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TITLE: PROC024_METABARCODING_WORKFLOW

1 INTRODUCTION
1.1 SCOPE

For all researchers using the NBC facilities for metabarcoding sample preparations and for
technicians assisting and performing such projects this procedure is obligatory.

1.2 OBJECTIVE
Administering all steps as described is compulsory. The whole process is monitored and controlled
following all the steps in this procedure. The NGS workflow includes: Collection and registration,

transfer of (sub)samples, DNA extraction, scanning of e-numbers, selection, PCR, Fragment
Analyser measurements, QIAgility equimolar pooling and Bioanalyzer or Tapestation measurements.

1.3 DEFINITIONS AND ABBREVIATIONS

14 STATUS

The status and management of this document are regulated in the AODocs platform, the foundation
wide accessibility is provided on N=Info.

2 RESPONSIBILITIES & PEOPLE

21 RESPONSIBILITIES

FUNCTION ROLES and RESPONSIBILITIES

Lab workers (Researchers, Is able to use this document if contributing to the

Students, Guests) metabarcoding work process

(Senior) Research Knows these document instructions and is able to instruct

Technicians other lab workers.

Head Laboratories Has final responsibility for all laboratory workflow and
instructions

2.2 LIST OF PEOPLE ADDRESSED

DNA Technicians performing or assisting in NGS library preparations.

Marina Ventayol: 1st responsible for NGS post lab including all equipment.
Marcel Eurlings: 2nd responsible for NGS post lab including all equipment.
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3. FLOW CHART
researcher molecular lab M
process data

sample collection

|

NGS1_SampleRegistration CHECK #1 Excel / ICT/CRS CRS
- project nr. - NGS1_SampleRegistration - coll. reg. nrs. T0
- field nrs. CRS
- collection data
TO NGSZ_IVSampI eSheet
Plate scanner NGS2_samplesSheet
- e-nrs. - e-nrs.
= coll. reg. nrs.

Batch selection from /
NGS2_SampleSheet

- selected samples

l

DNA extraction
- e-nr.

- suffix
Tcidropsense
Dropsen;le ; R NGS2_SampleSheet
- conc. ng/pl 5 -sample selection
- purity 260/280 dropsensé|
CHECK #2 - readability RSE %
- sample selection le— T0 NGS$PCR-1
NXT1 PCR(s) NGS3_PCR-1
- succes e-gel -PCR I
- template dilution
TO NGS4_PCR-2
NXT2 PCR(s) NGS4_PCR-2
-PCRnr.
- label set
TO Fragmentbnalyzer
Fragment Analyzer ciom NGS5_Dashboard
- PCR area size bp - PCR selection
Fragmeni
Analyzer

CHECK #3
= PCR selection for
pool QlAgility TO OlAgility

l

Tape Station NGS_Dashboard
- pool conc. nM -selection for BaseClear

MiSeq TO_MiSeq
- fastq

Metabarcoding workflow flow chart. Administrative processes are depicted in blue, lab processes in
black and processes which require feedback in red

4 PROCEDURE

This is the administrative part of the metabarcoding workflow, the lab part is described in
METHO030 Metabarcoding LIBRARY PREP

This workflow is guided by, and comes with 5 consecutive Excel files and also holds 3 checkpoints.
After finishing the whole administration and lab work of a single Excel file the relevant values are
copied to the next Excel file. This transfer of data is crucial to start the work and administration in the
next Excel file. Three checks need to be confirmed in writing by the researcher/submitter. Workflow
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cannot continue if these checks are not confirmed. The consecutive files can be downloaded from the
following links:

NGS1_SampleRegistration v0.8 TEMPLATE.xlsx

NGS2_SampleSheet v0.21 TEMPLATE.xlsx
NGS3_PCR-1_v0.25 TEMPLATE.xlsx

NGS4_PCR-2 v2.3 TEMPLATE.xlsx

NGS5_Dashboard wv3.999 TEMPLATE.xlsx Usage described in section 4.6
Always make a copy for your own use before working with these files!
Follow the order of the Excel files as described in this procedure.

4.1 Instruction

- Create a folder for your project:

[project number] - [Subject] [Locality] [Name] e.g.

20006-555 - Soil microbial diversity Sint Eustatius Miller

in B:\DNA Barcoding\Projects NGS\NGS-[year]

Access to B:\DNA barcoding can be requested via TopDesk by Aanvraag extra rechten

e . <« dino (\nnm.local) (B:) » DMA Barcoding » Projects NGS » NGS-2020 » 20006-5335 - Soil microbial diversity Sint Eustatius Miller » v O Zoeken in 20006-555 - Soil mi.. 0
Projects DMA barcoding *  Naam Gewijzigd op Type Grootte
Projects high throughput DropSense Bestandsmap
b3 Projects NG5 FASTQ 20006-555 F5461 Fungi Bestandsmap
BaseClear FASTQ 20006-353 FS462 bacteria Bestandsmap
S Fragment Analyzer Bestandsmap

Gel
Misc
PCR

NGS2 Samplesheet collected extracts Bestandsmap

NG5-2015 Bestandsmap

Bestandsmap
NG5-2016

QAgility Bestandsmap
hGsaty Sampledata Bestandsmap
NGS-2018 Samplesheet Bestandsmap
NGS-2019 TapeStation Bestsndsmap

2| MiSeq_20006-555_F5461_Fungixlsx

4 MiSeq_20006-555_F5462_bacteriaxlsx

| NGS5_Dashboard_v0.23_20006-515_F5462_bacteria_165.xlsx
:| NGS5_Dashboard_v.23_20006-555_F5461_Fungi_|T5.xlsx

b4 NGS-2020 Microseft Excel-w... 46 kB

20004-515 - Metabarcoding grassland Fungi Rachel Pringle Miciosolk Excelw; AkB

Microsoft Excel-w..,
20006-535 - Soil microbial diversity Sint Eustatius Miller ICRE LR EEY

& 6 & a

Microsoft Excel-w...

20008-555 - Neotropical Myristicaceae & Eperua Hans ter Steege

13 items

- Save all your data in the created project folder
4.2 NGS1_SampleRegistration

The researcher/submitter is responsible for

e collecting,

e registration of collection data (e.g. date, coordinates, depth) and

e providing collection registration numbers (RMNH- or L-numbers) for the samples.
Usage of file NGS1_SampleRegistration v0.8 TEMPLATE.x1sx is mandatory for the NGS
workflow. Only samples registered in the Naturalis collection registrations systems CRS or BRAHMS
and provided with collection registration numbers can be processed by the lab.

Only if samples will not be included into the Naturalis collection, and therefore no RMNH- or
L-numbers are applicable, the lab will provide the samples with collection registration numbers
(NBC.LAB-numbers) and register them in CRS. In all other cases the researcher/submitter is
responsible for registration in the Naturalis registration system.

If extra controls (besides the obligatory negative NXT PCR-1 control) are required, make sure to
adjust the number of samples to the 96-well format. E.g. in a plate with a positive control and an
extraction blank, there is only space left for 93 samples.

-
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4.21 Entering data into NGS1

Download a copy of NGS1_SampleRegistration v0.8 TEMPLATE.x1lsx

- Provide the following data in the tab start: name of submitter, date and project number.
Proceed with either 4.2.1.1 (if samples/specimens [vouchers] will be stored in the Naturalis collection)
or 4.2.1.2 (in other cases).

4.2.1.1 If samples/specimens will be stored in the Naturalis collection

Researchers should contact the relevant collection manager (Collection Department) about the
samples/specimens they want to deposit. The collection manager will provide registration numbers
(either RMNH- or L-numbers) and assist in registration in the relevant collection registration system
(CRS or BRAHMS). The researcher is responsible for the registration.

NGS1_SampleRegitation v0.1 TEMPLATE EXAMPLE DATAxi: - Excel - o

Formules  Gegevens  Controeren  Beeld Q Geef aan wot uwik doen. Aanmelden £, Delen

Avi & Standaard | [ [ [sener|lcoed Neutraal | & & [
e i e | G20 2 fassciie Oprraken Ressking (i ST
¥ 6ok | 2 2 2 . % |58 38 | Voorwamsee Cpmaker GGG [Berokeni | i
Hembord 5 Lettertype 5 Uttining 5 Getal 2 Stijen Cellen ~
[ - £ | rmNH123a567 v
A £Y c o 3 i 6 H i 3 B L B M N =
1 | Nr_[field nmbr.__colection registr. nr collector collecting date (dd-mm-yyyy) country state_province island __locality localty detail _geo_lat (in decimalen, WGS84) geo_lon (in decimalen, WGS84) geo_radius in meters altitude (m asl) depth (bé
2| 1 RMNH. 1234567
3| 2 RMNHINS. 123456
4l 3 RMNH.5000000a
5| 4 RMNH.50000000
6| 5 L.123456
7| 6 L.123457
8| 7 L.123458 |53
|FStart| DATA | TO samplesheet | TOCRS [©) <
Gereed w7 [EN @ @ - ] + 0%

- In this case it will suffice to fill out the collection registration numbers (RMNH- or L-numbers) in the
NGS1-file (tab DATA).

4.2.1.2 If samples/specimens are NOT stored in the Naturalis collection

If samples/specimens are not stored, e.g. in case of environmental samples that are used completely,
or stored elsewhere, then the lab will provide NBC.LAB-nrs and take care of registration in CRS.

NGS1_SampleRegistration v0.7_TEMPLATE_EXAMPLE DATA.cls - Excel m - O X

Aanmelden £, Delen

[ [ [sonved | coea i
= ] wosrdeije Opmeken  Ongeliig | [Berckening | [T - Inossen Vewideren
opmaak~ s tabel - -
Getal Stien X
K2 - £ | 121307 v
A 6 d o 3 3 9 H ! ) K L M N -
1 | Nr_[field nmbr.__collection registr. ni collector collecting date (dd-mm-yyyy) country state_province island __locality localty detail _geo_lat (in decimalen, WGS84) geo_lon (in decimalen, WGS84) geo_radius in meters attitude (m asl) depth (bé
2 [ 1 [voorbeeldt P_Puk 13-12-2011 Netherlands Drenthe Lutjebroek -68,98485 1
3| 2 |voorbeeld2 Vorst, O. 14-12.2011 Baltic Sea Ebay -6,86646 5571319 1
4| 3 |voorbeeldig 3 A&B&C 15-12-2011 Netherland Antilles Curacao Curagao |Blauwbaai -68,98253 12,13865 10
5| 4 |sloott Vorst, O. 16-12-2011 Netherlands Drenthe Lutebroek 12,13474 -68,98485 1
6| 5 |sloot2 Vorst, 0. 17-12-2011 Netherlands Drenthe Lutjebroek 12,13474 -68,98485 1
7| 6 |sloot3 Vorst, O. 18-12-2011 Netheriands Drenthe Lutebroek 12,13474 -68,98485 1
8| 7 |sloot Vorst, 0. 19-12-2011 Netheriands Drenthe Lutiebroek 12,13474 -68,98485 1% |
|FStat| DATA | TO samplesheet | TO_CRS ®
Gereed Gemiddelde: 1021336401 Aantat 36 Som: 28597475250 | @ [ - i + 0%

- In this case the researcher/submitter should fill out the sample/specimen registration in the
DATA-tab of NGS1. At least the fields with a green header: field nr., collector, coll.
date, country, locality, geo lat., geo lon., geo radius.

