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Buffer
10 mM TEAA (pH 6.0) 10 mM DBAA (pH 6.0) 5 mM DBAA (pH 6.0) 400 mM HFIP-TEA (pH 7.0)
22-25% methanol (0-20 min) 33.6-56% methanol (0-20 min) 33.6-56% methanol (0-20 min) 7-35% methanol (0-20 min)
o PPPRRTITI Y e | H'“}\
8| Lo Ll L mw UJMUUUUU M _JLJ U_Um |
@
1S
=
()
2| | | e
5 o
(%]
(8]
'E 10-13% acetonitrile (0-20 min) 15-37.5% acetonitrile (0-20 min) 15-37.5% acetonitrile (0-20 min)
g — UV at 269 nm
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Column : Hydrosphere C18 (3 um, 12 nm) 50 X 2.0 mml.D. eluent abbreviations
Flow rate :0.2 mL/min TEAA : triethylammonium acetate
Temperature : 35°C DBAA : di-n-butylammonium acetate
Detection 1 UV at 269 nm (red), ESI negative mode (orange) HFIP  :1,1,1,3,3,3-hexafluoro-2-propanol
Injection 15 pL (25 pmol/mL) TEA  : triethylamine
Sample : Oligodeoxythymidylic acid [p(dT),.,]
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TEA-HFIPFEI#H TD 14-21 mer RNAD 7 Bf%E . TEACHFIPDREFEZ THEBLTWET, TEAREZ1MNS4 mMMIZEZ 5 (3, b)c‘:ﬁﬁﬂ#
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a) 1 mM TEA-50 mM HFIP RNA sample
4 1. 5-CAC UGA AUA CCA AU-3’ (14 mer)
L /2\_/3\}\ 2. 5-UCA CAC UGA AUA CCA AU-3’ (17 mer)
Jpggmﬁ\ 3. 5-UCA UCA CAC UGA AUA CCA AU-3' (20 mer)
b) 4 mM TEA-50 mM HFIP 4. 5-GUC AUC ACA CUG AAU ACC AAU-3’ (21 mer)
. Column : YMC-Triart C18 (1.9 pm, 12 nm) 50 X 2.1 mmI.D.
F180201B3 Eluent . A) Buffer, B) methanol
¢) 4 mM TEA-100 mM HFIP 5-15%B (0-10 min)
Flow rate :0.42 mL/min
Temperature : 65°C
Detection : UV at 260 nm
leviopaaz : : : : : : ‘ ‘ Injection :1.0 pL (2-4 nmol/mL)
0 1 2 3 4 5 6 7 8 min*
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1. 5-UNCMANUNCAANCAANCAUNGNANANUNANCACAANANU-3 (RNA 20 mer All PS)
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! 2. 5’-GNUNCMANUACAANCAANCAUNGAANANUNANCACAANANU-3 (RNA 21 mer Al PS)

N | ‘ “=Phosphorothioated

8 “ \ Column : YMC-Triart C8 [A2)L2Y)—#F L] (1.9 um, 12 nm), 100 X 2.1 mmI.D.

Rs: ‘ Eluent : A) 15 mM triethylamine-400 mM HFIP*

) 5:1.94 I H
‘ B) methanol
I 10-20%B (0-20 min), 10%B (20-30 min)

: _”,__J ’ L'—*— Flow rate :0.42 mL/min

S S Temperature : 70°C
ol Detection ~ : UV at 260 nm
AB190618806 Injection ;1 pL (each 1.25 nmol/mL)
0 2 4 6 8 10 12 14 16 18 min

*1,1,1,3,3,3-hexafluoro-2-propanol
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= ] Column : YMC-Triart Bio C4 (5 pm, 30 nm)
250 X 4.6 mml.D.
0.02 Eluent : A) 50 mM TEAA* (pH 7.0)/acetonitrile (95/5)
E \ B) acetonitrile
0.00 ] L/‘ MJLMV\ J\'M» 5-95%B (0-30 min), 95%B (30-35 min),
) J 95-5%B (35-35.1 min), 5%B (35.1-45 min)
- I “, Flow rate : 1 mL/min
Ll 0 0 o
0 5 10 15 20 25 30 35 40 45 Temperature : 50°C
FREFEFR (min) Detection UV at 260 nm
* DR TARRFLZYRBADSIEA ) THiEE Sample : crude reaction mixture
Courtesy of Saki Kawaguchi, Chemistry Department, Nagoya University, Japan * triethylammonium acetate
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Condition ADOT RTHEEH LU Condition BM30°C T, 2ARFHRNAMN1E—H L TRE SN TLVET AL, Condition BO40°CLLETIE, H5
LRTEELTELIAERNANZENEN DB SN 2E—VELTRIHESATVET . COK3IZ, BBREHT2RENSIABEICEHSETHH
T 5 ZEMHPLC (Denaturing HPLC) J &, EEFEEBHNHEDBMTLEALLNTNET,

BILCEELEHE T TOCondition AEBIZHWNT, IEEMEIRE  EHIRREICENRONDESIZ, 2KRHDNAPRNAD ZEH FBEE LISHZH, DA
FUTRE (B, BE) OpH., BEOEELEDHEELZITET . ST HEMOCEMN (REHRKRETORIT. HAWIIEMHIKRETOLI IZEL
T HSLBRECBEHEEHEREILTEIENETHTT,
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Condition A : Condition B :
10 mM DBAA buffer (pH 6.0)/methanol 20 mM TEAA buffer (pH 7.0)/acetonitrile Column : YMC-Triart C18 (1.9 um, 12 nm)
: SIRNA Duplex 100 X 2.0 mml.D.
e SIRNA Duplex Flow rate : 0.2 mL/min
TR D VR Detection : UV at 269 nm
Sing'e-SI;ﬂﬂled SiRNA Injection : 1 pL (5 nmol/mL)
40°C Condition A
JML Eluent : A) 10 mM di-n-butylammonium acetate (pH 6.0)
B) methanol
35-60%B (0-15 min)
Condition B
Eluent : A) 20 mM triethylammonium acetate (pH 7.0)
B) acetonitrile
5-12%B (0-20 min)
High resolution High resolution
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