1. Double<lick the Rotor-Gene Q Series Software 2.3 icon on the desktop of the computer
connected fo the Rotor-Gene Q MDx 5plex HRM instrument.

2. To create a new template, select Empty Run, then click New to enter the “New Run
Wizard.”

3. Select 72-well rotor as the rotor type. Confirm that the locking ring is attached and check
the Locking Ring Attached box. Click Next (Figure 20).

2 — ]

[ 1 3

Figure 20. The “New Run Wizard” dialog box. 1 = “Rotor type”; 2 = “Locking Ring Attached” box; 3 = "Next.”
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4. Enter the name of the operator. Add any notes and enter the reaction volume as 25.

Ensure that 1, 2, 3... is specified in the Sample Layout field. Click Next (Figure 21).

New Run Wizard f$__(|
This screen dizplayz miscellaneous options faor the run. Complete the fields. ;Qli; Eﬁxelcils'i?:z n
clicking Mext when you are ready to move ta the next page. the izard. For help
e NaME oL mouse over the
M . item for help. YYou

aliz can also click on a
cambo box to dizplay
help about itz
available settings.

Reaction on =l
Wolurne [pL]: I=T]
o /]
Sample Layout |'|, 2.3. Id| 4
T

Figure 21. Entering operator name and reaction volumes. 1 = "Operator” dialog field and “Notes” dialog field;
2 = "Reaction Volume” field and “Sample Layout” field; 3 = “Next.”
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5. Click Edit Profile in the “New Run Wizard” dialog box (Figure 22) and check the run

parameters according to the following steps.

New Run Wizand | |

Temperature Profils Click. this button to
edit the profile
shown in the box
above.

Edit Profile ...

Channel Setup :

Marme | Source | Detector | Gain | Create New... |
Green A70nm 510nm ] Edit
Yellow  530nm  555nm ]
Orange  585nm  610nm ] Edit Gain...
Fed E28nm  BEOnm 5
Crimgon 680nm 710hp 7 Remove
HRM 460nm  510nm 7 Reset Defalts
Gain Optimization. ..

Skipwizad | <<Back | MNews |

Figure 22. “Edit Profile” in the “New Run Wizard.”

6. Click Insert after and select New Hold at Temperature (Figure 23).

M Edit Profile

£

a4 .0 W “
New Open  Save As Help
The run wal take ely 0 ds) to dete. The graph below represents the run to be pedomed

Chck on a cycle below to modiy &

I [-' — m:cm 1

-

Copy of Currert Step

Figure 23. Inserting an initial incubation step. 1 = “Insert after”; 2 = “New Hold at Temperature.”
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7. Set the value in the Hold Temperature field to 95°C and the value in the Hold Time field
to 15 mins 0 secs. Click Insert After, then select New Cycling (Figure 24).

1 Edit Profile X
@ . & H @
Mew Open  Save As Help

The mn will take approximately 16 minute(s] to complete. The graph below iepresents the un to be performed

Click on a cycle below to modify it :

Inzart before. .
————  Hew Hold at Temperature
Remave Hew HRM Step
Hold Temperature: 95 | oo Copry of Current Skep

Hold Time 15 |mine 0 [secs — 1

Figure 24. Initial incubation step at 95°C. 1 = “Hold Temperature and Hold Time”; 2 = “Insert after”; 3 = “New
Cycling”.

8. Set the number of cycle repeats to 40. Select the first step and set to 95°C for 30 seconds

(Figure 25).
@a. © 4a @
New Open Saveds  Help
The ol bk x - complete. The graph below repr e 1un 10 b perfiormed
U
U e e ey
Cick on a cycle below to modiy #
Hold et after.
I»?belue
D_mml:::;%::[«‘:omdyt«moo-~laaddm¢mmﬂaoﬂul’u0}de
- — — _lg]
| 1T \
Not Acquiing / \ 72T foe 20 secs ,"/
) | | orene /
oK

Figure 25. Cycling step at 95°C. 1 = "Cycle repeats” box; 2 = Step one: temperature setting; 3 = Step one: time setting.
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9. Highlight the second step and set to 60°C for 60 seconds. Click Not Acquiring to enable
data acquisition during this step. Figure 26).

/8 Ldit Profile (%]

@, €8 W @
Newe Open SaveAs | Help
The run vall take approsamatels 125 mirute(z) to complete. The graph below 1epeesents the mn to be perfamed :

WWWMMW
(Chck: on & cyche bedow bo modiy it :
Hold Inzert after.
Insert before.
Remove

This cycle repeats 40 | trefs]
Chick on one of the steps below to modify &, or press + or - 1o add and remave steps for thes cycle.

e — hd S5 for 30 sece Jﬂ
BT J ]

B0 seconds

Not Acquiing ‘ I rzvcrazom/
r R
ri'rw lange I BOPC for 60 36cs I /

2
_x I

Figure 26. Cycling step at 60°C. 1 = Step two: temperature and time setting; 2 = "Not Acquiring.”
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10. Select Green and Yellow as acquiring channels. Click > to transfer these channels from
the Available Channels list to the Acquiring Channels section. Click OK (Figure 27).

