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The purpose of this chapter is to introduce the user to the new
curve fit feature added in MetaXpress 6.5

This feature requires purchase of the following part:

5058772 CURVE FITTING APPLICATION MODULE.
Includes Peak Pro Analysis.
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Review Plate Data

1. Open Review Plata Data

* |n the main toolbar click on

ﬁ Review Plate Data

OR

« Under the Screening menu,
select Review Plate Data

2. Click on the Select Plate button

3. Browse through the folders to
open the plate of interest

B )
B Select Plate for Review

@ Review Plate Data - =[]
Select Plate... EX2TransfluorVesicles AMSNVLCOHBKY1_2
Wavelengths: Data view: | Well arangement b
DAPI 01|02/ 03| 04|05 06|07 02{09)10{11/12/13|14/15|16/17 18|19 20|21 22| 23 24|
FITC A
B
&
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Legend E
[ Mot acguired
i [£] Acquired, not measured M
[2] Dizplayed well il
B Part of montage 8]
BE selected wells P

Montage: 1 E.x1 C&:" @E

Display Run Analysis I Measurements ! Graph |

Analysis: | <Angiogenesis Tube Fomation> ~| [ Configure Seftings.. | |

=0 Plates
EI@ Systemn Administrator [Creator Mame - Plate Info]

.55 04/20/15 [Date Created - Plate Info]

----- =) 05/21/15 [Date Created - Plate Info]

(20 06/04/15 [Date Created - Plate Info]
Mame [Plate Info] Acquisiti,, Barcode .. Creator.., Date\Ti.
EX1MuclearFoci AMSNVL-COHBKVL 1 ExlMucl.. <MNULL=> System ... 04/20/15...
EX2Transfluoresicles AMSNYL-COHSEVL_2 EX2Tran.. <MNULL> System ...  04/20/15..
EX3ThreeCHCellScoring_AMSNVL-COHBKVL 3 E¥3Thre.. =MNULL» System ...  04/20/15...
EX4CellMorphelogy AMSNVL-COHEKVL 4 EX4Cell..  <MNULL> Systemn .. 04/20/15..
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Select Measurement Set

Go to Review Plate Data > Measurements tab to select the analysis results

[ ]
of interest
Diizplay I Run Analysiz Measurements IGraph I
Analysis: Transfluor: Transfluor assay 40 '~r\| !E:q:mrt Sattmgsl [ Show Heat Map | Heat Map... |
i ity for Transfliar assay: 3 - - R o

RNy ol Transfluor: Transfluor assay 40x: 11 Display Format: | # ## |
Select Wells Based On Varable Range
Value is: [Eetwem “"'! |ﬂ !_';"_i: and 1100 "ﬂ! —SE‘Ed |
Press "Log Data" button to export the table
Data Log: DDE App |Configure Log... | | F3: Log Data

@& 4
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]
nnotate Plates

Review Plate Data [DE]...

Plate Data Utilities [DB]...

Plate Annotation [DB]... l}
Add Custom Module To Database [DEB]...

° The p|ate must be Add Analysis To Database [DE]...
annotated for meaningful il o
Lo Auto Run Plate Statuses [DE]...
curve fitting

« If the plate is not already
annotated, go to
Screening > Plate Current Layout: |DnseRESponsESmmpcundsZrephmtes_AMSN\lLH-":
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Show Graph

« Select Measurement VS iy | Run aniysis | Measurements Graph |

Concentration prabsis: | Transfluor: Transfluor assay 40 |
* Select Measurement of P e, . .
interest (® Plate () Multiple graphs of displayed wells () Single Well | Set Display to Default |
) o Graph type: | Measurement vs Well Row v Measurement: | Pit Count (Transfluor) v
» Enable or disable specific Histogram
Measurement vs Well Calumn
groups and/or Measrement vs Well Row
. Measurement va Well Mumber
CO.m pOUﬂdS tO d ISp|ay Measurement v= Concentration | Show Graph | | Corie |
* Click Show Graph

Analysis: | Transfiuor: Transfuor assay 40 |

Graph view: : —

(®) Plate (_) Multiple araphs of displayed wells () Singls Well | Set Display to Default |
Graph type: |Meamement vz Concentration VI Measurement : |Pit£:mmt {Transfluar) Vl
Groups: [ Empty Compounds: [] Bashful
A [ NEGCTRL N {4 Doc
a1 4 POSCTRL —— [ Grumpy
I_Nﬂ‘l’]&| [ TEST |_N0m:' [ Undefined | Show Graph | | Curve Fit...

