TECHNICAL PAPER #05 A

WEI STEPHAN

RUN MULTIPLE 4EVERYONE DETECTION KITS
ON QUANTSTUDIO PLUS-MINUS SOFTWARE

Section 1

Set up an Experiment

Switch on your laptop

Login as INSTR-USER, password INSTR-USER

On the desktop, three folders are displayed together with the Design and Analysis program

If your desktop is not assigned in that way, have a look on the second picture how to prepare
shortcuts to these folders

% L
i) @
PIKA-Plates = Design and

Analysis

A &

My-Plates QS1Data

Double click on the folder “PIKA-Plates”

= ABSWEDATA (D)
= AB Senvice (5i)

i Network

If the shortcuts to these three folders are not available on the desktop, you can find the folders
here: “This PC >AB SW&DATA (D:)->PIKA-Files”
Create a desktop shortcut for the folder

o Right-click on the folder and select “Send to” -> “"Desktop (create shortcut)”
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| 9 || = | PIKA-Plates

A e v

A || « PIKA-Files > PIKA-Plates v/ ®| | Search PIKA-Plates
Name Date modified Type
sk Quick access
[ Desktop
& Downloads

|| Documents

B 2301-38_LP-Screening_QS1_200ul_plus-...  5/1 M EDS/EDT file
B 2301-40_Anaerobes-Screening_QS1_200u.. EDS/EDT file
B 2301-41_Megasphaera-Screening_Q51.20... 5 M EDS/EDT file
[ 2301-44 Pectinatus-Screening_QS1.200ul... 5 M EDS/EDT file
& Pictures B 2302-20_Dekkera-Screening_QS1_200ul_p. M EDS/EDT file
2302-49_5.var_diastaticus_QS1_200ul_plu.. M EDS/EDT file
[ 2302-58 Superattenuator_Yeasts_QS1_200. EDS/EDT file

2305 i ia+Yeasts Ty. 2 EDS/EDT file
B Mixed-Screening-Tests_QS1_200ul_plus-.. 5 .25 EDS/EDT file

[ This PC
B 3D Objects
[ Desktop
|| Documents
& Downloads
D Music
&] Pictures
[ Videos
i 0S(C)
= AB SW&DATA (D)
= AB Service (S:)

=% Network

<
Qitems  State: @& Shared

A a f \V Y
- Inthe folder PIKA-Plates, all 4everyone Detection Kits are displayed with their product
numbers
- Double click on the kit you want to run, here “Mixed-Screening-Tests_QS1_2ooul_plus-
minus”

- The DA2 software opens automatically in a new window
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Section 2

Program Your Test

Design & Analysis Software 2.7.0

DA Plate Gallery Mixed-Screening-Tests_QS51_200ul_plus-minus.edt @Help v £ System =

Run Method Plate Setup Run Summary Actions v

Instrument: QuantStudio™ 1 Block: 96-Well 02-mL  Run Mode: Standard  Experiment Type: Presence/Absence

Resction Volume | 30,0 uL Heated Cover Temperature | 105.0 = “C x e
Hold Pre Read Hold PCR Post Read
95°C 95 °C
1.6°C/S
1eos 0200 00005y g
60°C L 60°C 60°C
1.6°C/S
o 00:00:30 00:01:00 00:00:30
2°C “a 10} (o]
1.6°C/S
00:07:00

aox [
Q Data Collection On Data Collection Off ) Advanced Setting

M Pauseon [ Pauss Off V Veriflex™ A Auto Defta

- Switch to Plate Setup by a click on the table

ssssssesf

- If you don't use a full g6 well plate
o select the positions in the center of the thermoblock to position the samples
o you should always insert one full empty tube strip (closed with a matching cap strip)
into each of the rows 1 (positions A-H) and 12 (positions A-H) of the thermoblock. Doing
so will allow better pressure distribution of the heated cover during the measuring
process.
- This table basically works like an Excel table
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- Although you are generally free to create the plate setup, we recommend to position the
positive control first, then the negative control and then the samples

LIS Plate Gallery % Mixed-Screening-Tests_QS1_200ul_plus-min: us.edt @ Hep v
RunMethod  Plate Setup  Aun Summary Actions

Passive Reference Ao

- Select one field in row A (here for example column 3) with a single click and assign the positive
control by a single click followed by ticking “Positive Control”

TRl Plate Gallery »  Mixed-Screening-Tests_QS1_200ul_plus-minus.edt @i

¥
-3
£
3
)
:

vie PG

FG

FAM WG

FAM NFG- o

- Use the second position of a column for the negative control, so you have it as a barrier

between your samples and the positive control DNA to avoid cross contamination from the
DNA to a sample

