INSTITUT
pasteur PROCEDURE
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Initial design by Etienne Simon-Loriere (etienne.simon-loriere@pasteur.fr) available at
https://github.com/SimonLoriereLab/RSV_amplicons panels, update by CNR-VIR (Marie-
Anne Rameix-Welti (marie-anne.rameix-welti@pasteur.fr))

Centre National de Reference — Virus des infections respiratoires (dont la grippe et le SARS-
CoV-2), Institut Pasteur, France.

Adapted from: Quick, J. et al. Multiplex PCR method for MinlON and lllumina sequencing of
Zika and other virus genomes directly from clinical samples. Nature Protocols 12 (6), 1261-
1276. https://www.nature.com/nprot/journal/v12/n6/abs/nprot.2017.066.html

Notes: The panel has been optimized using RSV B positive samples circulating in Europe in
2025-2026. Processing samples from previous years or from regions outside of Europe might
require further adjustments.

Reference sequence is B/Australia/VIC-RCH056/2019 which is available at OP975389 and
also deposited under accession number EPI_ISL_1653999 in GISAID

MATERIAL

- Nucleospin 8 Virus Core Kit (Macherey Nagel)

- Lunascript RT Supermix 5X kit (NEB)

- Qb5 High-Fidelity PCR Kit (NEB) and dNTPs 10 mM

- Primers purchased at 200 uM from Sigma-Aldrich

- AMPure XP Bead-Based Reagent Protocol for PCR Purification (Beckman coulter)

Equivalent kit and reagents can be used.

PRroOTOCOL

1.1. GENERATION OF TILED AMPLICONS

Reverse Transcription :

Lunascript Supermix 5X 2 uL 1X
RNA* 8 pL -
*RNA was extracted from 100 uL of respiratory sample and eluted in 100 pL.

T° Time
25°C 2 min
55°C 10 min
95°C 1 min
4°C 0
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Amplicon generation by PCR in 2 independent reactions:

Primer pools.
Primers were purchased at 200 yM from Sigma-Aldrich
Prepare two 50X pre-mix (primers pools) with concentrations indicated in Annex 1

5X Q5 reaction buffer 5puL 5L 1X

10mM dNTP 0,5 uL 0,5 uL 200 M

50X Primer pool 1 or primer pool

2 (see concentration in Annex 1) topk U2 SEB AT 1

cDNA 2,5l 2,5uL -

Q5 polymerase (2000 U/mL) 0,25 uL 0,25 uL 20U
For final volume | For final volume

H20 RNase DNase free 25 L 25 L

T® Time Nb Cycle
98°C 30s 1
98°C 15s
65°C 5 min £
4°C oo 1

Check amplification on agarose gel:
Run 5 pL of each reaction on a 1% agarose gel. Each should produce a visible ~400 bp band
and the negative control (no cDNA) should be clean.

1.2. PURIFICATION OF AMPLICONS USING MAGNETIC BEADS

Two purification techniques are described, one manual, and one automated using the King
Fisher (Thermo Scientific).
Alternative purification techniques can be used but should be validated by the user.

1.2.A. MANUAL PURIFICATION OF AMPLICONS

1. Vortex Agencourt AMPureXP beads bottle (placed at room temperature) to resuspend
magnetic particles

2. For each sample, combine the PCR products from pool 1 and pool 2 PCRs (~50 uL

final volume)

Add 72 uL (1,44X) of RNAclean XP beads to PCR; mix by pipetting 10 times

4. Incubate samples 10 minutes at room temperature.

w
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5. Place the tubes on an appropriate magnetic rack to separate beads from the
supernatant.

6. When the solution is clear (about 5-10 minutes), discard the supernatant without
disturbing the beads.

7. Add 200 pL of freshly prepared 70% ethanol to the tube while in the magnetic rack.
Incubate at room temperature for 1 min, and then carefully remove and discard the
supernatant

8. Repeat Step 7 once for a total of 2 washes.

9. Completely remove the residual ethanol, and air-dry beads on the magnetic rack (5-10
minutes).

10. Add 40 pL of RNase Dnase free H20 on the beads and remove the plate from the
magnetic rack.

11. Mix well by pipetting up and down and put the tube in the magnetic rack until the
solution is clear.

12. Transfer the 40 uL to a clean plate.

13. Quantify the DNA concentration using the Qubit High Sensitivity DNA kit (or equivalent)
from 1 pL of each product. Expected range > 80 ng/uL DNA.

