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Excitation

Emission

Unit : RFU (Relative Fluorescence Units)
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B & F-TRF 152 =% ¥ (Time-Resolved Fluorescence)

Binding Arm

* Isothiocyanate (ITC)

* Jodoacetamido (IA)

°* Amino

* Dichlorotriazine (DTA)
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EER-TRr B Y (Time-Resolved Fluorescence)
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Excitation pulses v’ Filter
/ x v Monochromator

/ Emission of long decay-time

Background

Emission intensity

o 400 800 1000
Counting window
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Background fluorescence is very low due to the time delay

between excitation and plate reading ‘lﬁv | ——
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H Ik 5E = {E4E (Fluorescence Resonance Energy Transfer)
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No Interaction v' Monochromator

Spectral Properties

L
r

Coelenterazine
+ 2
0, gz
=
L
Coelenteramide PS
QO 8 Q E
e .20
S
480 605
Interaction Wavelength (nm)
C"elenfrazme EXAMPLE APPLICATION
0, °  Detection of proteases
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Agilent

BioTek Gen5

Microplate Reader and Imager Software

VERSION 3.16

Agilent

Gen 5
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* Experiment
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elect steps
A
Read
e
Shake
Dispense
Kinetic

Start Kinetic
Monitor Well
Append Reads

Flate Type: < 96 WELL PLATE
Cuvell®

S B use lid

Select wells: °Per step Oht runtime
Description Comments
Read Method
5 Read Type

Detection

o Absorbance

() Fluorescence intensity

O Luminescence

o Endpoint / Kinetic
() Spectral scanning

Ohrea scanning

Pause
Delay )
() Time-resolved fluorescence (flash) Optics Type
Plate Out/In
Time-resolved fluorescence (laser) Filters
Stop/Resume
Alpha © Monochromatars
Process Mode
Image Luminescence fiber
Well Mode
Plate Mode
Comment
Options
Cancel Help

Validate

Help
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Read Step
Step Label: <default>
Wavelengths
(i @) O3

Fluorophore:
Excitation:
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Emission: 528

Optics Positidg:

Top g

Gain: <extended=

Wavelength Switching per Well

Read Speed: Mormal ~ | Edit

Edit
Read Height:

7.00 Auto-Adjust...

-;-
E

- BEHUE

------ »Gen SEXBE D #T

%HRZE

X Read Step
Full Plate Step Label: <default>
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Os Os O2
135
Options...
Integration Time: 0:01.00 5| MM:SS.ss Edit
Read Height: 4.30 mm Auto-Adjust...

X
Full Plate
Os
Cancel Help
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Read Step
Step Label:
Wavelengths
Start: Calibrate Before Read
Stop:
Step:
Read Speed: Normal ~  Edit
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Absorbance Area Scan
Step Label:
Wavelength: 450
Read Speed: Normal w  Edit

Area Scan Options

Equally space points within the well

rorizontal Vertica

Mumber of pd

Point spacing (microns):

Well diameter: 6604 microns
Probe diameter: 1400 microns
(") 1gnore well and carrier limitations Valid well range:  A1-H12
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Full Plate

Help

[fif
Lt

Plate 1 =R (E=R

485,528 v || [p[Edit Graph View: @) Graph (D Data a8

Al Select Wells

485,528 A1
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Mean RFU [485,528] v || g Edit

Mean RFU [485,528] Std Dev RFU [485,528] CV RFU [485,528]
12573 5566.654 44.274
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Temperature Step

) Incubator Off

(@) Incubator On

Temperature: 37 “C Gradient:

Preheat before continuing with next step

(8]4 Cancel

38° 38°
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36° 36°
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Shake Step

Shake Mode:

Duration:

Linear
Frequency:

Crbital Speed:

Linear

0:01 > MM:SS

Continuous Shake

Slower

Slow

Faster

Fast

Cancel

o & @ (=

567 cpm (3 mm)

Help
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& Procedure - Synergy H1 (Com1)

Select steps

Actions

Read

Set Temperature
Shake

Dispense
Kinetic

Start Kinetic
Manitor Well
Append Reads

Pause

Delay

Plate Out/In
Stop/Resume
Process Mode

Plate Type:

Select wells:

Kinetic Step

SA N2
=4

| 96 WELL PLATE

V‘ C]Use\id

Cuvette

© Per step

Run Time  0:10:(4]

Interval  0:01:00 =

Reads 11

() At runtime

-
-

-

HH:MM:55

[ Minimum Tnterval (requires reader)

()1 read only (baseline)

