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Selected characterization data:

1. Figures S1-S2: NMR spectra of proligands a and a’.

2. Figures S3-S8: NMR spectra of 1 and 1°.

3. Figures S9-S13: NMR spectra of 2 and 2’.

4. Figures S14-S15: UV-vis spectra of a, 1 and 2 (pH* = 2-3, pH* = 7.4).

5. Figure S16: CD spectra of 1 and 1’ in water.

6. Figures S17-S20: NMR spectra of 3.

7. Figure S21: Time-dependent 'H NMR spectra of 1 in water-d, (pH* = 2.3), with and
without NaCl.

8. Figure S22: pH-dependent 'H NMR spectra of 1 in water-d,

9. Figures S23-S25: NMR spectra of 1 (pH* = 2.3) in water-d,

10. Figure S26: HR-ESI-MS spectrum of 1 (pH* = 7.4)

11. Figures S27-S31: NMR spectra of 1 (pH* = 7.4) in water-d..
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12. Figure S32: Time-dependent '"H NMR spectra of 2 in water-d, (pH* = 3.0), with and
without NaCl.

13. Figure S33: Time-dependent 'H NMR spectra of 2 in PBS (pH* = 7.4).

14. Figures S34-S35: NMR spectra of 2 (pH* = 3.0) in water-d,

15. Figure S36: HR-ESI-MS spectrum of 2 (pH* = 7.4).

16. Figures S37-S41: NMR spectra of 2 (pH* = 7.4) in water-d,

17. Figure S42. Time-dependent 'H NMR spectra of 3 in water-d,

Selected FRET DNA melting assay data:

1. Figure S43: FRET DNA melting curves of 1 and 2.
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Figure S1."H NMR spectrum of a in CDCl3
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Figure S$3."H NMR spectrum of 1 in CDCl3
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Figure S4."H NMR spectrum of 1’ in CDCl;
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Figure S5. '3C-'"H HSQC NMR spectrum of 1 in CDCls.
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Figure S$6."3C-'H HMBC NMR spectrum of 1 in CDCI; (Assignment of =NOH)
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Figure S7."*N-"H HMBC NMR spectrum of 1 in CDCls.
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Figure S8. 2D NOESY NMR spectrum of 1 in CDCl;
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Figure S$9."H NMR spectrum of 2 in CDCl3
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Figure S10."H NMR spectrum of 2’ in CDCl;
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Figure S$11. 3C-'H HSQC NMR spectrum of 2 in CDCls.
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Figure $12."5N-"H HMBC NMR spectrum of 2 in CDCl;.
=

| 1§ }

T T T T T T T T T
8 & 4 2

£2 foprmj

00

200

300

400



Figure S13. 2D NOESY NMR spectrum of 2 in CDCl;
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Figure S14. Comparison of UV-vis spectra of pro-ligand a and compound 1 in water or PBS.
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Figure S15. Comparison of UV-vis spectra of pro-ligand a and compound 2 in water or PBS.
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Figure $16. CD spectra of enantiomers 1 and 1’ in water solution.
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Figure $17."H NMR spectrum of 3 in CDCl;
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Figure S$18.13C-APT NMR spectrum of 3 in CDCls.

G ——

BEwg—=

BEELE—
GLBEE ——

GRET T
EhRelT

gzort —
EGbEL —

PLOGE——

A2990 —

ZEOL —

{ppmj

T
00

T
750

o

(213

S11



Figure $19."°N-"H HMBC NMR spectrum of 3 in CDCl;.
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Figure $20. 2D NOESY NMR spectrum of 3 in CDCl;
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Figure S21. Time-dependent 'H NMR spectra of 1 (10 mM) in water-d, (pH* = 2.3), with and

without NaCl.
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Figure S$22. pH-dependent '"H NMR spectra of 1 (10 mM) in water-d, and comparison with 'H

NMR of 1 (10 mM) in deuterated PBS.
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Figure S$23. 'H NMR spectrum of 1 in water-d, (pH* = 2.3).
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Figure S24. '3C APT NMR spectrum of 1 (10 mM) in water-d, (pH* = 2.3).
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Figure S$25. '>*N-'H HMBC NMR spectrum of 1 (10 mM) in water-d, (pH* = 2.3).
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Figure $26. HR-ESI-MS spectrum of 1 (after pH = 7.4).
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Pd1

