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Table S1. Crystallization conditions.

Condition | DDDhm DDDf DDDeca
pH 7.0 6.0 6.0
40 mM Na 40 mM Na
Buffer 40 mM Na Cacodylate
Cacodylate Cacodylate
80 mM NaCl, 20 mM
Salts 80 mM NaCl 80 mM SrCl;
MgCl
12 mM spermine 12 mM spermine
Additives 12 mM spermine 4HCI
4HCl 4HCl
2-methyl-
2,4-
10 % (v/v) 10 % (v/v) 10 % (v/v)
pentanediol
(MPD)
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Figure S1. Temperature dependence of line widths of the imino proton resonances of the (A)

DDD, (B) DDDm, (C) DDDhm, (D) DDDf and (E) DDD¢<2 duplexes.

A
DDD
60
50
- 40
- ~T18
=
2 30 -1
3
'g G2
-
20 --G10
*-G4
10
0 - T
0 10 20 30 40 50 60 70
Temperature [°C]
B
DDD™
60 |
50 |
— 40 |
= T8
=
T 30 | e V4
2
o G2
£
= 20 | “*-G10
""" G4
10 | E——
0
0 10 20 30 40 50 60 70

Temperature [°C]



Line width [Hz]

Line width [Hz]

60
50
40
/ -~
30 =17
/i o~
4 ~-G10
R G4
10
0
10 20 30 40 50 60 70
Temperature [°C]
DDDf
60
50
40
/ T8
30 =17
/ / oo
20 G10
h:-;’v’%‘ﬁ/ e
10 -
0
0

Temperature [°C]

Szulik, M., et al.



Line width [Hz]

60

50

40

DDD*

30 40

Temperature [°C]

60

70

Szulik, M., et al.



Szulik, M., et al.

Figure S2.  Modification site of the DDDhm displaying dual conformers of the 5ShmC modified

base and its interactions with surrounding waters and residues.
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Figure S3.  Modification site of the DDDPm displaying interactions between the modified 5ShmC

and 3'-flanking G22 through water molecules.
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Figure S4. Expanded plots from the aromatic-anomeric region of the NOESY spectra, depicting

sequential NOE connectivities of (A) DDD, (B) DDD™, (C) DDD"m, (D) DDDf and (E) DDD¢<2 duplexes.

Data were collected at 900 MHz.
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