Cancel

Help

Well Mode
Plate Mode
Other

Comment

Options

Validate

OK

Cancel

Help
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Select steps

Actions

Read

Set Temperature
Shake

Dispense

Kinetic

Start Kinetic
Monitor Well
Append Reads

Pause

/\

Delay

Plate Out/In
Stop/Resume
Process Mode

Well Mode
Plate Mode
Other

Comment

Options

X
Flate Type: | 96 WELL PLATE v | B Use lid
Cuvette
Select wells: © Per step () At runtime
Description Comments

T Setpoin

Shake: Linear for 0:01

- Start Kinetic [Run 0:10:00, Interval 0:01:00]
THRead: (A)450

<& End Kinetic

NECSIEE RO E

Validate Cancel Help
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OAt runtime

v‘ B use lid

Append Reads

Pause

Delay

Plate Out/In
Stop/Resume
Process Mode

Well Mode
Plate Mode
Other

Comment

Options

Select steps Plate Type: | 96 WELL PLATE
Actions Cuvette

Read Select wells: ©Q Per step

Set Temperature ?'

g Uescription
Shake i Temperature: Setpoint 37 °C
Dispense S shake: Linear for 0:01
B} 3 Start Kinetic [Run 0:10:00, Interval 0:01:00]
Kinetic IRead: (A) 450
. . End Kinetic
Start Kinetic
Monitor Well
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Comments
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Validate

Cancel

Help
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B | Plate Layout Wizard

Select well types
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(] Blanks
Used for background signal subtraction

[[] Assay Controls

MNegative, Positive, Calibrators,... or serially diluted controls

Used for assay validation, cut-off analysis, normalization, or to generate reference curves (toxicology, curve
comparison).

Mumber of different control types: 1 =

(J standard Curves
Required to generate standard curves and calculate unknown concentrations.

Use multiple Standard Curves: 2

@ Samples

Test wells requiring data analysis (calculation of concentration, EC50,...)

[[] Sample Controls
SPLC1 associated with Sample 1, SPLC2 associated with Sample 2,...
Can be used as individual sample blanks, spikes...

ﬁ Plate Layout

Select a Well ID in the list on the left, then assign to the matrix.
Add... Delete 1 2 3 4 5 6 7 8

E| STD (x10)
SPL2 SPL2

.50 x2)
5 (x2)
. 0.5 (x2)
- 0.05 (x2)
L0005 (x2)
- Sample
- SPL1 (x2)
- SPL2 (%2}
- SPL3 (x2)
. SPL4 (x2)
. BPLE (x2)

SPL3 SPL3

SPL4 SPL4

SPL5 SPLS

< E—#@E) | THN) >

[[J Do not show wizard again

EuiE

H

Serial Assignment

Replicates: 2 = -l
MNext Dil.

Import

B Auto Select Next ID

oEE [

O X
9 10 1 12
Export Undo Print
Cancel Help
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Data Reduction
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& Data Reduction X
Data Reduction Tools Description Data Out Comments
= Transformations Transformation Blank 562 Blank Subtraction
Blank EECun.re Analysis Curve, Conc
Normalize  Plate 2 [ [ S
Ratio Matrix  Statistics Graphs L e
Delta o R | 2
Custom ) ) Curve Analysis X ANOIO A A Ft Curve Fit
Data Reduction Variable
= T Clirve Curve BCA Standard Curve
0.400
tandard Curve Dataln Curve Fit Data Out 0350 "
O 0.300
= Oualitative Analvsis f QC Curve Fit Method Y Axis Data & 0250
i incti : ; ©  go0p e
RED'ICEItE‘ RE‘]ECI:IDH © Linear Regression Use average of replicates ®
Cutoff . g 10
validation (O Nonlinear Regression 4 Parameter Weighting: O 0100 ’
=F 0.050 -
H None v | Edit
ZPrime () Polynomial Regression Degree: |2 |2 0.000 T
. 0050
() Point to Point Extrapolation Factor: 1.1 20 0 20 40 60 80 100 120
. Protein Concentration
O Spline Smoathing Factor: 0 Refapeterfeonstiaints Results Curve Fitting Results ~ |E|Edlt
© None (Estimate all) Curve Name Curve Formula A B R2 Fit F Prob
il TS oI ation Curve Y=AX+B 000348 00143 0993 22977
(Y Axis Intercept: 0 g
X O None () Log o 15 Intercep
: © None O Log () Advanced Edit
Formula: Y=A*X+B
e BE Bl ki
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X

Name Scope Content
m Exportl Plate Automatic
Quick Export... Clipboard...

Close

Mew export to Excel

New export to file...
Mew report...
New picture export...
New movie export...
Edit...

Delete

Help
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