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PhosphoSens® Assay Setup Guide on the
BMG LABTECH PHERAstar/PHERAstarPlus /PHERAstar FS/PHERAstar FSX
Microplate Readers
The following document is intended to demonstrate the setup of this instrument.

For more detailed instrument information and technical support of BMG LABTECH instruments or
software, please contact BMG LABTECH at 1-877-264-5227 or www.bmglabtech.com.

For more detailed assay information and technical support of PhosphoSens assays please contact
us at support@assayquant.com.

Recommended Optics

BMG LABTECH
wavelength (nm)

Optic Module
Excitation (Orgg?"ar) *contact BMG LABTECH
Emission 1 (orgi?n5ilar) *contact BMG LABTECH

Dichroic Mirror *contact BMG LABTECH

Instrument Setup

1. Make certain plate reader is turned on, and open up PHERAstar FSX Control software on
computer. Insert plate into plate reader.

2. When Control software opens, if you do not have a pre-existing protocol for PhosphoSens,
select “Test Protocol” from the Test Setup menu bar at the top of the window.
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3. Atthis point, a new screen will open (below). Click on the “Show all test protocols” or
"Fluorescence Intensity" button on the left side of the screen, then select “New” from the

tabs at the bottom.

[ Test Protocols
() Show all test Protocol Name Method © Mode
protocols ) 0472 FIQC 384 Fluorescence Intensity Endpoint
CA FLUO 3/4/8/DIRECT Fluorescence Intensi Wel mode
Show only protocols VARA .t‘." z =
using method: FastFI 1536 Fluorescence Intensity Endpoint flying
© Fluorescence Fast FI 3456 Fluorescence Intensity Endpoint flying
Intensity FITC Fluorescence Intensity Endpoint
() Time Resolved GFP Fluorescence Intensity Endpoint
Fluorescence GFP BOTTOM Fluorescence Intensity Endpoint
(O Fluorescence GFP fast Fluorescence Intensity Endpoint flying
Polarization GFP Scan Fluorescence Intensity Endpoint
() Luminescence NANOORANGE Fluorescence Intensity Endpoint
PICOGREEN Fluorescence Intensity Endpoint
O Absorbance CFP-YFP FRET Dual Fluorescence Intensity Endpoint
Geneblazer /Z-Light Dual Fluorescence Intensity Endpoint
() AlphaScreen
e [ ooy [ Bowt [ o

Optic Microplate
Top  GREINER 384 SMALL VOLUME |
Bottom GREINER 384
Top SBS STANDARD 1536
Top AURORA 3456
Top SBS STANDARD 384
Top GREINER 384 SMALL VOLUME
Bottom GREINER 384
Top GREINER 384 SMALL VOLUME
Bottom GREINER 384
Top SBS STANDARD 96
Top SBS STANDARD 96
Top GREINER 384 SMALL VOLUME
Bottom COSTAR 334

Delete Close Help

4. A new window will pop up. Select “Fluorescence Intensity” and “Plate mode (slow
kinetics)” and then select “OK”.

— Measurement Method

L ]

© Fluorescence Intensity

() Time Resolved Fluorescence
() Fluorescence Polarization
() Luminescence

() Absorbance

() AlphaScreen

Reading Mode

(O Endpoint

© Plate mode (slow kinetics)
() well mode (flash kinetics)

Cancel

irement Method and ole
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A new Protocol window will open automatically. Enter a test name and select plate type.
From the drop-down menu, select your optic module. Because Omnia is a kinetic assay,
enter the desired number of cycles and the desired cycle duration. In this case we setup a
60-minute assay with one-minute read intervals. When finished, select the "Layout" tab at
the top of the Protocol window.

Basic Parameters |ayout Concentrations & Volumes Shaking Output

Protocol name: PhosphoSens Optic Comment
Microplate: [GREINER 384 SMALL VOLUME ] | ©Topoptc O Bottom aptic
-~ Optic Settings

| Speec Precision
No. of multichromatics (...5): 1|+ it' 8 dig

O Simultaneous dual emission

Kinetic Settings
1 No. of cydes (1...1000): 60

. Optic module: . Cyde time (1...10000 s): &0

FI 360 485 v

W Advanced

Well Scan

None v
Minimum cyde time 1: Pause before cyde (1...60): - v 0 -

Check timing Start measurement I] Cancel Help

Select the wells you wish to read. When finished, select OK.