Same as Previous : | (New Acquisition) |

Acquisition Configuration :

Available Channels : Acquiing Channels :
Name [ >
Crimson Green 1
HRM <) Yelow
Orange
Red «

To acquire from a channel, select &t from the Est in the left and click >. To stop acquinng from &
channel, select it in the right-hand st and click <. To remove all acquisitions, click <<.

Dye Chart >> Help

Dye Channel Selection Chart

470nm |510nm  |FAM ', SYBR Green 1, Fluorescein, EvaGreen ', Alexa Fluor 488+
Yellow  |530nm | 555nm JOE, VIC¥, HEX, TET, CAL Fluos Gold 540%, YYakima Yellow '

Oiange  [585nm |610nm  |ROXY, CAL Fluor Red 610, Cy3.5", Texas Red ", Alexa Fluor 568
625nm |B60nm | Cy5Y, Quasar 670, Alexa Fluor 6334

NINELUN 680nm | 710hp Quasar705, Alexa Fluor 680
460nm |510nm | SYTO 9¢, EvaGreen '

Figure 27. Acquiring at cycling step of 60°C. 1 = Selected channels; 2 = "OK.”
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11. Highlight the third step and click - to delete. Click OK (Figure 28).

M Edit Profile

(3

@ . ® W\ e
New ~ Open Saveds Melp

T . The

the run 1o be pedommed :

- (R A

Click on a cycle below to modify @

Hold Irvvest after
Ingert before...
__Resore |

Thes cycln tepeals 40 | temels]
Click on one of the sheps bekow bo modly 2, o press + o - 1o 8dd snd remave steps for this cycle.

=
Tined Step d = —
— | . - L2

20 second:
Acqung lo Cycing B

on Gireen
I LongRenge SO fou B0 s
™ Touchdown

Figure 28. Removal of the extension step. 1 = Third step; 2 = Delete; 3 = "OK.”

12. In the next dialog box, click Gain Optimization (Figure 29).

mmwm _

New Run Wizard

Edit Profile ...

Channel Setup :
Name | Source | Detector | Gan | Create New... |
Green  470nm  510nm 5
Yelow 53m  555nm 5 _Ea |
Orange  585nm  B10nm 5 Edit Gan...
Red B625nm  BEOnm 5 —I
Crmson  B680nm  710hp i Remove
HRM 460nm  510nm 7 Feset Deltauks I
1 GonOaimesten: 1
I /"1
SkipWizad | <cBack | New»> |

Figure 29. Gain optimization (1).
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13. Click Optimize Acquiring. Channel settings are displayed for each channel. Click OK to

accept these default values for both channels. (Figure 30).

Auto-Gain Optimisation Setup
Optimisation :

chemistry you are performing.
Set temperature to I j degrees.
Optirnise All Oplimise Acquiring

Auto-Gain Optimization will read the fh on the inserted sample at
different gain levels until it finds one at which the fluorescence levels are
The range of i you are looking for depends on the

X|

I Peaifo Auto-Gain Optimisation Channel Settings
Channel Settings :

Channel

]| Chowel: Geen TubePostion: [1 =

Taiget Sample Range: B i’,ﬂwtulw ﬂFl

Acceptable Gain Rangs: |10 ey | L 10 7|

|  Manual. |  Clse | Hep |

Figure 30. Auto-gain optimization for the Green channel. 1 = "Optimize Acquiring”; 2 = "OK.”
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14. Check the Perform Optimization before 1st Acquisition box, then click Close to return to
the wizard (Figure 31).

Auto-Gain Optimisation Setup

Oplimisation :

G Auto-Gain Optimization will read the fi on the inserted sample at
Qe different gain levels untl it finds one at which the fluorescence levels are
acceptable. The range of fluorescence you are looking for depends on the

chemisty pou are perfoiming.
Set temperature to j degress.

Optimise A | Optimise Acquiting |

[ Pesform Optimisation At 60 Degrees At Beginning Of Run 1

Channel Settings :

| ~] _ bdd.
Name | Tube Posiion | Min Reading | Max Reading | Min Gain | Max Gain Edt. |
Green 1 5F1 10F1 -10 10

Yellow 1 51 10F1 0 10 __ Bemove_ |
Remove Al

<

e (Cow J—m—t— 2

Figure 31. Selection of Green and Yellow channels. 1 = "Perform Optimization Before 1st Acquisition” check box;
2 = "Close.”
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15. Click Next (Figure 32). Click Save Template to save the therascreen EGFR RGQ PCR Kit

template (*.ret file) in an appropriate location.

Mew Run Wizard
Temperature Profile :

Edit Profile ...