Once the Data has been filled in, inform a technician about the file. The technician will assign
NCB.LAB numbers to each sample by using the file NBC.LAB.1-9999 REGISTRATION.xIsx in
B:\DNA Barcoding\RMNH-NBC.LAB-numbers. The technician will then inform back that the numbers
have been assigned. S/he will also register the samples in the CRS; large numbers of samples (95+)
in batch via TopDesk, smaller numbers are entered into CRS individually (DNA lab training CRS).

NBC.LAB-numbers are for specimens not deposited in the Naturalis collection, mixed samples etc.

METH027_SAMPLESHEET and WI_SP006_FOLDER_STRUCTURE_DNA_BARCODING_DRIVE

-
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422 CHECK#1

After delivery of samples, the responsible molecular lab technician checks if the samples are properly
labeled and if the renamed NGS1 SampleRegistration TEMPLATE.x1sx is correctly filled out. If
this is the case, this is noted and shared in the respective NGS project form. After the registration of
the (sub)samples is complete and the check is done DNA extractions can be carried out. The DNA
extraction method is in agreement with the submitter/researcher.

4.3 NGS2_SampleSheet
4.3.1 96-well NCBN plates

The DNA extracts, generated in NGS projects, will be permanently stored in a -80°C freezer, in
dedicated, pre-numbered NCBN Micronic® 96-well plates. These plates have matrix codes at the
bottom of the tubes, coding for unique extraction IDs (e-numbers). It is critical that each extract is
provided with an e-number for downstream data linkage.

- Each NCBN plate has to be registered in both SHEET027 ProtoLIMS V08 and the log booklet
(LOG_REGISTRATION_NCBN_PLATES) kept with the extract plate stock in L.03.10.

- All NCBN-plates will be stored permanently in a dedicated -80°C ULT freezers (FRE-10 and
FRE-33) SHEET015 OVERVIEW_FREEZER CONTENT

) c bl € F [ & H ' J K L ™ N o P a R s i U v w 7 ¥ z AA A8 AC AD
1 |NCBNOO1127 A01 4012502761 0
2 |NCBNOO1127 BOL 4012502773 0
3 NCBNOO1127 CO1 4012502785 0
4 |NCBN001127 D01 4012502797 0
5 |NCBNO01127 EO1 4012502809 0
6 |NCBN001127 FO1 4012502821 0
7 |NCBNOO1127 GO1 4012502833 0
» V] NCBNOD1127 %3 ‘

- The matrix codes at the bottom of the tubes can be scanned, according to
METHO027 SAMPLESHEET section 5.2

43.2 The NGS2 file

Each Excel file NGS2 SampleSheet.x1sx represents a single NCBN plate (permanent storage).
An NCBN plate holds extracts from a single NGS project or from several, tiny projects. So, this file
allows to store samples from multiple projects in a single NCBN plate, as long as the total number of
samples fits in one plate (95 samples).

Purpose of this file is to link samples/specimens (registration numbers) with well positions (A01-H12)
and extract IDs (e-number). Also, DNA concentration measurements are entered here. The tab
TO NGS3 PCR-1 facilitates the transfer of data to the next file in the workflow.

If you have a full NCBN plate which you want to analyze completely, the downstream processing
(PCRs etc) is straightforward. Alternatively you can select a subset of samples from an NCBN-plate
to partly fill a working plate, thus allowing to combine extracts from several NCBN-plates (different
NGS2 files!) in a single working plate for analysis (see 4.3.7 Combining extracts).

When pipetting a subset of DNA extracts into an already existing NCBN plate, keep the contents of
the plate on ice so they do not thaw.

4.3.3 Entering data into NGS2_SampleSheet

- Download a copy of the template NGS2 SampleSheet v0.21 TEMPLATE.xlsx Of, in case of a
non-full plate, open an existing NGS2 SampleSheet.x1lsx from B:\DNA Barcoding\Projects
NGS\NGS2 Samplesheet collected extracts. Inthe latter case the last part of the filename

-
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shows the projects involved and the number of available wells e.g.
NGS2_SampleSheet v0.20 NCBN001190 20009 20006 FRE-10-01 19 left.xlsx

- Rename the file as follows: NGS2 SampleSheet [version number] [NCBN plate
number] [project number(s)] [freezer number] [number of wells left].xlsx

e.g. NGS2_SampleSheet v0.20 NCBN001190 20009 20006 FRE-10-01 19 left.xlsx

- In the tab \start enter: person entering data, date and NCBN plate number.

D
Invoegen Venvjderen Opmask |

ak kopitren/plakien

c21 - £ || 19001555

NGS2 - Samplesheet NextGenSequensing v0.20
Naturalis Laboratories

The purpose of this form is to:
[1] registrate storage position of the DNA extracts.
[2] link the DNA extract IDs (e-nmbr) to the physical sample IDs (both the collection registr. nmbr in CRS and the field nmbr).
[3] create exports for import into Geneious, PCR sheets and Dropsense

Use a single Samplesheet for each NCBN 96-well extraction plate.

IMPORTANT When exratcs of diferent projects are stored in the same NCBN plate, please combine in ONE Samplesheet

The green cells always should be filed out

data entered by: |Oscar Vorst

on (dd-mm- 7-Feb-2019
NCBN plate ID- NCBN001127
number of plate positions_used: | 96
number of plate positions_selected [ 90

technician (each project):
& [Oscar Vorst

]

n |

[ ]
[ ]
[ ]
projects included 19001-555 |
1234 I
Geree:

Start | FROM_plate scan | FROMLNGS1_SampleRegistration | |JBUATEISSMBI]| T0_Dropsense | FROM.Dropsense | TONGS3PCR-1 | To_Geneious | @ >
a il o -+ ws

Kembord 5 Lettertype. Utijning Getal stiten Cellen ~

- In the same tab enter the project numbers in the green fields (projects included)as well as for
each project the technician involved.

The project numbers entered here should be identical to the numbers in the data imported from
NGS1_SampleRegistration.

To retrieve the sample details from one or more NGS1 files:

NGS1_SampleRegistration_v0.7_TEMPLATE xisx - Excel
Formulas Data Review View Help Q Tell me what you want to do 9 Share
= X T 1o o | = = b I = 5| ‘77 S = e 3 AutoSum - A
Arial oA A = 2 Wrap Text General + r B E | e X & v
Dg . ‘ ‘ 12 > » B B &S & Fill - Z 'O
Paste B I U-|ii-|B-A-|== 5 Merge & Center -~ & - % » % & | Conditional Formatas Cell Insert Delete Format | ; Sort & Find &
- Formatting = Table >  Styles ~ ~ - & Clear Filter = Select ~
Clipboard 1% Font ~ Alignment 5 Number 5 Styles Cells Editing ~
A2 7 Jfe | =IF(IF(DATAI$C$1=TO_SampleSheet!$AS1;DATAISC2;"columns disturbed")=0;"";IF(DATAISC$1=TO_SampleSheet!$AS$1;DATAISC2;"columns disturbed")) v
A B < D E F G H | J =
1 collection registr. nmbr. field nmbr. project nmbr. taxon lat long country locality -
2 [NBC.LAB.1 voorbeeld1 19001-555 Carabus Linnaeus, 1758 12,13474 -68,98485 Netherlands Lutjebroek
3 [NBC.LAB.2 2 19001-555 12,13474 -68,98485 Baltic Sea E-bay
4 |NBC.LAB.4 sloot 19001-555 12,13474 -68,98485 Netherlands Lutjebroek
5 |RMNH.123456 sloot2 19001-555 12,13474 -68,98485 Netherlands Lutjebroek
6 |RMNH.123457 sloot3 19001-555 12,13474 -68,98485 Lutj
7 |RMNH.123458 sloot4 19001-555 12,13474 -68,98485 Netherlands Lutjebroek
8 |RMNH.123459 sloot5 19001-555 - 12,13474 -68,98485 Netherlands Lutjebroek
| 9 [NBC.LAB.5 sloot6 19001-555 b (Ctrl) -/ ) 12,13474 -68,98485 Netherlands Lutjebroek -
Start | |[DATA'| TO_SampleSheet | & TO_CRS ® ‘ >
Select destination and press ENTER or choose Paste Average:-28425055 Count272 Sum:-193200374 | B [E M - 1 + 100%

- Copy the data from the tab \TO NGS2 SampleSheet in NGS1 SampleRegistration.xlsx
(ctrl+c)

-
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NGS2_SampleSheet_v0.20_TEMPLATE.xlsx - Excel

Draw Page Layout Formulas Data Review View Help Q Tell me what you want to do

By X - ‘Bl = = » ab 55 g==s) ] &=, 5 = 3 Autos

i Arial -l AR == ®-  Lwaplx General - "F{“ i L“A €= BX ] _—
Paste B I U- B -A.| === &5 EMegescenter - | T <% 5 % 4 | Conditional Formatas Cel Insert Delete Format |

= Formatting ~ Table ~  Styles~ - - = & Clear
Clipboard = Font ~ Alignment ~ Number ~ Styles Cells
A2 = £ | NBC.LAB.1

Paste
A B c D E E G H 1 e ——
1 collection registr. nmbr. field nmbr. project nmbr. _taxon lat long country locality D 1 %fx %;
2 |[NBC.LAB.1 voorbeeld1 19001-555 Carabus Linnaeus, 1758 12,13474 -68,98485 Netherlands Lutjebroek =
3 |NBC.LAB.2 voorbeeld2  19001-555 12,13474  -68,98485 Baltic Sea E-bay T [k [
4 |NBC.LAB.4 sloot 19001-555 12,13474 -68,98485 Netherlands Lutjebroek i
5 |RMNH.123456 sloot2 19001-555 12,13474 -68,98485 Netherlands Lutjebroek Paste Values
6 |RMNH.123457 sloot3 19001-555 12,13474 -68,98485 Netherlands Lutjebroek e =,
7 |RMNH.123458 sloot4 19001-555 12,13474 -68,98485 Netherlands Lutjebroek . D{“zs 1_2’3
8 |RMNH.123459 sloot5 19001-555 12,13474 -68,98485 Netherlands Lutjebroek =
9 |NBC.LAB.5 sloot6 19001-555 12,13474  -68,98485 Lutjebroe -~ te Options
> BiStart]| FROM _plate_scan | FROM_NGS1_SampleRegistration [{8IPLATEISetupl| & TO_DropSense | FROM_DropSense | TO_NGS3 PCR ... @) : « Values (V)|
Average: -28425055 Count272  Sum: -1932,90374 B 3 %" o e’q

- Paste the data in the tab \FROM NGS1 SampleRegistrationin NGS2 SampleSheet.xlsx
(ctrl+v). Always paste values only!

