Supplementary Material

Legends:

Fig. S1. Enzymatic activity of ecarpholin S. The PLA, enzyme activity was measured
by routine colorimetric assay (PLA, assay kit, Cayman Chemicals, Ann Arbor, MI).
ScPLA; (Asp49-PLA;) from Echis carinatus sochureki served as the control. The
concentration of ecarpholin S is 1 mg/mL and the concentration of scPLA; is 0.01
mg/mL in the assay. The calculation equation of the PLA, activity is suggested by the
manual of the kit according to the absorbance difference. All data points were acquired in
triplicate and are represented by their means (points) and standard deviations (error bars).

Fig. S2. Induction of mouse footpad edema by ecarpholin S. The dose of ecarpholin S
is 5, 10, 20, 50 pg/mouse. All data points were acquired in triplicate and are represented
by their means (points) and standard deviations (error bars).

Fig. S3. Isothermal Titration Calorimetric (ITC) titration of ecarpholin S with
CaCl,. (A) Raw data. (B) Plot of the integrated heat versus the calcium chloride /protein
molar ratio. Conditions: 0.1 mM ecarpholin S titrated with 5 uL injections of 10 mM
CaCl,. Both protein and CaCl, solutions are in 50 mM Tris-HCI at pH 7.0 and 30°C.
From the heat change curve, only the dilution heat can be observed.

Fig. S4. Stereo diagram of superposition of the Ca2+-binding loop of PL.A2s.
Ecarpholin S (Red) and scPLA2 (PDB code 10Z6, blue) are superimposed. Hydrogen
bond is shown as dash line. Some residue sidechains are hidden for clear show. This
figure was prepared by using the program Pymol (1).

Fig. S5. Stereo diagram of superposition of the catalytic sites of PLLA,s. Ecarpholin S
(Red), scPLA2 (PDB code 10Z6, blue) and Myotoxin I (PDB code 1CLP, yellow).
This figure was prepared by using the program Pymol (1).

Fig. S6. Surface charge distribution (red negative and blue positive) of apo
ecarpholin S. The electrostatic surface was calculated with APBS (2). This figure was
prepared by using the program Pymol (1).

Fig. S7. Stereo diagram of comparison of suramin bound to ecarpholin S and Basp-
I1I. One of monomers of ecarpholin S and Basp II (PDB code: 1Y4L) are superimposed.
The monomers of ecarpholin S are shown as gray and the bound suramin molecules are
shown as red. The monomers of Basp-II are shown as cyan and the bound suramin is
shown as yellow. This figure was prepared by using the program Pymol (1).
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