Channel Setup :

Name |Souce|Delacwr|Gai1]

L

Create New...

Green  470nm  510nm
Yellow  530nm  555nm
Orange  585-m  610nm
Red E25nm  BEDnm
Crmson  680nm  710hp
HRM 460nm  510nm

NN,

Edt.

Edit Gan
Remove

Reset Defaults

Th'shoo:displayel

help on elements in
the wizard, For help
on an item, hover
your mouse over the
item for help. “fou
can also click on a
combo box to display
help about its
available settings.

SkpWiad | <«<Back [ Newr> 1

Figure 32. “Next” (1).
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Procedure (Manual)

Protocol: Sample assessment (manual)

This protocol is used to assess the total amplifiable DNA in samples and should be performed

prior to EGFR mutation analysis.

® Prepare samples as described in section Protocol: Sample assessment, up to step 11.

® Set up the PCR run on a Rotor-Gene Q MDx 5plex HRM instrument as described in
section Protocol: therascreen EGFR RGQ PCR Kit Rotor-Gene Q setup.

e After the run is complete, analyze the data according to the instructions in section

Sample assessment data analysis.
Protocol: EGFR mutation detection (manual)

® Once a sample has passed the sample assessment, it can be tested to detect EGFR
mutations.

® Prepare samples as described in section Protocol: EGFR mutation defection, up to step 11.

@ Set up the PCR run on a Rotor-Gene Q MDx 5plex HRM instrument as described in
section Protocol: therascreen EGFR RGQ PCR Kit Rotor-Gene Q setup.

e After the run is complete, analyze the data according to the instructions in section EGFR

mutation detection data analysis.
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Protocol: therascreen EGFR RGQ PCR Kit Rotor-Gene Q setup

Procedure

1. Open the Rotor-Gene Q series software version 2.3.5 or later and open the appropriate
therascreen EGFR RGQ PCR Kit temperature profile (*.ret file).

For instructions on creating the temperature profile and checking the run parameters, see

Protocol: Creating a temperature profile.

2. Ensure that the correct rotor is selected, and check the Locking Ring Attached box. Click
Next (Figure 33).

New Run Wizard rz

Welcome to the Advanced Run Wizard!

Rakor-Disc 72
Rotor-Dise 100

2
]

3
Skip Wizard | || Mest >> |

Figure 33. The “New Run Wizard” dialog box and welcome screen. 1 = "Rotor type”;
2 = "Locking Ring Attached” box; 3 = "Next.”
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3. Enter the name of the operator. Add any notes, verify that the reaction volume is set to
25 and the Sample Layout field contains the value 1, 2, 3.... Click Next (Figure 34).

Figure 34. The “New Run Wizard” option screen. 1 = “"Operator”; 2 = “Notes” field; 3 = “Reaction Volume”;

New Run Wizard

This gcreen displays mizcellaneous options for the run. Complete the fields,
clicking Mest when you are ready to move to the nest page.

Operatar : I|NAME I 1

MHokes :

Fieaction o5 =
Wolurme [pL]: o i 3
Sample Lapout: | 1.2, 3... LI— 4

X

This box displays

help on elements in
the wizard. For help
an an ikem, hover
your mouse over the
item for help. You
cah alzo click on a
combo box to display
help about itz
available zettings.

Skipwizard | << Back | Next > |

4 = "Sample Layout” field; 5 = “Next.”

Note: The next window allows editing of the temperature profile. (No editing is required

as the temperature profile was created according to the instructions in Protocol: Creating

a temperature profile)
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4. Click Next (Figure 35).

Mew Run Wizard [Z|
Temperature Profile : Thiz bow dizplays

help on elements in
the wizard. For help

an ar item, hover
your mouse over the
item for help. “v'ou
can also click on a
combo box to display

........................................... help about its

available settings.
Edit Profile ...

Channel Setup :

Mame | Source | Detector | Gain | Create Mew...
Green 470nm  510nm Edit

Wellow  530nm  555nm
Orange  585nm B10nm Edit Gain...
Fied E25nm  BEOnm

Crimnzon 680nm  710hp Remove
HRM 480nm 51 0nm Reset Defaults

:

SkipWizard | << Back | Mest 55 |

RN W W]

Figure 35. The “New Run Wizard” dialog box and temperature editing screen (1 = “Next”).

therascreen EGFR RGQ PCR Kit Handbook 06/2020



5. Verify the summary and click Start Run to save the run file and start the run (Figure 36).

New Run Wizard ['5__<|

Summary :

Setting | Yalue

Green Gain 5

“ellow Gain 5

Auto-Gain O ptirization Before First Acquisition

Ratar 72/l Rotar

Sarnple Layout 1.2.3. .

