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1. Introduction

This document is intended as a guide to importing genotyping data into KlusterCaller/Kraken using the
inbuilt ‘Plate reader configuration wizard’. Data from both gPCR instruments and plate readers can be
imported into the software, and the wizard will enable the user to teach the software to recognise their
specific file format. Once the plate reader configuration wizard has been successfully completed/run,
the software will be able to directly import all future files of this format.

2. Before you start

Before attempting to import your raw data into KlusterCaller/Kraken, it is essential to save the data in a
format that the software can recognise. Acceptable file types are:

* Comma separated values file (.csv)

+ Text/Tab-delimited (.txt)

* MS Excel 97-2003 (.xls)

+ Data file (.dat) (N.B. File type specific to BMG OMEGA & PHERAstar plate readers)

If you are using a gPCR instrument, you will need to export the data from the gPCR instrument
software and save it as one of the above file types. It is not possible to import data directly from a
gPCR instrument software file (e.g. CFX Manager file, SDS 2.4 file). If your raw data is in MS Excel
(post-2003), you can ‘Save As’ and choose one of the file formats listed above.

IMPORTANT: when saving your plate reader file(s) for import into KlusterCaller/Kraken, do
not use dots (.) in the middle of the filename. Use of dots prevents the file from being imported
correctly. For example “PLATE1234.01.01.2024.csv” will not be imported correctly whereas
“PLATE1234_01_01_2024.csv” will import without an issue.

For Research Use Only. Not for use in diagnostic procedures.
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3. Importing a data file

To import a new format of data file into either KlusterCaller (section 3.1) or Kraken (section 3.2), you
will first need to navigate to the ‘plate reader configuration wizard’.

3.1 Using KlusterCaller

a. Click on the ‘File’ menu and select ‘Import Reader Files’ or click on the ‘Import Plate Reader Files’
button in the ‘Workflow’ view.

{f3 KlusterCaller - projects /LGC | WDI’kﬂOW
mEdit Find Settings View W
Mew b

i : Basi |
Open existing project  Ctrl+0 <k Advancec |

Save current window  Ctrl+5

Save as template

Import plate
Delete current project reader files
Import reader files Ctrl+1
Import SNPviewer file k‘

Export results

Exit

Click on thf®  icons to view and
sCore

: )

Export
results
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b. In the ‘Import reader files’ window, navigate to the folder that contains the raw data file and press
OK.
{53 Import reader files [ ST @
Plate reader folder
l T:\Technical SupportQueries\NEW TECH SUPPORT\Software!\KlusterCaller\Data =3 |
Select multiple plates (if required) Advanced use - Optional linking
2 I Select all “Im.rert selectlon] [ Select none l I Refresh ikt Masteir plate
Select  File Reader Date & Time -
a Instrument 1_Trfa| k!t data. 01;r053r2015 15:08 I all the reads are derived from a
a Instrument 2_Trial kit data. 01,/05/2015 15:09 single master plate then enter the
a Instrurnent 3_Trial kit dataJ 01,/05/2015 1510 name of the plate here. Any control
well locations set on a read will be
viewable on any other read that is
alem lnlemd
Link to SNP
This is used on the final export
Cluster preview
I 1| e | 5
Click on file name in list to view the
Tick any other plates to import. Click on file to preview cluster plot un-normalised cluster
[C] After import move files | C:\Users\Public\Documents\Klustercaller_data\projects\LGC [
[Plate reader configuration wizard ] [ Settings 3 Import reader files
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c. Tick the box next to the file that you wish to import. If this file type is not recognised by

KlusterCaller, you will be prompted to teach KlusterCaller the format using the plate reader
configuration wizard.

@ Import reader files - |__S@ |
Plate reader folder
l T\ Technical SupportQueries\NEW TECH SUPPORT \Software\KlusterCaller\Data (= |
Select multiple plates (if required) Advanced use - Optional linking
2 [ Select all ”Irwert selectmn” Select none ] [ Refresh l Bkt Msster plate
[_Select File Reader Date & Time -
Instrument 1_Trial kit datadl | 01/05/201515:08 e
O Instrument 2_Trial kit data. 01,/05/2015 15:09 single master plate then enter the
a Instrument 3_Trial kit data. 01,/05/201515:10 name of the F}'EtE here. Any control
well locations set on a read will be
viewable on any other read that is
Al Bmlemdd
Link to SMP
o

used on the final export
This reader file (Instrument 1_Trial kit
data.tet) is not recognised by KlusterCaller.
Would you like to teach KlusterCaller the
format using the plate reader cenfiguration
wizard?

preview |Ir15trumer1t 1_Trial kit

[ Run wizard { l Cancel

000000 —|

TE000.0—
I}‘ B0R00.0—

25000.0 —|

| 0=

LR I\'H'H'!I\'H'!.\'! 200\':00.0 300\':0
| i m | 3
Click on file name in list to view the
Tick any other plates to import. Click on file to preview cluster plot un-normalised cluster
[C] After import move files | C:\Users\Public\Dacuments\Klustercaller_data) prajects\LGC =
[PIate reader configuration wizard ] [ Settings 3 Import reader files
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d. Click the ‘Run Wizard’ button to start the wizard.

