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1. Biological assays

Time-dependent reactivation of VX-inhibited hAChE and GB-inhibited hAChE by 100 uM of 1, for
the determination of ks (See Table 1 and experimental section).

® 100 yM + VX-hAChE
® 100 yM + GB-hAChE

Activity (%)
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Time-dependent reactivation of VX, paraoxon (POX), tabun (GA)-inhibited hAChE and VX-inhibited
hBChE by 100 uM of 2 , for the determination of ks (See Table 1 and experimental section).
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Time-dependent reactivation of VX-, paraoxon (POX-), tabun (GA)-inhibited hAChE by 50 uM of 3,
for the determination of k., (See Table 1 and experimental section).
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Time-dependent reactivation of VX-, paraoxon or POX-, tabun by 100 pM, of GA-inhibited hAChE
by 50 uM of 4, and VX-inhibited hBChE by 100 uM of 4, for the determination of ks (See Table 1

and experimental section).
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Concentration-dependent reactivation of VX- and GB-inhibited hAChE by compound 1 for the
determination of k,, Kp and k,, (See Table 1 and experimental section)
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Concentration-dependent reactivation of VX-inhibited hBChE, VX-inhibited hAChE and paraoxon-
inhibited hAChE by compound 2 for the determination of k,, Kp and k;, (See Table 1 and experimental
section)
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Concentration-dependent reactivation of VX- and paraoxon-inhibited hAChE by compound 3 for the
determination of k,, Kp and k;, (See Table 1 and experimental section)
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Concentration-dependent reactivation of VX-inhibited hAChE by compound 4 for the determination of
k., (See Table 1 and experimental section)
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ICs of compound 1 for hAChE
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Retention Time
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Spectrum Max
Plot Results
(System
(22/10/2012
T6E29517)
(Reprocessed) )
Retention Time Height Height Percent Area Area Percent
12:217 12730 0,637 520777 1,499
17,800 9789 0,490 185951 0,535
22,750 10654 0;:533 160529 0,462
25,017 363916 18,218 5240816 15,082
26,083 1600511 80,122 28641544 82,423
26,583 o] 0,000 0 0,000
Totals AAJ
| 1997600 100,000 34749617 100,000

Under these non-optimized HPLC conditions, the basic compound 1 is partially protonated and the
purity (97.5%) was determined by the sum of the two peak areas of the protonated form (t; = 26.08
min) and of the unprotonated form (t; = 22.48 min). The UV absorption spectra were completely
similar.
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Retention Time
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Spectrum Max
Plot Results

(System
(25/08/2011
10: 25:25)
(Reprocessed) )
Retention Time Height Height Percent Area Area Percent
21;B17 110534 4,704 2383820 4,891
22,483 85799 3,652 545911 1,120
23,067 2153255 91, 644 45807685 24, SB9
Totals
| 2349588 100,000 48737416 lO0,000|

Under these non-optimized HPLC conditions, the basic compound 3 is partially protonated and the
purity (95.1%) was determined by the sum of the two peak areas of the protonated form (tz = 23.07
min) and of the unprotonated form (tz = 22.48 min). The UV absorption spectra were completely similar
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Retention Time
2000

mAU
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AU

1000 1000 €
2% 8
ey =
8 § 3
0 3 0
0 5 10 15 20 25 30 35 40
Minutes
Spectrum Max
Plot Results
(System
(25/08/2011
L0 See 10
(Reprocessed) )
Retention Time Height Height Percent Area Area Percent
22,933 30150 1,234 321232 0,655
23,617 145957 by 972 2916355 5,945
24,767 2201644 90,079 45255968 92,247
39,150 66369 25715 565928 1,154
Totals
2444120 100,000 49059483 100,000

Under these non-optimized HPLC conditions, the basic compound 4 is partially protonated and the
purity (98.2 %) was determined by the sum of the two peak areas of the protonated form (t; = 24.76
min) and of the unprotonated form (t; = 23.62 min). The UV absorption spectra were completely

similar.
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