Reaction Yolume [in microliters] 25 '|

IR
Onee you've confirmed that your n settings are comect, click Start Run to Save Template
begin the run. Click Save Template to zave gettings for future runs.
Skipwizard | <cBack |

Figure 36. The “New Run Wizard” dialog box and summary screen (1 = “Start Run”).
6. Perform one of the following steps on the new window that appears after the run starts:
® Enter the sample names.
® Click Finish and enter the sample names later. To do this, select Sample during
the run or after the run is complete.
Important: If you click Finish and Lock Samples, you can no longer edit the sample
names. You should take particular care when entering sample names to ensure correct

sample testing and analysis.

Note: When naming samples, fields for empty tubes should be left blank in the “Name”
column.

7. After the run is complete, analyze the data according to sections Sample assessment
data analysis, or EGFR mutation detection data analysis, as appropriate.

8. If quantitation reports are required, click the Reports icon on the toolbar in the Rotor-

Gene Q run file.
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9. In the report browser, click Cycling A Green (page 1) under “Report Categories” (Figure
37).

~ Templates

- Report Categories

gl
. "SOTV Report

- Cycling A Green [Page 1

- Cycling & Yellow [Page 1]

Figure 37. Report browser (1 = “Cycling A. Green [Page 1]”).

10. Select Quantitation (Full Report) under “Templates” (Figure 38).

- Templates

I — Repart Categories :
- [General]
i Quantitation {Concise)

& Quantitation
i~ Cycling A, Green [Page 1) 'I e
. Cyeling & Yellow [Page 1] SRR

5 Quantitation ({5tandard Report)

Figure 38. Quantitation report (Full Report) (1).

11. To generate the report, click Show.
12. Click Save As to save an electronic version.

13. Repeat for Cycling A Yellow (Page 1).
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Interpretation of Results (Manual)

After the therascreen EGFR RGQ PCR Kit run (for DNA sample assessment or EGFR mutation

analysis) is complete, analyze the data according to the following procedures:

Software settings for analysis

DNA sample assessment analysis (manual)
Note: See Table 4 for tube layout.

EGFR mutation detfection analysis (manual)

Note: See Table 7 for tube layout.

Software analysis settings

O © N O

. Open the appropriate run file (*.rex) using the Rotor-Gene Q series software version

2.3.5 or later.

. If samples are not named prior to performing the run, click Edit Samples.

. Insert the sample names in the Name column.

Note: Leave the names of any empty tubes blank.

. Click Analysis. On the analysis page, click Cycling A Yellow to check the Yellow (HEX)

channel.

. Click Named On.

Note: This ensures that empty tubes do not feature in the analysis.

. Select Dynamic tube.
. Select Slope correct.
. Select Linear scale.

. Select Take Off Adj and enter the values 15.01 in the top box (“If take off point was

calculated before cycle”) and 20.01 in the bottom box (“then use the following cycle and

take off point”).
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10. Set the threshold to 0.02 and check the Yellow (HEX) channel Cr values.

11. On the analysis page, click Cycling A Green to view the Green (FAM) channel.
12. Select Named On.

13. Select Dynamic tube.

14. Select Slope correct.

15. Select Linear scale.

16. Select Take Off Adj and enter 15.01 in the top box (“If take off point was calculated
before cycle”) and 20.01 in the bottom box (“then use the following cycle and take off
point”).

17. Set the threshold to 0.075 and check the Green (FAM) channel Cr values.
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Sample assessment data analysis

After the DNA sample assessment run has finished, refer to Software analysis settings section

and analyze the data as follows. (See Table 4, page 25, for tube layout.)
Run control analysis
Negative control

To ensure that no contamination of the template is present, the NTC must not generate a Cr
value below 40 in the Green (FAM) channel.

To ensure that the run was set up correctly, the NTC must show amplification in the range of
29.85 to 35.84 in the Yellow (HEX) channel. The values specified are within and including

these values.
Positive control

The EGFR PC must give a Cr value in the Green (FAM) channel within the range of 28.13 to

34.59. A value outside this range indicates an assay setup problem. The run has failed.
Note: Sample data must not be used if either the negative or positive control has failed.

Sample analysis

If the DNA sample assessment run controls are valid, then analysis may proceed. The control
Cr value for a sample must be within the range of 23.70 to 31.10 in the Green (FAM) channel.

If the sample Cr is out of this range, the following guidance is provided.

e Sample control assay Cr <23.70
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Samples with a control Cr of <23.70 (high DNA concentration) will overload the
mutation assays and must be diluted. To detect each mutation at a low level, over-
concentrated samples are diluted to fall within the Cr range of 23.70 to 31.10. Diluting
sample DNA increases the Cr (dilution of 1:1 increases the Cr value by approximately

1.0). Dilute samples using the water provided in the kit (Water for Dilution [Dil.]).

e Sample control assay Cr >31.10

Re-extraction of samples with a control Cr >31.10 in the Green (FAM) channel is
recommended. Insufficient starting DNA template is present to detect all EGFR mutations

at the stated cutoff values for the assay.