- Select the second position with a single click and tick “"Negative Control”
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[Tl Piate Gallery »  Mixed-S: g-Tests_QS1_200ul_pl

RunMethod  Plate Setup  Run Summary

Passive Refersnce | AOX - Q Qs m o= @ e Saplea®)  Biogrmup) ¥ -
1 2 3 4 5 & 7 8 Quantitgd
@ Fosiive Cont...
A
@ Negative Co. .
- O
armple 3 .
Samgh .
c Samgia § .
Sample § [
D
Tageta [ Fieagents ] b
Target® Golor Reporter: Qoo
E Ansercbes Seresning @ FAM NeG-=
° Ean NeQ
™ vic o
F ® M W}
. £ o
) Fal e
G
. A e
™ Fa "o,

- Select the next field below (here for example C3) and start adding your samples
- Forthe first, activate the corresponding position with a single click and tick “Sample 1”

[Tl Fiate Gallery »  Mixed Teste_QS1_200ul_plus-minus.edt

RunMethod  Plate Setup  Run Summary

Fasaive Folornca Aox - a Ao B o [ lewiafl Soome®) L |
1 2 a 4 5 ] 7 (]
Namas Galar Tye: Quantiys
@ Positive Con...
Negative Contel °
A
Pt .
Q Negative Co... © L
. amie . Uk
~ T I
@ Ssamplo 1 . Unkncr
c ™ -
Ui
@ Sample 2
Uk
o
vvvvv - Unkno
.
@ Semple 3 Torgets 9 Reagents i0) + -
E
Galar Reportert Guencher?
Fan NEG-MGE
@ sample 4 _ |
. . Fau NFG-MOE
™ e NFG-MGE
° Fan wamos |
G . Fa NEoMEE |
™ P NFG-MGE
. Fa o mss |
H
° Fau wramos |
™ Fane NEG-MGE
J

- Repeat activation as described for the following sample positions according to the number of
samples to be tested (here for example 5 samples) , assign one sample number after the other
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DA Plate Gallery % Mixed-Screening-Tests QS1_200ul_plus-minus.edt @ Help - m -
un Meth Plaie Setup R Summa [ pctome I8
Pasae Aefencs | ROX a a & Semples (B8 Biogeoun +
1 2 5 L] 7 8
A Ent - .
L
@ Nagative Co. L4
B Samge 2 [ ] Unknoy
@ Sample 1 Sareied . Unko
¢ Sampie § . Unkrown
Samgie § ) Unknown
@ Sample 2
o
@ sampd
E
@ sample 4 . Fam NFOME
L ] we NFQ-MG
@ 8amplas ° u NG
] . FaM NFO-MG
:

- Align samples and tests
o Select all samples and both controls which you want to run in the first test
o Toactivate multiple positions, press the "shift" key and hold it while clicking on the two
controls and samples to select them all

P Besncs | AOX - Q Qs = W v Swvles® BogueD ;
1 2 4 5 & 7 ]
Namet Golor Type P—
s .
A
.
.
B . Unknomwr
. -
. [rom.
© . Unknn
. fro—
[rom
D
f— Unknour
I — -
E
Guenchort
NFoGE
. -
Ne e
o
s e
Nea g
NFaugE
H
oo
NFowoE

- Toassign the test to the samples
o tick the the kit name which you want to run (here for example “"LP Screening”)
o additionally tick “Internal Positive Control”
- Now both channels (VIC and FAM) are activated for the LP Screening measurement in all PCR
tubes positions which are in use for the first test
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LTSN Piste Gallery »  Mixed-Screening-Tests_QS1_200ul_plus-minus.edt

RunMethod  Plate Setup  Run Summary
Passue Refererce ROX ook QW mo= @ Samples (061 Brogeoup (0) i
1 2 5 4 5 6 7 a
Mame Golor Troet Guanityt
@ FPositve Cont f @ Positive Cant... @) Sample 7
aenol . Unin
A LP Scrosning
Internal Posif. Sarmole ™ Unimoun
O Hogaine, Sample 4 ™ [
B e Samole ° Unizun
Internal Samole 6 . Ui
@ sampif 1 @ Sampie 1 @ Sample 8 Samoie 7 Uninown
c 15 Soref [(Erter ssser ~ R [
Interral
] Sarmpie ™ Unimoun
Samgle Sample 2
b @ e Sample 10 ™ Unkown
o LP S
Samgie 11 . Unioun
Inter .
@ sam Tawets (@ Reagerts M)
E LP Ses —_—
ter Reporterd Quenchert
FaM e
@ samo} o o-MaE
o . Fan HEOMGE
Interral e NFOMGE
@ Sampie @ sampie Fau NFOMGE
6 LP Sereeain Fan NFOMGE
Internal Posit
Fan HFOMGE
Fan HFOMGE
H
Fau NFOMGE
Swenemortes. @ Fan NFOMGE

