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RNA virus whole-genome sequencing: 21t @ Sfgmig
sample 2FfS

21t 1 g RNA virus-a3 whole-genome sequencing-a3 G WIERS tissue RNAlater-a SIREsse St
cDNA &8s Ftd BD Genomes-a TSI Tl

RNA virus WGS-93 =5 BD Genomes 43 &3t sample 82 .

« Option A: 1@ tissue, RNAlater-@ 3%
» Option B: W&E sample-a3 RNA QTS &8 cDNA

TS 5835: RNA virus WGS-93 &5 purified total RNA &34 1 77 71 RNA (@t cDNA o 6 #i5i,
AT tissue RNAlater-@ #1511

Option A: SII&1S tissue + RNAlater

1. Sample <5
o A8 TTMRG=F virus-9F tissue tropism AT blood/whole blood, serum/plasma, nasal/oral swab,
lung, liver, spleen, kidney, intestine, brain I &7 target tissuel
o %F@T: Ffo/ora #iret, RIS (symptomatic) tissue, AT HTFIS HLCHF FICRI JF-(MATS tissuel
« &fS sample-a &7 100-300 mg tissuel

2. JTIGIRIT materials

RNAlater solution, sterile RNase-free 2 mL tube, sterile scissors/forceps, disposable gloves, RNase-free
tissue/wipes, 70% ethanol, permanent marker 8 label, cooler box 8 ice packl

3. Sample 787
1. Scissors/forceps 70% ethanol e “fIwIT T3 QIR 97 gloves 21|

2. R5S tissue 1287 FF 21T 0.5-1 cm (B G/ I
3. FIBF 717 T© B TS (g ¢wea ideally 1 NG 5ear) RNAlater-a =, T1TS viral RNA 98 71 331

4. RNAlater-Q ASTF

1. Pre-labelled RNase-free tube-a tissue-a3 5-10 &<t RNAlater 7: 100 mg - & 1 mL, 200 mg - 2
mL, 300 mg — 3 mLlI

2. Tissue (T F=7Jf G AT, cap T FE IT I NSO FEAFIK SOl |

3. 2TT 4 °C-a 12-24 T YA, aI7F AHW —80 °C-A ((TRITATSIR JAF*1F) | IFIR freeze-thaw
afSTT eI

5. BD Genomes-A ATSITAT
Cooler box 8 ice pack-a cold chain IS &4 ATSH, FISR @I L@ /1, QIR TS Fo TSI ATSA|

Option B: cDNA sample
1T TS RNA extraction 8 cDNA synthesis FICS 21, SIAT cDNA SIS 21|



Workflow: Sr&i8 sample — RNA extraction - DNase treatment — RNA quality check - reverse
transcription -~ cDNA - BD Genomes

« RNA extraction: RNase-free tube 8 tips, gloves; T© 316 3, 18I =T DNase treatment T3,
concentration 8 purity 613 F| RNA R ST room temperature-Q 4t =

« cDNA synthesis: target virus 8 sequencing strategy St random primer, virus-specific primer
(Sfg oligo(dT)-8) JI7F FAT T Viral genome-a7 TS6T THI T2 WL L1 FE 99 cDNA ST |

o S sterile nuclease-free tube-4, #IfI®F Sample ID 51, 20 °C It -80 °C-9| IFJF freeze-thaw
31

cDNA-QF AT (T Y (MTIF

Sample ID, host species (&i1d/8fgw), tissue/sample type, SIR8Ta BF 8 ©IFY,
symptomatic/asymptomatic, ITtiRG=<s 1 GiAT virus-ad 9, RNA extraction method, RNA input, cDNA
synthesis kit/protocol, primer ©7 Q3 Gil4T ATFCeT cDNA concentration|

Sample labeling 8 5471

» Label: Sample ID + species + tissue + replicate, (@39 AVO1 Chicken Lung R1,
PVO1l Tomato Leaf R1 |

« Comparative study =t &% group-a 91t 3 biological replicate; virus identification-a3 =y
SAfS6 andi/sig At isolate-aF W™ samplel

g [rmat

SRSIRT Virus-W&FS, G 8 SIS tissue N5 FF4

RNase-free materials I77I9 FFF

Tissue T RNAlater-a i @3g s7=vief SR g

Ao -80 °C; IR freeze-thaw T

cDNA =t high-quality cDNA #ii51=

2AfSfo sample-a #ifFw=@ Sample ID, species, tissue 8 STTARGHF Virus-a3 o =

A N N T R N

2Ig3t fITET: Viral genome assembly - annotation - variant analysis - phylogenetic analysis|

Questions before sending samples? WhatsApp / phone +880 1308-222824 - hdgenome@yahoo.com -
bdgenomes.com/guides/rna-virus-wgs/



