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Table S1. A summary of the yield and melting point of compounds 3a-3g obtained under
different reaction conditions (methods A-D)

compound method solvent temp. time yield  melting point
3a A diethyl ether ambient 2days 55.39%  197-199 °C
3a B toluene boiling 4h 69.36%  199-202 °C
3a C chloroform boiling 1h 29.90%  198-200 °C
3b A diethyl ether ambient 2days 85.76%  178-180 °C
3b B toluene boiling 1h 52.94%  181-183 °C
3b C chloroform boiling. 15h 44.12%  183-185°C
3c A diethyl ether ambient 2days 73.53%  157-160 °C
3c B toluene boiling 1h 31.58%  157-159 °C
3c C chloroform boiling 1h 35.29%  158-160 °C
3d B toluene boilingg 25h 32.83%  186-189 °C
3d D alkaline —oiling  2h 31.88%  189-191°C
cyclization
3e A diethyl ether ambient 2days 80.82%  235-237 °C
3e B toluene boiling 1h 85.71%  237-240 °C
3e C chloroform boilings 15h 66.47%  237-239 °C
3f A diethyl ether ambient 2days 64.30%  208-211 °C
3f B toluene boiling 1h 53.79%  208-211 °C
39 A diethyl ether ambient 2days 76.47%  251-254°C
39 B toluene boilingg 15h 74.93%  250-252 °C

“alkaline cyclization of intermediate obtained in diethyl ether
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Figure S1. *H NMR spectrum of compound 3a (in DMSO-ds)

(5.762 ppm — impurity of dichloromethane formed in the NMR study, 2.091 — impurity of
acetone in the NMR study)
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Figure S2. *H NMR spectrum of compound 3b (in DMSO-ds)

(5.762 ppm — impurity of dichloromethane formed in the NMR study, 2.091 — impurity of
acetone in the NMR study)
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Figure S3. *H NMR spectrum of compound 3c (in DMSO-ds)
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Figure S4. *H NMR spectrum of compound 3d (in DMSO-ds)

(5.762 ppm — impurity of dichloromethane formed in the NMR study, 2.089 — impurity of
acetone in the NMR study)
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Figure S5. *H NMR spectrum of compound 3e (in DMSO-ds)
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Figure S6. *H NMR spectrum of compound 3f (in DMSO-de)
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Figure S7. *H NMR spectrum of compound 3g (in DMSO-de)
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Figure S8. 13C NMR spectrum of compound 3a (in DMSO-ds)
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Figure S9. 13C NMR spectrum of compound 3b (in DMSO-de)
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Figure S10. *3C NMR spectrum of compound 3¢ (in DMSO-ds)
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Figure S11. *3C NMR spectrum of compound 3d (in DMSO-de)
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Figure S12. *3C NMR spectrum of compound 3e (in DMSO-ds)
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Figure S13. *3C NMR spectrum of compound 3f (in DMSO-ds)
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Figure S14. 13C NMR spectrum of compound 3g (in DMSO-ds)




Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 7.0 PPM / DBE: min=-1.5 max =90.0
Element prediction: Off

Number of isotope peaks used for i-FIT =9

Monoisotopic Mass, Even Electron lons

70 formula(e) evaluated with 1 results within limits (all results (up to 1000) for each mass)
Elements Used:

C:0-20 H:0-25 N:1-6 0©:0-5

230207_YA 9 (0.147) Cm (8:9-3:6) TOF MS ES+
1.70e+006
10 296.1150
%
2971170
2873617 2890215 2905053 2921700 203.1499  296.0847 208.1191 2991215 309 11gg 3021233 305026
e s A S e e S
2880 2900 920 2940 296.0 2980 3000 3020 3040
Minimum: -1.5
Maximum: 5.0 7.0 90.0
Mass Calc. Mass mDa PEM DRBE i-FIT Norm Conf (%) Formula
296.1150 296.1147 0.3 1.0 11.5  345.7 n/a n/a Cc15 H14 N5 02
Figure S15. HRMS spectrum of compound 3a
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Single Mass Analysis
Tolerance = 7.0 PPM / DBE: min=-1.5, max =90.0
Element prediction: Off
Number of isotope peaks used for i-FIT =9
Monoisotopic Mass, Even Electron lons
48 formula(e) evaluated with 1 results within limits (all results (up to 1000) for each mass)
Elements Used:
C:0-20 H:0-25 N:1-4 0:0-5
230207_ACA 26 (0.374) Cm (26:29-3:6) TOF MS ES+
5.70e+006
10 2951197
%
296.1227
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: e e e B T S B . e o e e B
2880 290.0 2920 294.0 296.0 2980 3000 3020 3040
Minimum: -1.5
Maximum: 5.0 7.0 90.0
Mass Calc. Mass mDa PPM DBE 1-FIT Norm Conf (%) Formula
295.1197  295.1195 0.2 0.7 11.5  1420.2 n/a n/a Ccl6 H1S N4 02

