CFX Manager



Run set up

Protocol must be defined BEFORE run
please check your kit manual for guidelines

Plate Layout can be edited after the run



Run set up

Via|BioRad CrXWanasera3 i Madmin)

File  Wiew User Run Tools ‘Windows Help

12| 28] | 1) [ & | ] aD

[ ¥ Detected Instrument(s)

starntupWizand|

‘ #Run setup

Select instrument CFX96

@Analyze Select run type

User-defined @i PrimePCR

1. select user-defined run

\Searching for instrument(s) |User:admin | 10{16/2014 11:30 AM _:




Run set up: protocol

2. make your own protocol or select existing

3. you can edit existing protocol

File Wew User Run Tools ‘Whdows Help

2] |774] | 1% | o | & | R

PQ Detected Instrument(s)

' (a4l Propcol Plate | 11 Start Run |

[ Create New... ]

[ Select Existing... ]

Selected Pratocol

CFX_2stepamp.prel

Preview
Est. Run Time: 01:09:00 (96 Wells-All Channels)

350 C

Express Load

| CFX_2stepamp.prcl I

| EditSelected.. |

Sample Volume: 25ul

950 C

300

0:10

56.0 C
0:30

oO—=0o00

|Mo instrument detected after 120 seconds.

|User:admin | 10{16/2014 11:32 AM .




Run set up: protocol

4. type in your protocol

5. type in the volume of your reactions!!

fir}

File  View User Run Tools

Windows  Help

@ | K \Protocol\EditorsEw:

File  Settings  Tools

| @ | Insert Step | After |Samp|e Yolume IEIMI |Est. Run Time 01:09:00 J

[E_;_ Insert Step

[@ Insert Gradient

[@ Insert GOTO

[@ Insert Melt Curve

| 4cd Plae Fead to Step

[% Step Options

[@ Delete Step

)
)
)
)
)
)
)

— 2 950

3 550

+ Plate Read

— 4 GOTO 2 .,

END

[ OK ][ Cancel ]

|Mo instrument detected after 120 seconds.

| User:admin | 10/16/2014 11:34 AM .




Run set up: protocol

6. save your protocol and click on NEXT

AN

) % & | R

File Wew User Run Tools Windows Help

Detected Instrument(s)
& Riinjsetip

| Protocol Plate “ llb Start Run

[ Create New...

]

[ Select Existing...

]

Selected Pratocol

CFX_2stepamp.prel

Preview
Est. Run Time: 01:09:00 (96 Wells-All Channels)

350 C

950 C

300

0:10

Express Load

| CFX_2stepamp.prcl

56.0 C

| EditSelected.. |

Sample Volume: 25ul

- 30

oO—=0o00

|Mo instrument detected after 120 seconds.

|User:admin | 10{16/2014 11:32 AM .




Run set up: plate

/. make your own plate layout or select
existing

8. you can edit existing layout

File View User Run Tools Windows [Help

620 | 28] | 1] | oy | R D |

[m Detected Instrument(s) ]

Protocol | [22}) Plate I llb Start Run 1
[ Create New... ] Express Load
: ™
[ Select Existing... ] QuickPlate_36 wells_all Channels.pltd
Selected Plate
QuickPlate_36 wells_all Channels. pltd [ Edit Selected... ]
Preview
Fluorophores: FaM, HEX, Texas Red, Cy5, Quasar 705 Plate Type: BR Clear Scan Mode: &ll Channels
1 2 3 4 5 B 7 8 9 10 11 12
A Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
B Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
C Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
D Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
E Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
F Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
H Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk

Mo instrument detected after 120 seconds. |User:admin | 10/16/2014 11:38 AM .



Run set up: plate

- 9. type in your targets and templates in the
experiment settings

e IO BV ‘

File Settings Editing Tools ? D 1

2]z B

[H] | 100% D l {8l 5can Mode | All Channels D l "; Well Groups... | (] Trace Styles... I =& Spreadsheet Yiew/Importer | @ Plate Loading Guide |

1 2 3 4 5 6 7 8 9 10 11 12 (%93  Select Fluorophores...

