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FMICOWTIE. DA —2—XDF7 )= 3> /—k HPLC and UPLC Columns for the Analysis of
Oligonucleotides ( TA U dX U LA F KaMMEIT HPLC 8K TV UPLC 154y )  (720002376EN <
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iv. TEAZHFIPIZEBE5BHRZTbF v N—THEEL. Waters APCEERMLF vy T2 ERL THROMEH
ZHE. ARTHNESRTLOEATHSINA T=2ERBLE T,

_ TEAA 100 mM

14 i7 23

21 TEA/HFIP

\ HAA 100 mM
10

0 Minutes

LC system: ACQUITY UPLC with ACQUITY UPLC PDA
Sample: 5'-CCC CTT GGT TAA CCA AGG TTC CAA-3'
Column: ACQUITY UPLC OST Cis, 2.1 x 50 mm, 1.7 pm
Column temp.: 60 °C

Flow rate: 0.2 mL/min

Detection: 260 nm, 20 points/second

Mobile phases:
Top trace: A: 100 MM TEAA, pH 7.0
B: 20% ACN in A
Gradient: 45-55% B in 10 min

Middle trace: A: 15 mM TAE, 400 mM HFIP, pH 7.9
B: 50% MeOH in A
Gradient: 30—47% B in 10 min

Bottom trace: A: 100 mM HAA, pH 7.0
B: 50% ACN in A
Gradient: 56-78% B in 10 min
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= UPLC/MS Separation of Oligonucleotides in Less than Five Minutes: Method Development ( I'5 9Ki&T
DAYIAXILAF KD UPLC/MS SBE: AR ) (720002387EN <
https://www.waters.com/webassets/cms/library/docs/720002387en.pdf>) o

= Evaluation of Alternative lon-pairing Reagents in the Analysis of Oligonucleotides with the ACQUITY QDa
Detector ( FACQUITY QDa B RW\W A U IX I LA F ROMICHE ITZ2RED 1+ O xtdE 0T ) (
720005830EN <https://www.waters.com/webassets/cms/library/docs/720005830en.pdf>) .

= Hexylammonium Acetate as an lon-Pairing Agent for IP-RP LC Analysis of Oligonucleotides ( THFERNF
WP YEZDLEAFWMARE L TAW AV IXILAF RO IP-RPLC 34y ) o (720003361EN <
https://www.waters.com/webassets/cms/library/docs/720003361en.pdf>)
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= UPLC/MS Separation of Oligonucleotides in Less than Five Minutes: Method Development ( I'5 93Ki&T
DAVIXULAF RED UPLC/MS 8. HMAREHEy ) (720002387EN <
https://www.waters.com/webassets/cms/library/docs/720002387en.pdf>)

= UPLC Separation of Oligonucleotides: Method Development ( I+ 1) 3X & LA F KD UPLC 938 947%
BE%1 ) (720002383EN <https://www.waters.com/webassets/cms/library/docs/720002383en.pdf>) ,

= XBridge OST C;g Method Guidelines ( [XBridge OST Cig D&z H 1 RSr>a ) (715001476 <
https://www.waters.com/webassets/cms/support/docs/715001476.pdf>) o
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5) Xbridge # U XL AFRKBEHCig AT LZRAWVWEAVIAX I LA F REBROAI RS 12,

i. XBridge Oligonucleotide BEH Cig. 130 A A5 Ald. SRAT—ILODBEHEZBIT LS ICRFINLAT L
FAXPNFRRETHZH. AV FILUAVIXILAFRBRICELLEEHETY,

ii. XBridge Oligonucleotide C13 75 LDTES L PREDERIZ. FICERRIGEEVMD AT —ILICE>TER
D%d,