For research use only. Not for use in diagnostic procedures.



Show Graph

The graph is displayed
without any curve fit

Click on the arrow icon at
the lower left to change
graph settings, as desired
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Curve Fit

In Review Plate Data > Graph tab, click Curve Fit

Displaz,.'l Run Hnal}rsisl Measurementz  Graph |

Analysiz: !Tma‘iuor. Transfluor assay 40 ~ |

Graph view:
(®) Flate () Muttiple graphs of displayed wells () Single Well

' Set Display to Defaut |

Graph type: |Measwement vs Concertration  ~ |

Measurement - |Pit_Cmmt (Transfluor % |

Groups: [~ Empty Compounds: [] Bashful

|_p,j_| [+] NEGLCTRL |_,u,;|1_| [+] Doc

= | ] POSCTRL =) Grumpy

| Mon Mone |

L E| TEST |'—-' Undefined | Show Graph | | Cleq\Fi |

For research use only. Not for use in diagnostic procedures.



Curve Fit Options

 Select Function Curve Fit #*
* 4-Parameter Logistic is Function: [4Parameterlogisic |\ p , AZD
- g
recommended for most i 1 1+(z)
- Quadrati
dose-response curves (] Fit Mea Gbic %Confidence: (35 2] Agymptotic v
« Select the Fit Mean box if
yOU Want to use the mean Of Compound 4-F‘-r-5|rneter Logistic Vl :ECEII,'.I v| 107127
replicates in the calculation, s oo
instead of each individual Parametegfggfrﬁ:ﬁnépmﬂm Emor Cl Lower CI Upper
. : Exponential 624 472126 992047
replicate data point sl
B |Gectangplor e P2 3.54622 6.4823
* Other dose-response C  |RHPlusLinear 34048 0.959873 118267
options include 5 il ket e e
= & Lom| han
o Gaussian "
Parameter Logistic and 5- . -
Parameter Logistic Alt | Configuelog.. | | Openlog | | BMC. | | RescttoDefauk |

1
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]
Curve Fit Results

 For Compound, select a

specific compound to view Functon: [4Pameter gt v] | _ , , _A=D

its curve fit parameters in Lo

the table [FtMean Weighting: [None v|  %Confidence: 95 |3  |Agymptotic =
 If a suitable function is

selected, then the EC50 is Compound: (Grumpy (NEG-CTRL) &l 11309

displayed for the selected

C0mp0U nd . Parameter Estimate Cl Lower

° A 504944 1.55459
Other valueg such as EC90 i >
are also available by

B

C 1.1809 0.931315
selecting the appropriate > 51.2008 . 47657
option

| Configure Log. | | Openlog |

i
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Curve Fit on Graph

(D) Review Plate Data - Graph F=EEE =
 The selected curve fit is ppmon
automatically displayed on o ]
4 Doc(TEST)
the graph oot — Grumpy (NEG-CTRL)
 The traces remain on the —EE‘S““J' LR
) — Doc {TEST)
graph after the Curve Fit _
window is closed 5 -
b
@
= 6000+
o
=%
(=]
O
= 4000+
20004
ﬂ | | | [ [
0.01 0.04 0.18 077 330 14.08 650.00
- Log Concentration
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Log Curve Fit Data

« Click Configure Log to
select output

« Click Open Log to open
connection to Excel or a text
file (comma-separated
format)

i

Curve Fit x

Function: | 4-Parameter Logistic

VI ¥= .8 + A_DE
1+(z

% Confidence: |'35 |’$‘J! |FIWﬂpiﬂ1JC Vl

Compound: | Grumpy (NEG-CTRL) v| [EC50 ~| 105316
Parameter Estimate Std. Emor I Lower Cl Upper
A 745787 104.425 531552 967.621
B 168492 0424628 277831 459154
£ 1.05316 0.0462665 0.95665 1.14967
D 7092.93 103.76 6876.49 730936
| ! Open Log I BMC.. | | Resetto Defaut
Open Data Log e

Log Measurements to:
Microsoft Excel or other (DDE)
[ ] Atext file

For research use only. Not for use in diagnostic procedures.