Sample Type

'f:iﬂ ExperimentSettings..*

2§| Clear Replicate #
lj Clear Wells

View [

Plate Type: BR Clear Sample [ ] Well Group [_] Biological Set [ ] Well Note OK ] [ Cancel ]

Mo instrument detected after 120 seconds. User:admin | 10/16/2014 11:40 &AM .:



Run set up: plate

12. and do the same for your
templates 10. you can remove target names from the list

I

File

(]
@ H] | 100% D | @Scan Mode | all Chann

-~

hd

File  Settings  Editing Tools

s D I '; Well Groups... l @ Trace Styles... | =& Spreadsheet Yiew/Importer | @ Plfte Loading Guide |

7 -
R r /
1 2 E,ip'—_‘rjur—_‘ui}—:zrjugg ab Selecyﬂorophores...
A T—
Targets | Samples _
. nple Tyfe v
B
MName Full Name Reference SF? L?;::)J ; /
C 1 Reference 2 Reference 2 -
D 2 Reference 3 Reference 3 [~ /
3 Reference 1 Reference 1 [~ 1
E 4 Gene 2 Gene 2 [ '
5 GOI GOl -
F
G
{
H .
ﬂ Experiment Settings...
‘ New: Add Remove checked item(s) ] E] Llear Replicate # '
| ’ [
[ Show &nalysis Settings g Clear Wells I
Exclude the following sample types from Gene Expressior e 1 1 .
; NTC [] NRT [] Negative Control [ ] Posit . Or type N New targets |
[ oK ] [ Cancel ]

Yiew [

Sample [ WellGroup [] Biological Set [ ] Well Note Ok ] [ Cancel ] |

Plate Type: BR Clear

Mo instrument detected after 120 seconds. User:admin | 10/16/2014 11:45 AM . |



Run set up: plate

12. and do the same for your
templates 10. you can remove target names from the list

I

File

(]
@ H] | 100% D | @Scan Mode | all Chann

-~

hd

File  Settings  Editing Tools

s D I '; Well Groups... l @ Trace Styles... | =& Spreadsheet Yiew/Importer | @ Plfte Loading Guide |

7 -
R r /
1 2 E,ip'—_‘rjur—_‘ui}—:zrjugg ab Selecyﬂorophores...
A T—
Targets | Samples _
. nple Tyfe v
B
MName Full Name Reference SF? L?;::)J ; /
C 1 Reference 2 Reference 2 -
D 2 Reference 3 Reference 3 [~ /
3 Reference 1 Reference 1 [~ 1
E 4 Gene 2 Gene 2 [ '
5 GOI GOl -
F
G
{
H .
ﬂ Experiment Settings...
‘ New: Add Remove checked item(s) ] E] Llear Replicate # '
| ’ [
[ Show &nalysis Settings g Clear Wells I
Exclude the following sample types from Gene Expressior e 1 1 .
; NTC [] NRT [] Negative Control [ ] Posit . Or type N New targets |
[ oK ] [ Cancel ]

Yiew [

Sample [ WellGroup [] Biological Set [ ] Well Note Ok ] [ Cancel ] |

Plate Type: BR Clear

Mo instrument detected after 120 seconds. User:admin | 10/16/2014 11:45 AM . |



Run set up: plate

13. make sure you will detect the correct
fluorophore (in our case it is SYBR green)

File: J
;@‘ File  Settings  Editing Toals ? -
@ H I 100% D ‘ @Scan Mode | all Channels D | j ‘well Grogbs... |[@ Trace Styles... | =& Spreadsheet View/Importer ‘@ Plate Loading Guide i

L 2 3 4 5 6 8 3 10 11 12 |'-’_ .l Select Fluorophores... l
Sample Type Vv
B Salzer Fliydsguiuy=; @ N
~|m=
C Channel Figorophore Selected Color —
D I r I
v
: 2 T
r o —
F Cal Orange 560 - _
cal ol 540 r o —
G vIC r I
} g Rox r
T ed r o —
CalRed 610 r _ l'ﬁn Experiment Settings... l
Tex 615 r _ l@ Clear Replicate # ]
‘ T
Quasar 670 » | l@ Clear Wells ‘
5 Quaser 705 r
[ oK ] [ Cancel ]
View
Plate Type: BR Clear Sample [ ] WellGroup [ ] Biological Set [] Well Note [ Ok J [ Cancel J

Mo instrument detected after 120 seconds.