@ Impnri reader files . |__§:§. |
Plate reader folder
l T:\Technical SupportQueries\NEW TECH 5UPPORT \Software\KlusterCaller\Data = |
Select multiple plates (if required) Advanced use - Optional linking
2 [ Select all ][Invert selectmn” Select none ] [ Refresh ] ok fes Macier piate
Select  File Reader Date & Time -
- Instrument Trialkitdatad | 01/05/201515:08 :
If all the reads are derived from a

Instrurment 2_Trial kit data.! 01/05/2015 15:09 single master plate then enter the

|:| Instrurnent 3_Trial kit data.i 01/05/201515:10 name of the plate here. Any control

well locations set on a read will be
viewable on any other read that is

mlmm Bl m sl

Link to SMP
:

< ==

This reader file (Instrument 1_Trial kit
data.tet) is not recognised by KlusterCaller.
Would you like to teach KlusterCaller the
format using the plate reader configuration
wizard?

Browse

used on the final export

r preview [Instrument 1_Trial kit

[ Run wizard [ Cancel

0,0 =
A00000.0 —|
TEOO0.0—
S0000.0—

s

25000.0 —|

0=
I I 1 1
LR A, i i Ziniy

| i m | 3
Click on file name in list to view the
Tick any other plates to import. Click on file to preview cluster plot un-normalised cluster
[C] After import move files | C:\Users\Public\Documents\Klustercaller_data’ prajects\LGC =
[PIate reader configuration wizard ] [ Settings 3 Import reader files
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3.2 Using Kraken

a. Click on the ‘Import’ menu and select ‘Open Plate Reader Files'.

Assays Incubator  Log off

| Open Plate Reader files Ctrl+R I
‘ Oligo Synth report k‘

Open plate ID scan

Kraken XML file

b. In the ‘Open plate reader file’ window, navigate to the folder that contains the raw data file and
press ok.
{8 Open plate reader file S v o — — — =
7]
Click on table to
De-Select al preview read data
Refresh rate

Clear
Reader folder —
T:\Technical SupportQueriesYMEW TECH SUPPORT \Software\WusterCaller\Data = w?zaa::lr
Save | Plate SMPs Master plates Errors

@ Instrument 1_Trial ki Flate reader file "Tnstrument 1_Trial kit data. tet’ is of unknown format

@ Instrument 2_Trial ki Plate reader file 'Tnstrument 2_Trial kit data. tet’ is of unknown format

@ Instrument 3_Trial ki Plate reader file "Tnstrument 3_Trial kit data. tet’ is of unknown format

4 1l |

Explore folder

=

[ Plugins ” Config H Reader ” Archive Exit
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C.
open the plate reader configuration wizard.

If the file type is not recognised (listed as ‘unknown format’), click on the ‘Reader Wizard’ button to

B Open plate reader file A A e o ——— =re
L7
Select all [7] Autosave £
Click on table to
De-Select all preview read data
Refresh rate
- Clear
Reader folder o
T:\Technical SupportQueriesYMEW TECH SUPPORT \Software\WusterCaller\Data = w?zaarzr
Save | Plate SMPs Master plates Erraors -
@ Instrument 1_Trial ki Plate reader file "Tnstrument 1_Trial kit data.twt' is o
I @ Instrument 2_Trial ki Plate reader file ‘Instrument 2_Trial kit data. txt' is of unknown format I
@ Instrument 3_Trial ki Plate reader file "Tnstrument 3_Trial kit data. tet’ is of unknown format
| |
<[ i - 3
i Explore folder
[ Plugins l l Config ] [ Reader l l Archive Open list in Excel Exit
L.
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4. The plate reader configuration wizard — specific examples

There are three main file formats for raw KASP genotyping data that can be imported into KlusterCaller

or Kraken. These formats are:

a) List format #1: this file format typically contains the raw genotyping data in four columns. One
column contains the well ID information (i.e. AO1, A02), and then the additional three columns
contain the raw fluorescence values for FAM, HEX (VIC) and ROX for each well respectively. It is

not essential to read ROX, but the ROX values will enable your data to be normalised to correct for
pipetting variations.