14. Proceed with NGS library construction or other downstream application. Alternatively,
the samples can be stored at —20°C.

1.2.B. PURIFICATION OF AMPLICONS USING KING FISHER

1. Vortex Beckman Coulter AMPureXP beads bottle (placed at room temperature) to
resuspend magnetic particles

2. For each sample, combine the PCR products from pool 1 and pool 2 PCRs (~50 uL
final volume) and transfer the whole PCR products to a DeepWell plate

3. Add 108 uL of AMPureXP beads to the PCR products in a DeepWell plate

4. Fill a U-bottom plate with 150 pL of 70% ethanol for washing

5. Fill a U-bottom plate with 50 puL of Ambion water for elution

6. Start the protocol on the robot Kingfisher and follow the instructions.

Purification Protocol Steps for KingFisher Automation
Step 1
Pick up tips from position 1.

Step 2 - Binding (Position 2 - DW sample)

Pre-collect beads: ON

Release beads: ON

Mix for 6 minutes at medium speed
Collect beads: 10 cycles, 5 seconds each

Step 3 — Wash (Position 3 - 96-well plate with 150 pL of 70% ethanol)

Mix for 15 seconds at medium speed
(no bead release / pre-collect / collect)

Step 4 — Dry (Position 3 - outside well)
Dry outside the well for 2 minutes

Step 5 — Elution (Position 4 - 96-well plate with 50 uL NF-water)

Release beads: ON
Mix for 4 minutes at medium speed
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Step 6 — Bead collection (Position 4)
e Pre-collect beads: ON
e Mix for 2 minutes at slow speed
e Collect beads: 3 cycles, 30 seconds each

Step 7

Leave tips in wash plate at position 3
Step 8 - Final step

Hold at 4°C indefinitely («)

The panel is compatible with Oxford Nanopore Technologies and Illlumina sequencing. If using
a combined paired read length shorter than the amplicons size (~400nt) with DNA

fragmentation or tagmentation, adapt the bioinformatic pipeline for primer trimming. 150 nt long
reads are the minimum recommended.
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2. ANNEX1

Primers are ordered dry and resuspended at a concentration of 200 uM.

Two 50X concentrated primer pools are prepared (Pool 1 and Pool 2), aliquoted and frozen
at -20°C until use (« pre-Mix » in tables below). Aliquots are freeze/thawed a maximum of 5

times to prepare PCR-Mixes.
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. Conc. Final
. . Conc. Final
Primer Version 1.5 Sequence Pool ; . PRE-MIX
in Mix (nM)
(50X) (1M)