= f]ZiE. XBridge Oligonucleotide BEH C1g. 130 A, 2.5 um KiF#HA L7 4.6 X 50mm A5 LlE. AU
XOLFFRDFEINED 0.2 umol U TFTDIBEICEL 753EBIR T,

s WPODEEERAKL. BEELLAVWARETOHASBNOERYZRIINT Z7-0Ic. AU IXILAFR
BOTIAEANCEBLIEASLYA XA ZRBIRTZCEHELET, FABEDAAMRSAIIDOVWTIE, R1%
SELTLIETUL,



Purification of Single Stranded RNA

LC conditions
System:
Column:

Column temp.:
Flow rate:
Mobile phase A:
Mobile phase B:
Gradient:

UV detection:

Purity = 78%

Alliance HPLC

XBridge Oligonucleotide BEH C,g, 130 A,
2.5 um, 4.6 x 50 mm (p/n: 186003953)

60 °C

1.0 mL/min

0.1 M triethylammonium acetate, pH 7.5

20% acetonitrile in A

30-52.5% B in 10.0 min (0.15% acetonitrile/min)
PDA, 260 nm

Purified Oligonucleotide
Purity >95%

140 nmol

A

84 nmol 0 Minutes

97.8% UPLC purity (area)

1.4 nmol R

Minutes

18

5.8 21-mer 7 AX I LAF KD HPLC $8, H > 7ILEEIL 2.8 nmol/uL. # > Hh 5 LGENEREIL 1.4 ~

140 nmol TL Teo




Approx. mass load Flow rate

(pumoles)* (mL/min)

21x50 0.04 0.2
4.6 x 50 0.20 1.0
10.0x 50 1.00 4.5
19.0x 50 4.00 16.0
30.0x 50 9.00 40.0
50.0x 50 25.00 110.0

REERERTHO, AV IXILAFRORSE. BEEM. AT N—bOyv T2 73023 VEIEICE>TERBD XY,

RLBNIFILEA)IXY LA F RERA XBridge OST Cig 715 LERA A R

6) BIRIP-RP Nw 77— (1 Uy kL) AL
L TRTOEEIFIRZ T R Fv O N—RTITVET,

i. IRTOBEFBEABRISESETS 045um X2 TL YT LEZ—T2BL. FBETHILFOLEWVE MLICRE
L&,

» LIEIZBEEA ORFEETY, BEEBIIEE. BHAE (ACN. MeOH 1Y) rBEHEA & D@EIR LR
(B 21X 20% ~ 50%) DREBRTY. GUYFRAVIXILAFRZECHBREICKE. LOBREDONYT 7
— (15mM TEA/400 mM HFIP) DMERTE X9, HENBBR VLKAV IXILAF R LC-MS T U —
2avitidz< 0iBE. KEE/NY 77— (8.6 mM TEA/100 mM HFIP) TH+S T,

Step 0.1 M TEAA 8.6 mM TEA/ 15 mM TEA/ 25 mM HAA
100 mM HFIP 400 mM HFIP
1 Add 5.6 mL of glacial Add16.8¢g Add 6717 g Add 995 g of water into 1L flask
acetic acid into (10.4 mL) of HFIP (41.56 mL) HFIP into
950 mL of water into 988.4 g of water | 956.36 g of water
and mix well and mix well and mix well
2 Slowly add 13.86 mL Slowly add 1.2 mL Slowly add 1.52 g Add 1.43 mL of 99% acetic acid
of TEA of TEA (2.08 mL) of TEA
3 AdjustpHto7+ 0.5 pH=8.3101 pH=79%01 Add 3.283 mL of hexylamine
by careful addition of (pH 7.0-7.5 depending on
acetic acid accuracy (add ~40 pL of
hexylamine to adjust pH to 8.5
4 Adjust final volume Adijust final volume to 1L
to 1L with water with water
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Alliance HPLC 2 X 7 L\ <https://www.waters.com/534293>
ACQUITY UPLC & X7 L\ <https://www.waters.com/514207>

ACQUITY UPLC PDA %28 <https://www.waters.com/514225>
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