User:admin | 10/16/2014 11:50 AM .




Run set up: plate

14. select the wells and assign a sample type
for them |

Ex)

'@' File  Settings Editing Tools ?
I~
@ H ’ 100% D ‘ @Scan Mode | all Channels o0 ‘@ Trace Styles... ‘ =1 Spreadsheet View/Importer ‘@ Plate Loading Guide \
\ -
1 2 3 4 5 B 7 8 N 11 12 t’_‘] Select Fluorophores... J
A,
\\ -
e~ Sample Type v/
B \ Unknown
C
Positive Control
MNegative Control
Y NRT
E
F
G
H

sk : :
"uiﬁ Experiment Settings...

sz] Clear Replicate #
[j Clear Wells

View

Sample [ ] Well Group [ ] Biological Set [] Well Note [ OK ] [ Cancel ]

Plate Type: BR Clear

Mo instrument detected after 120 seconds. User:admin | 10f16/2014 11:52 &AM .



Run set up: plate

15. select the wells and assign the target gene
for them (you can type the name here directly)

T~

P e !
File platesitora=iN ew

o)) g

Settings  Editing Tools

g File

v | {81 Scan Mode | All Channels v l .; Well Group®

@ Trace Styles. .. | == Spreadsheet Yiew/Importer

D
| @ Plate Loading Guide ]

[E’Q [H] | 100%

Wiew View

Plate Type: BR Clear ) TargetName O Concentration Sample [ ] WellGroup [ ] Biological Set [ ] Well Note

i . 3 & 2 3 4 g \ i W 12 ‘@ Select Fluorophores... ]
& \
= Sample T Standard [
ample 1 ype tandar
C oad Target Name
s <none> v
D
GOI
Reference 1
E | Reference 2
Reference 3
F
G
H

k.

Experiment Settings...

E

Clear Replicate #

£

Clear Wells

[

oK ] [ Cancel ]

INo instrument detected after 120 seconds.

User:admin | 10/16/2014 11:54 AM _:



Run set up: plate

17.In this case we have 3 technical replicates,
which you can assign here

16. select the wells and assign the template
for them (you can type it in here directly) \
i

9 Plate Editor - New, \ \ BER

File  Settings  Editing Tools ? D
H] | 100% [:] | @Scan Mode | All Channels " \; Well Groups... Il@ Trace Styles... | == Spreadsheet View/Importer l @ Plate Loading Guide i=J

2] @&

N\ \
] 2 3 4 5 6 7 8 3 10 11 12 m Se\ﬁct Fluorophaores...
A
N —_
. \ Sample Type Standard l_]
N
C \ Load Target Name
N SYBR Gene2 |4 '
\ Load Sample Name |
E =
\ O <none) [_j
N DNA pool
F Gene 2 Gene 2 Gene 2 sample 1
sample 2
£ O sample B
H [ Replicate S eries‘ J }
Load Concentration:
O 1.00E+06
“35 Experiment Settings...
@ Clear Replicate #
@ Clear Wells

Wiew [

Yiew
Plate Type: BR Clear @) Target Name O Concentration Sample [ ] Well Group [] Biological Set [] Well Note ok ] [ Cancs ] !