Figure S16. HRMS spectrum of compound 3b




Figure S18. HRMS spectrum of compound 3d

Elemental Composition Report Page 1
Single Mass Analysis
Tolerance =7.0 PPM / DBE: min =-1.5, max = 90.0
Element prediction: Off
Number of isotope peaks used for i-FIT =9
Monoisotopic Mass, Even Electron lons
43 formula(e) evaluated with 1 results within limits (all results (up to 1000) for each mass)
Elements Used:
C:0-20 H:0-25 N:14 0:0-5
230207_XA 40 (0.548) Cm (40:41) TOF MS ES+
3.15e+006
10 309.1357
%
310.1386
301 2026 303,3488304'0332 307.1180 309.0887 | 311.1411 312.1446 315 1461 316.1455 319 2584 i
I B e B e e o b L B B e B e e e e
300.0 302.0 304.0 306.0 308.0 3100 3120 314.0 316.0 318.0 320.0
Minimum: -1.5
Maximum: 5.0 7.0 90.0
Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf (%) Formula
309.1357  309.1352 0.5 1.6 11.5 1340.5 n/a n/a C17 H17 N4 o2
Figure S17. HRMS spectrum of compound 3c
Single Mass Analysis
Tolerance = 5.0 PPM / DBE: min =-1.5 max =90.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 9
Monoisotopic Mass, Even Electron lons
185 formula(e) evaluated with 1 results within limits (all results (up to 1000) for each mass)
Elements Used:
C:0-45 H:0-45 N:0-6 0O:0-6
230310_probka_AA_pos_A 25 (0.365) Cm (25:30-4:6) TOF MS ES+
1.15e+006
100 340.1049
%
341.1074
013339601 3352491 3361811 3309034 3350000 339 684 3421100 3434761343178 3448014
BN ERARARAN RERRE RARAN RSARE RARAN LAREN RAERNRAREN RN LR RSN BRI LR IR R RN LR S RN RN
334.0 335.0 336.0 337.0 338.0 339.0 340.0 341.0 342.0 343.0 344.0 345.0
Minimum: -1.5
Maximum: 5.0 5.0 90.0
Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf (%) Formula
340.1049  340.1046 0.3 0.9 12.5 480.0 n/a n/a Cl6 H14 N5 04
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Single Mass Analysis

Tolerance =7.0 PPM / DBE: min=-1.5 max =90.0
Element prediction: Off

Number of isotope peaks used for i-FIT =9

Monoisotopic Mass, Even Electron lons

48 formula(e) evaluated with 1 results within limits (all results (up to 1000) for each mass)
Elements Used:

C:0-20 H:0-25 N:14 0:0-5

230207_AEA 22 (0.313) Cm (22-27-3:6) TOF MS ES+
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Minimum: -1.5
Maximum: 5.0 7.0 90.0
Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf (%) Formula
295.1196 295.1195 0.1 0.3 11.5 1163.8 n/a n/a Clé H1S N4 02

Figure S19. HRMS spectrum of compound 3e
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Single Mass Analysis

Tolerance = 7.0 PPM / DBE: min =-1.5, max = 90.0
Element prediction: Off

Number of isotope peaks used for i-FIT =9

Monoisotopic Mass, Even Electron lons

43 formula(e) evaluated with 1 results within limits (all results (up to 1000) for each mass)

Elements Used:

C:0-20 H:0-25 N:1-4 0:0-5

230207 ABA 23 (0.321) Cm (23:24-3:6) TOF MS ES+
2.28e+006

309.1355
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Minimum: -1.5

Maximum: 5.0 7.0 0.0

Mass Calec. Mass mDa PEM DEE i-FIT Norm Conf (%) Feormula
309.1355 309.1352 0.3 1.0 11.5 830.5 n/a n/a Ccl7 H17 N4 02

Figure S20. HRMS spectrum of compound 3f
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Single Mass Analysis

Tolerance = 7.0 PPM / DBE: min =-1.5, max = 90.0
Element prediction: Off

Number of isotope peaks used for i-FIT =9

Monoisotopic Mass, Even Electron lons
45 formula(e) evaluated with 1 results within limits (all results (up to 1000) for each mass)
Elements Used:
C:0-20 H:0-25 N:1-4 0:0-5
230207_ADA 23 (0.321) Cm (23:24-3:6) TOF MS ES+
2.29e+006
294.1240
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Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf (%) Formula
294.,1240 294.1243 -0.3 -1.0 11.5 849.5 n/a n/a Ccl7 H16 N3 02

Figure S21. HRMS spectrum of compound 3g

Table S2. The results of cell apoptosis assay of compounds 3a-3g and ibuprofen
at concentration 100 pg/mL in PBMC 24 h cultured measured by flow cytometry.

viable cells | early apoptotic cells | late apoptotic cells | necrotic cells

control 96.45% 0.58% 0.40% 2.56%
control with

2% DMSO 94.19% 2.08% 0.74% 2.98%

IBU 96.01% 1.39% 0.77% 1.84%

3c 96.72% 1.22% 0.76% 1.31%

3b 94.89% 1.64% 1.51% 1.96%

3c 95.71% 1.68% 1.26% 1.36%

3d 94.71% 1.84% 1.82% 1.62%

3e 95.74% 0.73% 0.47% 3.05%

3f 95.34% 1.57% 0.73% 2.36%

39 95.62% 1.92% 0.63% 1.84%




Table S3. Minimal inhibitory concentrations of compounds 3a-3g, ciprofloxacin (CIP) and
amphotericin B (AmB).

MIC pg/mL
strain
3a 3b 3c 3d 3e 3f 39 CIP AmB
E. coli >512 | 512 | >512 | 512 | >512 | 512 | 256 0.015
ATCC 25922

Y. enterocolitica | 512 512 512 512 512 512 512 0.125
03

S. aureus >512 | >512 | >512 | >512 | >512 | >512 | 256 0.25
ATCC 25923

M. smegmatis 128 | 256 | 256 | 512 128 256 | 512 0.5

C. albicans >512 | >512 | >512 | 512 | >512 | 512 | 512 - 0.125
ATCC 90028




