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FLP T*-mC*-T*-T*-G*-dG-dT-dT-dA-dC-dA-dT- 20 mer
dG-dA-dA-A*-T*-mC*-mC*-mC*

n-1(3) T*-mC*-T*-T*-G*-dG-dT-dT-dA-dC-d A-dT- 19 mer
dG-dA-dA-A*-T*-mC*-mC*

n-1(5) mC*-T*-T*-G*-dG-dT-dT-dA-dC-dA-dT-dG- 19 mer
dA-dA-A*-T*-mC*-mC*-mC*

n-3 T*-G*-dG-dT-dT-dA-dC-dA-dT-dG-dA-dA- 17 mer
A*-T*-mC*-mC*-mC*

n+1 T*-T*-mC*-T*-T*-G*-dG-dT-dT-dA-dC-dA- 21 mer
dT-dG-dA-dA-A*-T*-mC*-mC*-mC*

PO FLP 5Kt DPS—POZ1 LR 20 mer

Note : * = 2'-O-methoxyethyl, m = 5-methyl, d = 2'-deoxy, PS(full)
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200mM HFIP SmM TEA
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System
Column

Temperature
Injection volume
Mobile phases

Pump A - Line A
—LineB
—LineC
—LineD

Pump B - Line A
—LineB

Flow rate

Time program (%B)

: Nexera XS inert (Method Scouting System)
: Shim-pack Scepter Claris

(100 mm X 2.1 mm1.D,, 3 pm) "’

160 °C
12k

: 100 mmol/L HFIP and 20 mmol/L TEA® in

water

: 100 mmol/L HFIP in water

: 200 mmol/L HFIP and 20 mmol/L TEA in water
: 200 mmol/L HFIP in water

. Acetonitrile

: Methanol

: 0.4 mL/min

1 6% (0 min) =24 % (36 min)—

50 % (36-37 min) =6 % (37-46 min)

Detection : 260 nm (SPD-M40, UHPLC inert cell)
System : LCMS-2050

lonization : ESI/APCI (DUIS™), negative mode
Mode - SCAN (m/z500-2000)

Nebulizing gas : 20 L/min (Ny)

Drying gas : 5.0 L/min (N2)

Heating gas 2 7.0L/min (Ny)

DL temp. 1200 °C

Desolvation temp. : 450 °C

Interface Voltage ~ : -2.0kV

*1 P/N:227-31210-05 (22GLC #HRES)
*21,1,1,3,3,3-hexafluoro-2-propanol

*3  Triethylamine
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(@ 100mM HFIP 5mM TEA/ACN 100% MeOH 0% (7' 100mM HFIP 15mM TEA/ACN 100% MeOH 0%
700 4 2) 100mM HFIP 5mM TEA/ACN 50% MeOH 50% (8) 100mM HFIP 15mM TEA/ACN 50%_MeOH 50%
(3‘ 100mM HFIP 5mM TEA/ACN 0% MeOH 100% (9) 100mM HFIP 15mM TEA/ACN 0% MeOH 100%
(@ 100mM HFIP 10mM TEA/ACN 100% MeOH 0% (0 100mM HFIP 20mM TEA/ACN 100%_MeOH 0%
(5) 100mM HFIP 10mM TEA/ACN 50%_MeOH 50% 100mM HFIP 20mM TEA/ACN 50%_ MeOH 50%
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700 14 200mM HFIP 5mM TEA/ACN 50% MeOH 50% 200mM HFIP 15mM TEA/ACN 50% MeOH 50%
(1 200mM HFIP 5mM TEA/ACN 0% MeOH 100% ) 200mM HFIP 15mM TEA/ACN 0% MeOH 100%
(16 200mM HFIP 10mM TEA/ACN 100% MeOH 0% (22 200mM HFIP 20mM TEA/ACN 100% MeOH 0%
/‘j 200mM HFIP 10mM TEA/ACN 50%_MeOH 50% 200mM HFIP 20mM TEA/ACN 50% MeOH 50%
600 (18 200mM HFIP 10mM TEA/ACN 0% MeOH 100% @4 200mM HFIP 20mM TEA/ACN 0% MeOH 100%
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100mM HFIP 10mM TEA | ACN 50%_MeOH 50% 54.074
100mM HFIP 15mM TEA AC-N 50%_MeOH 50% 53.77]
100mM HFIP 5mM TEA ACN 5 52.477
100mM HFIP 20mM TEA | ACN 50%_M 51.919
200mM HFIP 20mM TEA | ACN 50%_MeOH 50% 47.016
200mM HFIP 15mM TEA | ACN 50%_MeOH 50% 46.926
200mM HFIP 10mM TEA | ACN 50%_MeOH 50% 46.836
200mM HFIP 5mM TEA ACN 50%_MeOH 50% 45.719
100mM HFIP 10mM TEA | ACN 100%_MeOH 0% 38.822
200mM HFIP 10mM TEA | ACN 100%_MeOH 0% 37.732
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mAU | (1) ACN 40% MeOH 60%/Oven Temp 60/ initial Conc. 8% * Resolution
2) ACN 50% MeOH 50%/Oven Temp 60/initial Conc. 8% %13
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mAU | (1) ACN 50% MeOH 50% Oven Temp 55/initial Conc. 8% * Resolution
2) ACN 50% MeOH 50%/Oven Temp 60/initial Conc. 8% %13
200 1 (3) ACN 50% MeOH 50%/Oven Temp 65/initial Conc. 8%
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2) ACN 50% MeOH 50%/Oven Temp 60/initial Conc. 7%
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ACN 50% MeOH 50%/Oven Temp 60/initial Conc. 8%
* Estimated molecular weights by deconvolution
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Resolution of n-1(57) and n-1(3")

e | 053
40 k I

Resolution of n-3 and n-1(5)

{4

Acetomm\e Ratio (%)
Acetomtrile Ratio (%)

Oven Temp Oven Temp (C)
Resolution of PO and FLP

Resolution of n-1(3") and PO

=N
S

| I 1.00 60 5 I 140
078 | € 133
055|250 e > 1.25

033
40 [ ' A

Al 1.10
55 60 65 010 55 60 65

Oven Temp (C) Oven Temp (C)

Acetonitrile Ratio (%)
o
o
Acetonitrile Ratio (%)

1.18

40

Resolution of FLP and n+1

I 350

325
3.00

275

Acetonitrile Ratio (%)

250
55 60 65

Oven Temp (°C)
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TBIET. BROU 4147 7 Aimlcd BB E% BE)
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15)En-13)DDBEENRA. 2EBBICHED L ULN-13)
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EERELELE (K12) , KI2OBERNOEEIZ. n-1(3)
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60

50 || Resolution of n-1(3’) and PO < 0.7‘

Optimum condition that maximizes
resolution of n-1(5") and n-1(3")

Acetonitrile Ratio (%)

‘ Maximum retention time > 16‘

40

55 60 65
Oven Temp (C)
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ACN 54% MeOH 46%/Oven Temp 65/initial Conc. 8%
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