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Figure S12B. Panels (e1) – (e2j), (f1) – (f2i) and (g1) – (g2j) show the RP-Hplc and SMART™ 

RP-Hplc profiles of N1-Me-G containing heptameric ssRNAs at neutral state (0.0 h) and at 1h of 

alkaline digestion. p. S2 – S15 
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Figure 12B: 

 
 
 
Figure S12(e1): Hplc analysis of alkaline Hydrolysis products of 5′-
r(CAAGMeAAC)-3′ (5c) [after digestion for 0h at pH 12.5 using 0.03N NaOH/ 20°C, 
followed by quenching with 0.03 N aq. acetic acid]. For Hplc conditions see the 
experimental section in the text. 
 
Notes:  
# Non-nucleot(s)idic impurity 
§ 5′-r(AAGMeAAC)-3′ contamination 
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Figure S12(e2): Hplc analysis of alkaline Hydrolysis products of 5′-
r(CAAGMeAAC)-3′ (5c) [after digestion for 1h at pH 12.5 using 0.03N NaOH/ 20°C, 
followed by quenching with 0.03 N aq. acetic acid]. For Hplc conditions see the 
experimental section in the text. Peaks at RT= 25.51 and RT= 25.70 min were further 
separated by SMART™ Hplc, see below S12(e2i) and (e2j) for the separation profiles. 
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Figure S12(e2i): SMART™ RP-Hplc analysis of the alkaline hydrolysis products co-eluted at 
RT= 25.50 min in Figure S12(e2) for (5c). Note the separation of 5'-CAAGMeA2'/ 3'-P peak at RT = 
29.41 min from 5'-CAAGMeAA2'/ 3'-P peak at RT = 30.08 min (See Table S9(E) for Maldi Tof mass-
spec characterization). Hplc conditions: Jupiter 5 µm C18 300Å column with 150 x 2 mm 
dimension. Gradient: linear gradient starting from 0% B Buffer (50% CH3CN in 0.1M TEAA) + 
100% A Buffer (0.1M TEAA) to 20% B Buffer + 80% A Buffer in 45 minutes. Flow rate: 100 µl 
min-1. 
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Figure S12(e2j): SMART™ RP-Hplc analysis of the alkaline hydrolysis products co-eluted at 
RT= 25.70 min in Figure S12(e2) for (5c). Note the separation of 5'-GMeAAC-3' peak at RT = 27.71 
min from 5'-CAAGMeA2', 3'-cMP peak at RT = 29.24 min (See Table S9(E) for Maldi Tof mass-spec 
characterization). Hplc conditions: Jupiter 5 µm C18 300Å column with 150 x 2 mm dimension. 
Gradient: linear gradient starting from 0% B Buffer (50% CH3CN in 0.1M TEAA) + 100% A Buffer 
(0.1M TEAA) to 20% B Buffer + 80% A Buffer in 45 minutes. Flow rate: 100 µl min-1. 
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Figure S12(f1): Hplc analysis of alkaline Hydrolysis products of 5′-
r(CACGMeAAC)-3′ (7c) [after digestion for 0h at pH 12.5 using 0.03N NaOH/ 20°C, 
followed by quenching with 0.03 N aq. acetic acid]. For Hplc conditions see the 
experimental section in the text. 
 
