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NS (ATF Tt27 eDNA 7233 8 &FFS (Fish metabarcoding)

A, P4, SI-ReT @ #nf 512807, filtration It centrifugation-a3 AT eDNA g3Iges3er @ Fish
Metabarcoding-a3 T filter It pellet IRIHER RTaf=ipr|

GreTen AR $9ifFe Wteg Environmental DNA (eDNA) Ra1g, INTgoaas a3 2a3e! DNA extraction @
Fish Metabarcoding-a3 &= SN filter I eDNA pellet 2ETST LI9SR

1. ATIGRIT SorFat

» Sterile water sampling bottle (3-5 L) 8 sterile 50 mL Falcon tube

« Sterile gloves, permanent marker

» Ice box, ice pack 8 cooler box

« GPS device 31 (TI]13eT GPS

« Filtration-a3 &=y: vacuum filtration unit / peristaltic pump / syringe filter, 0.45 pm membrane filter,
5 um =T 20 um pre-filter, sterile forceps

2. Sampling site 3 O ITH

&S sampling site-a3 Ty f&ta Arg: Sample ID, location, GPS coordinate, SR, s, #nfag Sremrar
3% habitat type (51, 934, 218, [, Trenang Sonfw)|

3. NS T TR
« Composite sample: ST site-ax [fSq Wt (SIAIST, TLISH @ FHFIFS STSF W) (QATF 21 ey
9B composite sample (SfF FFA, TS <[ TEAFER Jited (fvay 2AfSHfag F@|
o oAf3mre: oS site (A (NG 5 &6 0|
o SN WRAGH! AfSTT 5o | (1o WI=03 sterile @ DNA-free 300 31| &AfSG sample-93 &=y 994 gloves
TR I

4, LTF 8 Afgaaq

9y A1 ice box-a YT Q3R 4 °C-@ 72T TP | T© Wo SF filtration T centrifugation F; @R T
=20 °C 31 -80 °C-@ ITH I

5. eDNA gJtgoaael

Option A: Filtration (Jo1f&=1Fo)
Fish eDNA metabarcoding-a filtration FRCECT & IIT© @ FIAFI HFS |

1. Pre-filtration: “fS (IeT, <1 1 2B 77 20T AT 20 pm AT 5 pm pre-filter T 7T Ferr
wifse =1

2. Membrane filtration: @3+ vacuum filtration system-a 0.45 ym membrane filter fatT o7 FFA1

3. Filter s128%: sterile forceps Wt filter membrane Rt sterile microcentrifuge tube-a IYH1

4. FLFH: Longmire’s buffer, RNAlater It absolute ethanol-q, 1 SF™R -20 °C 1 -80 °C-9|

Filter membrane-a Wtgg eDNA, cellular debris 8 SISTNIF (G T WHLH B, Al 21t DNA extraction-A
JI]RIF *I |



Option B: Centrifugation (filtration et It WTeT)
1. 5 {51 #nfY StereE SNF¥tT 50 mL @ sterile Falcon tube-a Sist T (21T 1006 58<) | 2SS Tow
Sample ID, site 8 Siffa fagA|
2. &fSS 687 10,000-12,000 x g-a 15-20 fXfAB, 4 °C-a centrifuge FF1
3. Supernatant LI B T ©AF pellet YA
4. 933 site-a37 7 fFBORT pellet @B sterile tube-a aFa (pool) F@ homogenize FFI
5. 5O pellet —20 °C (Fgorifin) A1 -80 °C (AHTIwim)-a A4 | IR freeze-thaw AfSTT 571

6. Contamination fAge

« Disposable gloves 8 &ifSf6 sample-93 =5 &reml sterile container JIRF F6+ |
a3sfo field blank (sterile #NfS, sample-a3 ITSI3 process FAT) AT BN |
« G @At DNA decontamination solution 3t 70% ethanol fatg Faifse «iffwm FF41
2fSf6 sample WEAWMTSII AfRIBIAT FH |

ST I ST

Contamination TFANTS, @roa, WgeET DNA Gloves, sterile disposables, field blank
DNA degradation Q@ (UV), ©19t, mfa %o filter T+, ST T buffer-a ArY=
Filter 9% 307 a3 1T N, IRreT Pre-filter, @FIf&=s filter 1 7 i

% DNA TS T STITAT AT @t #nfx At replicate sample

Questions before sending samples? WhatsApp / phone +880 1308-222824 - bdgenome@yahoo.com -
bdgenomes.com/guides/edna-water-fish/



