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Supplementary Materials:

Table S1. Sequence and spectral (MS, UV) and chromatographic data of tripeds 1,2,FL-1, FL-2, ASO-22
and RNA.

Comp.

No Oligonucleotide sequence MW_ac. m/z Rt [min]? Amax [nmM]
ASO-22 5’-d(TTT CTT TTC CTC CAG AGC CCGA)-3’ 6612.28 6612.07° 12.94 263

RNA 3’-AAA GAA AAG GAG GUC UCG GGCU-5’ 7167.38 7168.27 15.3 256
ASO-C 5’-d(ATG AAG GTT CAA TCT GAT TTT)- 3’ 6450.3 6450.12 12.76 259

13652.92 13653.55°¢ 13.38 261

F-d[AGCC CGA GAC CTC CTT TTC TTT }-5'

-3"-d{AGCC CGA GAC CTC CTT TTC TTT )-5°




HO

2 14143.29 14143.75¢ 12.47 258

0-3"-d{AAAG AAA AGG AGG TCT CGG GCT)-5'

0-3"-d[AAAG AAA AGG AGG TCT CGG GLT)-5"

FL-1 1472491 14718.02¢ 14.30 261/ 494

3"-d[AGCC CGA GAC CTC CTT TTC TTT ) -6-FAM-5'

-3'-d{AGCE CGA GAC CTC CTT TTC TTT )-6-FAM-5'

FL-2 15215.30 15208.50¢ 13.69 257 /494

O-3'-d[AAAG AAA AGG AGG TCT CGG GCT) -6-FAM-5'

0-3-d[AAAG AAA AGG AGG TCT CGG GCT) -6-FAM-5'

2 The RP-HPLC conditions are described in the Materials and methods section. ® The m/z ratio of an ion is
measured by MALDI-TOF MS. ¢The m/z ratio of an ion is measured by ESI-Q-TOF MS.




Figure S1. RP-HPLC preparative (A) and analytical (B) analysis of triped FL-1
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RP-HPLC conditions were as follow: the buffer A (0.1 M CH;COONH4) and buffer B (100% CH3CN). The
buffer B gradient: 02 min 0%; 2->25 min 0-45%; 2528 min 45-60%; 28->30 min 60-0%; 30—>33
min 0%.



Figure S2 RP-HPLC preparative (A) and analytical (B) analysis of triped FL-2
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RP-HPLC conditions were as follow: the buffer A (0.1 M CHsCOONH,) and buffer B (100% CHsCN). The
buffer B gradient: 02 min 0%; 2->25 min 0-45%; 25->28 min 45-60%; 28->30 min 60-0%; 30->33
min 0%.



Figure S3 ESI-Q-TOF mass spectrometry analysis of triped FL-1 (A) and FL-2 (B).
A) FL-1. M.W. calc: 14724.91.; m/z: 14718.02
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B) FL-2 M.W. calc: 15215.; m/z: 15208.50
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Figure S4 RP-HPLC analytical analysis (A) and ESI-Q-TOF mass spectrometry analysis (B) of ASO-C
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Figure S5. The efficiency of annealing of 1 and 2 (1:1 molar ratio) (lane 2) analyzed by non-
denaturating PAGE and visualized by Stains All.
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Figure S6. Prolonged incubation time of the cleavage reaction of RNA-1 up to 240 min with RNase H
resulted in the increase of the content of 6-nt product for triped 1 and constant level products 9-nt
and 7-nt RNA for oligonucleotide AS0-22.
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Figure S7. The agarose electrophoretic analysis of the PCR products of the cellular DNA isolated from
A431, Hela, MCF-7 cells amplified with the EZ-PCR ™ Mycoplasma Detection Kit (BI, Cromwell, USA).
Commercial negative (Cn) and positive controls of mycoplasma (Cp) were used for PCR reaction. The
lack of the contamination product in DNA of tested cells is demonstrated.
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Figure S8. Silencing activity of ASO-22 and 1/2 (50 and 100 nM) towards the exogenous EGFR mRNA
monitored by fluorescence microscopy in a dual EGFR-EGFP/RFP fluorescence assay in A431 cells
(DFA). The upper row presents the level of a green fluorescence representing the fusion EGFR-EGFP
protein and the lower row presents expression of the red fluorescence protein (RFP) (control).
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Figure S9. DAPI and FITC filters test demonstrating no emission signals of FITC and DAPI due to the
DAPI and FITC fluorophores excitation, respectively. (A) A431 cells transfected with FL-1/FL-2 (4 uM)
cells in the presence of lipofectamine 2000 and analyzed with the FITC filter (exposure time 1s) and
checked with the DAPI filter (1s and 2s); (B) A431 cells treated with DAPI (5 ug/mL) and analyzed
using a DAPI filter (exposure time 300ms) and checked using a FITC filter (exposure time 300ms and
1s).
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Figure $10. FACS analysis with confidence interval (Cl) and the mean with standard deviation (xSD).
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