If needed, data from several NGS1 files can be copied to this tab below each other.

- Scan the tube matrix codes of each new NCBN plate (see section 5.2 Scanning Micronic plate of
method METH027 SAMPLESHEET) and copy the data in the tab \FROM plate scan

4.3.4 Populating the NCBN plate

- Open tab \PLATE Setup

NGS2_Samplesheet v0.20_TEMPLATE xisx - Excel

o e Gl (Ggeses ook Bkl Q) Goboanuiuntiben it | 2 voen
2 X, krippen TS —
Al o[t o ¥
B o - (C=T— L
Pladen e o ancetrren - | G- 4 1 | Vosnsaudie Omaten e eom s Gt | e
57 Opmask koisien pakin - = e ; oo e PP & isen- sctaren
Kenbord 5 Lsterype utinng et Sien Ceen Fomericn 4
€7 ¥ £ NBC.LAB.1 v
AB C D E E G H J K 5 M N z AA AB AC AD AE -
1 ‘
2| NCBN plate (by columns): NCBN001127 Projects selected: 19001555 STARTposition:__A01 |
3
4 Exracts: > NCBN Storage plate: There are 92 samples correctly entered, of which 62 are selected for export. | Working plate:
5
6 [pos [select|registrr.CRS [suffix |remarks project registtarCRS ___[feldnr-suffix extractiD position [Alstof sufires ]
i A-01 o NBC.LAB.1 19001-555 INBC.LAB.1 fix NOT unique EtOH
8 B-01 [m] NBC.LAB.1 opmerking2 19001-555 INBC LAB.1 fieldnmbr+suffix NOT unique €4012502773 PhCI
9 C-01 o NBC.LAB.3 19001-555 NBC.LAB.3 voorbeeldig_3 4012502785
10 D-01 o NBC.LAB 4 19001-555 NBC.LAB 4 sloot 24012502797
1" E-01 o RMNH. 123456 qw 19001-555 RMNH. 123456 fix NOT unique
12 F-01 o RMNH.123456 19001-555 RMNH. 123456 fix NOT unique 1
13 G-01 [m] RMNH.123458 19001-555 IRMNH. 123458 slootd €4012502833
14 H-01 a RMNH.123459 19001-555 RMNH. 123459 sloot5 24012502845 -
|FStafl| FrROM.plate scan | FROM_NGS1 SampleRegistration | PLATE Setup | TO_ DropSense | FROMDropSense | TONGS3PCR-1 | TO Geneious | @ gl >
T mrate JEN @ @ - i T 0%

- Enter the collection registration numbers of the samples/specimens used for the DNA extraction in
column registr.nr.CRS Only numbers available from the imported NGS1 data are allowed.

At position H-12 no registration can be entered as this holds the obligatory negative control.

NGS2_SampleSheet v0.20_ TEMPLATE xlsx - Excel

Pagins-indeling  Formules  Gegevens  Controleren  Beeld  Q Geef aan wat uwilt doen Aanmelden . Delen
= X, Knippen e i - - e i | 3 Autosom - p
BB Kopitren - E5* | ] Doowosren
Plakian B Iy e e e onvasrdeije Opmaken Invoegen Verwderen Opmask | aterenen Zoekenen
H" ¢ Opmaskkopiten/pakien : s R D el
embora 5 Leterpe Uttining Geta sten ceten sewerken 2
F7 T £ filter i
‘A B _C o] E F G H J K L ™M N z AA AB AC AD AE

1

2| NCBN plate (by columns): NCBN001127 Projects selected: 19001555 STARTposition:__A01 |

}

4| Exracts: >>  NCBN Storage plate: There are 96 samples correctly entered, of which 82 are selected for export. _Working plate:

5|

6 [pos [select|registrnr.CRS [suffix |remarks project registr.nr.CRS fieldnr-suffix extract ID position [Alist of suffixes.

2 [A-01 [m) NBC.LAB.1 filter 19001-555 INBC.LAB.1 voorbeeld1-filter 24012502761 EtOH

8 B-01 [m] NBC.LAB.1 EtOH lopmerking2 19001-555 INBC LAB.1 voorbeeld1-EtOH €4012502773 PhCI

9 C-01 o NBC.LAB.3 PhCI 19001-555 NBC.LAB.3 voorbeeldig_3-PhCI 24012502785

10 D-01 [m] NBC.LAB 4 soil 19001-555 NBC.LAB.4 sloot-soil €4012502797

" E-01 o RMNH.123456  [specimen (qw 19001-555 RMNH. 123456 sloot2-specimen €4012502809

12 F-01 [m] RMNH.123456  [EtOH 19001-555 RMNH. 123456 sloot2-EtOH €4012502821

13 G-01 o RMNH.123458  |specimen 19001-555 RMNH.123458 slootd-specimen 24012502833

14 H-01 m] RMNH.123459  [specimen 19001-555 RMNH. 123459 sloot5-specimen €4012502845 i+

|FSBHY| FROM _plate scan | FROM_NGS1_SampleRegistration | PLATE Setup | TO_DropSense | FROM DropSense | TONGS3PCR-1 | TO_Geneious | & gl >

Gereed mrars (@I @ @ -— 4+ 0%

- Optionally fill in suffixes for the samples (e.g. £ilter or EtOH). The columns under NCBN Storage
plate should now become yellow.

Suffixes can be used to distinguish the same sample if it is used multiple times e.g. in different
extraction methods. The suffixes will remain linked with the sample name throughout the

-
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metabarcoding workflow. Do not make the suffixes too long as they will be included in the MiSeq
sample names e.g. e4012502761 NBCLAB1 voorbeeldl-filter RP998 A D1

4.3.5 Determining the DNA concentration with the Lunatic
Once the extractions are done, the DNA/RNA concentration (ng/ul), purity (260/280) and unidentified

fraction of the measured spectrum (Root RelativeSquared Error RRSE %) of extracted DNA should
be measured on the DropSense, according to WI_AP031_SPEC-07.

The DropSense software can read the plate setup directly from the NGS2 Excel file. It uses the data
in the tab \TO DropSense This layout corresponds with the working plate, not the NCBN plate! So,
take care to select all extracts when measuring a complete NCBN plate.

- In the DropSense DropQuant software, press /IMPORT PLATE LAYOUT button

oo LT oo D S
” Zoskenin: 4~ 16G () - 0 >mE
ea port Sample :
i
s e
10/18/201812:40 ...
11/2/2018 4:26 AM
s oo
P
s
oo
8/17/2018 411 PM
11/16/2018 1:11 PM
/1 2/8/201910:00 AM
Computer 120190207 19001 TO_Dropsensestsx 278720191043 AM
TINGS.SompleShest, 08, NCBNOOL127_19001-555 19018-156-401dsx 21931970

Source Source DropPlate | DropPlate | Sample. ‘Sample. DropPlate. Blank Protocol
Plate D Position ) Position |  type name. IDofblank | Position il

| Bestandsnaam:  NGS_SampleSheet_v0.8_NCBN0O1127_13001-555_19018-158-401.xsxc - ok |
Bestandstypen: Excelfesor CSVfles (e sdex”cov) =)

- Press E button and select NGS2 SampleSheet.xlsx

.

o
trinean Import Samples

In dropdown menu select /TO DropSense/OK

- Indicate the position of the negative control

- After measurement select /EXPORT PLATE LAYOUT and save as

- Copy the data from the DropSense export to tab /FROM DropSense in NGS2_ SampleSheet.xlsx

4.3.6 Creating a working plate

If needed, a work plate with a subset of the samples in an NCBN plate can be composed. This is
particularly useful if an NCBN plate holds samples from several projects.

-
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In case the complete plate will be analyzed the layout of the working plate should be identical to that
of the NCBN plate. So, make sure all extracts are selected!

NGS2_Samplesheet v0.20_TEMPLATE xlsx - Excel

n  Paginaindeing  Formuls  Gegevens  Contioeren  Beeld Q) Geefaaniat uwi doen

AB C D E F G H J K L M N z AA AB AC AD AE

NCBN plate (by columns):  NCBN001127 Projects selected:  19001-555 STARTposition:___A01 |
Exracts: >> NCBN Storage plate: There are 96 samples correctly entered, of which 90 are selected for export. [ Working plate:

pos_|select|registrnr.CRS _|suffix_|remarks project registr.nr.CRS fieldnr-suffix extract D position [Alst o suffxes.
NBC.LAB.1 filter 19001-555 INBC LAB.1 voorbeeld1-filter €4012502761 A01 EtOH
NBC.LAB.1 [EtOH opmerking2 19001-555 INBC.LAB.1 voorbeeld1-EtOH €4012502773 BO1 PhCl
NBC.LAB3 PhCI 19001-555 INBC LAB.3 voorbeeldig_3-PhCl 24012502785 co1
NBC.LAB.4 soil 19001-555 NBC.LAB.4 sloot-soil 4012502797 Dot
" E-01 RMNH.123456  [specimen [qw 19001-555 RMNH. 123456 sloot2-specimen €4012502809 EO01
Start

RMNH.123456  |EtOH 19001-555 RMNH. 123456 sloot2-EtOH 4012502821 Fo1
RMNH.123458  [specimen 19001-555 RMNH.123458 slootd-specimen 4012502833 Go1

| RMNH.123459 |specimen 19001-555 RMNH. 123459 sioots-specimen 4012502845 HOt
FROM_plate_scan | FROM.NGS1SampleRegistration | PLATE Setup | TO_DropSense | FROM DropSense | TO.NGS3PCR-1 | TO_Geneious ®
Gereea # @ o - + + 0%

- To include extracts in the work plate check the boxes in the column select. The corresponding
cells in the column Working plate now show the work plate position.

- Fill out the work plate START position. The default value is 201, but this can be changed, e.g. if
extracts from several projects are combined in a single NCBN plate.

H12 cannot be unchecked because this is the mandatory negative control.

The tab PLATE Setup can be used as a pipetting scheme if the extract positions in the NCBN
storage plate are different form the working plate

4.3.7 Combining extracts from multiple NCBN plates in a single plate

If extracts from multiple NCBN plates are to be combined in a single plate for PCR-ing, the easiest
way is to have the complete NCBN plate data copied to NGS3_PCR-1 and select the desired extracts
from the multiple NCBN plates in this file.

Only in some cases it might be necessary to combine extracts from several NCBN plates directly in a
single working plate. To do so, select the relevant extracts from each individual NCBN plate in the
cognate NGS2 files. Take care to enter the correct work plate START position in each NGS2 file,
avoiding overlapping plate position ranges in the final work plate. This strategy enables the
combination of several TO DropSense outputs to be used for a DropSense measurement of
combined working plate.