EGFR mutation detection data analysis

A sample must pass DNA sample assessment before it can be tested to detect EGFR mutations

(see Sample assessment data analysis).

After the EGFR mutation detection run has finished, refer to Software analysis settings and

analyze the data as follows. (See Table 7 for tube layout.)

Run control analysis

Refer to the run control analysis flowchart in Figure 39.

therascreen EGFR RGQ PCR Kit Handbook 06/2020 95



Negative
Control
FAM C; value

YESY

NO

\ 4

NO—»{ RUN FAIL

Is HEX Cy in range
29.85 t0 35.842

Negative
<—VES
Control Pass

Is Deletions FAM
Cr tube in range
28.90 to 34.90?

Is T790M FAM
Cr tube in range
30.22 to 34.98?

Is control FAM
Cr tube in range
28.13 to 34.59?

Positive
Control
FAM Cr value

NO NO NO
RUN FAIL RUN FAIL RUN FAIL
A
NO NO NO

Is S7681 FAM
C; tube in range
28.98 t0 35.19?

Is G719X FAM
Cr tube in range
29.42 t0 34.19?

Is L861Q FAM
Cr tube in range
28.49 to 34.02?

Is L858R FAM
Cy tube in range

NO 29.97 to 34.81?
RUN FAIL YES
NO Is Insertions il
FAM Cr tube in range VES——) Positive } Proceed to sample analysis
27.92 to 34.09? Control Pass

Figure 39. Run control analysis flowchart for EGFR mutation detection.

Negative control

To ensure that no contamination of the template is present, the NTC for each EGFR mutation

assay must not generate a Cr value below 40 in the Green (FAM) channel.

To ensure that the run was set up correctly, the NTC must show amplification in the range of

29.85 to 35.84 in the Yellow (HEX) channel. The values specified are within and including

these values.
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Positive control

For each EGFR mutation assay, the EGFR PC must give a Cr value in the Green (FAM) channel

within the range as shown in Table 16. A value outside this range indicates an assay setup

problem. The run has failed.

Note: Sample data must not be used if either the negative or positive run control has failed.

Table 16. Acceptable C: ranges for reaction positive controls (EGFR mutation detection assay)

Reaction mix Sample Channel AC: cutoff range
Control PC Green 28.13 to 34.59
T790M PC Green 30.22 to 34.98
Deletions PC Green 28.90 to 34.90
L858R PC Green 29.97 to 34.81
1861Q PC Green 28.49 to 34.02
G719X pC Green 29.42 t0 34.19
S768l PC Green 28.98t0 35.19
Insertions PC Green 27.92 to 34.09
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Sample analysis — sample control Green (FAM) channel Cr value

If the positive and negative controls for the EGFR mutation detection run are valid, the EGFR

mutation detection in samples may proceed.

The control Cr value for a sample in the Green (FAM) channel must be within the range of
23.70 10 31.10. (See Table 7 for tube layout.)

If the sample control Cr is out of this range, the following guidance is provided.

® Sample control assay Cr <23.70

Samples with a control Cr of <23.70 (high DNA concentration) will overload the mutation
assays and must be diluted. To detect each mutation at a low level, over-concentrated
samples are diluted to fall within the Cr range of 23.70 to 31.10. Diluting sample DNA
increases the Cr (dilution of 1:1 increases the Cr value by approximately 1.0). Dilute

samples using the water provided in the kit (Water for Dilution [Dil.]).

® Sample control assay Cr>31.10

Re-extraction of samples with a control Cr >31.10 in the green (FAM) channel is
recommended. Insufficient starting DNA template is present to defect all EGFR mutations

at the stated cutoff values for the assay.

Refer to the sample analysis flowchart for EGFR mutation detection in Figure 40.
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Start Mutation
detection

Dilute Sample  [€——

Sample requires

dilution

| ——VES

Is Control assay

Sample control

Is FAM C; <23.70

FAM Cr in range

FAM Gy value 23701031107

YES

Sample mutation Are any

>

assays HEX Cr mutation HEX Crvalues

values

NO

Is each
mutation FAM Crin
range 00.00-40.00?

Sample mutation
assays FAM Cr
values

YES

Tube is FAM amplification
positive

* NO

Caleulate AC; values for each
mutation
ACr = mutation Cr - control Cr

v

Compare AC; values to cut-off values
y mutation
See handbook Table 17

Sample internal
control mutation
assays
HEX C; values.

s the mutation Internal
Control HEX Cr in range
29.85-35.84

Is any ACy value
within the specified AC; range for the
assay

Mutation not detected

for mutation assay

Figure 40. Sample analysis flowchart for EGFR mutation detection.

Was any EGFR mutation detected?

YES

Sample may not contain
amplifiable DNA or could
contain an inhibitor.

Sample Invalid

Sample Positive and
Invalid
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Sample analysis — sample internal control Yellow (HEX) channel Cr value

Note: Refer to the sample analysis flowchart for EGFR mutation detection in Figure 40.