Mo instrument detected after 120 seconds. User:admin | 10{16/2014 11:55 AM . |



Run set up: plate

18. in dilution series you can type in initial concentration (for primer efficiency
use a random number) and the dilutions factor. and click on Apply

~

’ \

Y

Filel # A Bl =y (27 \

CE[x)

File  Settings  Editing Tools

H | 100% L:J ‘ QScan Mode | all Channels m | .\'_.) wWell Groups... |@Trace Styles... |£Spreac§(t View/Importer

B

? D 1
| @ Plate Loading Guide | Q

4 5 3 7 8 9 10 \ 12

B \
sample & | sample & | sample &

:
sample & | sample & | sample &

: \
sample & | sample & | sample &

- \
sample & | sample & | sample &

ene
sample & | sample & | sample & \\

G

19. If you select “concentration”, it will be shown in each well.

sic! standards with concentrations=0 are not allowed by the software!!

‘m Select Fluorophores...

Sample Type Standard

Load Target Name

SYBR F o

Load Sample Name |
Load Replicate #
] 1

|

Wiew Wiew
Plate Type: BR Clear @) TargetName (O Concentration Sample [ ] WellGroup [_] Biological Set [ ] Well Note

! [
‘ Dilution Series I '

Experiment Sett
ﬁl Kperiment Setin {Input dilution series.

@ Clear Replicate #
[ﬁ Clear Wells

ok || Cancel | |

Mo instrument detected after 120 seconds.

User:admin | 10{16/2014 11:58 AM .: l



Run set up: plate

20. in the settings you can define what units you are going to use for your standards

-

/

r S L _
N Piate Edifor e hEw. / M =E3
@: File m Editing Tools ? D
— | 1 Plate Size » [R;FAM only ; well Groups. .. | (4] Trace Styles... | =1 Spreadsheet View/Importer | @ Plate Loading Guide }
| & Plate Type » —~
Number Convention > | 4 ) 5 ) b ! 8 3 10 11 12 @ Select Fluorophores...
W v copy number
A sample & | sample & | sample & fold diluti
B Sample Type
micromoles
g | LOOE+0S | LODE+0S | 1.00E+05
sample & | sample & | sample & nanomoles Load T arget Nan
T std3 | std3 | std3 | picomoles SYBR hone
C 1.00E+04 1.00E+04 1.00E+04
sample & | sample & | sample & femtomoles
“stda | swda | swa | attomoles Sample Name
1.00E+03 | 1.00E+03 | 1.00E+03 "
D sample & | sample & | sample & milligrams none
Tstd-5 | std5 | std5 | icrogr ams
E 1.00E+02 1.00E+02 1.00E+02 Load Biological Set Name
sample & | sample & | sample & B
picograms none
T std-6 | std6 | std6 |
1.00E+01 | 1.00E+01 | 1.00E+01 femtograms
F sample & | sample & | sample &
attograms Load Replicate #
percent
G
Replicate Sern
H eﬁl Experiment Settings...
Clear Replicate #
Clear Wells
View View [ DK ] [ C | ]
Plate Type: BR Clear () TargetName (3) Concentration Sample [] Well Group Biological Set [ | Well Note —

Mo instrument detected after 120 seconds. |User:admin | 10{16{2014 12:04 PM _:



Run

21. open the lid, place your plate on the thermoblock , close the lid and start run

' 1
Bipshad (Er e anaperss ol Mad )| i_i L‘] a

File  View User Run Tools ‘Windows Help

@‘%}J\ &I ’Q }
[EB Detected Instrument(s) ] .J'{'JJJ Setup Eﬂ
7 Protocol I @ Plale{ "D Start Run

Run Information
Protocol: CFX_2stepAmp.prcl
Plate: QuickPlate_96 wells_All CRannels.pltd
Notes:

Scan Mode:  All Channels

Start Run on Selected Block(s)

Block Name a Type Fun Status Sample Yolume ID/E4 Code
[[] Select &ll Blocks v v
@ Flash Block Indicator ] [d Open Lid ] [Lﬁ Close Lid ]
b

Mo instrument detected after 120 seconds. Useriadmin | 10/16/2014 12:11 PM .:

please make sure, that you have spun down your plate before running the reaction.



