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* D.J.Dellinger et al., Patent application US2010/0076183A1, J. Am. Chem. Soc. 2011, 133, 11540 : ] ] ]
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Synthesis of TC antiGAPDH siRNA

Synthesis scale: 1 ymol, Activator 42°, Coupling time: 6 min.
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Synthesis of TC antiGAPDH siRNA oligos - ESI/MS LC/ESI-MS of an 23mer Oligonucleodite
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Sequence: AUGAGUCCUUCCACGAUACCCCC Sequence: GGGGGUAUCGUGGAAGGACUCAU e .lsg.m T T2|.OD I 7 2000.04 R
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siRNA Activity in HeLaCells b n? N1
AntiGAPDH siRNA were synthesized; deprotected using neat EDA, and purified using _ f | _ | | i e
RP-HPLC. Identity of oligonucleotides confirmed by LC/ESI-MS erLa cells were cultlvated.and transfected with TC or TBDMS anthAPDH SiRNA using
RiboxxFECT as transfection reagent. HeLa Cells were subsequently incubated for
96 h apd assa.\yed for GAPDH apd Hsp90 (con.trol) protein levels by western blot. RdRP-CataIyzed Synthesis of dsRNA
siRNA | Sequence | Yield | MW, | MW .. Cells without siRNA and with or without transfection reagent were used as control for
antiGAPDH as AUGAGUCCUUCCACGAUACCCEE 400nmol 29019 25024 SIRNA activity. 48bp dsRNA s:,ynthe3|zed V|a_ Riboxx’s propriatory RdRP-based approach
_ (TENPORAP®) using TC ssRNA oligo as a template
antiGAPDH s GGGGGUAUCGUGGAAGGACUCAU 300nmol 7482 .1 7482.6 TC and TBDMS siRNA treated HelLa cells reveal reduced GAPDH levels
dsRNA synthesis via TENPORA® using
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TC antiGAPDH siRNA-QC via native PAGE 40 kDa | —
bl - & GAPDH Lane 1: TC antiGAPDH siRNA, 20 nM
_ _ 35 kDa g Lane 2: TC antiGAPDH siRNA, 50 nM
The oligonucleotides were annealed, desalted O\z\ Lane 3: TBDMS antiGAPDH siRNA, 20 nM ssRNA dsRNA
: : ) : Lane 4: TBDMS antiGAPDH siRNA, 50 nM 48 bp dsRNA
anc.l assayed for reslldual single-stranded RNAn a GQ} ?g 130 kDa ™~ Lane 5: Control, with Transf. reag. 'NTPs RNA-dependent . pas
native polyacryl amide gel. RO e L . RiboxxFECT w/o siRNA RNA polymerase L
?} @Q 100 kDa == sl P Lane 6: Control, w/o siRNA, RiboxxFECT, buffer . 48 nt ssRNA
&S O 70 kDa 19 y ™ Lane 1: 48 bp dsRNA,
25 bp -~ TENPORA™
L . Lane 2: 48 nt oligonucleotide,
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106mer Synthesis Using 2’-TC Purine and 2’-Fluoro
Pyrimidine Amidites RARP synthesizes the dsRNA in a primer-independent manner using ssRNA as a
template. After removal of the RdRP and buffer salts, a perfectly annealed dsRNA
-1 _ T Synthesis scale: 1 ymol. Activator 42; Coupling time 6 min. oligonucleotide is obtained.
Stability of TC-RNA amidites A& G = 2-TC, C & U = 2-Fluoro.
Synthesis with aged (10 d) phosphoramidites and reagents. Seqence:¥*GGGAGACAAGAAUAAACGCUCAAUGACGUCCUUAGAAUUGCGCAUUCCUCA
: : : : : CACAGGAUCUUUUCGACAGGAGGCUCACAACAGGCCCUCUGCUUCGGUGUCGAAA®
Synthesis scale: 1 umol. Activator 42, Coupling time: 6 min. .
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Sequence: UAAGCACGAAGCUCAGAGUCCCCC. Yield (crude): 560 nmol. Detrit. peak height

In the present poster it has been demonstrated that TC RNA phosphoramidites:
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