Well name FAM HEX ROX
a1 18 0.02
A2 17 0.04

NN | N

H12 0.48 101

For data files of this type, there may be additional columns within the file containing other run
specific information — these can remain in the file, but will not be used for data analysis.

b) List format #2: this file format typically contains the raw genotyping data in two columns. One
column contains the well ID information (i.e. AO1, A02), and then the second column contains
the raw fluorescent values for FAM, then HEX (VIC), and then ROX respectively. The well ID
information will be repeated in the first column to correspond with the data for each of the fluors.

wWell name Raw data
Al 1.8
H12 0.48
Al 0.02
H12 1.01

For Research Use Only. Not for use in diagnostic procedures.
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c) Grid format: this file format typically contains the raw genotyping data in a plate layout or grid
format. There will be one grid for each set of fluorescent values, so a dataset containing FAM, HEX

and ROX reads will consist of three grids of data.

FAM
18]

HEX

0.02

ROX
147 1

This document will outline how to import these three different file formats in the following sections:

a) List format #1: Section 4.1
b) List format #2: Section 4.2

c) Grid format: Section 4.3

For Research Use Only. Not for use in diagnostic procedures.
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4.1 Import of ‘List format #1’ data using the plate configuration wizard

If your data file is not recognised, you will be prompted to run the plate configuration wizard. After
pressing the ‘Run Wizard’ button, the ‘plate reader import wizard’ window will open.

Plate reader file impor wizard
Thes wviirw il e i ke Berrmatd Bs b eup and e
et

PUse reasis cord<ueitan HTNGS B0 G6ne3 §5 indredusd 105 (e
Fiech tumar 3 Bates of ilice resdar (s o0 Amiparted, asch cond
Fila iu erannad uned one that muches ixfound

Press Fiet » 10 contnue. The conliguration fie wil ke seved shen af
iheied are vomplie. Hothag m sred undd yeu see T soabler piol &
the andl

Press ‘Next’.

You will then be prompted to enter the name of your plate reader. Until you do this, the page will be

marked as failed.

[ % Firic e gt wisand -

The plate reader same o tomed wih the rasd data 6o tack
( Enter namar of plate reader :] i GARER e it RRp A S0 Tha Bt Igtacichsd

EEmpemation WG are e to ich plalr rmide

Frrty inader e
B s CE ‘Wi T bCesE BUCHDN: & peSEd th [BITREE (o7 any
x Trcurte qunting conb files | Esplcsn | il o
[y 'l:nf.e.aﬂw Ir-din‘ﬁ!t-nrf._ T“ e :-u?emm::,qﬂm
@ Vilecheveal SuppertCuera HEW TECH SUBRLAT Sollmme MtbeeLaber Dubs fostrument |l 'T":"
1, Traad ik datn vt | s
| nehepad
Plate reacdar coafigperanon cider (o7 your infommation)
£\ Pk focummarnt Khast ns alles_daia’ achevin),plats resdar ST ]
| Foais il chria

[ Mo tohumns unod wilh e property

| o i R
_{ALLAE il LA G
| &7 767 0.0% 1730 6360
| Al 1ETE Q34 PETS A
L EE LT g
A5 1880 00T 1T 53
1 Al 7 M0 DT bS8 2408
| A2 1E38 03 LEET 8338
| 48 2% DR IO
§ T e g VT3 1T
| A 1LTSH 0067 SRITATE.
1 i1 1 BTS 0877 105 057
1Ak 007 0557 1SRA RN
| E1006R 0408 1375102
§ 3 07 0407 1331508
EIC0T0401 1L
| B oA 0.7 13632011
| 6% 00SR3 0,355 1309950
Dwarmnanssan:

For Research Use Only. Not for use in diagnostic procedures.



13

Manual

KlusterCaller and Kraken Plate Data Import Wizard

Input an appropriate name (in this case, ‘Instrument1’), and press ‘Next’.

e e e sl

ty Then priate reacter name it seesd with tha e duts fo st
| Enter name of plate reader hivel sparcy gl Torma s

| s compearton weihing st unsqur L cach plate reader
| & IR N rowne msting coni ey | Fxplarn | WhEn thi Brewie batton i pertsed, the parimetens fec an
il 5 L | riding Apdche will Be loaded for ssting

T Mt el and 305 bary fia i sutiomsoly e
o |1\ Tecnmesl Soppeesuened NEW TECH SUPRPORT Somwae Kluter ser Cta Irsteamern. ||l ";"M‘(‘:"
| 1 Tnal bt datsta
Fiate neacew cord quasticn Ralser if or pour el pmascnl
Ao blic Dacum st Mhuthonser, 2424 adinin glats readers = J
Furw b oty
[T colomans e st s sy -1

