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Setup for GeneBLAzer® Assay on SpectraMax® M5/M5e Microplate
Reader with SoftMax® Pro 6 Software

The Molecular Devices SpectraMax® M5/M5e Microplate Reader was tested for compatibility with Life
Technologies GeneBLAzer® assays. The following document is intended to demonstrate setup of this
instrument. These settings are also valid for the SpectraMax M3/M4, FlexStation® 3 Multi-Mode

Microplate Reader and Gemini Fluorescence Microplate Reader with bottom-read fluorescence
detection.

For more detailed information and technical support of Life Technologies assays, please call 1-800-955-
6288 and enter extension 40266 or email drugdiscoverytech@lifetech.com.

For more detailed information and technical support of Molecular Devices instruments or software,
please contact Molecular Devices at 1-800-635-5577 or www.moleculardevices.com.

Have a question? | NA: 800-955-6288 or INTL: 760-603-7200 ext. 40266

Contact our Technical Support Team | Email: drugdiscoverytech@lifetech.com
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Recommended Optics

Wavelength (nm) Wavelength selection
Excitation 410/9 Monochromator
Emission 1 460/15 Monochromator
Emission 2 530/15 Monochromator
Emission 1 Cutoff 435 Filter
Emission 2 Cutoff 515 Filter

Have a question? | NA: 800-955-6288 or INTL: 760-603-7200 ext. 40266

Contact our Technical Support Team | Email: drugdiscoverytech@lifetech.com
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B. Instrument Setup:

1. Open SoftMax® Pro 6 software. Click on "Protocol Manager" to open the Protocol Library.
Within the "Reporter Assays" folder, locate the "GeneBLAzer" protocol and click to open.

Operations Help

Folder Save As  Protocol Protacol Home  Export for
Locations  Default  Manager Page Sharing

Assay Development
Associates of Cape Cod
Basics

Binding and Enzymology
Cell Growth & Viability

Ceall Signaling & Transport
Early ADME-Permeability & Solubility
ELISA-Endpoint
ELISA-Kinetic

FilterMayx Protocols
Fluorescence Polarization
IMAP

MicroMax Low Valume Plats
Molecular Devices

Nucleic Acids

Paradigm Protocols

Pipettor Validation

Protein Quant

Reader Validation-Cuvette Abs
Reader Validation-Flate Abs
Reader Validation-Plats Fl
Reader Validation-Plate Lum
Reporter Assays

TR-FRET

Bl v v ¥ ¥ ¥ ¥ ¥y TITIyTITTITTTITTITTITTITTIYTTITT

Dual-Glo Luciferase

2. Click on the microplate icon in the Navigation Tree on the left side of the screen. Click on the
Settings icon either in the toolbar at the top of the screen...

«E,%‘ z _@J D Zoom

Mask
Settings Reducticn Display

£f Clone Plate

...or in the plate section header.

GeneBlAzer  [E3 Platel o, T - B

Have a question? | NA: 800-955-6288 or INTL: 760-603-7200 ext. 40266

Contact our Technical Support Team | Email: drugdiscoverytech@lifetech.com
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3. This opens the Settings window. Fluorescence read mode and Endpoint read type are already
selected in the pre-configured protocol. Enter wavelength settings as shown below:

Read Mode I ( \ A ' xt2 \ T

= VN M &

— Ll s o

ABS FL LUM TRF FP
Read Type | O | O
Endpaoint Kinetic Spectrum Well Scan
Category
Wavelengths Wavelength Settings
Plate Type
Read Area Mumber of wavelength pairs
PMT and Optics
Shake Excitation Emission Cutoff Emission
More Settings [] Auto Cutoff
iz |20 o BIS | 530 nm

4. Choose the desired plate type, using the upper dropdown menu to choose plate format (96 or
384 wells) and the "Select Specific" menu to choose the specific plate type.

Category

Wavelengths Plate Type Settings

Plate Type

Read Area Plate Format

PMT and Oprics Select Specific | 384 Well Standard cirbtm ~
Shake 384 Well Standard opague B

More Settings Edit Plate | | 384 Well Greiner bik/clr

384 Well Greiner clear

384 Well Costar wht/clr

384 Well Costar black

384 Well Falcon blk/cr

384 Well Corning flatbtm

384 Well Corning clrfflatbtm

384 Well Corning low vol/rndbtm

Have a question? | NA: 800-955-6288 or INTL: 760-603-7200 ext. 40266

Contact our Technical Support Team | Email: drugdiscoverytech@lifetech.com
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Now select the area of the plate to read.