- To add a second or more PCR tests, continue with the following columns (here for example
columns 4 and 5)

- Proceed with adding the sample names and assingment of the tests to the sample positions in
the same way as shown for column 3 (here for example g samples), but assign those to the name
of the second test kit

Plate Gallery %  Mixed-Screening-Tests_QS1_200ul_plus-minus edt

RunMethod  Plate Setup  Run Summary

Passus Frfernce ROX Q aQ fel Samples ) Biogrou I0) +
1 2 [ 7 []
Hames Galor Troes Quansitys
@ Posive Cont
L]
A LP Screening s
Inter ™ L
O e Samgie 1 . Unkran
B LP Screeni Samy L Uk
Intermal Pofit Sampie3 . Uk
@ sampl Sames . ik
© LP S Samps . Uk
Intermal
Sanie§ . Unkomn
@sampf 2 @ sampie 2
Sargie Ui
o LP Scre
Sampie Unic
internal fosit
@ samph 3 @ 5sample 3 gota (0 PReagents i) +
E LP Ser
f— Torgetd Golos Reporters Quenchert
@ sampide @ Samplo 4 . L) R
F LP Sorcer . FAM WP MG
Internal Pek: ™ e HFG-MO:
@ Sample 5 ®Sample 5 . Fan NEQ-MK
[ LP Screening! . A NP
Internal Pt
. A HFG-MG
@ Sampie 6 . A HFCMGH
H
FaM e
. FAM NFC-MG

- Add asecond test
o Select all new added samples and both controls
o Toselect multiple positions together, press the "shift" key and hold it while clicking on
the two controls and samples to select them
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Plate Gallery » Mixed-Screening-Tests_QS1_200ul_plus-minus.edt @ Help ~

Run Summary

Fox . a Y =0 Somgles 58 Biogroup 0 v
1 2 8 4 5 6 7 8
Gusniiyt
@Positive Cont... @ Positive Cont... [ @ Sampi
LPSeisening  Pectinatus Sere... [ Pectr
Intornal Positiv...  Internal Positv... || Interral )
@ Megatve Co... ) Nogatve Co... | @) Sample 8
LPScreening | Pectinatus Sore... | Pectinatus Scre.
Internal Positiv... | Inienal Positi... | Inernal
@ sampis 1 @ Sample 1 @ Sample
LPScresning | Pectinatus Sors... | Pectinatus Scre.
Internai Positi... | Internal Positv... | Internsl
@ Sampis 2 @ Sample 2
LPScresning | Pectinatus Scre...
Internal Positiv... Internal Positiv... d
@ Sample 3 :
3 51 Pect
e [ Guencherd
F-MoE
@ sampie £ @ sampie 4 e
Pectinatus Scre... HFO-Mag
ntenn: .. Intornal Positiv... HFCMGE
@ Sample s @ sample s NFG-MGE
LPScreening | Pectinatus Scre... HFGMGE
Internal Pos Internad Positv... .
HFGMGE
Sample 8
e e HFO-MGE
Poctinatus Sera...
FaM NFG-MGE
Internal Positiv...
™ A NFQ-MOE

- Toassign the second test to the samples

o tick the the kit name you which you want to run (here for
Screening”)
o tick“Internal Positive Control”
- Now both channels (VIC and FAM) are activated for the Pectinatus measurement in all PCR
tubes positions which are in use

example “Pectinatus

Version2409E

Plate Gallery %  Mixed-Screening-Tests_QS1_200ul_plus-minus.edt

Plae Setup  Run Summary
Ao a a
1 2 3 8 7 L]
@ Posiive ot (i
LP Screening
Intermal Positiv...  Inte
O Negative Go... Q) Megativa Co. Sample 8
LP Soresning Pectinatus Scre...  Pectinatus Scre,
Internal Positiv...  Intemal Positiv...  Intemal Posav..
& @ tank @ Samples
[P Sor.. )~ || Pectinatus Sore... Pectinatus Sore..
[imormal .. <)|| inernai Post...  intermal Posiy...
@ Sampie 2 @ sampie 2
LP Screening
Internal Pasitv..
rer -‘ Quenchert
- WFOMGE
. NEOMGE
3 NFOMaE
a WFOMGE
LP Screening NEQMGE
Intermal Posiiv. p——
NFOMGE
y WFOMGE
™ A NEOMGE