1 [instrument B ingmamens]
| Pk D 2SS Traed bk

i
d
|
A | v AM b Ao
5 LA kAo 1MAAML
6| AL 00R 1T ENL .
| KRR TR R
8 LA LAGODN 16550
9 | ANESI 05T 1TMET
16| A SEA 0T 18] BE0E
Hu Larsau b ien
1 | &8 EASE0GI8 1M TIH
10 ARl ook 1RaLES
16| AID 1758 0067 16774318
W Ay AT onnr 1R T
| BT ju}mham:wum
I7 | BL 0768 6408 LIT5aL
1§ RIOTH Q3T 1335E
1w | momisaciman b
M BAOTLGEN L3241
2| WS TOERT DAEE | MERST
7 URAAT B LA ==

T ===

The wizard will then extract the file name as the identifier for the data. You do not need to edit

anything in this window. Press ‘Next'.

3 :

@ | e [ adnced Extract barcode from file nams
Fist g Eatrated Bar o
Instrusent 1 _Trisl kit datm - Instrunest 1_Trial kit data

The phote bsicode narret i pal 1 8 F the Fdg naoe. ¥ the
extiactod barcede ndme i cofamt chaniibon thtl e not
et ol At bt sk then sebect m e He mirme bes, the part
of the Tarscde That L the name.
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» The wizard will auto-select the delimiter that separates the columns in your file. The delimiter can
also be manually changed if the wizard has chosen the incorrect delimiter. In this example, it is
‘Tab’. By selecting ‘Tab’ from the list, the preview of the data shows the data split into columns.

If you have selected the incorrect delimiter, the data in the preview will not be split into columns.
Ensure that you have selected the appropriate delimiter, and then press ‘Next’.

10 1t et g o R S el

Selact the defimiter that separates columns

T crta will Beceme sepaiied wio ey
[ e gyt wtan, The conmect dekmaer o iefected. The
S T e ——
o lab Brep < cnoes o deierden ut vy whart
Comma Duliitar
O @ Pirase ficle that # Carmge tetum B ket fend

[ L Larrit et e e iefs urgle hewerd

FEEEE=E

Tarm Toam [ TndETE

* The wizard then requires some unique text that appears in your data file. This text must also be
present in all future files of this type, so text such as the individual plate ID will not be suitable. In
this example, the instrument ID appears in row 1, and will appear in this position in all data files
generated using this instrument — it is therefore suitable as the ‘unique text’.

Pt soader ipnt waid « e

| Seloct some unigue text to identily this type of plate reader

Mmmﬂn?

Tt w9t arw e 1o senlify ey partscolar plate
rewder o reades orbaquention (The plete crades
confsutation fbe name mayte par of the tet), This i the frt
sckbnl vt B2t clenadian Mt st for tha dondGutetion £

Rae mest ether page i 1his
Thet et st % e b e :
| x o
1 P i st ‘
| Mz cohumns uved with this preperty

Pluaan we mar 10 glick
waed g 20 e gl 1 sk
Fonw et Thei o the tewe

I B ininment]

£ et 1 KASP Trial kin
i

1

a2

]

[ g A LY G

S |ALlAmon ipess
b | AT 1TETO0 \T3A

T | AN1EN 005 1T
B AILEGOMILSSINE
B L ASLREOOITITHA
30| ) 885 0007 1863 400
11§ AT1ESAODEISETASI
1| AS1ESIRA ITETIM
13 faaseond pgay

18 [ ALGL TS QUDET HITTAZLD
B5 | ALY LTS DOTT LG BT
18 | ALIOOTI OGS LA
I | ®06E0.008 130
18§ RDO7 DA 13 M

19 | Eraminanl1mexlM
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* Click on the ‘unique text’ in the file preview. The text will appear in the ‘Identifier 1’ box, and the red
cross will become a green tick. Press ‘Next’.

Select soma unigue text to identify this type of plate readar
L efopn §
o inetemant D inssementy 1

Tree sien of fet are uid 1o Kndfy B pasticsler pirie

reasier ot readier confguestion (The plte reados own

eondguarlien file neme maybe ped of S Lol The nihe fust
o Bcth ickpriatiars mut auct for Thes confquastion b

Flasss use ma 35 clek
and diag on the grd =2 make
et tebecion, Thes i the aame
ot ererat othes pages m tha
s

Tt Lt usill ol be oh the fle
| =

| P fi it ?‘

T Hia cobumant uned wah this grperty

—

| Pl IOV KASP Trislhit

1
F
]
L | M!AMI-!.HJGOC
5 '_Aumomnmm
3 A 1IRTO00R LY ITAKD t
T | AT1EMROU 118084
B | A 1EIGO0MIETIIE
B | ASIsEraorrIila)
10| A LBES 0097 1661 3406
1| ATTARO0T ST AN
EER R F TR R
i

o T i i
. -

F— - o Lo

» There is then the option to identify a second set of text as an additional identifier for the file type,
but it is not necessary to include this. Either select an appropriate identifier, or leave the box blank,
and then press ‘Next'.