43.8 CHECK#2

The NGS2_SampleSheet.x1sx, including the details of the filled in tab FROM Dropsense needs to
be e-mailed to the researcher/submitter, who has to confirm the samples will be PCR-ed. If the
researcher/submitter agrees, he/she has to note this in the CHECK tab of the project proposal form in
Google drive.

4.4 NGS3_PCR-1

The NGS3_PCR-1 file can be used to make selections for the 1st Nextera PCR, from the samples
included in the working plate created in NGS2_SampleSheet. It also provides the option for duplicate
and triplicate PCR repeats. A Fragment Analyzer input and export function is included, as well as

tabs to store PCR mixes, primers and programs.

- Download a copy of the Excel file NGS3_PCR-1 v0.25 TEMPLATE.xlsx

-
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File ~ Home Insert Draw Pagelayout Formulas Data Review View Help

NGS2_SampleSheet_v0.20_TEMPLATE xIsx - Excel

@ Tell me what you want to do

Reviewer: Marina Ventayol

Em

= [m] X

2 share

A2 N fe | =IFERROR(INDIRECT(ADDRESS(CALC_selection!E1+6;9;1;1;"PLATE_Setup");TRUE);"") »
A B C D El E G H 1 J K &

1 project pos_work extract pos extract 1D registr.code field nmbr. remark_ss taxon lat lon: countr

2 }19001-555 A01 NCBN001127-A01 4012502761 NBC.LAB.1 voorbeeld1-fiiter 0 Carabus Linnaeus, 1758 12,13474  -68,98485 Netherlands

3 }19001-555 BO1 NCBNO001127-B01 4012502773 NBC.LAB.2 EtOH 12,13474 -68,98485 Baltic Sea

4 {19001-555 Cco1 NCBNO001127-C01 4012502785 NBC.LAB.4 sloot-soil Il 0| 12,13474 -68,98485 Netherlands

5 }19001-555 Do1 NCBN001127-D01 4012502797 RMNH.123456 sloot2-specimen 0 12,13474  -68,98485 Netherlands

6 }19001-555 EO1 NCBNO001127-E01 4012502809 RMNH.123457  sloot3-specimen qw 12,13474 -68,98485 Netherlands

7 {19001-555 FO1 NCBNO001127-FO1 4012502821 RMNH.123458 sloot4-specimen 0 12,13474 -68,98485 Netherlands

8 }19001-555 Go1 NCBN001127-G01 4012502833 RMNH.123459  sloot5-specimen 0 12,13474 -68,98485 Netherlands

9 }19001-555 Ho1 NCBNO001127-H01 4012502845 NBC.LAB.5 sloot6-filter 0 12,13474 -68,98485 -

<« » .| FROM_plate_scan \ FROM_NGS1_SampleRegistration |[& PL&TQ&IH@ | & TO_DropSense | FROM DropSense | TO_NGS3 PCR-1 | & TO ... ® < »

Select destination and press ENTER or choose Paste

Average: -19,3290374  Count: 560 ]

i

Sum: -1932,90374 = + 100%

- Copy the data in NGS2 SampleSheet.x1lsx tab

TO NGS3_ PCR-1

HE Sk NGS3_PCR-1.v0.22 TEMPLATE xlsx - Excel
File Home Insert Draw Pagelayout Formulas Data Review View Help Q Tell me what you want to do
A2 r F 19001-555 S
A B € D E F G H I J K L e
1 project pos_work extract pos extract ID registr.code field nmbr remark_ss taxon lat long country locality
2 [19001-555 |A01 NCBN001127-A01 4012502761 'NBC.LAB.1 voorbeeld1-filter 0 Carabus Linnaeus, 1758 12,13474 -68,98485 Netherlands Lutjebroek
3 |19001-555  BO1 NCBN001127-B01 '4012502773 NBC.LAB.2 2-EtOH 2 12,13474 -68,98485 Baltic Sea E-bay
4 |19001-555  CO1 NCBN001127-C01 4012502785 'NBC.LAB.4 sloot-soil 0 12,13474 -68,98485 Netherlands Lutjebroek
5 119001-555 D01 NCBN001127-D01 '4012502797 'RMNH.123456  sloot2-specimen 0 12,13474 -68,98485 Netherlands Lutjebroek
6 |19001-555 EO1 NCBN001127-E01 4012502809 RMNH.123457  sloot3- n qw 12,13474 -68,98485 Lutjebroek
7 |19001-555 FO1 NCBN001127-F01 4012502821 'RMNH.123458  sloot4-specimen 0 12,13474 -68,98485 Netherlands Lutjebroek
8 |19001-555  GO1 NCBN001127-G01 '4012502833 RMNH.123459 sloot5-specimen 0 12,13474 -68,98485 Lutjebroek
9 [|fB <t -5 THoa NCBNO001127-HO1 4012502845 NBC.LAB.S  slooté-filter 0 B 12,13474  -68,98485 Netherlands Lutjebroek | .
»  [BStart| FROM_NGS2 SampleSheet /@ SELECT||[PCRISEtUp | & TO_Fragment Analyzer | FROM_Fragment Analyzer | & TO_NGS... @ « »
Select destination and press ENTER or choose Paste Average:-193290374 Count:560 Sum:-193200374 | B @E M - 1 + 100%

Paste the data (values only!) in NGS3 PCR-1.x1lsx tab FROM NGS2 SampleSheet

(=)
Pagina-indeing _ Formules Aanmelden ), Delen
5 Xrnope o = K2 0
Potdan DR - e A I s e Oh | e S L )
~ " Opmaak kopitren/plakken | © ! g z & T & Wssen- feren selecteren
Kembord 5 Lettertype Uttining Getal Stilen cetlen Bewerken ~
7 - £ 1 v
From NCBN plate(s) To PCR plate F$366 There are 17 samples selected STARTpos.:[ A0t ] Nempty[ 0 ] Nempty[ 0
for 17 PCR reactions. icate: | | triplicate:] OO |
Exracts:
project | [work plate pos.[extractID__[registr.nr.CRS [fieldnr-suffix [ select [PCR plate pos. select [PCR plate pos. select [PCR plate pos.
19001-555 NCBNO001127-A01  A01 12001 NBC.LAB.1 'voorbeeld1-filter Aol 1 o
19001-555 NCBN001127-801  BO1 4012502773 NBC.LAB.2 'voorbeeld2-EtOH BO1 ) o
19001555 NCBNOO1127-CO1  COL 4012502785 NBC.LAB.3 Voorbeeldig_3-Phcl 1 )
19001-555 NCBN001127-D01 D01 4012502797  NBC.LAB.4 sloot-soil co1 - o
19001-555 NCBN001127-E01  EO1 24012502809 RMNH.123456 sloot2-specimen DO1 1 1
19001555 NCBNO0O1127-F01  Fo1 4012502821  RMINH.123457  sloot3-specimen E01 1 )
19001555 NCBN001127-GO1  GOL 4012502833 RMNH.123458 slootd-specimen FO1 i, [
19001-555 NCBNO01127-HOL  HOL 04012502845  RMNH.123459 sloots-specimen GO1 1 )
19001-555 NCBNO001127-A02  A02 4012502762  NBC.LAB.S sloots-filter Ho1 1 1
19001-555 NCBNO001127-802  B02 4012502774  NBC.LAB.6 sloot7-filter A02 1 o
19001555 NCBN0O1127:C02  C02 4012502786 NBC.LAB.7 sloots-ilter 802 1 )
19001-555 NCBN001127-D02 D02 4012502798  NBC.LAB.8 sloots-filter €02 o5 o
19001-555 NCBNO001127-E02  E02 24012502810  NBC.LAB.9 sloot10-filter 1 o
19001555 NCBNOO1127-F02  F02 4012502822 NBC.LAB.10 slooti1-filter 1 )
19001-555 NCBNO001127-G02  GO2 4012502834  NBC.LAB.11 sloot12-filter D02 i3 o
19001-555 NCBNO001127-H02  HO2 4012502846  NBC.LAB.12. sloot13-filter E02 1 o
19001-555 NCBNO001127-A03  A03 4012502763  NBC.LAB.13 sloot1d-filter FO2 A o
19001-555 NCBN001127-B03  BO3 4012502775  NBC.LAB.14 sloot1s-filter G02 1 o
19001555 NCBN001127-C03  C03 4012502787 NBC.LABL1S sloots-filter HO2 1 )
0 1
19001-555 NCBNO001127-E03  E03 4012502811  NBC.LAB.17 sloot18-filter A03 0 1 -
ISR Rom.NGs2 samplesheet | seect [[JBGRISBURN| T0.fragment Anabzer | FROM_fragment Anabzer | To.NGs4 per-2 | IRl I | © 0 =
Gerees Gemiddele; 0257142057 _partai 21 som o [N @ B -4+ %

- In the tab SELECT, select the samples for NXT PCR-1 by filling in “1”

-
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Invoegen  Pagina-indeling  Formules  Gegevens  Contioleren _ Beeld
 Opmaak kopiéren/plakken s | 3 & < & Wissen~ ren selecteren
Kembord 5 Lettertype Uitining Getal Stilen cetlen Sewercen ~

o7 i £ |1 v

From NCBN plate(s) To PCR plate FS366 There are 17 samples selected START pos.[ A01 ] Nempty[ 0 ] Nempty[ [

for 51 PCR reactions. duplicate:| | triplicate:| |

Exracts:

project [extract pos. | work plate pos.[extractID _|registr.nr.CRS [fieldnr-suffix select | PCR plate pos. select | PCR plate pos. select | PCR plate pos.

19001-555 NCBNOQ01127-A01  A01 212001 NBC.LAB.1 'voorbeeld1-filter L Ao1 1 BO3 i €05

19001-555 NCBNO01127-B01  BOL 4012502773 NBC.LAB.2 voorbeeld2-EtOH 1 BoL 1 co3 1| DO

19001-555 NCBN001127-C01 €01 ©4012502785  NBC.LAB.3 voorbeeldig_3-Phcl 0 0 0

19001-555 NCBN001127-D01  DO1 4012502797  NBC.LAB.4 sloot-soil 1 co1 1 D03 1 EOS

19001-555 NCBNOO1127-E01  EO1 ©4012502809  RMNH.123456 sloot2-specimen 3 D01 1 E03 1 FOS.