All tubes of each sample must be analyzed. Check that each tube generates a HEX signal in
the range 29.85 to 35.84 from the internal control in the Yellow (HEX) channel. There are

3 possible outcomes.

e |If the internal control Cr is below the specified range (<29.85) for any mutation assay,
then the result is invalid for Yellow (HEX) channel amplification. The Yellow (HEX)
channel amplification for that tube is invalid.

o [f the internal control Cr falls within the specified range (29.85 to 35.84), the result is
positive for Yellow (HEX) channel amplification
The Yellow (HEX) channel amplification for the tube is valid.

® |f the internal control Cr is above the specified range (>35.84), the result is negative for

Yellow (HEX) channel amplification.

If there is amplification in the Green (FAM) channel, and the ACr for that reaction is lower than
or equal to the assay cut-off for that tube, the Yellow (HEX) channel amplification is valid. If
there is no amplification in the Green (FAM) channel for the tube or a ACr value higher than

the assay cut-off, the Yellow (HEX) channel amplification is invalid.

The internal control amplification in the Yellow (HEX) channel may fail due to PCR inhibition.
Diluting the sample may reduce the effect of inhibitors. It should be noted that this action also
dilutes target DNA in the sample. Dilute samples using the water provided in the kit (Water
for Dilution [Dil.]).

Sample analysis — sample mutation assays Green (FAM) channel C; value

The Green (FAM) channel values for all seven EGFR mutation reaction mixes should be checked
against the values listed in Table 17. The values specified are within and including the values

shown. (See Table 7 for tube layout.)
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Table 17. Acceptable values for sample EGFR mutation reactions in the Green (FAM) channel (EGFR mutation detection
assay)

Assay Cr range AG; cutoff range

T790M 0.00 to 40.00 -10.00 > to <7.40
Deletions 0.00 to 40.00 -10.00 > to <8.00
L858R 0.00 to 40.00 -10.00 > to <8.90
1861Q 0.00 to 40.00 -10.00 > to <8.90
G719X 0.00 to 40.00 -10.00 > to <8.90
S768l 0.00 to 40.00 -10.00 > to <8.90
Insertions 0.00 to 40.00 -10.00 > to <8.00

o [f the Green (FAM) channel Cr for the sample falls within the specified range, it is FAM
amplification positive.
o [f the Green (FAM) channel Cr for the sample is above the specified range, or there is no

amplification, it is FAM amplification negative.

Calculate the ACr value for each EGFR mutation defection tube that is FAM amplification
positive as follows, ensuring that the mutation and control Cr values are from the same sample.
(See Table 7 for tube layout.)

ACrt = [mutation assay Cr value] - [control assay Cr value]

Compare the ACr value for the sample with the ACr cutoff range for the assay in question (Table

17). Ensure that the correct ACr cutoff range is applied.

The upper point of the ACr cutoff range is the point above which a positive signal for an assay
could potentially be due to background signal of the ARMS primer on wild-type DNA. If the
sample ACr value is higher than the ACr cutoff range for an assay, the sample is classed as
negative, or beyond the limits of detection of the kit for that assay. If the sample value is below
the lower boundary of the ACr cutoff range, then this could be potentially due to fluorescence

artefacts.
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The status of each mutation reaction for every sample may be one of the following:
e Mutation detected
® Mutation not detected

e |Invalid

Mutation detected

Green (FAM) channel amplification is positive and the ACr value is within the ACr cutoff range.

If multiple mutations are detected for a sample, all can be reported.
Mutation not detected
Green (FAM) channel amplification is positive and the ACr value is above the ACr cutoff range.

Green (FAM) channel amplification is negative and Yellow (HEX) channel amplification

(internal control) is positive.
Invalid
Yellow (HEX) channel amplification (internal control) is invalid.

Green (FAM) channel amplification is negative and Yellow (HEX) channel amplification

(internal control) is negative.

Note: A sample may be Yellow (HEX) channel amplification negative in one tube but Green
(FAM) channel amplification positive in a second tube. In that case, a “mutation detected”
result in the second tube can be considered valid but the particular mutation identified may

not be the only possible mutation in that sample.
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The calculated ACr is below the ACr cutoff range and Yellow (HEX) channel amplification

(internal control) is within the expected range.
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Appendix B: Installation of the therascreen EGFR
CE Assay Package

The therascreen EGFR RGQ PCR Kit is designed for use with the Rotor-Gene Q MDx 5plex
HRM instrument and a 72-well rotor. The therascreen EGFR CE Assay Package is available for
download from the therascreen EGFR RGQ PCR Kit Version product webpage at
www.giagen.com. Navigate to Product Resources > Supplementary Protocols to download the
assay package. The assay package includes the “therascreen EGFR CE Control Run Locked
Template” and “therascreen EGFR CE Locked Template.”