[ TR i e — e ]
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et Ayt oo (e e
&
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|
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1 FAA RO
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& LA mranM AR
T | ASLENQOI 18T
E | &4 LEIG 0044 LETS 3238
B | A ERFROIT 1)
10 | A4 8EN0ATT I AN
1 ;‘FIHMBWJS‘JN
12 'ﬂll.“oﬂ[i L ery ]
13| ABLESLOMIITLTY
i | A0 T8 T0eT 1TTARE
| ELR R TR e

= Eummm:m

1§ ol s 30 e

T BTN A AT 1
"
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» The wizard then requires information about the layout of the data in your file. The window will default
to the settings below, but will require adjustment according to the specifics of your file format.

Vaha retpher
Diat derrunt Dt et Wil ke atienn i ol o ~
WS sty ane in Ve oliser iregqet co e 8
X #d o {3
[l — - b A 5 - :.a:unuh.
B G Ve G e ¥ (V21 - Lialian Munmem walss  Thiet adpastment
ks 8 plater ! 5 o veakeg shedei contreh
e W 2 ey " il e i vk
vt Fotured § G
Vick by Wyt ko 1 P Uy O i et Mared cutien o, valur weh this
b i ndr th - et il e Mlagged m
i e el
ey pirl ¥l Ve chaciing e prpsioaded o
Flele deosainy Pregea bype Frsder greup Tt atatin aftes gt
M ] A ¥ B -
| o = Mt - Lufincl Sl
| Ta .
e
| -
]
H |
4w =
5 A
LIS 7] |
1_jas
1 Al
[ 5. 4
10 1&
3 AT
| LIS O =
| CEE K =
W {0
I .
N =
| I
L =
1518
| E. ]
o im ook j0e | IMGSS =
| E2 [ CRE] na Tnuaar !
L 3
| il b ] s 0

+ For this file format, the following sections require editing:
» Data format: this should be changed from ‘Grid’ to ‘List’ as the raw data are formatted in lists

»  Well locations: if applicable, this should be changed to ‘Names (A1..)’ as each well is identified
in the list by its actual name. In some cases, well names may be identified by numbers and you

will need to select an alternative option.

» Plate density: this should be reviewed to ensure that the correct plate type is selected i.e. 96

wells or 384 wells.

Wabses wets aon in
L izt X i vepared
Vabies gon amanged | 0¥ ¥y
God o plain
ol e T (W30
Fotate plate 1807 .
Fick bare # you have 1o feed a0
o plalie (wacdey The sy 4
wory e

Piste doscdy Progha bype
o 4 it =] st

%i

F
L4
B E

] =0 e ]

tefiatect

EEE R T
E

COCLCTLL L)
%
®

sEeEagE
£

= gibrs e Wi

T cmaen | [ rn

I

.|“-
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» If your data file does not contain data for a full plate (i.e. all 96 or 384 wells), it is essential to untick
the ‘Value checking’ box.

[Tl value checking

» If your data file only contains FAM and HEX data (i.e. you have not read ROX), you will also need
to edit the ‘Data sets’ section. In this case, only X and Y data sets should be selected.

Data sets

K is required

Use Y (V2)

[CuseZ (v3)
[ Use Zy (v4)

Use V5

* Once all of the relevant sections have been edited, press ‘Next'.
* The next window asks you to select cells that identify the end of your data values. This is not

required, and you can just press ‘Next'.

] — e (-l e

Select cells to identiy end of data values
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Lngt ey
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et D ratrrmartl
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1
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5 | &% 1880008 L A0
6 | AJLIETA0M LTI
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The wizard then requires a reference to the header row in the data file that appears above the X
data values (X = FAM data). Click on the header row (in this example it is row 4), and the contents
will appear in the ‘X identifier’ box at the top of the window. Press ‘Next’.

il H e — ]

Select cells vo identify header row above X (V1) values

X e
& Wiel FAM HEX RO
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The wizard then requires information regarding the position of the start of the X data values in the

raw data file.
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KlusterCaller and Kraken Plate Data Import Wizard