19001-555 NCBNOO1127-F01  FO1 04012502821  RMNH.123457 sloot3-specimen 1 EO01 1 F03 1 G0S

19001555 NCBN001127-GO1  GO1 4012502833 RMINH.123458 slootd-specimen 1 FO1 1 G03 e HOS

19001-555 NCBNOO1127-HO1  HOL 4012502845  RMNH.123459 slootS-specimen 1 601 7 HO3 1 A06

19001-555 NCBNO01127-A02  A02 04012502762 NBC.LAB.S slooté-filter 1 Ho1 1 A4 1 BO6

19001555 NCBN001127-802  B02 4012502774 NBC.LAB.6 sloot7-filter 1 A02 o BO4 1 Co6

19001-555 NCBNOD1127-C02 €02 24012502785 NBC.LAB.7 sloots-filter 1 BO2 1 cos 1 D06

19001-555 NCBN001127-D02 D02 4012502798 NBC.LAB.S sloots-filter 55 co2 1 D04 1 E06

19001-555 NCBNO001127-E02  E02 4012502810  NBC.LAB.9 sloot10-filter 0 o o

19001-555 NCBNO001127-F02  FO2 4012502822  NBC.LAB.10 sloot11-filter o 0 o

19001-555 NCBNO001127-G02  GO2 4012502834  NBC.LAB.11 sloot12-filter G | D02 1 E04. 1 FO6

19001-555 NCBNO001127-H02 ~ HO2 24012502846  NBC.LAB.12 sloot13-filter 5 E02 1 Fo4 1 GO6

19001-555 NCBNO1127-403  A03 4012502763 NBC.LAB.13 sloot1d-filter i F02 1 Goa 1 HoG

19001-555 NCBN001127-803  BO3 4012502775  NBC.LAB.14 sloot1s-filter 1 G02 1 HO4. 1 A07

19001-555 NCBNO01127-C03 €03 4012502787  NBC.LAB.1S sloot16-filter 1 HO2 1 A0S i3 807

i 1 A
19001-555 NCBNO001127-E03  E03 24012502811  NBC.LAB.17 sloot18-filter x A3 1 BOS | co7 -
[FS&H| From.NGs2 samplesheet | seLct (JBGRISERUBN| TO_Fragment Analyzer | FROM Fragment nalyzer | ToNGsépcr2 (Sl A  © < i3

Gereed Gemiddelde: 0857142657 Aanta:21 som:1e G @ @ - 1 + 100%

- Optionally, select duplo’s or triplo’s, if they fit in one 96-well plate, by checking duplicate or
triplicate. If the duplicates or triplicates do not fit inside one 96-well plate, create multiple
NGS3_PCR-1 sheets.

H S- O = NGS3_PCR-1.v0.22 TEMPLATE xlsx - Excel
File  Home Insert Draw Pagelayout Formulas Data Review View Help Q Tell me what you want to do
D2 fe | FS366 v
AE c D 3 3 G H ! ) K Ly N o 3 a R s T | u v w i B

1]

2 l PCR plate ID: FS366 | marker: 1TS2 24/08/202009:22 |

z

5 N reactions: % Technician:  Frank Stokvis

6 3 Source plate: _NCBN0D1127_19001-555

7| template dilution: 10

9]
11| | PcR reaction mix: Env Master Mix
12|
13] Brand Chemical Conc. reaction (uL) ix (uL) |Chemical per 2ml tube (uL)
14 Ultrapure mQ 5,5] 544,5/mQ 272,30
15| |[dfe Env Master Mix_2 X 10,0 950,0[Env Master Mix 495,01
16|
17| |
18] I
19| I
20 |[prmere mICOTREENXT 10 pMol/ul 7,00 55,0[mICOTtFNXT %550
21 i Primer R jgHC02198NXT 10 pMol/ul 1,00 99,0[jgHC02198NXT 49,5/0
2|
23] I [
24 Template (10 times diluted) 2,5| =0,25 pL undil.
2] Total 20,0 1732,5 866,25
27|
29 PCR program: Env 50-35 PCR machine:
30|
31| | Number of cycles: 35 N of bands:
32|
33| Temp. Time Comments:
34| | mit. Denature 9s°c 0
35| | Denature es°C 0 Cleanup bead ratio: 0,9
36| | Annealing s0°c 0
37| | extension 72°C 0
38| | Final Extension 72°C 0
39 | pause 12°C )
a1
42
177|
178/
178  Insert gel photo here
180/
181
182|
183/ |
184 ¥

» BStartl| FROM_NGS2_SampleSheet |[J8ISELECTY PCR Setup | & TO_Fragment Analyzer | FROM_Fragment Analyzer | & TONGS.. @ : |« y

Select destination and press ENTER or choose Paste B o - 1 + 75%

- In the tabs “PCR mixes”, “PCR primers” and “PCR programs” add your PCR conditions if needed.

- Intab PCR_Setup, fill in all green fields: a unique PCR number under PCR plate ID, marker,
number of reactions, fudge (extra mix for pipetting errors), template dilution (1 = undiluted,
10 = 10x diluted etc.), Technician name, Source plate number (NCBN and project number), PCR
reaction mix (dropdown contentin tab PCR mixes), Primer F and R (dropdown contentin tab
PCR primers), Ul Template and PCR program (dropdown content in tab PCR programs)

- Perform PCR-1 (METHO030 Metabarcoding LIBRARY PREP)

- Check your PCR results using an agarose (e-)gel (WI_SO004 E-GEL)

- After editing, insert the gel photo intab PCR Setup

If PCR-1 was successful, continue with NGS4 PCR-2

-
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45 NGS4_PCR-2

- Download a copy of NGS4_PCR-2_v2.3 TEMPLATE.x1sx

H 9--8- ¢ NGS3_PCR-1.v0.22 TEMPLATE xlsx - Excel o X
File  Home Insert Draw Pagelayout Formulas Data Review View Help Q Tell me what you want to do S, Share
12 * f i
I J K L ™M N o P Q R 5! i) U | -
1 lat long country locality plate DS_dsDNA DS_260/280 DS_RRSE PCR1ID marker primer F primer R bead_ratio  template_¢
28l 12,13474 -68,98485 Lutj NCBN001127 not available not available not available FS366  1TS2 mICOINtFNXT ~ jgHCO2198NXT 0,9 10
3 12,13474 -68,98485 Baltic Sea E-bay NCBNOO1127 not available not available not available FS366  ITS2 mICOIintFNXT lngC02198NXT 0,9 10
4 12,13474 -68,98485 N Lutjebroek NCBN001127 notavailable notavailable notavailable FS366 ITS2 mICOIintFNXT \ngCOZ 198NXT 0,9 10
) 12,13474 -68,98485 Netherlands Lutjebroek NCBNO01127 not available not available not available FS366  ITS2. mICOlintFNXT 1ngC02198NXT 09 10
6 12,13474 -68,98485 Netherlands Lutjebroek NCBN001127 not available not available not available FS366  ITS2 mICOIIntFNXT  jgHCO2198NXT 0,9 10
7| 12,13474 -68,98485 Netherlands _ Lutjebroek NCBN001127 ‘not available  not available not available FS366  ITS2 mICOIintFNXT ingCOZlQSNXT 0,9 | 10
8 12,13474 -68,98485 Netherlands Lutjebroek NCBN001127 not available not available not available FS366  ITS2 mICOIINtFNXT  jgHCO2198NXT 0,9 10
9| 12,13474 -68,98485 Netherlands Lutjebroek NCBNO001127 not available not available ‘not available (FS366  ITS2 mICOIintFNXT ingCOZlQSNXT 0,9 10 .
« ...| & TO_Fragment Analyzer | FROM_Fragment Analyzer | ® TO_NGS4 PCR-2 PCR primers [ PCR programs [JG) « S
Average: -9,178486906  Count: 700  Sum: -1275,80968 H @3 & - ] + 100%

Copy the data from of NGS3 PCR-1.xlsx tab TO NGS4 PCR-2.

d - NGS4_PCR-2_v0.16_TEMPLATE xIsx - Excel =
Fle ~ Home Insert Draw Pagelayout Formulas Data Review View Help ) Tell me what you want to do
A2 - Je | 19001-555 o)
A B c D E F G H I J K .~
1 project pos_work _extract pos extract ID registr.code field nmbr extractiemethode taxon lat long country locality
2 |19001-555 |A01 NCBNO01127-A01 4012502761 NBC.LAB.1 voorbeeld1-filter 0 Carabus Linnaeus, 1758 12,13474 -68,98485 Netherlands Lutjebro
3 |19001-555 BO1 NCBN001127-801 4012502773 NBC.LAB.2 voorbeeld2-EtOH opmerking2 12,13474 -68,98485 Baltic Sea E-bay
4 |19001-555 CO1 NCBN001127-C01 4012502785 NBC.LAB.4 sloot-soil 0 12,13474 -68,98485 Netherlands Lutjebro
5 [19001-555 DO1 NCBN001127-D01 4012502797 RMNH.123456 sloot2-specimen 0 12,13474 -68,98485 Netherlands Lutjebro
6 [19001-555 EO1 NCBN001127-£01 4012502809 RMNH.123457 sloot3-specimen qw 12,13474  -68,98485 Netherlands Lutjebro
7 |19001-555 FO1 NCBNO01127-FO1 4012502821 RMNH.123458 sloot4-specimen 0 12,13474 -68,98485 Netherlands Lutjebro
8 |19001-555 GO1 NCBN001127-G01 '4012502833 RMNH.123459  sloot5-specimen 0 12,13474 -68,98485 Netherlands Lutjebro
9 |19001-555 HO1 NCBN001127-H01 4012502845 NBC.LAB.S slooté-filter 0 12,13474 -68,98485 Netherlands Lutjebro .
» @ Start)| FROM_NGS3 PCR-1 |[BIPCRISEtlp|| & TO_Fragment Analyzer | & FROM_fragment Analyzer | & TO_NGS5 Dashboard ... &) ‘ >
Average: -9,178486906  Count: 700 Sum: -1275,80968 ] o = L + 100%

- Paste the data (values only!) in NGS4 PCR-2.x1sx tab FROM NGS3 PCR-1. Multiple
NGS3 PCR-1.x1lsx outputs can be pasted here.

s NGS4_PCR-2_EGOO1 _v2.1_20035-298_ALDD1-4-5-6-8-13-17-19-20_185_Env.xlsx - Excel = - o
Bestand Invoegen  Pagina-indeling  Formules  Gegevens  Controleren  Beeld @ Geef aan wat uwilt doen.. Aanmelden £ Delen
Calibri -ln <A % @ 3 huoSor - p
Em - Daorvoeren ~
Plakken o | g r u - |Z - A = | 8 paken Cestlen  Invoegen Venwideren Opmask T Sorteren en Zoeken en
) s tabel - - - & filteren - selecteren~

Klembord 1 Lettertype Uitlijning Getal Stijlen Cellen Bewerken P
L7 i £l 1 -

A B £ | D | E | F G | H 1 | K L M [<]
1
2| FromPCR1 plate(s) To PCR2 plate EG001 There are 95 samples selected START pos.: AD1
3]
4 Exracts:
5
b project |extraci pos. |wolk plate pos.| extract ID |lenis(r.nr.CRS |ﬁeldnr-suﬂ’|x PCR1ID |PCR1 pos.| marker select PCR2 plate pos.
7| [20035-298-545 NCBN001075-A01 AL 4012511305  NBC.LAB.2830 UPG77-rf4-Call ALOOS AOL 185550 i A0L
8 | |20035-298-545 NCBN001075-B01 B01 4012511317 NBC.LAB.2831 UPG77-rf4-Cal2 ALOOS BOL 185 55U 1 BO1
9 | |20035-298-545 NCBN001075-CO1 co1 £4012511329  NBC.LAB.2832 UPGT7-rfa-Cal3 AL001 AOL 185 55U 1 co1
10| |20035-298-545 NCBN001075-CO1 co1 4012511329  NBC.LAB.2832 UPGT7-rf4-Calz AL00L A2 185 55U
11| |20035-298-545 NCBN001075-C01 co1 ©4012511329  NBC.LAB.2832 UPGT7-rfd-Cal3 AL00Z AOL 185 55U 1 Do1 -

» |FSiaE| rrom nGsz per-1 | SELECT |[BERISEIP || TO_Fragment Analyzer | FROM Fragment Analyzer | TO.NGSS Dashboard \\ - ® gl bl

Gereed B = i + 100%

-IN NGS4 PCR-2.x1lsx tab SELECT, select all samples to be included in PCR-2.