Note: The therascreen EGFR CE Assay Package is compatible only with Rotor Gene Q software
version 2.3.5 or later. Make sure that the correct version of Rotor Gene Q software is installed
before proceeding with installation of the therascreen EGFR CE Assay Package. If your Rotor-
Gene Q MDx instrument was delivered with an earlier software version, upgrade by
downloading Rotor Gene Q software version 2.3.5 or later from the Rotor-Gene Q MDx 5plex
HRM product page (in the “Product Resources” section under “Operating Software”; see

www.giagen.com/shop/automated-solutions/pcr-instruments/rotor-gene-q-mdx/#resources.

Procedure
1. Download the therascreen EGFR CE Assay Package from www.qgiagen.com and transfer
it to a virus-free USB storage device.

Note: The assay package is available in the therascreen EGFR RGQ PCR Kit Version 2
product webpage. Go to Product Resources > Supplementary Protocols to download the

assay package.

2. Insert the USB storage device into the computer connected to the Rotor-Gene Q MDx

5plex HRM instrument.
3. Locate the therascreen EGFR CE Assay Package file.

4. Rightclick therascreen EGFR CE Assay Package, then select Extract all to unzip the file.
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5. Double<click therascreen_EGFR_CE_Assay_Package_3.0.6.exe to start the installation.
Alternatively, locate and start this executable file using the file browser on the connected
computer.

The therascreen EGFR CE Assay Package setup wizard opens.

6. Click Next to continue (Figure 41).
g 35:’ Setup - Rotor-Gene Q therascreen EGFR CE Assay Package I. ot & . ﬁ‘

Welcome to the Rotor-Gene Q
therascreen EGFR CE Assay
Package Setup Wizard

This will install Rotor-Gene @ therascreen EGFR CE Assay
Package 3.0.5 on your computer.

It is recommended that you close all other applications before
continuing.

Click Mext to continue, or Cancel to exit Setup.

Bl

Figure 41. The “Setup Wizard dialog box (1 = “Next”).
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7. Read the License Agreement in the dialog box and select | accept the agreement. Click

Next to continue (Figure 42).

The setup starts automatically.

15) Setup - Rotor-Gene Q therascreen EGFR Assay Package Lo [t

License Agreement
Please read the following important information before continuing.

Please read the following License Agreement. You must accept the temms of this
before ing with the installati

Licence Agreement -
1. In the following "Qiagen" refers to Qiagen GmbH and its affiliated companies and —
"Software " means the programs and data supplied on this physical medium (eg. CD-
ROM) or over the Intemet with these conditions. (If you are unsure of any aspect of
ithis agreement or have any questions they should be emailed to

support @giagen.com.) The Software and any accompanying documentation have
Ibeen developed entirely at private expense. They are delivered and licensed as
“commercial computer software”.

2. Licence

—

[ <Bock [ MNea> ][ Cancel |

Figure 42. The “License Agreement” dialog box. 1 = “I accept the agreement”; 2 = “Next.”
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8. After the installation is complete, click Finish in the final Setup Wizard dialog box (Figure
43).

- ~
15! Setup - Rotor-Gene Q therascreen EGFR Assay Package L_I_l_j T . R

Completing the Rotor-Gene Q
therascreen EGFR Assay Package
Setup Wizard

Setup has finished installing RotorGene Q therascreen EGFR
Assay Package on your computer. The application may be
launched by selecting the installed icons

Click Finish to exit Setup.

L

Figure 43. Completing the setup wizard (1 = “Finish”).

9. Restart the computer.
Shortcuts to both the “therascreen EGFR CE Control Run Locked Template” and
“therascreen EGFR CE Locked Template” are generated automatically and appear on the
desktop (Figure 44).

0 "
™ L]
[ 1 £ ]
[@pN [d
therascreen EGFR CE therascreen EGER CE
Caontral Run Locked Locked Template
Template

Figure 44. EGFR CE Control Run Locked Template and EGFR CE Locked Template icons.
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Contact Information

For technical assistance and more information, please see our Technical Support Center at
www.qiagen.com/Support, call 00800-22-44-6000, or contact one of the QIAGEN Technical

Service Departments or local distributors (see back cover or visit www.qgiagen.com).
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Ordering Information

Product

Contents

Cat. no.

therascreen EGFR RGQ PCR Kit
(24)

therascreen EGFR Assay
Package

QIAamp DNA FFPE Tissue Kit

QIAamp DSP DNA FFPE Tissue
Kit (50)

QlAamp DNA FFPE Tissue Kit
(50)

For 24 reactions: Control Assay, 7
Mutation Assays, Positive Control,
Tag DNA Polymerase, Water for
NTC, and Water for Sample Dilution

Software protocol package for use
with the therascreen EGFR RGQ PCR
Kit and the QIAGEN Rotor-Gene Q
MDx 5plex HRM instrument

For 50 DNA preps: QlAamp
MinElute® columns, Proteinase K,
Buffers, and Collection Tubes (2 ml)

For 50 preps: 50 QlAamp MinElute
Columns, Proteinase K, Buffers, and
Collection Tubes (2 ml)

Rotor-Gene Q MDx 5plex HRM and accessories

Rotor-Gene Q MDx 5plex HRM
System

Realtime PCR cycler and High
Resolution Melt analyzer with 5
channels (green, yellow, orange, red,
crimson) plus HRM channel, laptop
computer, software, accessories, 1-
year warranty on parts and labor,
installation and training

874111

Download

60404

56404

9002033
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Product Contents Cat. no.