RSVB_1 LEFT CAGAAATGGGGTGCAATTCACTG 1 15 0,75
RSVB_1_RIGHT TCATGAATGGAGATCAAGCCCAA 1 15 0,75
RSVB_3_LEFT ACC ATG AGC ACT ACA AAM GAC AA 1 30 1,50
RSVB_3_RIGHT GTT GGA AGT TACGGG TTGAGG T 1 30 1,50
RSVB_5_LEFT TGA CAC TCC CAATTATGA TGT GCA 1 30 1,50
RSVB_5_RIGHT TTA CAA GGG CAG CTATAC ACAGT 1 30 1,50
RSVB_7_LEFT AGC ACA ATC ATC CAC AAG AGG G 1 224 11,22
RSVB_7_RIGHT GAG TTG CTC TGC ATATGC TTT GG 1 224 11,22
RSVB_9_LEFT TCC AAA GAT CCT AAG AAG AAA GAT AGC A 1 11 0,56
RSVB_9_RIGHT TAT TCC GTC ACG AGC CGAAGTR 1 11 0,56
RSVB_11_LEFT TTG GAA GAC AAC GAT AGC GAC AA 1 15 0,75
RSVB_11_RIGHT GCT TTACTAGTATGT TGATGC TTG CA 1 15 0,75
RSVB_13_LEFT TGC AGT TTAACATGC TTR AAA GTA AAA AG 1 30 1,50
RSVB_13_RIGHT GTG GTT TGATTG AAA AAC GTGTAG C 1 30 1,50
RSVB_15_LEFT CCT AGA GTG CGA ATA GGT AAA TAA AAC AAG 1 150 7,48
RSVB_15_RIGHT TGT GAT GCC ATGACTCTGTGAG 1 150 7,48
RSVB_17_LEFT GAA AAG ACC TGG GAT ACT CTT AAT CATCT 1 75 3,74
RSVB_17_RIGHT GTGCTTGGCTTIGTTGTTCTGT G 1 75 3,74
RSVB_19_LEFT AGA AAC CAC CAT TAA CCC AAC AAA AA 1 15 0,75
RSVB_19_RIGHT GCA AGA GTT AGG AAG ATT GCACTT G 1 15 0,75
RSVB_21_LEFT CAG AGG TTACTT GAG TGC TTT AAG AAC 1 150 7,48
RSVB_21_RIGHT CTT TGT TCG TAA GCT GCA AAG CA 1 150 7,48
RSVB_23_LEFT AGC ACT TAC ATG TTA ACA AAC AGT GAG 1 30 1,50
RSVB_23_RIGHT ACA AAG GCT GACTTCACTTGG T 1 30 1,50
RSVB_25_LEFT GCT GTG ATT ATG TGT CAA ACA AAG GA 1 30 1,50
RSVB_25_ RIGHT TGC AAT ATT ATT GAT TCC ACT TAG TTG GTC 1 30 1,50
RSVB_27_LEFT TAC ATC AAC ATC ACADCA CAG GC 1 150 7,48
RSVB_27_RIGHT CTC TCT AGC ACT CCA ACT ATACCA AG 1 150 7,48
RSVB_29 LEFT CTT AAACGATTA CCA GCA GAC GTR 1 15 0,75
RSVB_29_ RIGHT GGT TGG ATG ATA TAG AAT CGT TAT GAT CAAG 1 15 0,75
RSVB_31_LEFT ACG GCC CTT ATC TTA AAAATG ATT ATACC 1 15 0,75
RSVB_31_RIGHT ACC AGT GTATTA ACC ATG ATG GAG G 1 15 0,75
RSVB_33_LEFT AGATAATCAAACTTT GAGTGG TTT TCAGT 1 15 0,75
RSVB_33_RIGHT ACT CTT GAT AGT AGATCC TTT TGA GCC 1 15 0,75
RSVB_35_LEFT ACT TGA GTG AGC TAT ATT TTC TCT TCA GA 1 15 0,75
RSVB_35_RIGHT ACT AGT CCA TAT TAG ATC TTT TGG AGG AG 1 15 0,75
RSVB_37_LEFT AGA AAG AGA GCT CAGTGT GGG T 1 15 0,75
RSVB_37_RIGHT TCCTTT ATA AAA GGA GGT GCATGT CT 1 15 0,75
RSVB_39 LEFT CAC AGC TCT GAT AAATGG TGATAATCAG 1 15 0,75
RSVB_39 RIGHT TTG CAG AGC AAT TTG ATT GTATAA CCA 1 15 0,75
RSVB_41_LEFT GAG AAC TCC AGA CTT CCT TAC AGAR 1 75 3,74
RSVB_41_RIGHT GCG CACTTT TAG AAAATATTT TGT TTG GA 1 75 3,74