-
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=] - - NGS4_PCR-2 v0.17_TEMPLATE xlsx - Excel

file  Home Insert Draw Pagelayout Formulas Data Review View Help @ Tell me what you want to do

AE c D E F G H | J K L M A o P Q R s i u_ [~
1
2| [PcRplateID:[ RP998 | marker: __ITS2 15/10/2020 16:40
3
5 reactions: % Owner: Rob Pastoor
6 fudge: 3 Source plate: NCBN001127_19001-555
8
10 PCR reaction mix: KAPA Hifi
11
12 Brand Chemical Conc. reaction (L) ix (uL) [Location Notes
13 Ultrapure mQ 5,0 495,0[Clean room o
14 KAPA Hifi Roche HS ReadyMix 2 X 10,0| 990,0|Clean room o
15
16 istril 15,0 Clean room o
17
18
19 From plate NXT_S 10 pMol/ul 1,00] 99,0[Clean room [Refresh tips o
20 From plate NXT_N 10 pMol/ul 1,00] 99,0|Clean room Refresh tips o
21 [ [
22| [
23 Template 3,00 NGS post lab
24 Total 20,0 1683
26
28 PCR program: KAPA HiFi 55-08 Label set: A
29 1238567850012
30 Number of cycles: 8 A 000000000000
31 B OO0O0000O00e00
B2 Temp. Time c 000000000000
33| Init. Denature 95°C  0:03:00 [lelelelelclelelele] lole)
34 Denature 98 °C  0:00:20 e OOO0O0000e00
35 Annealing 55 °C 0:00:30 F O00000000e00
36 | Extension 72°C  0:00:30 [cnelelelelelc]lelole] lole]
37 Final Extension 72°C  0:05:00 H 000000000 e00
38 Pause 12 °C o
40 . -
» |FStart| FROM_NGS3 PCR-1 | PCR Setup | TO_Fragment Analyzer | FROM_Fragment Analyzer | TO_NGS5 Dashboard \ @ « »
i mo- 1 + 89%

- In the tabs “PCR mixes”, “PCR primers” and “PCR programs” add your PCR conditions if needed.
- Intab PCR_Setup, fill in all green fields: a unique PCR number under PCR plate ID, marker,
number of reactions, fudge, template dilution, Owner name, Source plate number, PCR
reaction mix, Ul Template, PCR programand Label se

- Perform PCR-2 (METHO030 Metabarcoding LIBRARY PREP)

4.51 Fragment Analyzer

Check the PCR-2 results on the Fragment Analyzer (FA)
(METHO030 Metabarcoding LIBRARY PREP, section 4.5, detailed instructions in
WI _AP041 Fragment Anlyzer)

B ©- - - NGS4_PCR-2.v0.16_TEMPLATE xlsx - Excel
file  Home Insert Draw Pagelayout Formulas Data Review View Help @ Tell me what you want to do 9 share
AL » fr | =IF("e" & IFERROR(INDIRECT("FROM_NGS3_PCR-1'ID"&MATCH(CHAR(64+CEILING((ROW())/12;1))&RIGHT("0"&MOD(ROW()-1;12)+1;2);'FROM_NGS3_PCR-1'ISY:5Y;0));") &
A B © D | E F G H 1 J K | v ™M N | O P | af

1 [e4012502761_RP998_A01
2 |e4012502762_RP998_A02
3 |e4012502763_RP998_A03
4 |e4012502764_RP998_A04
5 |empty
6
7
8

empty
empty
empty
9 |empty
10 [empty.
11 |empty
12 |empty
13 |e4012502773_RP998 BO1 -
»  |[®Start)| FROM_NGS3 PCR-1 |[@IPCRISEHUp)| © TO_Fragment Analyzer [ & FROM_Fragment Analyzer | & TO_NGS5 Dashboard ... @ : |«| y

Count: 95 B |- ] + 100%

- Copy the data from of NGS4 PCR-2.x1lsx tab TO Fragment Analyzer
- Paste the data into a new . txt document and save

The FA software uses the . txt as input, following METHO30 Metabarcoding_LIBRARY_PREP, in
this SOP the measurement of the PCR-2 products and the subsequent export of those
measurements as . csv are also described.

-
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3 N == al [= - - NGS4PCR-2.v0.16 TEMPLATEXIsx - Excel B - O X
S, EdiE Fomst Vg Help File  Home Insert Draw Pagelayout Formulas Data Review View Help Q Tellme  Q Share
lell,Sample ID,Range,ng/ulL,% Total,nmole/L,Avg. Size,%CV,Size Threshold T
A1,e12001_RP998_A®1,250 bp to 550 bp,2.6085,93.4,10.4214,412,8.43,300,9.4 AL & Ji | Well,sample ID,Range,ng/ul,% Total,nmole/L Avg. Size,%CV,Size  ~
B1,e4012502773_RP998_B61,250 bp to 550 -
bp,2.7109,92.0,10.7934,413,8.52,300,9.2 A

C1,e4012502797_RP998_C01,256 bp to 550 1 |Well,Sample ID,Range,ng/uL,% Total,nmole/L,Avg. Size,%CV,Size Threshold (b.p.),DQN
bp,2.6597,90.7,10.7006,409,8.05,300,9.2 2 |A1,12001_RP998_A01,250 bp to 550 bp,2.6085,93.4,10.4214,412,8.43,300,9.4
D1,e4012562809_RP998_DO1,256 bp to 556 bp,2.5050,89.6,9.8865,417,7.34,300,9. 3 |B1,e4012502773_RP998_B01,250 bp to 550 bp,2.7109,92.0,10.7934,413,8.52,300,9.2
Elx;2%329;:2é_:zfizzeii?: 35 2385;94 4 |C1,e4012502797_RP998_C01,250 bp to 550 bp,2.6597,90.7,10.7006,409,8.05,300,9.2

P,2. > " RP998 DO1 i 00,9.0
L O e W T T TN I WIS WERT TR | o (014012502809 RP998_DO1,250 bp to 550 bp,2.5050,89.6,9.8865,417,7.34,300,9.0

61, e4012502845_RP998_GO1,250 bp to 550 bp,1.9438,86.7,7.5188,425,8.36,300,8. 6 |E1,4012502821 RP998_E01,250 bp to 550 bp,2.9776,93.6,11.5146,425,6.74,300,9.4
H1,e4012502762_RP998_HO1,250 bp to 550 7 |F1,e4012502833_RP998_F01,250 bp to 550 bp,2.4281,90.3,9.2504,432,8.89,300,9.1
bp,0.9929,86.1,4.1151,397,10.06,300,8.9 8 Gl 4012502845 RP998 GO1,250 bp to 550 bp,1.9438,86.7,7.5188,425,8.36,300,8.8 -
A2,e4012502774_RP998_A82,250 bp to 55@ bp,2.8215,85.7,7.9319,419,7.69,300,8. & FROM Fragment Analyzer | & TO_ NGS5 Dashboard ... &) « »
B2, e4012502786_RP998_B02,250 bp to 550 - comcor DB @ o - 1 + 100%

- After the FA run, open the . csv, exported by the FA software, with Notepad (NL Kladblok) and copy
the data
- Paste the data (values only!) into NGS4 PCR-2.x1lsx tab FROM Fragment Analyzer

4.6 NGS5_Dashboard

The NGS5_Dashboard v3.999 TEMPLATE.x1lsx can be used to create QlAgility inputs for making
equimolar pools (of 95 samples each) from up to 40 NGS4 PCR-2.x1lsx exports.

It can also be used to calculate the equimolar pooling of multiple sub pools.

H ©- NGS4_PCR-2_v0.16_TEMPLATE xIsx - Excel
Fle  Home Insert Draw Pagelayout Formulas Data Review View Help ) Tell me what you want to do S Share
A2 . f v
A B | G D E F G H | g K 1 N~
1 project pos_work ___extract pos extractID____registr.code __field nmbr extracti taxon lat long country locality plate
2 [19001-555  |A01 NCBNO01127-A01 4012502761 NBC.LAB.1 voorbeeld1-filter 0 Carabus Linnaeus, 1758 12,13474  -68,98485 ‘Lutjebroek  NCBNOC
3 [19001-555  BO1 NCBNO01127-B01 4012502773  NBC.LAB.2 voorbeeld2-EtOH  opmerking2 12,13474  -68,98485 Baltic Sea E-bay NCBNOC
4 [19001-555  co1 NCBNO01127-C01 4012502785 NBC.LAB.4 sloot-soil 0 12,13474  -68,98485 Netherlands Lutjebroek  NCBN
5 |19001-555 D01 NCBN001127-DO1 4012502797 RMNH.123456  sloot2-specimen 0 12,13474  -68,98485 Lutjebroek  NCBNOC
6 [19001-555  E01 NCBNO01127-EO1 4012502809 RMNH.123457 sloot3-specimen aw 12,13474  -68,98485 Netherlands Lutjebroek  NCBNOC
7 |19001-555  Fo1 NCBNO01127-FO1 ~ 4012502821 RMNH.123458 slootd-specimen 0 12,13474  -68,98485 Lutjebroek  NCBNOC
8 [19001-555 Go1 NCBNO01127-GO1 4012502833 RMNH.123459 _sloot5-specimen 0 12,13474  -68,98485 Lutjebroek  NCBNOC -
»  [[@istart| FROM_NGS3 PCR-1 || PCRISelp)| & TO_Fragment Analyzer | & FROM_Fragment Analyzer | & TO_NGS5 Dashboard .. @ : « »
Average: -9,035830571 Count:812  Sum: -1265,01628 H @ O - 1 + 100%

