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OD260 of ODN 29a for the 0.52 μmol synthesis is 2.940.

MALDI-TOF MS of ODN 29a
calcd for C106H140N26O71P10 [M+H]- 3223.5
found 3223.2

MALDI-TOF MS of trityl-tagged ODN 29a
calcd for C125H154N26O71P10 [M-H]- 3463.0
found 3462.5
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OD260 of ODN 29b for the 0.52 μmol synthesis is 3.660.

MALDI-TOF MS of trityl-tagged ODN 29b
calcd for C129H154N34O67P10 [M-H]- 3560.7
found 3558.2

MALDI-TOF MS of ODN 29b
calcd for C110H140N34O67P10 [M-H]- 3317.6
found 3315.6
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OD260 of ODN 29c for the 0.52 μmol synthesis is 3.092.

MALDI-TOF MS of ODN 29c
calcd for C110H140N34O68P10 [M-H]- 3333.6
found 3332.1

MALDI-TOF MS of trityl-tagged ODN 29c
calcd for C129H154N34O68P10 [M-H]- 3575.7
found 3582.4
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OD260 of ODN 29d for the 0.52 μmol synthesis is 0.612.

MALDI-TOF MS of ODN 29d
calcd for C97H127N26O63P9 [M-H]- 2941.5
found 2941.3

MALDI-TOF MS of trityl-tagged ODN 29d
calcd for C116H141N26O63P9 [M-H]- 3183.6
found 3181.5
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OD260 of ODN 29e for the 0.52 μmol synthesis is 0.542.

MALDI-TOF MS of trityl-tagged ODN 29e
calcd for C205H255N51O122P18 [M-H]- 5939.0
found 5938.7

MALDI-TOF MS of ODN 29e
calcd for C186H241N51O122P18 [M-H]- 5696.9
found 5696.5
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OD260 of ODN 29f for the 0.52 μmol synthesis is 1.119.

MALDI-TOF MS of trityl-tagged ODN 29f
calcd for C204H250N64O113P18 [M-H]- 5960.1
found 5960.9

MALDI-TOF MS of ODN 29f
calcd for C185H236N64O113P18 [M-H]- 5718.0
found 5718.2
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OD260 of ODN 29g for the 0.52 μmol synthesis is 1.144.

MALDI-TOF MS of trityl-tagged ODN 29g
calcd for C214H263N66O121P19 [M-H]- 6280.1
found 6325.9

MALDI-TOF MS of ODN 29g
calcd for C195H249N66O121P19 [M-H]- 6038.0
found 6044.2
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OD260 of ODN 29h for the 0.52 μmol synthesis is 3.243.

MALDI-TOF MS of ODN 29h
calcd for C223H286N74O138P22 [M-H]- 6888.2
found 6893.7

MALDI-TOF MS of trityl-tagged ODN 29h
calcd for C242H300N74O138P22 [M-H]- 7130.3
found 7137.2
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OD260 of ODN 29i for the 0.52 μmol synthesis is 1.461.

MALDI-TOF MS of ODN 29i
calcd for C185H237N61O115P18 [M+H]+ 5710.0
found 5710.6

MALDI-TOF MS of trityl-tagged ODN 29i
calcd for C204H251N61O115P18 [M+H]+ 5953.09
found 5952.0
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OD260 of ODN 29j for the 0.52 μmol synthesis is 0.536.

MALDI-TOF MS of ODN 29j
calcd for C216H276N71O134P21 [M+H]+ 6659.1
found 6661.7

MALDI-TOF MS of trityl-tagged ODN 29j
calcd for C235H290N71O134P21 [M+H]+ 6901.2
found 6907.4
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OD260 of ODN 29k for the 0.52 μmol synthesis is 2.717.

MALDI-TOF MS of trityl-tagged ODN 29k
calcd for C233H288N71O133P21 [M+NH4]+ 6876.24
found 6875.0

MALDI-TOF MS of ODN 29k
calcd for C214H274N71O133P21 [M-H]- 6615.1
found 6615.8
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MALDI-TOF MS of the mixture of ODNs 29j and 29k 
calcd for 29j C216H276N71O134P21 6657.1 and 29k 
C214H274N71O133P21 [M-H]- 6615.1, found 29j 6657.0 
and 29k 6615.9

MALDI-TOF MS of the mixture of ODNs 29j and 29k 
Molecular peak region expanded
calcd for 29j C216H276N71O134P21 6657.1 and 29k 
C214H274N71O133P21 [M-H]- 6615.1, found 29j 6657.0 and 29k 
6615.9
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 DAD1 A, Sig=260,8 Ref=off (Criss\KC Methyl dmoc CE 19 Mer2022-03-24.D)
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 DAD1 A, Sig=260,8 Ref=off (Criss\KC 4107 D (22 mer, sensitive ODN)2022-03-30.D)

Capillary electrophoresis of ODN 29i
27% sieving gel was used

Capillary electrophoresis of ODN 29j
27% sieving gel was used
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 DAD1 A, Sig=260,8 Ref=off (Criss\KC 4107 C & D used (SENSITIVE ODN)2022-04-08.D)

Capillary electrophoresis of the mixture of 
ODNs 29j and 29k 
27% sieving gel was used
The two ODNs could not be separated

Capillary electrophoresis of ODN 29k
27% sieving gel was used
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 DAD1 A, Sig=260,8 Ref=off (Criss\KC 4107 C & D used new(SENSITIVE, 30%)2022-04-08.D)

Capillary electrophoresis of the mixture of 
ODNs 29j and 29k 
30% sieving gel was used
The two ODNs could not be separated
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An example trityl assay log of ODN synthesis
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Image of denatured polyacrylamide gel electrophoresis analysis of ODN 29j in comparison with 
29k. The two ODNs have the same sequence but 29j has a 4acC modification while 29k does 
not. Polyacrylamide gel (15%, 7 M urea), 1X TBE buffer, 190 V, 45 min, stained with Gel Red.

Lane 1: 48 ng 29j. Lane 2: 48 ng 29j and 46.5 ng 29k. Lane 3: 46.5 ng 29k.

Lane 4: 24 ng 29j. Lane 5: 24 ng 29j and 23.3 ng 29k. Lane 6: 23.3 ng 29k.

Lane 7: 12 ng 29j. Lane 8: 12 ng 29j and 11.6 ng 29k. Lane 9: 11.6 ng 29k.

Lane 10: 7.2 ng 29j

Although the two ODNs could not be resolved, the single bands indicate that they do not contain 
any sequences that are shorter or longer than them. In addition, as presented in other parts of the 
paper, MALDI MS indicates that 29j contains the 4acC modification while 29k does not (Figure 
4). Considering these and other evidences, which include CE and HPLC analyses, presented in 
the paper, 29j is pure.
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