Curve Fit output

« lItis recommended to either select Parameter Table by itself, or select the other
outputs without the Parameter Table

Configure Log pod
E Sund'squafed Efmfs Dose Response 3 compounds 2 replicates_AMSNVL-69HRFV1_12  Pit Count (Transfluor)  4-Parameter Logistic Weighting: None Using Replicates Asymptotic 95% Confidence Intervals
E Degees Of Ffeedom Data Set Sum-of-Squared Errors Degrees of Freedom R-Sguared EC50
@ R-Squared Grumpy (NEG-CTRL) 1976473.682 20 0.9506876 1.053160693
Bashful (POS-CTRL) 3008443.174 20 0.9875941 1.071273317
E ECSO Doc (TEST) 3078562.186 20 0.987772225 0.958279803

| |Parameter Table

| DKM| Cancel |

Dose Response 3 compounds 2 replicates_ AMSNVL-69HRFVL_12  Pit Count (Transfluor)  4-Parameter Logistic Weighting: None Using Replicates Asymptotic 95% Confidence Intervals

Configure Log ey Data set
Grumpy (NEG-CTRL)
Parameter Estimate Std. Error Cl Lower Cl Upper
A 749.7868162 104.4287046 531.9523555 967.6212768
I:l Sum-ﬂf—Squar&d Emors B 3.684923411 0.434627766 2,778305778 4.591541045
I:l Degrees of Freedom c 1.053160693 0.046266533 0.956650397 1.149670988
D 7092.925238 103.759732 6876.48623 7309.364247
[ ] R-5quared
ECSU Bashful (POS-CTRL)
Parameter Estimate Std. Error Cl Lower Cl Upper
Parameter Table A 732.0864975 124.6236111 472.1262002 992.0467948
] 5.01425968 0.70377181 3.546217409 6.482301951
& 1.071273317 0.053404793 0.959872871 1.182673763
D 7461.52055 124.4897445 7201.839494 7721.201607
Doc (TEST)
oK L\“J | el Parameter Estimate Std. Error Cl Lower Cl Upper
A 787.6036641 126.8357112 523.0290069 1052.178321
B 4,909111636 0.881680205 3.069958956 6.748264316
€ 0.958279303 0.046476699 0.861331109 1.055228497
D 7562876421 125.7946 7300.473483 7825.279358

For research use only. Not for use in diagnostic procedures.



N
Curve Fit Function Visual Guide

» Press F1 to view details about each curve fit function in the MetaXpress Help file
* No Fit - default

* Linear

* Quadratic
* Cubic

* Quartic

+ Semi-Log
* Log-Log

« 2-Parameter Exponential
* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

* Rectangular Hyperbola
 RHPlusLinear

* Bi-rectangular Hyperbola
+ Two-Site Competition

+ Gaussian

i

For research use only. Not for use in diagnostic procedures.



]
Linear

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

* Quadratic
* Cubic

* Quartic

+ Semi-Log
* Log-Log

« 2-Parameter Exponential
* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

* Rectangular Hyperbola
 RHPlusLinear

« Bi-rectangular Hyperbola
+ Two-Site Competition

+ Gaussian

1@' 1 s

For research use only. Not for use in diagnostic procedures.



