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S1. 'H NMR (600 MHz, Acetone-dg) Spectrum of 6a-Acetoxyanopterine (1)
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S2. COSY (Acetone-dg) Spectrum of 6a-Acetoxyanopterine (1)

(wdd) 14

4.5 4.0 3.5 3.0 2.5 2.0 1.5 1.0
f2 (ppm)

5.5 5.0

6.0



S3. HSQC™ (Acetone-d,) Spectrum of 6a-Acetoxyanopterine (1)
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S4. HMBC (Acetone-dg) Spectrum of 6a-Acetoxyanopterine (1)
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S5. ROESY (Acetone-dg) Spectrum of 6a-Acetoxyanopterine (1)
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S6. 'H NMR (600 MHz, DMSO-d;) Spectrum of 6a-Acetoxyanopterine (1)

O +CF3COOH




S7. Comparison of NMR Data of 6a-Acetoxyanopterine (1) in DMSO-d, and Acetone-d;
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@ Spectrum recorded at 600 MHz in acetone-dg at 30 °C.

b Spectrum recorded at 600 MHz in DMSO-d, at 30 °C.



S8. ROESY (DMSO-d;) Spectrum of 6a-Acetoxyanopterine (1)
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S9. H NMR (600 MHz, Acetone-dg) Spectrum of 4'-Hydroxy-6a-acetoxyanopterine (2)
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S10. COSY (Acetone-dg) Spectrum of 4'-Hydroxy-6a-acetoxyanopterine (2)
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S11. HSQC (Acetone-dg) Spectrum of 4'-Hydroxy-6a-acetoxyanopterine (2)
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S12. HMBC (Acetone-d;) Spectrum of 4'-Hydroxy-6a-acetoxyanopterine (2)
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S13. ROESY (Acetone-dg) Spectrum of 4'-Hydroxy-6a-acetoxyanopterine (2)
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S14. *H NMR (600 MHz, Acetone-d,) Spectrum of 4'-Hydroxyanopterine (3)
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S15. COSY (Acetone-dg) Spectrum of 4'-Hydroxyanopterine (3)
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S16. HSQC* (Acetone-dg) Spectrum of 4'-Hydroxyanopterine (3)
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S17. HMBC (Acetone-d;) Spectrum of 4'-Hydroxyanopterine (3)
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S18. *H NMR (600 MHz, Acetone-d,) Spectrum of 4'-Hydroxyanopterine (3)?
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S19. ROESY (Acetone-dg) Spectrum of 4'-Hydroxyanopterine (3)
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S20. *H NMR (600 MHz, Acetone-d,) Spectrum of 11a-Benzoylanopterine (4)
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S21. COSY (Acetone-dg) Spectrum of 11a-Benzoylanopterine (4)
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S22. HSQC (Acetone-d;) Spectrum of 11a-Benzoylanopterine (4)
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S23. HMBC (Acetone-d;) Spectrum of 11a-Benzoylanopterine (4)
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S24. ROESY Spectrum of 11a-Benzoylanopterine (4)
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S25. 'H NMR (600 MHz, Acetone-d,) Spectrum of Anopterine (5)
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S26. COSY (Acetone-dg) Spectrum of Anopterine (5)
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S27. HSQC* (Acetone-dg) Spectrum of Anopterine (5)
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S28. HMBC (Acetone-d;) Spectrum of Anopterine (5)
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S29. ROESY (Acetone-dg) Spectrum of Anopterine (5)
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S30. Comparison of NMR Data of TFA Salt and Free Base of Anopterine
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S31. *H NMR (600 MHz, Acetone-d,) Spectrum of 74-Hydroxyanopterine (6)
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S32. COSY (Acetone-dg) Spectrum of 74-Hydroxyanopterine (6)
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S33. HSQC* (Acetone-dg) Spectrum of 74-Hydroxyanopterine (6)
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S34. HMBC (Acetone-d;) Spectrum of 74-Hydroxyanopterine (6)
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a1H and 3C spectra recorded at 600 MHz and 150 MHz respectively in acetone-dg at 30 °C.

b1H and 13C spectra recorded at 250 MHz and 62.9 MHz respectively in CDCI

Aust. J. Chem. 1985, 38, 1091-1106.

*

5 from Johns, S. R.; Lamberton, J. A.; Suares, H.; Willing, R. I.

Initially misassigned by Johns et al. C-6, C-7, C-9 and C-10 have been reassigned based on our data

N.R: Not reported



S36. *H NMR (600 MHz, Acetone-d,) Spectrum of 74,4'-Dihydroxyanopterine (7)
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S37. COSY (Acetone-dg) Spectrum of 74,4'-Dihydroxyanopterine (7)
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S38. HSQC* (Acetone-dg) Spectrum of 74,4'-Dihydroxyanopterine (7)
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S39. HMBC (Acetone-dg) Spectrum of 74,4'-Dihydroxyanopterine (7)
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b1H and 13C spectra recorded at 250 MHz and 62.9 MHz respectively in CDCI; from Johns, S. R.; Lamberton, J. A.; Suares, H.; Willing, R. 1.