Fluorescence Intensity - Plate Moc

Basic Parameters Layout Concentrations & Volumes Shaking Output

BIkStdd 384 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24
ank |Standar
Control [Pos. Cot [ Neg.Cut) | A RELZ ) STl NRE Tl S G
Empty B 13|14 |15|16|17|18|19| 20| 21|22 | 23| 24

~ Groups C 25126|27|28|29|30|31|32|33|34|35|36
Oon 2

E
Index F
Start value: 37 = G
(O Constant @ Increase H

1
Replcates 3
Number: 1B K
O Horizontal () Vertical L

M
Reading direction: =1 N

(1]

Q| I

Check timing Start measurement E Cancel Help
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7. Youwill return to the initial settings window. Select 'Start Measurement'
8. Anew window will appear allowing you to select which of your test protocols you wish to
run. Select the protocol you created for PhosphoSens, and then press OK.

E8) Select Test Protocol

(O) Show all test Protocol Name
pini 0472 F1 QC 384
CA FLUO 3/4 IRECT
Show only protocols /4/8/D
using method: CFP-YFP FRET
OFborescence Fast FI 1536
Intensity Fast FI 3456
() Time Resolved FITC
Fluorescence Geneblazer/Z-Light
() Fluorescence GFP
Polarization GFP BOTTOM
(O Luminescence GFP fast
GFP Scan
O Absorbance NANOORANGE
» PhosphoSens
O Alphascreen PICOGREEN

Method © Mode Optic Microplate
Fluorescence Intensity Endpoint Top GREINER 384 SMALL VOLUME
Fluorescence Intensity Well mode Bottom GREINER 384
Dual Fluorescence Intensity Endpoint Top GREINER. 384 SMALL VOLUME
Fluorescence Intensity Endpoint flying  Top SBS STANDARD 1536

Fluorescence Intensity Endpoint flying  Top AURORA 3456

Fluorescence Intensity Endpoint Top SBS STANDARD 384

Dual Fluorescence Intensity Endpoint Bottom COSTAR 384

Fluorescence Intensity Endpoint Top GREINER 384 SMALL VOLUME
Fluorescence Intensity Endpoint Bottom GREINER 384

Fluorescence Intensity Endpoint flying  Top GREINER 384 SMALL VOLUME
Fluorescence Intensity Endpoint Bottom GREINER 384

Fluorescence Intensity Endpoint Top SBS STANDARD 96
Fluorescence Intensity Plate mode Top GREINER 384 SMALL VOLUME
Fluorescence Intensity Endpoint Top SBS STANDARD 96

9. Anew window will appear. Place your plate in the reader, and select a well to use for
adjusting gain and focus by highlighting the well of your choice. The gain or sensitivity can
be adjusted at this point, in this case a positive control (phosphopeptide) should be used to

avoid going off scale during the assay. When finished, click on the "Start Adjustment" tab.

P Start Measurement - PhosphoSens X
Focus and Gain Adjustment /Plate [Ds  Sample 10s / Diution Factors
Eﬁ ahge 'EW ut 1 __';‘ Focus and Gain Adjustment
384 2 34567 8 9101112131415161718192021 22232 e ol
: nnRBUSET RN AN | 0
A
B B Focus Adiustment ———
c © Channel &
D
= Focalheight  (0...25.0mm): [...]
F
e 1 B Gain Adjusiment
Target value:
H 0 Selected well(s) 90 %5
]
3 [i‘: Full plate o 50 T-}}‘r
K 0 260,000
L
M Rave result:
] —
o | Start Adjustment
P
L Status: Ready
Plate Identification
oL D2 | IDE
’ Automatically enter the plate [Ds previously used with this protocol Clear IDs Get last IDs
No. of executed runs since program start: 0 Total no. of executed runs: | 0 Ryn statistics: B
Deday: Os Start measurement  Save & Close Cancel Help
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10. In a moment, the instrument will have calculated its optimal focal height and the gain
adjustments necessary. When finished, click on the "Start Measurement" tab to read.

11. When PHERAstar FSX is done reading, you can collect your data by clicking "Open Last Test
Run" on the toolbar at the top of the window. This will automatically redirect you to BMG's
data analysis software MARS which collects run data. Subsequently the last test will open
to aview of the data in a plate layout format.

Have a question? Contact our Technical Support Team at support@assayquant.com