* In this example, the X (FAM) data appears in column B so click on the relevant cell to identify the

first X data value (in this case cell B5). Press ‘Next'.
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« The wizard then requires information regarding the position of the list of well names. Click on the
first well name in the raw data file preview (in this case, it is cell A5). Press ‘Next'.
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KlusterCaller and Kraken Plate Data Import Wizard

» The wizard then requires a reference to the header row in the data file that appears above the Y
data values (Y = HEX data). Click on the header row (in this example it is row 4), and the contents
will appear in the “Y identifier’ box at the top of the window. Press ‘Next’.
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» The wizard then requires information regarding the position of the start of the Y data values in the
raw data file. In this example, the Y (HEX) data appears in column C so click on the relevant cell to
identify the first Y data value (in this case cell C5). Press ‘Next’.

4 Select cedl 1o identify start of ¥ (V2] values
Valed ¥ vk

Cekamn
H.wd.!ullmlﬁu.
1

HESE!
-
&

]
g
E

lhoier g ]

RS EEERE

<

|§

For Research Use Only. Not for use in diagnostic procedures.



21

Manual

KlusterCaller and Kraken Plate Data Import Wizard

» The wizard then requires a reference to the header row in the data file that appears above the Z
data values (Z = ROX data). Click on the header row (in this example it is row 4), and the contents
will appear in the ‘Norm identifier’ box at the top of the window. Press ‘Next'.
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* The wizard then requires information regarding the position of the start of the Z data values in the
raw data file. In this example, the Z (ROX) data appears in column D so click on the relevant cell to
identify the first Z data value (in this case cell D5). Press ‘Next’.
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KlusterCaller and Kraken Plate Data Import Wizard

The wizard will now show a preview of your data, both as numerical values in a plate layout format
and as a cluster plot. If this data looks as expected (i.e. A1 data is shown in the A1 grid layout at the

top of the window), click ‘Next'.
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The wizard will then open a confirmation window, stating that the configuration file for this data
format has been saved. All raw data files that are recognised by this configuration file will be listed
in the top right hand corner. Click on the red cross to close the wizard.
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KlusterCaller and Kraken Plate Data Import Wizard

KlusterCaller will then return to the ‘Import reader files’ window. Place a tick in the box next to the
relevant raw data file — this should now be recognised by the software. A preview cluster plot will
also be visible. Click on the ‘Import reader files’ button to import this data file to your KlusterCaller

project.
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4.2 Import of ‘List format #2’ data using the plate configuration wizard

If your data file is not recognised, you will be prompted to run the plate configuration wizard. After
pressing the ‘Run Wizard’ button, the ‘plate reader import wizard’ window will open.
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KlusterCaller and Kraken Plate Data Import Wizard

* Press ‘Next'.

*  You will then be prompted to enter the name of your plate reader. Until you do this, the page will be

marked as failed.
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* Input an appropriate name (in this case, ‘Instrument2’), and press ‘Next’.
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KlusterCaller and Kraken Plate Data Import Wizard

The wizard will then extract the file name as the identifier for the data. You do not need to edit
anything in this window. Press ‘Next’.
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The wizard will auto-select the delimiter that separates the columns in your file. The delimiter can
also be manually changed if the wizard has chosen the incorrect delimiter. In this example, it is
‘Tab’. By selecting ‘Tab’ from the list, the preview of the data shows the data split into columns.

If you have selected the incorrect delimiter, the data in the preview will not be split into columns.
Ensure that you have selected the appropriate delimiter, and then press ‘Next'.
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KlusterCaller and Kraken Plate Data Import Wizard

» The wizard then requires some unique text that appears in your data file. This text must also be
present in all future files of this type, so text such as the individual plate ID will not be suitable. In
this example, the instrument ID appears in row 1, and will appear in this position in all data files
generated using this instrument — it is therefore suitable as the ‘unique text'.
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* Click on the ‘unique text’ in the file preview. The text will appear in the ‘Identifier 1’ box, and the red

cross will become a green tick. Press ‘Next'.
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KlusterCaller and Kraken Plate Data Import Wizard

» There is then the option to identify a second set of text as an additional identifier for the file type,
but it is not necessary to include this. Either select an appropriate identifier, or leave the box blank,

and then press ‘Next'.
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» The wizard then requires information about the layout of the data in your file. The window will
default to the settings below, but will require adjustment according to the specifics of your file

format.
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KlusterCaller and Kraken Plate Data Import Wizard

» For this file format, the following sections require editing:

» Data format: this should be changed from ‘Grid’ to ‘List’ as the raw data is formatted in a list.

*  Well locations: if applicable, this should be changed to ‘Names (A1..)" as each well is identified
in the list by its actual name. In some cases, well names may be identified by numbers and you
will need to select an alternative option.

