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Compounds. Rosmarinic acid was purchased from Fluka (cat. no. 44699). Chlorogenic acid was purchased from Sigma-Aldrich (cat. no. C3878). Salvianolic acid A was purchased from Bosche Scientific (cat. no. S7161). Salvianolic acid B (cat. no. ASB-00019560), caftaric acid (cat. no. ASB-00003028), cichoric acid (cat. no. ASB-00003640), and cynarin (cat. no. ASB-00003990) were purchased from ChromaDex.
Fluorescence polarization assays. The final concentration of buffer components used for all fluorescence polarization (FP) assays was 10 mM Hepes, pH 7.5, 1 mM EDTA, 0.1% Nonidet P-40, 50 mM NaCl, and 10% DMSO. The sequences of the peptides were: Lck and Src: 5-carboxyfluorescein-GY(PO3H2)EEIP; STAT1: 5-carboxyfluorescein-GY(PO3H2)DKPHVL; STAT3: 5-carboxyfluorescein-GY(PO3H2)LPQTV-NH2; STAT5: 5-carboxyfluorescein-GY(PO3H2)LVLDKW.
Expression and purification of the protein constructs for Lck, STAT1, STAT3, and STAT5b has been described.1 Plasmid pGEX-lckSH2, coding for Lck amino acids 121–226 fused to the C-terminus of GST, was kindly provided by Dr. B. Biesinger (University of Erlangen, Germany). DNA sequences coding for human Src amino acids 145-252 were amplified by PCR from placenta cDNA and cloned into a modified pET28a (Plk1) vector carrying an N-terminal 10x His-tag. Proteins were used at the following final concentrations: Lck and Src: 50 nM; STAT1: 60 nM; STAT3: 220 nM; STAT5b: 150 nM. Proteins were incubated with test compounds in Eppendorf tubes at 22 °C for 60 minutes prior addition of the respective 5-carboxyfluorescein labeled peptides (final concentration: 10 nM), and fluorescence polarization was analyzed immediately thereafter. Binding curves and inhibition curves were fitted using SigmaPlot (SPSS Science Software). All competition curves were repeated three times in independent experiments.
Docking experiments. The compounds were docked into the pTyr binding site of the SH2 domain of Lck (PDB 1LKK, 1.0 Å resolution) using MOE-Dock 2007.09 with a flexible protein environment.2 Initial binding models were refined by short molecular dynamics simulations (20-80 ps) followed by energy optimization using Moloc and the MAB force field.3 The figures were created using Pymol 0.99 (open source version).4
Figure S1. Binding of the core fragments of rosmarinic acid (1), salvianolic acid A (2), salvianolic acid B (3), and caftaric acid (4) to the Lck SH2 domain. Because of their very similar binding modes, rosmarinic acid, salvianolic acid A, and salvianolic acid B are depicted in the same color (green). Caftaric acid is shown in gold. The same docking poses are depicted from two different viewing angles.
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