]
Quadratic

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

« Quadratic

* Cubic

* Quartic

+ Semi-Log

* Log-Log

« 2-Parameter Exponential
* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

* Rectangular Hyperbola
 RHPlusLinear

« Bi-rectangular Hyperbola

+ Two-Site Competition

+ Gaussian

i._@ 16
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Cubic

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

« Quadratic

« Cubic

* Quartic

+ Semi-Log

* Log-Log

« 2-Parameter Exponential
* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

* Rectangular Hyperbola
 RHPlusLinear

« Bi-rectangular Hyperbola

+ Two-Site Competition

+ Gaussian

i

For research use only. Not for use in diagnostic procedures.



Quartic

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

* Quadratic
* Cubic

e Quartic

+ Semi-Log
* Log-Log

« 2-Parameter Exponential
* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

* Rectangular Hyperbola
 RHPlusLinear

« Bi-rectangular Hyperbola
+ Two-Site Competition

+ Gaussian

i

For research use only. Not for use in diagnostic procedures.



Semi-Log

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

* Quadratic
* Cubic

* Quartic

+ Semi-Log
* Log-Log

« 2-Parameter Exponential
* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

* Rectangular Hyperbola
 RHPlusLinear

« Bi-rectangular Hyperbola
+ Two-Site Competition

+ Gaussian

19
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Log-Log

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

* Quadratic
* Cubic

* Quartic

+ Semi-Log
* Log-Log

« 2-Parameter Exponential
* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

* Rectangular Hyperbola
 RHPlusLinear

« Bi-rectangular Hyperbola
Two-Site Competition
Gaussian

20
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]
2-Parameter Exponential

» Press F1 to view details about each curve fit function in the MetaXpress Help file

« NoFit A
* Linear

* Quadratic

* Cubic

* Quartic

+ Semi-Log

 Log-Log

» 2-Parameter Exponential

* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

« Rectangular Hyperbola

* RHPlusLinear

* Bi-rectangular Hyperbola

+ Two-Site Competition A
+ Gaussian

A4

For research use only. Not for use in diagnostic procedures.



4-Parameter Logistic

» Press F1 to view details about each curve fit function in the MetaXpress Help file
 No Fit

* Linear 2
* Quadratic

+ Cubic

*  Quartic

+ Semi-Log

 Log-Log A

« 2-Parameter Exponential c

* 4-Parameter Logistic a

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate

« Brain Cousens

* Exponential

* Bi-Exponential

« Rectangular Hyperbola D
 RHPlusLinear €

« Bi-rectangular Hyperbola A=D

« Two-Site Competition y=D+ —— T

« Gaussian 1 (f)

1

For research use only. Not for use in diagnostic procedures.



5-Parameter Logistic

» Press F1 to view details about each curve fit function in the MetaXpress Help file
 No Fit

« Linear D
« Quadratic

* Cubic

* Quartic

+ Semi-Log

* Log-Log A

« 2-Parameter Exponential

* 4-Parameter Logistic A

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

* Rectangular Hyperbola

* RHPlusLinear & =T
«  Bi-rectangular Hyperbola yi= Dk 1B 16
+ Two-Site Competition [ 1+(E ) ]

 Gaussian

1

For research use only. Not for use in diagnostic procedures.



5-Parameter Logistic Alternate

» Press F1 to view details about each curve fit function in the MetaXpress Help file
 No Fit

* Linear D
« Quadratic

* Cubic

* Quartic

+ Semi-Log

* Log-Log A

« 2-Parameter Exponential

* 4-Parameter Logistic A

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential D
* Rectangular Hyperbola

* RHPIlusLinear Al Ko
: 1 X 3‘26'1—25)

 Bi-rectangular Hyperbola y=D+(A-D) {1 +12%- 1)( C }

+ Two-Site Competition

 Gaussian

i._@' 24
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]
Brain Cousens

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

* Quadratic
* Cubic

* Quartic

+ Semi-Log
* Log-Log

« 2-Parameter Exponential

* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

+ Exponential y=D+ A -D + Gx
« Bi-Exponential 2CG ¥ |B
« Rectangular Hyperbola 1+ (1 g ) ( E )

* RHPlusLinear
« Bi-rectangular Hyperbola
+ Two-Site Competition
* Gaussian
i._@' 25

I
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]
Exponential

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

* Quadratic
* Cubic

* Quartic

+ Semi-Log
* Log-Log

« 2-Parameter Exponential
* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

* Rectangular Hyperbola

* RHPlusLinear

« Bi-rectangular Hyperbola
+ Two-Site Competition

+ Gaussian

l'l

For research use only. Not for use in diagnostic procedures.



