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Supplementary Information

Supplementary Figure S1

Influence of pH and cofactor concentrations on EndoV activity. Mouse (grey curves) and
human (black curves) endonuclease V were incubated at pH 7.5 (square) or pH 8.5 (circle)
with increasing amounts of MnCl; (left panels) or MgCl, (0.5-2.5-5 mM) (right panels) and
with substrates (a), (b); single stranded I1Ul, (c), (d); double stranded I1Ul, (e), (f); single
stranded I, (g),(h); double stranded I. In a-d 15 nM enzymes were used, and in e-h 25 nM.
Assays were performed as described for Figure 1b. EndoV activity without Mn/Mg ions was
set to 0% in all assays. Cleavage (%) was quantified using ImageQuant TL.

Supplementary Figure S2

Influence of Na* and K* concentrations on Endonuclease V activity. Mouse (grey curves) and
human (black curves) endonuclease V were incubated with increasing amounts of KCI
(square) or NaCl (circle) (50-100-150 mM) at pH 7.5, 0.5 mM MnCI2 (left panels) or at pH
8.5, 2.5 mM MgCI2 (right panels) and with substrates (a), (b); single stranded 11Ul, (c), (d);
double stranded 11UI. 15 nM enzymes were used and assays performed as described for
Figure 1b. ImageQuant TL was used for quantification.

Supplementary Figure S3

Tyr91 side chain conformation in MD simulations of mouse and human EndoV. (a) In mouse
EndoV, the Tyr91 x* side chain fluctuates between conformation ~ -60° and ~ +60°, with time
ratio ~ 3:1. (b) In human EndoV, the Tyr91 ' side chain fluctuates between conformation ~
+/-180° and ~ -60°, with time ratio ~ 1:1.
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