RSVB_43_LEFT TGT AAG AGA AAG ATC TTG GTC ATT ATC CA 1 15 0,75
RSVB_43 RIGHT ACT GTT AAC CGG TGT AAATAATTKACAC 1 15 0,75
RSVB_45_LEFT CTT AGCTTGATG TCAGTW GTG GAAC 1 15 0,75
RSVB_45_RIGHT TGATCA GTT ATATAC CCY TCT CCCC 1 15 0,75
RSVB_47_LEFT GCT ACT GGA AAT CTATGT CTAAAG TTT TCC 1 37 1,87
RSVB_47_RIGHT GGG GTT GGG TGATAT AGT TTGTTR TAATT 1 37 1,87
RSVB_49_LEFT GTG ATA GAC AGG ATT ATA GAT CAT TCA GGT 1 15 0,75
RSVB_49 RIGHT GTT GCATCT GTA GCA GGA ATG GT 1 15 0,75
RSVB_51_LEFT ACA GCC AAT TGG AGT AAA ATY ATA ATT GA 1 15 0,75
RSVB_51_RIGHT TCT CCATTAACT ACACTC TTC AAT TTT GAC 1 15 0,75
RSVB_53_LEFT AAC AAG CTT ATA AAC CAC AAG CAT ATG A 1 150 7,48
RSVB_53_RIGHT TGT CTC GTT GTG TTG TAA ATG CAC 1 150 7,48
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RSVB_2_LEFT AGT GAA ATC TAA CTT TAC AAC AAT GCC A 2 72 3,61 10,83
RSVB_2_RIGHT GGT GAG AGA TGT TAT TAT TGA ATC CAT CG 2 72 3,61 10,83
RSVB_4_LEFT TGG CGG GTT TCT AGA ATG TAT TGG 2 29 1,44 4,33
RSVB_4_RIGHT TGATTT GCATCT TCA GTG ATT AAT AGC A 2 29 1,44 4,33
RSVB_6_LEFT AAG CTT GAC ATC AGA AAT ACA AGT CAA 2 14 0,72 2,17
RSVB_6_RIGHT CTT GTC CTG AAC CAT AGG CAT TCA 2 14 0,72 2,17
RSVB_8_LEFT AGC AGG TCT AGG CAT AAT GGG A 2 14 0,72 2,17
RSVB_8_RIGHT TGTTGG TGC CAGATGTTATCG G 2 14 0,72 2,17
RSVB_10_LEFT TGA CCA AAC AAATGA TAA CAT TACAGC A 2 14 0,72 2,17
RSVB_10_RIGHT GGT GTC TGT TTT GTT GAT GYT GTT 2 14 0,72 2,17
RSVB_12_LEFT CAG CAGCTGTCCAGT ACAATGT 2 14 0,72 2,17
RSVB_12_RIGHT TTC ACATAG AGC AAT GAT CTC ATG AGT 2 14 0,72 2,17
RSVB_14_LEFT GGA GCATTC AAG TAT ATCAAGCCAC 2 29 1,44 4,33
RSVB_14_RIGHT GCT TGT GAATTC TAT TGT RAT GGATGT 2 29 1,44 4,33
RSVB_16_LEFT ACA GAT GTATCA AAT CGA CAC ATAGTG 2 14 0,72 2,17
RSVB_16_RIGHT GCA GAG ATG ATG AAT ATT ATG GCT GC 2 14 0,72 2,17
RSVB_18_LEFT ACC CAATAC AAA ATC AGA AACACA CC 2 14 0,72 2,17
RSVB_18_RIGHT ACA GTG GAT TGT GGG GTG CT 2 14 0,72 2,17
RSVB_20_LEFT GTG ATC CCT CAAGCAAGAACKA 2 72 3,61 10,83
RSVB_20_RIGHT TGATTG TAT AGT TCA TAT ACT GTG GTG CT 2 72 3,61 10,83
RSVB_22_LEFT AGC AAG TGG TAT AGC TGT ATC CAA AG 2 144 7,22 21,67
RSVB_22_RIGHT GCCTTACTATCT GAACATTGCTTG AC 2 144 7,22 21,67
RSVB_24_LEFT TCCTTCTTT CCA CAA GCT GAC AC 2 14 0,72 2,17
RSVB_24_RIGHT GAA GGA AAC ACT AGAGGGTCATAGT 2 14 0,72 2,17
RSVB_26_LEFT CAAAGT TTAGCT TTT ATT CGT AGATCY GA 2 14 0,72 2,17
RSVB_26_RIGHT GTGTTG ATT GCGATATTT GAGGCT T 2 14 0,72 2,17
RSVB_28_LEFT TGT TAAACA AGATAC TCA AGT CAATGG AC 2 14 0,72 2,17
