± 0.013) x 108 M-1 s-1 for 
hPACTdenat.  
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Figure E. Concentration dependencies of the first phase of double-strand siRNA 
binding (observed pseudo-first-order rate constant) with hTRBPnat and hPACTnat 
are shown. Increasing amounts of hTRBPnat or hPACTnat were mixed with 50 nM aslam-
FAM/slam. k1 was determined by the slope of the linear fit and yielded values of 0.1 (± 
0.06) x 108 M-1 s-1 for hTRBPnat and 0.5 (± 0.004) x 108 M-1 s-1 for hPACTnat.  
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Figure F. Kinetics of the dissociation of hTRBPnat/ds-siRNA-complexes. A 
representative stopped-flow graph is shown. Pre-assembled complexes of 1000 nM 
hTRBPnat and 50 nM aslam-FAM/slam were rapidly mixed with 350 nM unlabeled double 
stranded competitor RNA. Data were fitted to an exponential equation yielding two rates 
k-1: 0.2 (± 0.1) s-1 and k-2: 0.03 (± 0.01) s-1.  
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Figure G. Kinetics of the dissociation of hTRBPdenat/- or hPACTdenat/ds-siRNA-
complexes. Representative stopped-flow graphs are shown. The inserts show the 
reaction on a shorter time scale. Pre-assembled complexes of 500 nM hTRBPdenat (A) or 
hPACTdenat (B) and 50 nM aslam-FAM/slam were rapidly mixed with 350 nM unlabeled 
double-stranded competitor RNA. Data were fitted to an exponential equation yielding 
two rates k-1: 3.2 (± 0.03) s-1 and k-2: 0.15 (± 0.004) s-1 for hTRBPdenat (A) and k-1: 0.8 (± 
0.04) s-1 and k-2: 0.12 (± 0.002) s-1 for hPACTdenat (B).  
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