Aust. J. Chem. 1985, 38, 1091-1106.

a1H and 3C spectra recorded at 600 MHz and 150 MHz respectively in acetone-dg at 30 °C.

Initially misassigned by Johns et al. C-6, C-7, C-9 and C-10 have been reassigned based on our data

N.R: Not reported



S41. *H NMR (600 MHz, Acetone-d,) Spectrum of 74-Hydroxy-11a-benzoylanopterine (8)
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S42. COSY (Acetone-dg) Spectrum of 74-Hydroxy-11a-benzoylanopterine (8)

f1 (ppm)




S43. HSQC (Acetone-d;) Spectrum of 74-Hydroxy-11a-benzoylanopterine (8)
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S44. HMBC (Acetone-d;) Spectrum of 74-Hydroxy-11a-benzoylanopterine (8)
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a1H and 13C spectra recorded at 600 MHz and 150 MHz respectively in acetone-d; at 30 °C.

b1H spectrum recorded at 250 MHz in CDCl, from Johns, S. R.; Lamberton

J. A.; Suares, H.; Willing, R. I. Aust. J. Chem. 1985, 38, 1091-1106.

“Initially misassigned by Johns et al. H-6, H-7 have been reassigned based on our data

N.R: Not reported



S46. *H NMR (600 MHz, Acetone-d,) Spectrum of Tiglic Acid
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S47. 3C NMR (150 MHz, Acetone-dg) Spectrum of Tiglic Acid
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S48. Cytotoxicity Evaluation of Compounds 2—8 Using a Live-Cell Imaging Assay (Confluence)

Normalized confluence [%] Normalized confluence [%]

Normalized confluence [%]

100

~ DMSO (0.3%)
=~ 2(0.75 nM)
-~ 2 (1.5 nM)

~ 2 (3nM)

=~ 2 (6nM)

-~ 2 (12 nM)

~ 2 (50 nM)

----- Vinb (25 nM)

80

~ DMSO (0.3%)
- 5 (12.5 nM)
- 5 (21.5 M)
- 5 (50 "M)

- 5 (100 nM)

~ 5 (200 nM)

----- Vinb (25 nM)

20

40

Time (h)

60

~ DMSO (0.3%)
- 8 (1.9 nM)
- 8(3.8nM)
~ 8 (7.5 M)
----- 8 (15 nM)

~ Vinb (25 nM)

40

Time (h)

80

Normalized confluence [%]

Normalized confluence [%]

Normalized confluence [%]

100

100

~ DMSO (0.3%)
-~ 3(125n1M)
=3 (250 nM)
-~ 3(500 M)
=~ 3(1000 nM)

Vinb (25 nM)

20

40 60 80

~ DMSO (0.3%)
~ 6 (12.5 nM)
-~ 6 (25 M)

~ 6 (50 nM)

~ 6 (100 M)

~ 6 (200 M)

----- Vinb (25 nM)

20

40 60 80

Time (h)

----- DMSO (0.3%)
= Vinb (1.56 nM)
= Vinb (3.25 nM)
= Vinb (6.25 nM)
- Vinb (12.5 nM)
-~ Vinb (25 nM)

= Vinb (50 nM)

20

40 60 80

Time (h)

100

Normalized confluence [%]

Normalized confluence [%]

20

40

60

80

20

40

Time (h)

60

80

= DMSO (0.3%)
~ 4 (62.5 nM)
- 4 (125 nM)

~ 4 (250 nM)

= 4 (500 nM)

----- 4 (1000 nM)
-~ Vinb (25 nM)

~ DMSO (0.3%)
-~ 7 (250 nM)

~ 7 (125 nM)

-~ 7 (62.5 nM)
~ 7 (31.25 nM)
-~ 7 (15.6 nM)

----- Vinb (25 nM)

Proliferation as a function of cell confluence. LNCaP cells were treated with control (DMSO), vinblastine (25 nM) or the
indicated compound, and confluence was measured every 2 h for 72 h on an IncuCyte real-time live-cell imaging system.



S49. Cytotoxicity Evaluation of Compounds 2—8 Using a Live-Cell Imaging Assay (Cell Morphology)
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Change in cell number and morphology after 72 h of treatment. LNCaP
cells were treated with control (DMSO), vinblastine (25 nM) or the indicated
compound, and a picture was taken every 2 h for 72 h on an IncuCyte real-time
live-cell imaging system (scale bar 100 um).




