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Disclaimer

Aquatic eDNA sampling and plant 
community metabarcoding with portable Nanopore Flongle 
sequencing (v0.0.3) V.3 Metabarcoding using MinION: 
PCR, Multiplexing and Library Preparation V.2 Nanopore 
amplicon sequencing V.4



Abstract





1

0.5-1 kg

50-200 g

1-2 L

2

Sampling



2-2.5 mL
LifeGuard Soil Preservation Solution 
(Qiagen)

1 g

3

-20 °C

-80 °C

4 °C

Preparation of soils samples for DNA
extraction



4

5



6 0.25 g

7

8

Preparation of alternative sample types for
DNA extraction



9

SE filter GP2-1100 1/100 inch size

10
5 g

250 mL

00:01:00

SE filter GP2-1100 1/100 
inch size



11

121-0020

12





13

14

00:00:20

00:05:00

fastprep24_Manual.pdf

DNA extraction with DNeasy PowerSoil Pro
kit (Qiagen)



15

00:01:00

Qiagen_DNeasyPowerSoilProKit.pdf

16

500-600 µL

17 200 µL

00:00:05



18 00:01:00

700 µL

500-600 µL

19 600 µL

00:00:05

20 650 µL

00:01:00

21

22



23 500 µL

00:01:00

24

25 500 µL

00:01:00

26

27
00:02:00

28 50-100 µL



100 µL

29 20 µL

80 µL

-20 °C

30 2 µL

Qubit_dsDNA_HS_Assay_UG.pdf



31
1 µL

nd-1000-v3.8-users-manual-8 5x11.pdf

32

03:00:00 3 µL





03:00:00
3 µL

Amplification of the full 18S



33 6 µL

34



35
12.5 µL GoTaq 2x Master Mix

0.5 µL primer S1 10 µM

0.5 µL primer RibB 10 µM

10.5 µL Nuclease-free water

24 µL

36 24 µL

10 ng



1 µL

25 µL

37

00:02:00

95 °C

00:00:30

95 °C

00:00:30 48 °C

00:04:00 72 °C

00:05:00

72 °C

10 °C

38

39

01:00:00 3 µL



40

Design and creation of a Mock community



41

42 3 µL

43 1 µL

44 20 µL

45

Triplicates preparation, purification and
quantification



46

47
00:30:00

00:10:00

Omega_Mag-Bind_TotalPureNGS_Cl…



00:00:10

00:00:30

48
00:02:00

49
200 µL

00:00:30



50

51
00:00:10

00:00:30

52 31 µL

00:10:00

37 °C

15 µL



53
00:02:00

30 µL

54

55

Nanopore libraries planification



56



260 ng

11.5 µL

57

11.5 µL

1 µL

15-30 µL



58
11.5 µL



Manual_SpeedVac_VacuumConcentr…

59
11.5 µL

60

ligation-sequencing-amplicons-native…



61

End-prep step, summary from the original
protocol



62
105 µL

63 1 µL

1.75 µL

0.75 µL

3.5 µL



1 µL
1 µL

64 3.5 µL



65 11.5 µL

15 µL

66
20 °C

00:05:00 65 °C

00:05:00



67

68

3 µL

0.75 µL

1.25 µL

5 µL

10 µL

Native barcode ligation step, summary from
the original protocol



69

00:20:00

70 1 µL



71

72

0.44 µL

00:00:30

73
00:10:00

2 mL

74



75
700 µL

76

00:00:30

77
35 µL

78 00:10:00 37 °C

00:02:00

00:00:10



79

35 µL

80

Adapter ligation and clean-up step,
summary from the original protocol



81

30 µL

5 µL

10 µL

5 µL 50 µL

82



00:20:00

83
20 µL

00:00:30

84
00:10:00

85

86 125 µL



87

88
15 µL

89 00:10:00

37 °C 00:02:00

00:00:10

90

00:01:00

15 µL



91 1 µL

1 µL

92

12 µL



12 µL

30 µL

1 µL



1 µL

4 °C

93

94

Priming and loading the SpotON flow cell
step, summary from the original protocol



1170 µL

30 µL

95



96

10-30 µL

97 800 µL



00:05:00

98

37.5 µL

25.5 µL 12 µL

75 µL



99

200 µL

100



75 µL

101

102



103

104
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