MASA TEORICA MASA EXPERIMENTAL ERROR (ppm) ERROR (amu)
376.0802 376.0794 21272 -0.0008
376.5805 376.58 1.3277 -0.0005
377.0804 377.0808 -1.0608 0.0004
377.5805 377.5806 -0.2648 0.0001
378.0801 378.0794 1.8515 -0.0007
378.5806 378.5794 3.1697 -0.0012
379.0802 379.0784 4.7483 -0.0018
379.5812 379.5786 6.8497 -0.0026
380.0804 380.0769 9.2086 -0.0035

Figure S27. 'H NMR of 1 in water-d, (pH* = 7.4).
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Figure $28. 3C-'H HSQC NMR spectrum of 1 in water-d, (pH* = 7.4).

s W W

_— ‘ a L El
— B - Q %ﬂd
| f
i f i L8
.m b
= 4
. ¥ s
o T T T T T T T T T T T
-1 6 4 2 F2[ppm]

-— ¥
8 7 6 5 4 3 2 F2[ppm]

S18

F1 [ppm]

200 100

300



Figure S$30. 'H-"H COSY NMR spectrum of 1 in water-d, (pH* = 7.4).

B .

:;@.
=

o

BB
s et
- -m@mn s i o 433 B

L.,

s s e o
bsm 1o @ e o

[

T T T T T T T T T T T T T T T T T
8 7 -] 5 4 3 2 F2 [ppm]

Figure S31. 2D NOESY NMR spectrum of 1 in water-d, (pH* = 7.4).
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Figure $32. Time-dependent 'H NMR spectra of 2 (10 mM) in water-d, at pH* = 3.0, with and
without NaCl (100 mM).
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Figure $33. Time dependent 'H NMR of 2 (10 mM) in PBS at pH* = 7.4.
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Figure S34. "H NMR spectrum of 2 (pH* = 3.0) in water-d>
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Figure $35. APT '3C NMR spectrum of 2 (pH* = 3.0) in water-d,

PtLPic_caracterizacion 16 1 C:\BrukeriTopSpin4.0.6iexamdata

S21




Figure $36. HR-ESI-MS spectrum of 2 (after pH* = 7.4, 72 h)

480

480

440

420

400

380

360

340

320

300

280

260

240

220

200

180

160

140

120

100

80

60

40

20

466.6380

4746346
| -513.1842

933.2526

960 1000

mz, amu

500 500 700 sbo

1100 1200 1300 1400 1500

1600

4801
4601
4401
420
4004
380+
3604
340 |
20|
3004
280
260
240
220
200
180
160
140
120
100
80
60+
40

20!

467.1387

466.6320
4676382

468.1366

466.1353

4686357
I

|| 460.1248
T

/| \ Jio il P . A
466.0 4665 4670 4675  468.0
miz. amu

S22



Pt

MASA TECRICA MASA EXPERIMENTAL ERROCR (ppm) ERROR (amu)
466.1385 466.1353 6.8649 -0.0022
466.6396 466.638 3.4288 -0.0016
467.1402 467.1387 3.2110 -0.0015
467.641 467.6382 5.0875 -0.0028
468.1415 468.1366 10.4669 -0.0049
468.6424 468.6357 14.2966 -0.0067
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Figure S37. 'H NMR spectrum of 2 in water-d, (pH* = 7.4, 72h).
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Figure $38. 3C-'H HSQC NMR spectrum of 2 in water-d, (pH* = 7.4, 72 h).
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Figure $39. 'N-'"H HMBC spectrum of 2 in water-d, (pH* = 7.4, 72 h).
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Figure S40. 'H-'H COSY spectrum of 2 in water-d, (pH* = 7.4, 72 h).
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Figure S42. Time-dependent 'H NMR spectra of 3 in water-d, (pH* 2.0)
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Figure S43. FRET DNA melting curves of A) 1; B) 2. The concentration of F10T is 0.2 uM. A

titration was performed by using 1, 2, 3, 4, 5, 6, 7, 8, 9 or 10 uM concentration of tested

compound.
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