RSVB_28_RIGHT TGGTTGACT CTTTTGGGTTGCT 2 14 0,72 2,17
RSVB_30_LEFT GCC ACT CAACAATTT CTCCAACA 2 14 0,72 2,17
RSVB_30_RIGHT AGT AAT GAC TGG AAATAAGTT GGT TCT TC 2 14 0,72 2,17
RSVB_32_LEFT GTG ATG AAA ACT CAG TAC TTACAACCA 2 29 1,44 4,33
RSVB_32_RIGHT GCT GAT GTC TTT CCATGT CAAAAATTG 2 29 1,44 4,33
RSVB_34_LEFT CTATCACAATTATTC CTT TAC GGA GAT TGT 2 14 0,72 2,17
RSVB_34_RIGHT TCATTG CAG TTAATT CTT ACAGCATCC 2 14 0,72 2,17
RSVB_36_LEFT TTG CGG TTC TAT CGT GAG TTT CA 2 29 1,44 4,33
RSVB_36_RIGHT CAG GGA AGAATT GTAAAATAT TTT CGG C 2 22 1,08 3,25
RSVB_36_RIGHT_bis CAGGGAAGAATTGTAAAATATTTTCAGC 2 7 0,36 1,08
RSVB_38_LEFT ACG AAC TGC ATG GRG TAC AAT C 2 14 0,72 2,17
RSVB_38_RIGHT TCC CTT AAG CTT ATG GCC TAT GC 2 14 0,72 2,17
RSVB_40_LEFT AGG TAG CTT AAC ACA GGARTT AGAATAC 2 108 5,42 16,25
RSVB_40_RIGHT GAC ACA AGT CAAGAATTT GTT CAG TCT 2 108 5,42 16,25
RSVB_42_LEFT ATC CAC AGG CTT TAG GGT CTG A 2 14 0,72 2,17
RSVB_42_RIGHT GGC TAT AGT GCT AGT TGT ATATTT AATRTCC 2 14 0,72 2,17
RSVB_44_LEFT CAA AGATGA ATT CAT GGAAGAACTGAGT 2 14 0,72 2,17
RSVB_44_RIGHT GCT TCAACT TGATGA TAT CRACAT CTCC 2 14 0,72 2,17
RSVB_46_alt_LEFT TTAGCTGGACATTGGATTCTGA 2 72 3,61 10,83
RSVB_46_RIGHT CAACCCAAGGGCATACGGT 2 54 2,71 8,13
RSVB_46_RIGHT_bis CAACCCAAGGGCATACAGT 2 18 0,90 2,71
RSVB_48_LEFT CTTTTCAGACAACACTCATCTGCT 2 72 3,61 10,83
RSVB_48_RIGHT CTGATCTTGCATCCTGTGGAACT 2 72 3,61 10,83
RSVB_50_LEFT CCC AGT TGT ATAGCATTC ATA GGT GA 2 29 1,44 4,33
RSVB_50_RIGHT TTT GAA ATC AAT ATC ATC TTG AGC ATG GT 2 29 1,44 4,33
RSVB_52_LEFT GAT GTT GTG CAA AAT GCT AAATTG ATT CT 2 14 0,72 2,17
RSVB_52_RIGHT CACTACCTGTTATTT TAATCAGCT TCT TGA 2 14 0,72 2,17
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i Conc. Final
Conc. Final
Sequence Pool Pool . . PRE-MIX
in Mix (nM)
(50X) (kM)
RSVB_2_LEFT AGT GAA ATC TAACTT TAC AAC AAT GCC A 2 72 3,61
RSVB_2_RIGHT GGT GAG AGA TGT TAT TAT TGA ATC CAT CG 2 72 3,61
RSVB_4 LEFT TGG CGG GTT TCT AGA ATG TAT TGG 2 29 1,44
RSVB_4 RIGHT TGATTT GCATCT TCA GTG ATT AAT AGC A 2 29 1,44
RSVB_6_LEFT AAG CTT GAC ATC AGA AAT ACA AGT CAA 2 14 0,72
RSVB_6_RIGHT CTT GTC CTG AAC CAT AGG CATTCA 2 14 0,72
RSVB_8 LEFT AGC AGG TCT AGG CAT AAT GGG A 2 14 0,72
RSVB_8 RIGHT TGT TGGTGC CAGATGTTATCG G 2 14 0,72
RSVB_10_LEFT TGA CCAAAC AAATGATAA CATTACAGCA 2 14 0,72
RSVB_10_RIGHT GGT GTCTGT TTT GTT GAT GYT GTT 2 14 0,72
RSVB_12 LEFT CAG CAG CTGTCC AGT ACAATGT 2 14 0,72
RSVB_12_ RIGHT TTC ACA TAG AGC AAT GAT CTC ATG AGT 2 14 0,72
