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Table S1. Comparison of kinetic parameters obtained under different conditions that respect or

not the steady-state assumption.

Chakravarty et al. [20] T(hFllsgstSuzc;y This study (Fig.5)
Steady-state assumption Non-respected Non-respected Respected
[Dicer] (nM) 5 0.35-3.75
[Substrate] (nM) 2.5-1000 80-7860
Ky (uM) 0.066 + 0.002 1.2+0.3
kear (min™) 0.8+0.1 72+0.5
kea/Kyr (min ' pM!) 12+£2 6+1
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Fig. S1. SEC-MALS analysis of purified WT Dicer stored in sucrose/DDM-containing storage
buffer for 6 months at -80°C. Peak integration of the UV absorbance trace shows that the main peak
contains > 94% of the eluted protein. The molar mass calculated from MALS analysis was
normalized against BSA to give an average molecular weight of 215 + 3 kDa with a polydispersity
index of 1.00 £ 0.2 over the entire eluted peak. The hydrodynamic radius from quasi-elastic light-

scattering (QELS) is 13.7 nm (£ 4.5%).
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Fig. S2. Preliminary kinetics studies of pre-let-7a-1 cleavage by Dicer under non-steady-state
conditions. The turnover frequency (vo/[E];) is plotted as a function of substrate concentration
(2.5 nM to 1 uM). The kinetic studies and analysis were performed as described in Methods (Dicer
cleavage assay), but the concentration of Dicer (5 nM) was kept constant for each substrate
concentration. The data shown here were fitted to the Michaelis-Menten equation to provide
underestimated kcq (0.72 £ 0.05 min™") and Kus (65 £ 16 nM) values, since the reactions conditions
did not allow for the steady-state assumption (see text). Averages from two independent

experiments yield kcq: 0f 0.8 + 0.1 min! and K of 66 + 2 nM.
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