Copy the data from NGS4 PCR-2.x1sx tab TO NGS5 Dashboard.xlsx

= $ - NGS5_Dashboard v0.23 TEMPLATE xlsx - Excel =
File Home Insert Draw Pagelayout Formulas Data Review View Help Q) Tell me what you want to do
A2 - e | 19001-555 v
A B © D E F G H 1 J K L ™M “
1 project pos_work _extract pos extract|D___registr.code _field nmbr i taxon lat long country locality plate DS_de
2 |19001-555 |AO1 NCBN001127-A01 12001 NBC.LAB.1 voorbeeld1-filter 0 0 12,13474 -68,98485 Netherlands Lutjebroek  NCBN001127
. . ‘
3 [19001-555 BO1 NCBNO01127-B01 4012502773 NBC.LAB.2 2-EtOH i | 0 12,13474 -68,98485 Baltic Sea E-bay NCBNO01127 notay
r
4 [19001-555 DO1 NCBNO01127-DO1 4012502797 NBC.LAB.4 sloot-soil o 0 12,13474 -68,98485 Netherlands Lutjebroek  NCBN001127 nota
v
5 [19001-555 EO1 NCBNOO1127-E01 4012502809 RMNH.123456 sloot2-specimen aw (Carabus Linnaeus, 1758 12,13474 -68,98485 Netherlands Lutjebroek  NCBN001127 nota
v
6 [19001-555 FO1 NCBNOO1127-FO1 4012502821 RVINH.123457 _ sloot3-specimen 0 Carabus Linnaeus, 1759 12,13474 -68,98485 Netherlands Lutjebroek  NCBN001127 not
7 |19001-555 Go1 NCBN001127-GO1 4012502833 RMNH.123458 _ sloot4-specimen 0 Carabus Linnaeus, 1760 12,13474 -68,98485 Lutjebroek  NCBN001127 notay ~
& Start| FROM_NGS4_PCR-2 |8 DASHBOARD | & TO_QiAgility | & TO_MiSeq | ® ‘ »
Average: 1491722,523  Count:986  Sum: 401273358,7 ﬁ I 1 + 100%

- Paste the data (values only!) into NGS5 Dashboard.xlsx tab FROM NGS4 PCR-2. Data from up
to 40 NXT PCR-2’s can be pasted in the tab FROM NGS4 PCR-2

He o

NGSS_Dashboard v0.23 TEMPLATE xsx - Excel

Bestand  Stat  Invoegen  Paginacindeling  Formules  Gegevens  Contfroleren Q Geef aan wat u it doen. Aanmelden £, Delen

= £ s = [ splitsen rge jmr.m)
nia VI Formulebalk 2 || X fmmi 1
il B O Q[ B B B 2w ==
Normaal Pagina- Pagina- Aangepaste Rasterlijnen [¥] Koppen In-/ 100% Inzoomen Nieuw Alle Blokkeren Ander  Macro's
eindevoorbeeld indeling weergaven uitzoom en op selectie | venster vensters Zichtbaar make tellen  venster -
Werkmapweergaven Weergeven in-fuitzoomen Venster Maao's &
022 - % | ovio v
AlB c [ e 6 Ja| ® s hs u v w x v z A | aF A6 | AH Al A AK AL | am 5
1
2| NGS5 -Dashboard NextGen Sequencing v0.23
3| Naturalis Laboratories
s
5| This workbook is meant to keep track of sinle NGS experiment
s
7| 1)paste values (ONLY values, use 'Paste special) of the sheet TO_| NGS5_Dashboard' from workbook NGS4 into the sheet FROM_NGS4_PCR-2'
s ) do NOT edit in this sheet, but in the original workbook
5| 2)fil outthe sheet 'Start, enter the relevant IDs of PCR-2 (e.g. CL12:3)
10| 3)select the sample to be sequenced on the sheet DASHBOARD
1n
12
1
1 data entered by: |Oscar Vorst PCR-2 for QiAgilty setup|_RP998_]+]
15 on (dd-mm-yyyy): [8-Oct-2018 orm
16 project nmbr: |19001-555 2
17 Fs366
1 [__Tabeling method [two-step PCR | S
|Max_diff. Tape Station: | 5 | i N
N samples[FA_mol [subpool [equimolar |pnmer check|
selected | sum max min___average | threshold |[DNAJnM___|volume
PCR2D: [OV100 O
ov102 u}
Kaas o
IFS366 u}
0v103 u}
IRP998 15 | 135460 15321 0235 9031 3064 2 1,000
0ve99 [u]
jaw o
o
o
ov105 1o a
|_start | FROM NGs4 pcr-2 |[FDASHBOBRDN| TOQugity | TOMiseq | @ < v
Gereed i = 1 + 100%
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-IN NGS5 Dashboard tab START, in the window on the left, under PCR-2 1ID, fill in the relevant
PCR-2 numbers.

- Check 4 the PCR-2 number to be pooled by the QlAgility

- Under PCR-2 for QIAgility setup, select the PCR-2 number to be pooled by the QlAgility
from the dropdown menu

=]

Bestand St Invoegen P i Aanmelden £, Delen
5 — ‘ s £ splitsen =]

Fl 0 B O |oum vemes| Q 3B (2B = ==
| Bl memn S Q. WO b B B R e L R

Werknapweergaven Weergeven In-futzoomen Venster Mado's ~
[ - £ |1 v

A 8 © o 3 F G H ! ) k[t m N ) [ a | R -
1 |pash 1D extract pos. NCBN pos. work plate pos. PCR _extract ID registnr GRS SELECT _field number-suffix extract. method taxon/otherinfo  [DNA]ng/ul DNA 260/280 RRSE% marker N extractiD.marker templ.dilution primer F Primer R
2 samplesheet __samplesheet PCR1 __samplesheet _ samplesheet __ 0/1 dropsense _dropsense _dropsense _|PCR1 PCR1 PeR1 PeR1 PeR1
3 [RPs9s_A0L  NCBNOOI127-A0L A0L AL e12001 NBC.LAB.L 1 loorbeeldifilter o o 1 2 3[ms2 10 mICONRENXT  jgHCO2198NXT
4 |RP99s BO1  NCBNO01127-B01 B01 BOL  ed012502773  NBC.LAB.2 voorbeeld2.EtOH  opmerking2 0 notavailable not available notavailable [ITs2 10 mICONNtFNXT  jgHCO2198NXT
5 [RPsss_co1  NCBNOO1127-D01 o1 CO1 4012502797  NBC.LABA lsloot-soil [ 0 notavailable not available notavailable [ITs2 10 mICONRENXT  jgHCO2198NXT
6 |Rposs D01 NeBNOO1127-E01 €01 DOl 4012502809  RMINH.123456 lsloot2-specimen  qw Carabus Linnaeus, 17.not available not available not available [ITs2 10 mICONNtENXT  jgHCO2198NXT
7 |RPoss €01 NCBNOO1127-FO1 Fo1 EO1  ed012502821  RMINH.123457 lsloot3-specimen 0 Carabus Linnaeus, 17.not available not available not available [ITs2 10 mICOUNENXT  jgHCO2198NXT
5 [RPossFO1  NCBNOO1127-G01 o1 FOl 4012502833 RMINH.123458 [sloota-specimen 0 Carabus Linnaeus, 17 not available not available not available [ITs2 10 mICONNtENXT  jgHCO2198NXT
9 [RPo9s_G01  NCBNOO1127-HOL Hol GO ed012502845  RMNH.123459 0 [sloots-specimen 0 Carab 17 lable not available notavailable [ITs2 10 mICOUNENXT  jgHCO2198NXT
10|RP998 HOL  NCBNOO1127-A02 A2 HOL  e4012502762  NBC.ABS [sloots-filter [ 0 notavailable not available not available [ITs2 10 mICONNtNXT  jgHCO2I98NXT |-
99[RP998_ADL  NCBNOO1127-A01 A0L AL e12001 NBC.LAB1 [voorbeelax-fitter 0 o 1 2 3[ms2 10 mICONNtFNXT | jgHCO2198NXT
100|RP993 BOL  NCBN001127-B01 BO1 BOL 4012502773  NBC.LAB.2 lvoorbeeld2.EtOH  opmerking2 0 notavailable not available notavailable [ITs2 10 mICONRENXT  jgHCO2198NXT
101[RP998_CO1  NCBNOO1127-D01 o1 CO1  ed012502797  NBCLAB.A sloot-soil 0 0 notavailable not available notavailable [ITs2 10 mICONNENXT  jgHCO2198NXT
102|RP998 D01 NCBNOO1127-E01 €01 DOl 4012502809  RMNH.123456 sloot2-specimen qw Carabus Linnaeus, 17.not available not available not available [ITs2 10 mICONRENXT  jgHCO2198NXT
103[RP998 EO1  NCBNOO1127-FO1 Fo1 Ol ed012502821  RMINH.123457 sloot3-specimen 0 Carabus Linnaeus, 17.not available not available not available [ITs2 10 mICONNtFNXT  jgHCO2198NXT
104|RP998_FOI  NCBNOO1127-Go1 Go1 FOI 4012502833 RMINH.123458 sloota-specimen 0 Carabus Linnaeus, 17 not available not available not available |ITs2 10 mICONRENXT  jgHCO2198NXT
105|RP998_GO1  NCBNOO1127-Ho1 Ho1 GO1 4012502845  RMINH.123459 sloots-specimen 0 Carabus Linnaeus, 17 not available not available not available [ITs2 10 mICONNtENXT  jgHCO2198NXT
106[RP998_HO1  NCBNOO1127-A02 A02 HOL  e4012502762  NBC.ABS stoote-filter 0 0 notavailable not available notavailable [ITs2 10 mICONNENXT  jgHCO2198NXT
107|RP998_A02  NCBN001127-802 802 A2 e4012502774  NBC.LAB.G stoot7-filter o 0 notavailable not available not available [ITs2 10 mICONNtFNXT  jgHCO2198NXT
10s[RP998 B02  NCENOO1127-C02 co2 B02  ed012502786  NBC.LAB.7 stoots-filter 0 0 notavailable not available notavailable [ITs2 10 mICONNENXT  jgHCO2198NXT
10|RP998_C02  NCBNOO1127-D02 o2 o2 edo12s02798 sloots-filter 0 0 not available not available not available [ITs2 10 mICONRENXT  jgHCO2198NXT
110[RP998 D02 NCBNO01127-G02 Go2 D02 401250283 sloot12-flter 0 0 notavailable not available notavailable [ITs2 10 mICONNENXT  jgHCO2198NXT
111[RP998 E02  NCBNOO1127-H02 Ho2 02 e4012502846 sloot13-flter o 0 not available not available not available [ITs2 10 mICONRENXT  jgHCO2198NXT
112[RP998_FO2  NCBNOO1127-A03 A0z F02 ed012502763 ! sloot1a-filter 0 0 not available not available not available [ITs2 10 mICONNENXT  jgHCO2198NXT
113[RP998 G02  NCBN001127-803 803 G02  e4012502775  NBCLAB.14 slootus-filter o 0 not available not available not available [ITs2 10 mICONRENXT  jgHCO2198NXT
114|RP998_HO2  NCBN001127-C03 co3 HO2  e4012502787  NBC.LAB.S slootaefilter 0 0 notavailable not available notavailable [ITs2 10 mICONNENXT  jgHCO2198NXT
115[RP998_A03  NCBNO01127-£03 €03 A3 e4012502811  NEC.LAB.I7 sloot1a-flter o 0 notavailable not available notavailable [ITs2 10 mICONNENXT  jgHCO2198NXT
|116|RP998_803 )

|FStai]| Rom NGss pcR-2 | DASHBOARD | TO_QuAgiity | TOMiseq @ < >

Gereed Gemiddelde: 0944444444 Aantal 18 Som: 17 |V e i + 100%

- IN NGS5 Dashboard tab DASHBOARD, tab SELECT, select all the samples to be included in the end
pool. These samples can include all PCR-2’s (up to 40) checked in tab Start.