Data analysis

1. open your file ( you can also drag and drop it into the software window)

w  User Run Tools Windows Help

s O a &
24, i 5 BIORAD J
»n Data File ] .
[ €2 Detected Instrument(s) Upsu Ul Fils ﬂ m B
Look in: | (2} Desktop Q 2 2 [E-
p ID My Documents
\ ‘) ﬂ My Computer
My Recent HMY Metwork Places
Documents |57 YMware Shared Folders

@ _f] Data 2014-10-15 1434 Anna

Type: Bio-Rad iQS Data File
Date Modified: 10/15/2014 4:09 PM
Size: 919 KB

Desktop

@

LDIEEEETS olume ID/Bar Code
My Computer
g File name:
My Network Files of type: All Data Files [*.perd,”.mgxd,”.gxd”,".opd,” tad,” _
[] Select All Blocks
[ @ Flash Block Indicator 27 OpenlLid 2 CloseLid
>

[No instrument detected after 120 seconds. | User:admin | 10/16{2014 3:55PM _:




Data analysis

this are fluorescence intensities detected in each well of the plate for each cycle

Do not painc! now the standard curve is calculated

for both your experiments mixed together
\

please remind
yourself, what is
this line and why
Is it here

all tables can be
exported to Excel

please remind yourself, why using log scale here is handy

all graphs can be
exported to Microsoft

\

'7_: AN j”

- [B]

admn) Z0IE=0 76 WWRODZG0 S aenabypern
File  View  Settings Export  Tools Plate Setup ~ S Fluorophore ?

[m Quantification

Quan\icalion Data “ Melt Cur\” % Melt Curve Data “ Gene Expression “ End Paint H @ Custom Data View “ Qc H % Run Infolmation‘

=
e

1000

a000 §
8000
7000
8000
5000 +
4000 £

\:m\‘

ok

0 10 20 30 ¥ 40

;II‘ .

P A T | /4 T |/ S g Ao ..

[ Y / Y e ASNITITII / SRR By SN

/i

43 ‘ v /

Standard Curve

-40 -30 -20 -10

0 10 20

Log Starting Quantity
©  Standard
X Unknown
—— SYBR  E=-98.9% R"2=0.015 Slope=0.509 y-int=29.366

SYBR

Step Number:

Well 0] Fluor Al Target Ol Content

{)[ Sample ()I Cq ﬂ

F12 SYBR
GO1 SYBR

Reference ¢ Unkn
Gene 2 Unkn

E3 E3 E1 EJ EJ E1 EJ EX E B E0 I s
53 I3 [ 1 6 Y ) o o e e
| G04  SYBR  Reference: Std

oo oo oo oo o o o e ] o o i
EJEI E2 E1 E2 E1E] E ET [0 R
23 3 [ 3 [ A A e [
G0  SYBR GOl Std

I R I I 0 O e e e

3 3 3 N E 7 1 D N 0 R
<] ] /

GO6 SYBR Reference ¢ Std

sample 2 28.35
sample B 8.76
sample B 8.75
sample B 7.40

DNA pool 31.34
31.52
31.82
38.02
38.22
38.78

36.40
R R

y A

’ r'npleted [

you can select/deselect wells you want to see

] ’ Scan Mode: All Channels ’ Plate Type: BR Clear | Analysis Mode: Baseline Subtracted Curve Fit

/

Office

please remind
yourself, what is
a Ct(Cq) value

and see the Ct (Cq) values for each reaction




Data analySiS Switch here to the Target to calculate a standard

curve for each target individually
\

please remind yourself,
what is a target

W DatanalysisEadminesoi 4 =102 =G GG S e u
File  View  Settings Export  Tools Plate Setup ~ S ?
m Quantification Quantification Data “ Melt Curve ” % Melt Curve Data End Point “ & Custom D ata View " QC“ % Runlnfolmationl

