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2.1 Model Compound @ NA Tool[IA%EEE DR B % EHEN DHBEN(CRAERIBERY - THIEE XS5,
Mipomersen ({tARERK) :
,
5'-G*-mC*-mC*-T*-mC*-dA-dG-dT-dmC-dT-dG-dmC-dT-dT-dmC-G*-mC*- s =

A*-mC*-mC*-3' o Mipomersen GCCTCAGTCTGCTTCGCACC
Figure 1. Sequence and expected metabolite of Mipomersen , ,
* = 2"-O-methoxyethyl  m = 5-methyl  d = 2'-deoxy 5'n-0_3'n-15 GCCTC
2.2 Sample Preparation >n-0_3'n-14 GCCICA
SYNBRESR—NSYNEIE (BAFr—ILR-UN-EDBEA) DS10BARIRES R~ e S >n-0_3'n-13 SCCICAG
AR, 37CICTARFRET LA FIN-Sa EICRISICAVE. D - 5'n-0_3'n-12 GCCTCAGT
BEERGRE : 10 umol/L 5'n-0_3'n-11 GCCTCAGTC
gﬂfiﬁj : <0:| 3ft6ﬁl@ i““ﬁﬁl_ ding buffer (b ) 5'n-0_3-6 GCCTCAGTCTGCTT
IMELE : Clarity® Lysis-Loading buffer (Phenomenex . .
BIALEE : Clarity® OTX (100 mg/3 mL, Phenomenex) 23 >n-13_3'n-0 TCGCACC
. 5'n-12_3'n-0 TTCGCACC
2_.2 _LC-MS/MS Conditions N _ _ 5'n-10_3'n-0 GCTTCGCACC
Liquid Chromatography : 1290 Infinity (Agilent Technologies) 5M-6 31-9 GTCTG
Column : InertSustainSwift C18 (2.1 x 150 mm, 1.9 um) n-6_sn-
Mobile Phase A : 15 mmol/L TEA-200 mmol/L HFIP in Water 5'n-6_3'n-8 GTCTGC
Mobile Phase B : Mobile Phase A /MeOH (1:1) 5'n-6_3'n-7 GTCTGCT
Flow Rate : 200 uL/min Table 1. Metabolite list of Mipomersen (known metabolites?) are highlighted in blue)

Column Temp. : 60 °C
Mass Spectrometry : LTQ Orbitrap XL (Thermo Fisher Scientific)

i 4. Conclusion
Ion mode : ESI-Negative (Full scan, R=30,000)
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Spray Voltage : 5.0 kV Capillary Temperature : 330°C P o uwy N L

NA Tt ”i, tro[EH , AR D & TE(CBIG 8 .
Capillary Voltage : -45 V Sheath Gas : 50 00 in vitrol@#%, in vivostBls ORI RIE(CBILERIRETHD
Tube Lens : -123.5V Aux Gas : 15 We newly developed metabolite identification tool for oligonucleotide

therapeutics, applicable to conventional mass spectrometer data
formats.

The "NA tool" is extremely useful for the identification of metabolites in
in vivo samples as well as in vitro.

2.3 Flow of Metabolite Analysis using the NA Tool
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