Notes:   
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# Non-nucleot(s)idic impurity 
§ 5′-r(CACGMeA2′, 3′-cMP) contamination  
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Figure S12(f1i): SMART™ RP-Hplc analysis of the alkaline hydrolysis products co-eluted at RT= 
25.69 min in Figure S12(f1) for (7c). Note the separation of 5'-GAAC-3' peak at RT = 28.21 min 
from the parent heptameric peak. Hplc conditions: Jupiter 5 µm C18 300Å column with 150 x 2 mm 
dimension. Gradient: linear gradient starting from 0% B Buffer (50% CH3CN in 0.1M TEAA) + 
100% A Buffer (0.1M TEAA) to 20% B Buffer + 80% A Buffer in 45 minutes. Flow rate: 100 µl 
min-1. 
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Figure S12(f2): Hplc analysis of alkaline Hydrolysis products of 5′-
r(CACGMeAAC)-3′ (7c) [after digestion for 1h at pH 12.5 using 0.03N NaOH/ 20°C, 
followed by quenching with 0.03 N aq. acetic acid]. For Hplc conditions see the 
experimental section in the text. Peaks at RT= 25.93 and RT= 26.49 min were mixed 
together and further separated by SMART™ Hplc, see below S12(f2i) for the separation 
profile. 
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Figure S12(f2i): SMART™ RP-Hplc analysis of the alkaline hydrolysis products co-eluted at RT= 
25.93 min and RT= 26.49 min in Figure S12(f2) for (7c). Note the separation of 5'-AAC-3' peak at 
RT = 25.15 and 26.15 min, 5'-GMeAAC-3' peak at RT = 27.71 min, 5'-ACGMeAAC-3' peak at RT = 
29.0 min from the parent heptameric peak at RT = 29.91 min (See Table S9(F) for Maldi Tof mass-
spec characterization). Hplc conditions: Jupiter 5 µm C18 300Å column with 150 x 2 mm 
dimension. Gradient: linear gradient starting from 0% B Buffer (50% CH3CN in 0.1M TEAA) + 
100% A Buffer (0.1M TEAA) to 20% B Buffer + 80% A Buffer in 45 minutes. Flow rate: 100 µl 
min-1. 
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Figure S12(g1): RP-Hplc analysis of alkaline Hydrolysis products of 5′-
r(CACGMeCAC)-3′ (8c) [after digestion for 0h at pH 12.5 using 0.03N NaOH/ 20°C, 
followed by quenching with 0.03 N aq. acetic acid]. For Hplc conditions see the 
experimental section in the text. 
 
Note:  
# and § Non-nucleot(s)idic impurity 
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Figure S12(g2): RP-Hplc analysis of alkaline Hydrolysis products of 5′-
r(CACGMeCAC)-3′ (8c) [after digestion for 1h at pH 12.5 using 0.03N NaOH/ 20°C, 
followed by quenching with 0.03 N aq. acetic acid]. For Hplc conditions see the 
experimental section in the text. Peaks at RT= 19.68 min and RT= 23.15 min were further 
separated by SMART™ Hplc, see below S12(g2i), (g2j) for the separation profiles. 
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Figure S12(g2i): SMART™ RP-Hplc analysis of the alkaline hydrolysis products co-eluted at 
RT= 23.86 min in Figure S12(g2) for (8c). Note the separation of 5'-CAC-3' peak at RT = 20.09 min 
from 5'-CAC2', 3'-cMP peak at RT = 20.80 min (See Table S9(G) for Maldi Tof mass-spec 
characterization). Hplc conditions: Jupiter 5 µm C18 300Å column with 150 x 2 mm dimension. 
Gradient: linear gradient starting from 0% B Buffer (50% CH3CN in 0.1M TEAA) + 100% A Buffer 
(0.1M TEAA) to 20% B Buffer + 80% A Buffer in 45 minutes. Flow rate: 100 µl min-1. 
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Figure S12(g2j): SMART™ RP-Hplc analysis of the alkaline hydrolysis products co-eluted at 
RT= 23.15 min in Figure S12(g2) for (8c). (See Table S9(G) for Maldi Tof mass-spec 
characterization). Hplc conditions: Jupiter 5 µm C18 300Å column with 150 x 2 mm dimension. 
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Gradient: linear gradient starting from 0% B Buffer (50% CH3CN in 0.1M TEAA) + 100% A Buffer 
(0.1M TEAA) to 20% B Buffer + 80% A Buffer in 45 minutes. Flow rate: 100 µl min-1. 
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