Rotor-Gene Q MDx 5plex HRM Real-time PCR cycler and High 9002032
Platform Resolution Melt analyzer with 5

channels (green, yellow, orange,

red, crimson) plus HRM channel,

laptop computer, software,

accessories: includes 1-year

warranty on parts and labor,

installation and training not included

Loading Block 72 x 0.1ml Tubes ~ Aluminum block for manual reaction 9018901
setup with a single<hannel pipette in
72 x 0.1 ml tubes

Strip Tubes and Caps, 0.1ml 250 strips of 4 tubes and caps for 981103
(250) 1000 reactions

Strip Tubes and Caps, O0.1ml 10 x 250 strips of 4 tubes and caps 981106
(2500) for 10,000 reactions

For upto-date licensing information and product-specific disclaimers, see the respective
QIAGEN kit handbook or user manual. QIAGEN kit handbooks and user manuals are
available at www.qgiagen.com or can be requested from QIAGEN Technical Services or your

local distributor.
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Document Revision History

Date

Changes

R5, January 2019

R6, October 2019

R7, June 2020

Addition of Authorized Representative (front cover).

Updated “Symbols” section.

Changed legal manufacturer (cover page)

Adaption of instrument name from Rotor-Gene Q MDx to Rotor-Gene Q MDx 5plex
HRM to align with name on the instrument label

Added reagent storage condition in Reagent Storage and Handling section

Updated Table 1 to add a note regarding the removal of COSM6254 from the
COSMIC database

Updated the Limitations section with information regarding the exon 19 deletions
assay and the L858R assay

Removed EC + REP symbol from the cover page and Symbols section

Updated version number of EGFR Assay Package from 3.0.5 to 3.0.6
Updated the references to RGQ software version from 2.3 to 2.3.5 or later

Updated Table 9 and 17 to implement the new cutoff ranges and adjusted all the
relevant descriptions accordingly (across the entire handbook)

Updated all Protocol chapters to include information about the importance of mixing
in Important points before starting sections; highlighted the mixing details at all
mixing steps; Added mixing steps whenever required

Added MUTATION_EARLY_CT flag in Table 8

Removed all references to CD and replaced with download information
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Limited License Agreement for therascreen EGFR RGQ PCR Kit

Use of this product signifies the agreement of any purchaser or user of the product to the following terms:

1.

o~ wDS

The product may be used solely in accordance with the protocols provided with the product and this handbook and for use with components contained in the
panel only. QIAGEN grants no license under any of its intellectual property to use or incorporate the enclosed components of this panel with any components
not included within this panel except as described in the protocols provided with the product, this handbook, and additional protocols available at
www.giagen.com. Some of these additional protocols have been provided by QIAGEN users for QIAGEN users. These protocols have not been thoroughly
tested or optimized by QIAGEN. QIAGEN neither guarantees them nor warrants that they do not infringe the rights of third-parties.

Other than expressly stated licenses, QIAGEN makes no warranty that this panel and/or its use(s) do not infringe the rights of third-parties.
This panel and its components are licensed for one-time use and may not be reused, refurbished, or resold.
QIAGEN specifically disclaims any other licenses, expressed or implied other than those expressly stated.

The purchaser and user of the panel agree not to take or permit anyone else to take any steps that could lead to or facilitate any acts prohibited above.
QIAGEN may enforce the prohibitions of this Limited License Agreement in any Court, and shall recover all its investigative and Court costs, including attorney
fees, in any action to enforce this Limited License Agreement or any of its intellectual property rights relating to the kit and/or its components.

For updated license terms, see www.giagen.com.

Trademarks: QIAGEN®, Sample to Insight®, QlAamp®, MinElute®, Rotor-Gene®, Scorpions®, therascreen® (QIAGEN Group); FAM™, HEX™ (Thermo Fisher Scientific
Inc.); GIOTRIF® (Boehringer Ingelheim), IRESSA® (AstraZeneca Group). Registered names, trademarks, efc. used in this document, even when not specifically marked
as such, are not fo be considered unprotected by law.

The therascreen EGFR RGQ PCR Kit is a CE-marked diagnostic kit according to the European In Vitro Diagnostic Directive 98/79/EC. Not available in all countries.
1121935 06-2020 HB-1909-007 © 2020 QIAGEN, all rights reserved.
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