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Figure S1. '"H NMR (400 MHz) spectrum of 2 in DMSO — dg.
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Figure S2. 13C NMR (400 MHz) spectrum of 2 in DMSO — dg.
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Figure S3. ESI-MS spectrum of

2.
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Figure S4. '"H NMR (400 MHz) spectrum of 3 in DMSO — dg.
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Figure S5. 13C NMR (400 MHz) spectrum of 3 in DMSO — dg.
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Figure S6. ESI-MS spectrum of 3.
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Figure S7. ESI-MS spectra of (a) 4 and (b) 5.
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Figure S8. UV - visible spectra of (a) 2 [50 uM], 4 [50 uM] in Methanol and Characteristic d-d
transition spectrum of 4 [10 mM] in DMSO (Inset), (b) 3 [50 uM], 5 [50 uM] in Methanol and
Characteristic dd transition spectrum of 5 [10 mM] in DMSO (Inset).
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Figure S9. Solid state FT-IR spectra of (a) 2, (b) 4, (c) 3, (d) 5.
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Figure S10. DPPH Radical scavenging assay. (a) & (d) Graphical representation of DPPH radical
scavenging by CA, 2, 4 at 30 uM and PA, 3, 5 at 1 mM. (b) & (e) Linear regression to determine
the 1C5, values of DPPH scavenging by 4 and 5. (¢) & (f) UV-Visible absorption spectra for DPPH
scavenging by 4 (0 uM - 80 uM) and 5 (0 mM - 2.5 mM).
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Figure S11. Dye displacement studies towards cz-DNA binding to determine the binding fashion.
(a) & (¢) Graphical representation of EB ([EB] - 10 uM) displacement by 2, 4 at 35 uM and 3, §



at 15 uM. (b) & (d) Graphical representation of DAPI ([DAPI] - 10 nM) displacement by 2, 4 at
35 uM and 3, 5 at 15 uM. (e) & (g) UV-Visible absorption spectra for EB displacement by 4 (0

UM - 50 uM) and 5 (0 uM - 30 uM). (f) & (h) UV-Visible absorption spectra for EB displacement

by 2 (0 uM - 50 uM) and 3 (0 uM - 30 uM).
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Figure S12. UV-visible absorbance studies towards ct-DNA binding to determine binding fashion.
(a) & (b) UV-visible absorption spectra for ct-DNA binding ([4]/[5] - 20 uM) by ct-DNA (0 - 200

uM).
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Figure S13. c-DNA melting studies to determine binding fashion. (a) The melting profile of cz-
DNA (100 uM) was studied by a temperature-controlled UV-Visible spectrometer at 260 nm. (b)
& (c) Melting profile of cz-DNA (100 uM) in the presence of 4 (10 uM) and 5 (10 uM) at 260 nm.

(d) combined representation of ct-DNA melting in the presence and absence of 4 & 5.
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Figure S14. CD spectral analysis to determine cz~-DNA binding fashion. (a) & (b) CD spectral
representation of cz~-DNA at 25 °C (220 nm - 350 nm, ([¢z-DNA]- 300 pm)) in presence of 4 (0 -
100 uM) and 5 (0 - 100 uM).
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Figure S15. Live—dead imaging of 4T1 cells treated with 3 pM of 4 and 5 for 24 h. Green
fluorescence (FDA) corresponds to live cells, red fluorescence (PI) corresponds to dead cells, and

merged images for co-localization of live and dead cells. Scale bar: 100 pm.
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Figure S16. (a) Clonogenic assay in 4T1 cells to see the regrowth on post-treatment. (b) Graphical

depiction of cell viability (%) in the clonogenic assay.



Instrument ID; ARDI067

Sample Name: RGF/4/01/004(Sno:0002)

Vial: 3 ;
Date Acquired: 12-06-2024 14:39:04 IST

Injection Volume : 5.00 uL
Date Processed: 12-06-2024 16:11:37 IST

Column Name: Kromasil 100 C18,250x4.6mm 5.0um  prgcessing Method: 4_PRO

Column ID: LC-01316
Result Id: 1193 Processed Channel Descr.: PDA 340.0 nm (DAD: Spectrum)

Project Name: 2024\June_2024\Development\RA Acq. Method Set; RGF_067_MTH_01
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Figure S17. HPLC traces of 4.




Instrument ID; ARDI067

Sample Name: RGF/5/01/002(Sno:0003)

Vial: 4 .
Date Acquired: 12-06-2024 15:01:11 IST

Injection Volume : 5.00 uL
Date Processed: 12-06-2024 16:14:45 IST

Column Name: Kromasil 100 C18,250x4.6mm 5.0um  prgcessing Method: 5_PRO

Column ID: LC-01316
Result Id: 1198 Processed Channel Descr.: PDA 340.0 nm (DAD: Spectrum)

Project Name: 2024\June_2024\Development\RA Acq. Method Set; RGF_067_MTH_01

Zoomed-Scaled Chromatogram
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RT | #rea H(‘Z‘\%;’t % area | IntType | RT Retio | Mame RT | Area H(E'g)” % Area | Int Typs | RT Retio | Name
1 94950 | 17528388 | 2518869 | 9646 EB 1.00 5 12 | 13361 50523 5315 028 BB 1234
2 10611 169128 32196 0.93 EB 1.07 13 | 13.740 4630 518 0.03 BB 1.38
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5 111059 15401 2064 0.08 BB 111 16 [ 15309 | 14816 1374 0.08 EB 1.54
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10 | 12618 | 28350 5133 016 EB 1.27
11 112838 9207 1913 0.05 EB 1.28

Figure S18. HPLC traces of 5.




Instrument ID: ARDIO67

Sample Name: RGF/Cu-1/02/001{Sno:0002)

Vial: 2 ;
Date Acquired: 12-06-2024 14:16:58 IST

Injection Volume : 5.00 uL
Date Processed:  12-06-2024 16:07:16 IST

Column Name: Kromasil 100 C18,250x4.6mm.5.0im  prgcessing Method: Cu-1_PRO

Column ID: LC-01316
Result Id; 1188 Processed Channel Descr.: PDA 340.0 nm (DAD: Spectrum)

Project Name: 2024\June_2024\DevelopmentiRA Acq. Method Set: RGF_067_MTH_01

Zoomed-Scaled Chromatogram
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Figure S19. HPLC traces of Cu-1.
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Figure S20. Stability of 4 & 5 in Tris-EDTA buffer (pH 7.8) (a) Stability of 4 (100 uM) in TE
buffer (0.1% DMSO) over 0 to 24h (b) Stability of 5 (100 uM) in TE buffer (0.1% DMSO) over
0 to 24h. (¢) Stability of 4 (50 uM) in TE bufter (0.1% DMSO) over 0 to 24h (d) Stability of S (50
pM) in TE buffer (0.1% DMSO) over 0 to 24h. (Insets) Change in absorbance with time at

respective Apa.x 0f 4 & S at 100 uM and 50 uM concentrations.