Gene Expression

Amplification @ Standard Curve | 'ﬁl
3000.5_ ................. O P I
7000 ST e/ ”7,4’21';1—' — 5
. : /  fATTTT T [ .
6000 - p 1 o /O AW A ]
5 5000 %
= 4000 ]
3000 % :
2000 - ................
1000 £ 3
0t : ] Log Starting Quantity
: : : : — ©  Standard
0 10 20 30 40 > Unknown
Cycles [] Log Scale —— SYBR  E=-08.0% R'2=0.015 Slope=0.509 y-int=20 366

Step Number: | 3

el ()] Fluor A| Target 0| Content 0[ Sample 0| Cq 0‘
F12 SYBR Reference ¢ Unkn sample 2 28.35

GO SYBR Gene 2 Unkn sample B 8.76
[ow 5o |Fov [ow [ow [ow [ow [on fon [on | & 27 2o 2 o
| G04 SYBR Reference ¢ Std DNA, pool 31.34
23 £ £ 0 0 0 50 0 I 0 et e
| GO7 SYBR GOl Std DNA pool 38.02
23 20 0 0 0 0 0 e e
| G039 SYBR GOl Std DNA pool 3878
=11 SYRR Raf, o llnbn samnle
3 E3 EED E3 E B EX 0 T R :

Completed [ ] | Scan Mode: All Channels | Plate Type: BR Clear | Analysis Mode: Baseline Subtracted Curve Fit




Data analysis

the curve for Gene 2 looks fine, but other targets curve
are screwed up

atasne

V315 =iy IR E = L 4 ZoRBRUNZSU SN acanypei

File  View

Settings  Export  Tools

[m Quantification Quantification Data H Melt Curve “ % Melt Curve Data " Gene Expression

End Point “ {? [

Justom D ata View ” oc " % Flunlnformalion|

Amplification Standard Curve \ EI
gooo £ T T R o Fn T T T e T R SRR I xg
: : : — ] 35 3ok s
8000 + - 3 ’
E s = - — ] 30  ullt R RREETRE TR R TR R TR E - TAEEELTIRERT] EECREETE % -
7000 § I R — 3
: , ‘,’l’/"//%l;’ 3 g 25 :: ......................................................... .
6000 + v S T 20 3 : Ty e v i AR, PSR ;
i P E S SO S S, - S 3
- 5000 ] I ; : : e - )
3000 -E _ -4 -3 -2 -1 1
] Log Starting Quantity
2000 : /3 O  Standard
1000 £ 7/ > Unknown
E 3 —— Gene 2 E= 84.8% R'2=0.092 Slope=-3.748 y-int=11.817
0¥ 3 — GOl E=100.0% R2=0.000 Slope=0.000 y-int=0.000
—— Reference 1 E=100.0% R"2=0.000 Slope=0.000 y-int=0.000
0 40 ~— Reference 2 E=100.0% R"2=0.000 Slope=0.000 y-int=0.000
I:] Log Scale —— Reference 3 E=100.0% R*2=0.000 Slope=0.000 y-int=0.000
Gene 2 GOI Reference 1 Reference 2 Reference 3 Step Number: | 3
el Ol Fluor Al Target 0‘ Content ()l Sample 0‘ Cq OI < ;{
A i B02 SYBR Gene 2 Std-2 sample & 12.74
i BO3 SYBR Gene 2 Std-2 sample & 12.86
B i BO4 SYBR Reference = Std DNA poal 32.00 %
c i BOS SYBR Reference ~ Std DNA pool 31.26
i BOB SYBR Reference - Std DNA pool 3116
D i BO7 SYBR Reference . Std DNA pool 3599 !
E | BOS SYBR Reference . Std DNA pool 3715 !
i BO9 SYBR Reference . Std DNA pool 34.70 !
F i B10 SYBR Reference ¢ Unkn sample 1 27.43
a i B11 SYBR Reference : Unkn sample 1 27.86
i B12 SYBR Reference ¢ Unkn sample 1 27.25
H i cYRR Gana ? Cid.2 sa 1R A1 ¥
4] il >

Completed [

] I Scan Mode: All Channels ’ Plate Type: BR Clear ’ Analysis Mode: Baseline Subtracted Curve Fit