- Thesamples’ names can be changed according to your real sample names

o Click on “Sample 1” in the right table and enter the name of the sample (here for
example “tank”)

Repeat re-naming for all samples

New sample names will appear automatically in the positions as were selected before

for the different sample numbers
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L L 270
[TO Flate Gallery i ing- _QS1_200ul_p inus.edt @ oo o
Pasans Aalurance ROK . Q Qs m £ o Smpka(  Biogmup | 0P Filein New Windd
.
S T
W & [’ ly

Sampie 3 | Use Sattings from Ancther Fia..

rrrrrrr

Repartert

- After all samples and controls are activated and show the correct corresponding targets, save
your plate file
o click on“Actions”
o Thenclickon"“Save As...”, and type a unique name for the runinto the field “File Name”

Save As X
File Name YearMonthDay_Mixed-Screening-Tests.edt
Folder | D:\PIKA-Files\My-Plates| Browse

?> Advanced Settings

- We recommend to save the file with a name starting with the year, month, day, followed by
the name of the test, as they will always be sorted accordingly

- Make sure that the folder path which is displayed is correct as shown above, if not, then
browse to the folder “My-Plates”

- Click on“Save”

Please make sure now that your laptop is connected to your QuantStudio with the blue cable. The
laptop must remain powered on when you start the run on QuantStudio, so the saved data can be
automatically transferred to the thermocycler.
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Section 3

Run Your Samples on QuantStudio

Switch on the instrument by pressing the power button in the back of QuantStudio
Login as INSTR-USER, password is 2024

Click “Load Experiment”

Click “*Network Drive”

o 3folders (My-Plates/, PIKA-Plates/, QS1Data/) are displayed
Select the folder “My-Plates/”

o Now you see all runs which you had saved so far
Click on the file with the run you want to start, for example here “YearMonthDay_Mixed-
Screening-Tests.edt”

Now there are three tabs shown on the screen, click on “Plate”

o The positioning of the preselected samples and controls is shown on display now
Open the drawer of the instrument, be careful that you generally shouldn't leave the drawer
open longer than necessary to avoid contamination of the thermocycler block by dust
Place the PCR strips into the positions as shown on the display

o Checkthat the PCR strips are inserted correctly and are tightly closed

o Positive control should be in the first position (here for example Ag)

o Ifnotusinga full plate, you should always insert one full empty tube strip (closed with
a matching cap strip) into each of the edge rows 1 (positions A-H) and 12 (positions A-
H) of the thermoblock. This allows better pressure distribution of the heated lid
during the measuring process

IMPORTANT NOTICE:

o NEVER use the cover foil for PCR which is mounted on the plates with oligomix when
these are delivered in the kit. This foil is NOT temperature proof and will melt when
used in the thermocycler!

o Melting of the foil will cause irreversible damage to the thermocycler optics and
ruin the Quant Studio instrument!!!

Do not make any changes of names or positions on the Quant Studio screen, always use the
software and data on the laptop to make changes

Close the drawer

Click on “Start Run”

o Now the run starts automatically

o Afterashort time, the display shows the time remaining until the run will finish
Data collection and read out of results

o The data from the QuantStudio will be automatically transmitted to the laptop as
soon as the run has finished if a connection to the laptop is available

After the run has finished, click on button "Done” and switch off the Quant Studio instrument.

Optional: It is not mandatory to have the laptop connected to the QuantStudio after the run has

started as all data are always saved on the QuantStudio instrument.
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If QuantStudio was not connected with the laptop when the run ends, you'll receive an alert message
“Failed to transfer the file to Network drive” on the display of your QuantStudio and have to transfer
the data file manually as follows:

- Click on“Transfer File” in the center of the circle

- Anew window “Select Destination” opens

- Scroll down to Network and click on icon “"Network”

- Click on "Destination” in the field next to “Network” (If you see a “/” then the connection
between QuantStudio and the laptop is established, Status: Connected)

- Inthe new screen “"Network” you see three folders (My-Plates/, PIKA-Plates/, QS1Data/), click
on “QSiData”

- The“/QSiData/" folder opens now

- Clickon"OK"

- This will bring you back again to the "Select Destination” window showing the path
“/QS1Data/”

- Click on “Transfer” to complete the transfer of the data file to the laptop

- Thetransfer is completed once you see the message “Transfer Complete” on the screen

- Clickon“Done”

- Now you can switch off the QuantStudio instrument

- Read out the results on the laptop
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