* Plate density: this should be reviewed to ensure that the correct plate type is selected i.e. 96
wells or 384 wells.
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» If your data file does not contain data for a full plate (i.e. all 96 or 384 wells), it is essential to untick
the ‘Value checking’ box.

[[value checking

» If your data file only contains FAM and HEX data (i.e. you have not read ROX), you will also need
to edit the ‘Data sets’ section. In this case, only X and Y data sets should be selected.

Data sets
K is required
[(usez (v3)

[ Use Zy (v4)

Use V5
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KlusterCaller and Kraken Plate Data Import Wizard

Once all of the relevant sections have been edited, press ‘Next'.
The next window asks you to select cells that identify the end of your data values. This is not

required, and you can just press ‘Next’.

0 s st gt AT T i

Solect cells to identify end of data values

iru wll grectabily beawe e Tk Blarik.
That fuched 11 s B $be tha prbeier fiidiing pail e ¢ il s el s ancifier # oo ety
End ldemtttun

| R the g <BENTIFE_BLANK - b afiow The parses 2 sead 15 S eredl o i i o e sbestifinn =
it fouin
i 1O 80 pars the whicle dda auch i ERan e thi feid bl
M yoss hr akar chaching wnticked than joo ol probally nesd 5o dentesr e hars citanwine
e Vi e

Bawiodaty T et Bt et ke b i e

| M s [ i e

H
i

| B
15

| B

|| ELEE-H
15 B0
1w oty
B B0
71 | B
Ut ~

The wizard then requires a reference to the header row in the data file that appears above the X
data values (X = FAM data). Click on the header row (in this example, row 4 can be used), and the
contents will appear in the ‘X identifier’ box at the top of the window. Press ‘Next’.
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KlusterCaller and Kraken Plate Data Import Wizard

» The wizard then requires information regarding the position of the start of the X data values in the
raw data file.
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* In this example, the X (FAM) data appears in column B so click on the relevant cell to identify the
first X data value (in this case cell B6). Press ‘Next'.
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KlusterCaller and Kraken Plate Data Import Wizard

» The wizard then requires information regarding the position of the list of well names. Click on the
first well name in the raw data file preview (in this case, it is cell A6). Press ‘Next'.
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* The wizard then requires a reference to the header row in the data file that appears above the

Y

data values (Y = HEX data). Scroll down the raw data file and click on the header row (in this

example it is row 43), and the contents will appear in the Y identifier’ box at the top of the window.
Press ‘Next'.
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KlusterCaller and Kraken Plate Data Import Wizard

» The wizard then requires information regarding the position of the start of the Y data values in the
raw data file. In this example, the Y (HEX) data appears in column B, but starts on row 45, so click
on the relevant cell to identify the first Y data value (in this case cell B45). Press ‘Next'.
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» The wizard then requires a reference to the header row in the data file that appears above the
Z data values (Z = ROX data). Scroll down the raw data file and click on the header row (in this
example it is row 82), and the contents will appear in the ‘Norm identifier’ box at the top of the
window. Press ‘Next'.
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KlusterCaller and Kraken Plate Data Import Wizard

» The wizard then requires information regarding the position of the start of the Z data values in the
raw data file. In this example, the Z (ROX) data appears in column B, but starts on row 84, so click
on the relevant cell to identify the first Z data value (in this case cell B84). Press ‘Next’.
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* The wizard will now show a preview of your data, both as numerical values in a plate layout format
and as a cluster plot. If this data looks as expected (i.e. A1 data is shown in the A1 grid layout at the
top of the window), click ‘Next'.
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KlusterCaller and Kraken Plate Data Import Wizard

» The wizard will then open a confirmation window, stating that the configuration file for this data
format has been saved. All raw data files that are recognised by this configuration file will be listed
in the top right hand corner. Click on the red cross to close the wizard.
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+ KlusterCaller will then return to the ‘Import reader files’ window. Place a tick in the box next to the
relevant raw data file — this should now be recognised by the software. A preview cluster plot will
also be visible. Click on the ‘Import reader files’ button to import this data file to your KlusterCaller

project.
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4.3 Import of ‘Grid format’ data using the plate configuration wizard

If your data file is not recognised, you will be prompted to run the plate configuration wizard. After
pressing the ‘Run Wizard’ button, the ‘plate reader import wizard’ window will open.
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Press ‘Next’.

