A

Top strand single-stranded oligo

Antisense target sequence Sense target sequence
(21 nucleotides) Loop sequence (nucleotides 1-8 and 11-21)

5 -TGCTG- Top Antisense -GTTTTGGCCACTGACTGACH Top Sense -3

Bottom strand single-stranded oligo

Reverse complement of top strand oligo (minus 5’ overhang TGCT)

5 -CCTG- Bottom Sense -GTCAGTCAGTGGCCAAAAC- Bottom Anti-sense -C-3
l Annealing
Double-stranded oligo
5 -TGCTG- Antisense/Top -GTTTTGGCCACTGACTGAC- Sense/Top -3
3'_C-| Antisense/Bottom -CAAAACCGGTGACTGACTG-  Sense/Bottom -GTCC -5’

Target sequence (Chicken Nel (GenBank accession number, NM_001030740.1),
Nucleotides 482-502): 5’-GAAATGAAATCAGGTTGCATT-3’

Sequences in single stranded oligos

Top Antisense: Top Sense:
5-AATGCAACCTGATTTCATTTC-3* 5-GAAATGAACAGGTTGCATT-3
Bottom Antisense: Bottom Sense:

5-GAAATGAAATCAGGTTGCATT-3° 9-AATGCAACCTGTTCATTTC-3
Figure 2