RSVB_14 LEFT GGA GCATTC AAG TAT ATCAAG CCAC 2 29 1,44
RSVB_14 RIGHT GCT TGT GAATTC TAT TGT RAT GGATGT 2 29 1,44
RSVB_16_LEFT ACA GAT GTA TCA AAT CGA CAC ATAGTG 2 14 0,72
RSVB_16_RIGHT GCA GAG ATG ATG AAT ATT ATG GCT GC 2 14 0,72
RSVB_18 LEFT ACC CAATAC AAA ATC AGA AACACACC 2 14 0,72
RSVB_18 RIGHT ACA GTG GAT TGT GGG GTG CT 2 14 0,72
RSVB_20_LEFT GTG ATC CCT CAA GCA AGAACKA 2 72 3,61
RSVB_20_RIGHT TGATTG TAT AGT TCATAT ACT GTG GTG CT 2 72 3,61
RSVB_22 LEFT AGC AAG TGG TAT AGC TGT ATC CAA AG 2 144 7,22
RSVB_22_RIGHT GCCTTACTATCT GAACATTGC TTG AC 2 144 7,22
RSVB_24 LEFT TCCTTCTTT CCA CAA GCT GAC AC 2 14 0,72
RSVB_24 RIGHT GAA GGA AAC ACT AGAGGGTCATAGT 2 14 0,72
RSVB_26_LEFT CAAAGT TTAGCT TTT ATT CGT AGATCY GA 2 14 0,72
RSVB_26_RIGHT GTGTTG ATT GCG ATATTT GAGGCTT 2 14 0,72
RSVB_28 LEFT TGT TAA ACA AGA TAC TCAAGT CAATGG AC 2 14 0,72
RSVB_28 RIGHT TGGTTGACTCTTTTGGGTTGCT 2 14 0,72
RSVB_30_LEFT GCC ACT CAACAATTT CTCCAACA 2 14 0,72
RSVB_30_RIGHT AGT AAT GAC TGG AAATAA GTT GGT TCT TC 2 14 0,72
RSVB_32_LEFT GTG ATG AAA ACT CAGTACTTACAACCA 2 29 1,44
RSVB_32_RIGHT GCT GAT GTCTTT CCATGT CAAAAATTG 2 29 1,44
RSVB_34 LEFT CTATCACAATTATTC CTT TAC GGA GAT TGT 2 14 0,72
RSVB_34 RIGHT TCATTG CAGTTAATT CTT ACAGCATCC 2 14 0,72
RSVB_36_LEFT TTG CGG TTC TAT CGT GAG TTT CA 2 29 1,44
RSVB_36_RIGHT CAG GGA AGA ATT GTAAAATATTTT CGG C 2 22 1,08
RSVB_36_RIGHT_bis CAGGGAAGAATTGTAAAATATTTTCAGC 2 7 0,36
RSVB_38 LEFT ACG AAC TGC ATG GRGTAC AAT C 2 14 0,72
RSVB_38 RIGHT TCC CTT AAG CTT ATG GCC TAT GC 2 14 0,72
RSVB_40_LEFT AGG TAG CTT AAC ACAGGARTT AGAATAC 2 108 5,42
RSVB_40_RIGHT GAC ACA AGT CAAGAATTT GTT CAG TCT 2 108 5,42
RSVB_42 LEFT ATC CAC AGG CTT TAG GGT CTG A 2 14 0,72
RSVB_42_RIGHT GGC TAT AGT GCT AGT TGT ATATTT AATRTCC 2 14 0,72
RSVB_44 LEFT CAA AGA TGA ATT CAT GGA AGAACT GAG T 2 14 0,72
RSVB_44 RIGHT GCT TCAACT TGATGATAT CRACATCTCC 2 14 0,72
RSVB_46_alt_LEFT TTAGCTGGACATTGGATTCTGA 2 72 3,61
RSVB_46_RIGHT CAACCCAAGGGCATACGGT 2 54 2,71
RSVB_46_RIGHT_bis CAACCCAAGGGCATACAGT 2 18 0,90
RSVB_48 LEFT CTTTTCAGACAACACTCATCTGCT 2 72 3,61
RSVB_48 RIGHT CTGATCTTGCATCCTGTGGAACT 2 72 3,61
RSVB_50_LEFT CCC AGT TGT ATAGCATTC ATA GGT GA 2 29 1,44
RSVB_50_RIGHT TTT GAA ATC AAT ATC ATC TTG AGC ATG GT 2 29 1,44
RSVB_52_LEFT GAT GTT GTG CAA AAT GCT AAATTGATT CT 2 14 0,72
RSVB_52_RIGHT CACTACCTGTTATTT TAATCAGCTTCTTGA 2 14 0,72
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