]
Bi-Exponential

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

* Quadratic
* Cubic

* Quartic

+ Semi-Log
* Log-Log

« 2-Parameter Exponential
* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential

* Bi-Exponential

* Rectangular Hyperbola

* RHPlusLinear

« Bi-rectangular Hyperbola
+ Two-Site Competition

+ Gaussian

i

For research use only. Not for use in diagnostic procedures.



|
Rectangular Hyperbola

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear A
* Quadratic

+ Cubic %

* Quartic a

« Semi-Log &

* Log-Log

« 2-Parameter Exponential B Concentiaton

* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate

« Brain Cousens g

« Exponential a

« Bi-Exponential &

* Rectangular Hyperbola &
 RHPlusLinear 5 T

« Bi-rectangular Hyperbola

+ Two-Site Competition Ax

« Gaussian V=21 B

i._@ 28
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RHPIlusLinear

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

. Quagratlc -

) CUbIC. Specific

*  Quartic "

+ Semi-Log ~§

« Log-Log @

« 2-Parameter Exponential Nonspecific
* 4-Parameter Logistic

o Ligand Concentration
« 5-Parameter Logistic

« 5-Parameter Logistic Alternate AX

«  Brain Cousens Y= +B Cx
* Exponential

* Bi-Exponential

* Rectangular Hyperbola

* RHPlusLinear

« Bi-rectangular Hyperbola

+ Two-Site Competition

+ Gaussian

i
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Bi-rectangular Hyperbola

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 NoFit

* Linear

* Quadratic

+ Cubic

*  Quartic

+ Semi-Log w

« Log-Log S

« 2-Parameter Exponential E

* 4-Parameter Logistic o

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate

 Brain Cousens Concentration
* Exponential

* Bi-Exponential Ax Cx

« Rectangular Hyperbola y = i

+ RHPIlusLinear x+B x+D

« Bi-rectangular Hyperbola
+ Two-Site Competition
* Gaussian

i,_@ 30

I

For research use only. Not for use in diagnostic procedures.



|
Two-Site Competition

» Press F1 to view details about each curve fit function in the MetaXpress Help file

« No Fit
e Linear
« Quadratic
e Cubic
* Quartic
a4}
« Semi-Log £
o
* Log-Log =
o

« 2-Parameter Exponential
* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate Competitor Concentration
« Brain Cousens
* Exponential

* Bi-Exponential

B 1-B
« Rectangular Hyperbola V = D 3 (A - D) X T X
+ RHPIlusLinear 1 +(E] 1+ (G]
« Bi-rectangular Hyperbola
+ Two-Site Competition
* Gaussian
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N
Gaussian

» Press F1 to view details about each curve fit function in the MetaXpress Help file

 No Fit

* Linear

* Quadratic
* Cubic

* Quartic

+ Semi-Log
* Log-Log

« 2-Parameter Exponential

* 4-Parameter Logistic

« 5-Parameter Logistic

« 5-Parameter Logistic Alternate
« Brain Cousens

* Exponential X
* Bi-Exponential _[ x-B ]

« Rectangular Hyperbola y = A xe C +D
* RHPlusLinear

* Bi-rectangular Hyperbola

+ Two-Site Competition

+ Gaussian

i
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Support Resources

 F1/HELP within MetaXpress® Software

« Support and Knowledge Base: http://mdc.custhelp.com/

« User Forum: http://metamorph.moleculardevices.com/forum/

* Request Support: http://mdc.custhelp.com/app/ask

« Technical Support can also be reached by telephone:
« 1(800)635-5577
« Select options for Tech Support - Cellular Imaging Products -
ImageXpress Instruments

o,
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