You will then be prompted to enter the name of your plate reader. Until you do this, the page will be

marked as failed.
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» Input an appropriate name (in this case, ‘Instrument3’), and press ‘Next’.
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* The wizard will then extract the file name as the identifier for the data. You do not need to edit

anything in this window. Press ‘Next’.
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» The wizard will auto-select the delimiter that separates the columns in your file. The delimiter can
also be manually changed if the wizard has chosen the incorrect delimiter. In this example, it is
‘Tab’. By selecting ‘Tab’ from the list, the preview of the data shows the data split into columns.

If you have selected the incorrect delimiter, the data in the preview will not be split into columns.
Ensure that you have selected the appropriate delimiter, and then press ‘Next’.
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* The wizard then requires some unique text that appears in your data file. This text must also be
present in all future files of this type, so text such as the individual plate ID will not be suitable. In
this example, the instrument ID appears in row 1, and will appear in this position in all data files
generated using this instrument — it is therefore suitable as the ‘unique text’.
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* Click on the ‘unique text’ in the file preview. The text will appear in the ‘Identifier 1’ box, and the red

cross will become a green tick. Press ‘Next’.
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* There is then the option to identify a second set of text as an additional identifier for the file type,
but it is not necessary to include this. Either select an appropriate identifier, or leave the box blank,

and then press ‘Next'.
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* The wizard then requires information about the layout of the data in your file. The window will
default to the settings below, but will require adjustment according to the specifics of your file

format.
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+ For this file format, the following section requires editing:

» Plate density: this should be reviewed to ensure that the correct plate type is selected i.e. 96
wells or 384 wells.
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If your data file does not contain data for a full plate (i.e. all 96 or 384 wells), it is essential to untick
the ‘Value checking’ box.

[Tl value checking

» If your data file only contains FAM and HEX data (i.e. you have not read ROX), you will also need
to edit the ‘Data sets’ section. In this case, only X and Y data sets should be selected.

Data sets

K is required

Use Y (V2)

[CuseZ (v3)
[ Use Zy (v4)

Use V5

* Once all of the relevant sections have been edited, press ‘Next'.
* The next window asks you to select cells that identify the end of your data values. This is not

required, and you can just press ‘Next'.
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» The wizard then requires a reference to the header row in the data file that appears above the X
data values (X = FAM data). Click on the header row (in this example, row 4 can be used), and the
contents will appear in the ‘X identifier’ box at the top of the window. Press ‘Next’.
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Sehect cells to identity header row above X (V1) values
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» The wizard then requires information regarding the position of the start of the X data values in the
raw data file.
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* In this example, the X (FAM) data starts in cell A5 so click on this cell to identify the first X data
value. Press ‘Next’.
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* The wizard then requires a reference to the header row in the data file that appears above the
Y data values (Y = HEX data). Scroll down the raw data file and click on the header row (in this
example it is row 18), and the contents will appear in the Y identifier’ box at the top of the window.
Press ‘Next'.
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The wizard then requires information regarding the position of the start of the Y data values in the
raw data file. In this example, the Y (HEX) data starts in cell A19 so click on this cell to identify the

first Y data value. Press ‘Next’.
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The wizard then requires a reference to the header row in the data file that appears above the
Z data values (Z = ROX data). Scroll down the raw data file and click on the header row (in this
example it is row 32), and the contents will appear in the ‘Norm identifier’ box at the top of the

window. Press ‘Next’.
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» The wizard then requires information regarding the position of the start of the Z data values in the
raw data file. In this example, the Z (ROX) data starts in cell A33 so click on this cell to identify the
first Z data value. Press ‘Next'.
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* The wizard will now show a preview of your data, both as numerical values in a plate layout format
and as a cluster plot. If this data looks as expected (i.e. A1 data is shown in the A1 grid layout at the
top of the window), click ‘Next'.
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» The wizard will then open a confirmation window, stating that the configuration file for this data
format has been saved. All raw data files that are recognised by this configuration file will be listed
in the top right hand corner. Click on the red cross to close the wizard.
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+ KlusterCaller will then return to the ‘Import reader files’ window. Place a tick in the box next to the
relevant raw data file — this should now be recognised by the software. A preview cluster plot will
also be visible. Click on the ‘Import reader files’ button to import this data file to your KlusterCaller

project.
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5. Summary

In this document, we have outlined how to import the three most common formats of genotyping data
using the plate configuration wizard. Using these examples, the same process can be applied to other
data formats if your file does not match these exactly.

The KlusterCaller manual can be accessed from the Help menu within KlusterCaller and contains a lot
of basic information about how to start using KlusterCaller for analysis of your genotyping data.

Should you need any further assistance or have a question not addressed in the manual please the
technical support team (contact details below).
6. Further support

If you require additional support, please contact our technical support team at
techsupport@Ilgcgroup.com.
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