461 CHECK#3

- The NGS5 Dashboard, with samples selected for pool(s), should be sent to the project submitter
who has to confirm the selection in writing before the project can continue.

462 QlAgility

In NGS5 Dashboardtab TO QIAgility, the samples selected in tab DASHBOARD will appear:

o= e NGSS_Dashboard v0.23)

tat - Kladblok

el B B O i Gemiss | Q[ [ B H E Ei:l‘;:‘m e Bestand Bewerken Opmaak Beeld Help
B e O e v | pos. PCR sample name PCR2 ID PCR2 nmol/L ider
. . Agl e12001_RP993_AB1 RP998 108,42 18,42
. \ —_— . TR AB2 e4012502774_RP998_AG2 RP998 7,93 7,93
[ amlerame 7> Pl emaraces B3 24012502811 RP998 A@3 RP998 2,38 9,12
SRR o Y = nea
4| o3 eaonsoosiimesss a0z messs 2300 o1
5| s ABS
B Start)| FROM NGSs PCR-2 ||[DASHEOARDY| TO QiAgility | ToMiseq | @ ABG
- AB7

- Check the values in NGS5 Dashboard tab TO QIAgility; NGS5 Dashboard automatically
increases the PCR2 nmol/L values of samples which have a PCR2 nmol/L lesser than the highest
value divided by 5 (this number can be adjusted in tab START under Max. diff. Tape

Station:). If a sample value has been increased, it will be marked in orange in tab TO QIAgility.
The original uncorrected value will still be visible in the column idem uncorrected.

- Copy the values from tab TO QIAgility

- Create a new . txt document

- Paste the values in the . txt and save

The created . txt is the input for the QlAgility. The equimolar pooling of the samples on the QlAgility
is described in METHO030_Metabarcoding_LIBRARY_PREP paragraph 4.6

4.6.3 Tape Station

-
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Sub pools have to be measured on the TapeStation so they can be pooled equimolarly. The resulting
end pool can be cleaned with MN beads.

The end pool created by the QlAgility has to be cleaned with MN beads according to
METHOQ30_Metabarcoding_LIBRARY_ PREP section 4.7.

The molarity of the pool(s) has to be measured on the Tape station, according to
METHOQ030_Metabarcoding_LIBRARY_ PREP section 4.8.1 and WI_APQ042_TapeStation.

- Write the average of the 3 measurements of the end pool on the tube
Baseclear needs at least 20pl of a = 5nM end pool.
4.6.4 Equimolar pooling of sub pools

When several sub pools have to be combined to create the end pool for sequencing on the MiSeq,
the NGS5 Dashboard.xlsx can be used to calculate the volumes required for equimolar pooling.

NGSS,_ Dashboard_v0.23 TEMPLATE i - Excel

ol e | I T e v e e e e e o = e i N |5 Verwijderen Opmask
 Opmask kopiéren/plakken - ! b N Wiss o
Kiembord 5 Letterype Utining Getal Stilen celten Bewerk ~
x27 | 2 v
AlB © [ 3 6 |a| r s i v v w X X z || & AF A6 AH al A AK AL am [
1
2| NGS5 -Dashboard NextGen Sequencing v0.23
3| Naturalis Laboratories
4
5| This workbook is meant to keep track of sinle NGS experiment
6
7| 1)paste values (ONLY values, use 'Paste special) of the sheet 'TO_NGS5_Dashboard' from workbook NGS4 into the sheet FROM_NGS4_PCR-2'
s a) do NOT edit in this sheet, butin the original workbook
9| 2)fil outthe sheet 'Start, enter the relevant IDs of PCR-2 (e.g. CL123)
10 3) select the sample to be sequenced on the sheet 'DASHBOARD
1
2
13
1 ‘data entered by. |Oscar Vorst PCR-2 for QlAgilty setup:[_OV100
5 on (dd-mm-yyyy): |9-Oct-2018
16 project nmbr: |19001-555
7
18 [ labelling method: [two-step PCR | WARNING: at least one reaction derived from more than one extract! Only combine markers from a single extract.
19| [Max_diff. Tape Station: | 5
2 N samples[FA_mol [subpool [equimolar primer check.
21 selected sum max min average | threshold |[DNA] nM volume
2| PCR-21D: [OV100 15 | 135460 15221 0235 9031 3064 9 0,19 WARNING: primers not unique
2 ov102 =]
2 Kaas [m]
s FS366 u}
% ov103 o
27 RP998 17 | 152272 15321 0235 8957 3064 2 1,000 WARNING: primers not unique
23 0va99 [
25 qw a
30 =]
2| [u}
2 ov105 =]
Start | FROM.NGs4 PcR-2 |[[DASHBOARDY]| TO_QAgilty | TOMiseq | @
Gereed Gemiddelde: 55 Aantak2 Som: 11 | [ @ - t + 0%

-In NGS5 Dashboard.xlsx tab START under subpool [DNA] n, fill in the TapeStation
measurements converted to nM (e.g. 5123 pM = 5,123 nM)

The volumes per pool, required for an equimolar end pool, will appear in the column equimolar
volume.

Explanation of possible warings:

- WARNING: at least one reaction derived from more than one extract! Only
combine markers from a single extract.: Several DNA extracts/e-numbers have the same
NXT labels and marker and will thus not be able to be separated by demultiplexing after sequencing.
- WARNING: primers not unique: Several PCR-2’s are performed on the same PCR-1
primerset

4.6.5 MiSeq

- Download a copy of index sheet.xlsx

-
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NGSS._ Dashboard_v0.23 TEMPLATE xlx - Excel

AL %
A e c [ 3 F 6 H ! ] 3 L v N ) ° a R s T u v w x

1 [e12001_NBCLABI voorbeeldl-filter_RP958_A_A1 'N701 TAAGGCGA $502 CTCTCTAT| a3

2 NBCLAB? voorbeeld2-EtOH_RP998_A_B1 N701 TAAGGCGA §503 TATCCTCT )

3 }e4012502797_NBCLABA_sloot-soil_RP998_A_C1 N701 TAAGGCGA S505 GTAAGGAGH a1

4 [e4012502809_RMNH123456,sloot2-specimen_RP998_ A D1 N701 TAAGGCGA $506 ACTGCATA a9

5 |e4012502821 RMNH123457_sloot3-specimen_RP998_A_E1 N701 TAAGGCGA S507 AAGGAGTA! a9

6 |e4012502833_RMNH123458_slootd-specimen_RP998_A_F1 N701 TAAGGCGA S508 CTAAGCCT 49

7  F )_sl imen_RP998_A_G1 N701 TAAGGCGA S510 CGTCTAAT a9

) NBCLABS_sloot6-filter_RP998_A_H1 N701 TAAGGCGA S511 TCTCTCCG as

|FStartl]| From NGss pcr-2 [[UDASHBOARDY| TO Quagilty | TO Miseq ®
Een bestemming kiezen en op ENTER drukken of Plakken kiezen santares [N @ @ - t + 10%

- IN NGS5 _Dashboard.xlsx tab TO_MiSeq, copy the values from the relevant rows* of columns
A-E:

* for a shared run or MiSeq, rows 1-384
for a full NovaSeq run, all rows

The last column (column F) depicts the number of characters used in the MiSeq sample names, this
number should be < 50.

Bestand [JC "voegen  Pagina-indeling  Formules  Gegew
=y Knippe

D g kopiten -
Plakin

Calibri - oca s
BIuUu- - O-A-

 Opmask kopigren/plakken
Kembord o Lettertype 5 Uittining 5 Getal

A3 - £ || e12001_NBCLAB1 voorbeeldi-filter_RP998_A_AL
A c ) 3 AML | AMM | AMN | AMO | AMP | AMQ | AMR | AMS | AMT | AMU | AMV | AMW | AMX | AMY | AMZ [4|
1
2
3 [e12001_NBCLABI voor Y N701 TAAGGCGA 5502 cTCTCTAT
a NBCLAB2 Y. TAAGGCGA 503 TATCCTCT
5 4012502797 _NBCLABA sloot-soil RP998 A C1 N701 TAAGGCGA 5505 GTAAGGAG
6 |4012502809_RMNH123456_sloot2-specimen_RP998_A D1 N701 TAAGGCGA 506 |ACTGCATA
7 sl RP998 A E1  N701 TAAGGCGA 507 AAGGAGTA
8 |€4012502833_RMINH123458_slootd-specimen_RP398_ A F1  N701 TAAGGCGA 508 cTaAGCCT
9 i sl RP998 A G1  N701 TAAGGCGA 510 CGTCTAAT
10|4012502762_NBCLABS sloots-filter_RP998_A_H1 N701 TAAGGCGA s TereTees [Z]
Samples @
bestemming kiezen en op ENTER drukken of Plakken kiezen Gemiddelde: 4 16,05882353  Aantal: 102 Som: 783 | Bl 1 + 100%

- Paste the values in index sheet.xlsx
- Fill in the NGS runs form to place the order at BaseClear.

Baseclear needs at least 20ul of a = 5nM end pool.

5 ADDITIONAL PROCEDURES
5.1 SAFETY & LAB REGULATIONS

PROC002 GENERAL LAB REGULATIONS

PROCO003 SAFETY PROCEDURES

WI WS001 PRE-LAB

WI WS NGS LAB

METHO027 SAMPLESHEET

WI SP006 FOLDER STRUCTURE DNA BARCODING DRIVE

6 RELATED/ASSOCIATED DOCUMENTS

METHO30 Metabarcoding LIBRARY PREP
PROC023 PROCEDURES CRS LIMS

SHEET027 ProtoLIMS V08

SHEET015 OVERVIEW FREEZER CONTENT

WI _AP031 SPEC-07

WI SO004 E-GEL

NGS1 SampleRegistration v0.8 TEMPLATE.xlsx

-
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https://docs.google.com/document/d/1-eB-JFwOXuU_P5oVigDnGSxce9RYOx2525dx3jmGxnQ/edit
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NGS2_SampleSheet v0.21 TEMPLATE.xlsx
NGS3_PCR-1_v0.25 TEMPLATE.xlsx

NGS4 _PCR-2 v2.3 TEMPLATE.xlsx
NGS5_Dashboard v3.999 TEMPLATE.xlsx
index sheet.xlsx
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