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1. Experimental
1.1. Materials and equipments
Acetylcholinesterase from Electrophorus electricus (electric eel),  acetylthiocholine iodide (substrate for the AChE assay), 5,5’dithiobis-2-nitrobenzoic acid (DTNB), and dimethylsulfoxide (DMSO) were obtained from Sigma-Aldrich.
The UV-Vis absorption spectra were recorded on Perkin Elmer Lambda 25 UV-Vis spectrophotometer at room temperature. The cholinesterase inhibition experiments were measured at 412 nm within 5 minutes from the start of the reaction on a ThermoScientific Evolution 200 Series UV-VIS spectrophotometer.
1.1.1. Biological activities
1.1.2. AChE and BChE inhibition assay

AChE inhibitory activity was measured using a modification of Ellman’s spectrophotometric method and using commercially available tacrine methyl sulfate as the reference compounds [1]. 

 1 mg of each inhibitor was dissolved in 1 ml DMSO and then diluted to various concentrations with deionised water. To determine the cholinesterase inhibition activity, six serial dilutions of the inhibitors were measured. The reaction system was composed of 5–60 mL inhibitor sample, 200 mL buffer (1 M, pH 8.0: Tris-HCl buffer for the AChE assay and phosphate buffer for the BuChE assay), 50 mL DTNB (0.5 mM), 50 mL acetylthiocholine iodide/Sbutyrylthiocholine chloride (10 mM), and 10 mL enzyme (0.28 units mL for the AChE assay and 0.32 units/mL for the BuChE assay). The reaction was initiated upon addition of the enzyme. The reaction system was prepared at room temperature in a quartz cuvette. The blank reading was composed of all chemicals except the inhibitor [2].

 The absorbance of the reaction mixture was measured at 412 nm within 5 min from the start of the reaction on a Thermo Scientific Evolution 200 Series (UV-VIS) spectrophotometer (Thermo Fischer Scientific, Waltham, MA, USA). The absorbance for each reaction mixture was measured three times within 5 min of adding the enzyme and the results are reported as mean ± standard deviation. The inhibition properties are reported as IC50 values which were determined graphically from inhibition curves of log inhibitor concentration vs. percent of inhibition. IC50 values represent the concentration of inhibitor required for 50% inhibition of the enzyme [2, 3].
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1H-NMR and 13C-NMR Spectra of Phthalonitriles

[image: image1.emf]
Figure S1. 1H-NMR spectrum of compound B1
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Figure S2. 13C NMR spectrum of compound B1
[image: image3.emf]
Figure S3. 1H-NMR spectrum of compound B2
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Figure S4. 13C NMR spectrum of compound B2
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Figure S5. 1H-NMR spectrum of compound B3
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Figure S6. 13C NMR spectrum of compound B3
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Figure S7. 1H-NMR spectrum of compound B4
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Figure S8. 13C NMR spectrum of compound B4
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Figure S9. 1H-NMR spectrum of compound B5
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Figure S10. 13C NMR spectrum of compound B5
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Figure S11. 1H-NMR spectrum of compound B6
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Figure S12. 13C NMR spectrum of compound B6