Do not panic
If you remember we
didnt insert proper
dilution factor for your
primer efficiency
curves

You need to go to the Plate Setup
and change it



Data analysis

Va DatasnalysiseadmineZ0 8- 0 s A =31 F7 BABRODZ6 05 asnabypord B
File  View Settings Export  Tools Plate Setup ~ S ?
lm Quantification Quantification Data “ Melt Curve “ % Melt Curve Data End Point “ & Custom Data View : S —

Gene Expression ‘

Replace Plate File... Please go to the Plate Setup
Amplification IE’ ->View /edit plate
goo0 -t A N A P U T 40 MR
: : : : — ] 35
2000 ¢ bR LR EEELREL B kg ” —————— a0
. s A S E
7000 .:.. ................. RREREE " = ‘Mﬁ;/’ ,—; -
E : /4 ')’"”l’/" 4{11’11-"' E g 25
6000 : - ME TS // ..._: 20
- 5000 + . e A 15
&4000 N/ AR (AR Y SRS 10
3000 + ' ]
I -f : Ji W | W ] Log Starting Quantity
2000 Froo / Y 2 I ..... / ..... / / 4 ,_ 7/ O Standard
1000 + - 4 e e > Unknown
; —L 7 VAR, AN/ 4 ——— e ] — Gene 2 E= 84.8% R"2=0.998 Slope=-3.748 y-it=11.817
0t e — - i - —— G0l E=100.0% R*2=0.000 Slope=0.000 y-int=0.000
— J T —  Reference 1 E= 86.0% R"2=0.977 Slope=-3.711 y-int=50.947
0 10 20 30 40 — Reference 2 E=100.0% R"2=0.000 Slope=0.000 y-int=0.000
Cycles [] Log Scale —— Reference 3 E=100.0% R*2=0.000 Slope=0.000 y-int=0.000
Gene 2 GOI Reference 1 Reference 2 Reference 3 Step Number: | 3
Wwell OI Fluor A] Target O‘ Content 0[ Sample OI Cq O‘ ;|
G039 SYER GOI Std DNA, pool 38.04 !

G10 SYBR Reference . Unkn sample 2 34.95
3 2 £ £ E21 3 3 e e R e
| HO1 SYBR Gene 2 NTC N/A,
E3 B3 £ B B 6 B0 ) 0 [ I e "
| HO4  SYBR  Reference: Std DN pool 35.21 !
20 20 0 0 0 I 0 e e
HO7? SYBR GOl Std DN4, pool N/A, !
[ [ £ 61 £ 1 61 673 £33 03 [ e
[«] i 14

Completed [ ] ’ Scan Mode: all Channels | Plate Type: BR Clear | Analysis Mode: Baseline Subtracted Curve Fit




Data analysis

a

File  Vie

(

platerditor=eronps ppltd

Eoh

File  Settings  Editing Tools
Eél Quan|

Ff [[100% | 8l scanMode 4l channels

| & Well Groups... | @ Trace Styles... | = Spreadsheet Yiew/Importer

| @ Plate Loading

?

Guide ]

_ompleted

1 2 3 4 5 6 / 8 3 10 1 12 @ Select Fluorophores... R
Unk Unk Unk Y
sample & | sample & | DN& pool | DNA pool | DNA pool | DNA pool | DN& pool | DN& pool sample 1 sample 1 ( : <]
Unk Unk Sample Type Standard [ |7
S B T v ] e vl i e e s
sample & | sample & | DN& pool | DNA pool | DNA pool | DN& pool | DN& pool | DN& pool D sample 1 sample 1
Unk Unk
D sample & | sample & | DN& pool | DNA pool | DNA pool | DNA pool | DN& pool | DN& pool sample 1 sample 1 SYBR X
Unk Unk I
sample & | sample & | DN& pool | DNA pool | DNA pool Dgool | DNA& pool | DNA pool sample 1 sample 1
Unk Unk Load Sample Name
sample & | sample & | DN& pool | DNA pool | DNA pool | DNA pool m- DN& pool sample 2 sample 2
Unk Unk : '
sample & | sample & | sample & | DNA& pool | DNA pool | DNA pool | DNA pool | DN& pool bl:.u sample 2 sample 2 Load eplicate #
Unk Unk Unk Unk Unk : :
G Gene 2 Gene 2 Gene 2 GOI GOI GOI Reference 3 |Reference 3 ] 1 E
sample B | sample B | sample B | DN& pool | DNA& pool | DN& pool | DNA pool | DN& pool | DNA pool sample 2 sample 2 i J—
NTC NTC NTC Unk Unk ( Replicate 9fe— |
H Gene 2 Gene 2 Gene 2 [Reference 2 |Reference 2 |Reference 2 GOl GOl GOI GOl 3
DN& pool | DNA pool | DNA& pool | DNA pool | DNA pool | DN& pool | sample 2 sample 2 -
. IInput replicate serie:
A Load Concentration: Y =
5.00E+00
Al
Dilution Series

