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Figure S1. Chemical structures of all possible isomers of dCyd341. The formation of the
oxadiazabicyclo(3.3.0)octaimine adducts (dCyd341) is initiated by the reaction of the exocyclic amino group of
the cytosine base with the reactive aldehyde (upper panel). dCyd341 exists as four potential isomers, two cis
and two trans (lower panel).
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Figure S2. 600 MHz *H NMR spectrum of compound 6.
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Figure S3. 150 MHz 3C NMR spectrum of compound 6.
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Figure S4. 'H-'H COSY NMR correlation spectroscopy 2D NMR spectrum of compound 6.
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Figure S5. 'H-13C HSQC NMR correlation spectroscopy 2D NMR spectrum of compound 6.
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Figure S6. 'H-'3C HMBC NMR correlation spectroscopy 2D NMR spectrum of compound 6.
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Figure S7. High Resolution Mass spectrum (HRMS) of compound 6.
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Figure S8. HPLC/MS-MS analysis of alkaline treatment of 6. The upper part shows the TIC (total ion
chromatogram) while the lower part shows the extracted ion chromatogram of m/z = 342. The three
characteristic peaks of the four isomers of dCyd341 are observed (the two fastest isomers co-eluted together in

a single peak).
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Figure S9. MS/MS spectra of compounds 7, 8 and 12 obtained by collision-induced fragmentation of their parent
ions m/z = 898, 838, 880 for 7, 8 and 12, respectively.
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Figure S10. Chemical structure of compound 13.
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Figure S11. MALDI-TOF mass spectra of linear (14, 15, 17 and 18) and branched (16) oligonucleotides. Additional

peak at m/z = 1794 observed for the analysis of 16 was not attributed.
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Figure S12. HPLC/MS-MS analysis of the complete enzymatic digestion of oligonucleotides 15 (linear, left
panel) and 16 (branched, right panel).The upper chromatogram show the UV detection of all 4
nucleosides plus the modified nucleoside dCyd341 (RT 13 min). The middle show the ion extracted
chromatogram of m/z 342 (dCyd341) while the lower show the extraction ion chromatogram of m/z 324
(dehydration product of dCyd341). The only detected modified nucleoside in the UV chromatogram is
the dCyd341 indicating that formation of the dehydration product is negligible.
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Figure S13. MALDI-TOF/MS analysis of 3'-5’exonuclease digestion of: A. Non-branched oligonucleotide 15 ; B.

Branched oligonucleotide 16. Spectrum A was obtained after 15 min digestion, and spectrum B was obtained
after 5 min digestion.
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Figure S14. MALDI-TOF/MS analysis of 5'-3"exonuclease digestion of: A. Non-branched oligonucleotide 15 ; B.
Branched oligonucleotide 16. Spectrum A was obtained after 15 min digestion, and spectrum B was obtained
after 5 min digestion.
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Figure $15.200 MHz *H NMR spectrum of compound 4.
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Figure S16. 200 MHz *H NMR spectrum of compound 4/5.
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Figure $17.'H NMR spectrum of compound 6.
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Figure S18. 200 MHz *H NMR spectrum of compound 7/8.
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Figure $19. 200 MHz *H NMR spectrum of compound 8.

S20



000~
90°0 "

98'0 —

0€'9

689"
VE' L~

Lo

LS
PP

Aok

l}xj i Jdm,{

O~ —

TRRETT TGS

& T

Fou

| 0¥

3.0 25 20 1.5 1.0 05 0.0

3.5

45 40
1 (ppm)

5.0

55

6.0

6.5

7.0

9L
9L S
6L —

ey
— N O

€8°L

12

OAc
X \A | OLev
N
A
M
|

N
|
\
N
DMTO
o
OSMDBT

9.0 85 80

9.5

Figure $20. 200 MHz *H NMR spectrum of compound 12.
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Figure S21. 200 MHz *H NMR spectrum of compound 9/10.
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Figure $22. 200 MHz *H NMR spectrum of compound 11.
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Figure $23. 200 MHz *H NMR spectrum of compound 13.
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