1. select all wells for one of the
efficiency curves

WView
Plate Type: BR Clear  3) TargetName (O Concentration

View

] if you add a #3 here and click on
Load, all selected wells will be
considered as a replicate #3

Sample [] Well Group [_] Biological Set [ Well Note

(you don’t want it )

2. click on Replicate Series

/ to tell the software, that you have

technical triplicates loaded

ﬁa Expewmgs...

E

Clear R eplicath\

AN

Clear Wells

[] Exclude Wells in Analysis

oK ] [ Cancel ]

_ |No instrument detected aftter 120 seconds.

| User:admin | 10f16/2014 §:06 PM .-

horizontally:

Replicate size =3

Horizontal

Please note, that the software
cannot have standards with
overlapping numeration

your starting replicate # should
be greater than the number of
Standards already assigned

in this case you salary have 10
standards, so you should sign
the following starting from
“starting replicate 11”



Data analysis
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vy

Mo instrument detected aftter 120 seconds.,

| User:admin | 10/16/2014 8:15PM .: d

open the dilution series

->type in a starting
concentration

->type in dilution factor
->click on Apply
-> 0ok

->and apply changes made in
the plate layout

please remind yourself, why
you do not need to know the
concentration of the sample
you used for the primer
efficiency curve



Data analysis

go to the quantification data to see more information, you
can sort the whole table be clicking on the small arrows

in the header row. For example you can sort all data
according to the target name

gadmnaZUd 8= i
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Completed [ ] | Scan Mode: All Channels | Plate Type: BR Clear | Analysis Mode: Baseline Subtracted Curve Fit

on the graph you will see the
standard curve, Efficiency, Rz,

/ slope and y intercept values

please remind yourself, what
are the desired and what are
the allowed values for
Efficiency and R2

I

|

[No instrument detected after 120 seconds.

| User:admin | 10/16{2014 9:05PM .




you can select curve for
which target you want to se

and also curves for which
wells should be shown

Data analysis

Melt curve

please remind yourself,
what are these two
representations of the

melt curve

- B

Temperature, Celsius
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Completed [ ] | Scan Mode: All Channels | Plate Type: BR Clear ’ Analysis Mode: Baseline Subtracted Curve Fit
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Data analysis

Here you run Relative gPCR analysis
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Data analysis
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Completed [

Mo instrument detected after 120 seconds.

l Scan Mode: All Channels | Plate Type: BR Clear | Analysis Mode: Baseline Subtracted Curve Fit

User:admin | 10/16/2014 9:24 PM .:

Click on the Experiment setting

in the Target tab:

1.Select the genes you want to use as a reference
2.Select the genes you want to have on the chart
3. Make sure all the efficiencies are correctly
annotated

in the Sample tab:

1. Select samples you want to analyse

2. Check in a sample which you want to use as a
control (if you have any controls)



Data analysis
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’ Completed [ ] ’ Scan Mode: All Channels | Plate Type: BR Clear | Analysis Mode: Baseline Subtracted Curve Fit
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2. adjust your selections in the Experiment Settings based on the M values you get