Category

Wavelengths Read Area Settings

Plate Type 384 Well Costar blk/dr [“]selzct Al
Read Area

PMT and Optics
Shake

Meare Settings

1 23 456 78 9 1011121314151617 18192021 22 23 24

MO ZELmr®m=— I HMMOO0m=

You can choose to read an entire plate or a subset of wells. Drag the cursor to select
the wells to be read.

Maore Information

Have a question? | NA: 800-955-6288 or INTL: 760-603-7200 ext. 40266

Contact our Technical Support Team | Email: drugdiscoverytech@lifetech.com
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6. Inthe PMT and Optics category, the PMT Gain setting "Automatic" is recommended, as it
enables the widest range of sample brightness to be detected in a single plate read without the
need for manual PMT gain adjustment.

The number of Flashes per read may be adjusted. Fewer flashes enable faster plate reads, while
more flashes enable higher performance.

Make sure the "Read from Bottom" box is checked.

Category

Wavelengths PMT and Optics Settings

Plate Type

Rezd Area PMT Gain | Automatic |
PMT and Optics Flashes perread | 10

Shake

Waore Settings

Read From Bottom

7. Inthe category "More Settings", the settings shown below should be used.

Category

Wavelengths Maore Settings

:; :; :;:: Calibrate

PMT and Qptics Carriage Speed MNormal W
shake Read Order Column

More Settings []Settling Time

Duration ms

8. Toread the plate, click the green "Read" button at the top of the screen.

Have a question? | NA: 800-955-6288 or INTL: 760-603-7200 ext. 40266

Contact our Technical Support Team | Email: drugdiscoverytech@lifetech.com
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9. After the plate is read, data will appear in the plate section:

Exptl

Plate1l
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12
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10. To set up the template for data analysis, click on Template Editor icon in the top toolbar...

- @Cupy Imp-::-rt

Template EEPaste Expu:urt

Editor

...or on the plate section header.

=

Template Editnrl

N =

Have a question?

Contact our Technical Support Team

NA: 800-955-6288 or INTL: 760-603-7200 ext. 40266

Email: drugdiscoverytech@lifetech.com
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11. Select wells and choose the template group you want to assign them to; click Assign. Repeat for

each sample type.

B Template Editor

Select wells, then add or select a group (or blank) and assign.

c

Plate Blank

Group Blank

Groups
Copy view (Z)Sample Name (O) Descriptor
1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24
': i [=iCustom
d
g Stimulated
o Background
F
G
H
1
J
K
L
L4
N
o]
P
Assignment Options
Blanks Unstimulated

G

Template with wells assigned to different template groups:

B Template Editor

B
%)

Select wells, then add er select a group {or blank) and assign.
Groups
Copy View (5)Sample Name () Descriptor
1 2 3 4 5 6 7 & 9% 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24
A Unstim.| 01 [0z |03 |04 |05 |06 |07 | o8 | o0 1213 |14 |15 |46 |17 | 18 | 13 | 20 Backgr.. S custom
B |o1|o01)|01|oz2 03 |oa o5 |06 07 |08 09|20 13 [12 15 (24|25 |16[27 |15 [18 |20 |01 |m Unstimulated
C [o1|o1|o1[o2 |03 |[os|o05[os5[o7|0e|oo|a0f1a|12 |13 |0a]as 2627182002 m imulated
D [onfor[oa[o2[os|mafos[o6f[o7]ea|oo|an|[naf1213]aaas|16|17[1s[1s[a0]oa]|m Shmﬂ
E |01{01]01 02 03 oafo5 o5{o07 05 oo |a0{12[12 13242526 [27 15 [15 |20 01| m el et
F |o1|o01]|01|oz 03 |oa[o5 |05 o7 |08 oo |20 12 22|15 |24 |25 26|27 |15 [15 |20 |01 |m
G [oi|oa[mm[o2[o3|os|os5[os[or es|oo[a0|[na]12]13[aa]as|a6|ar[1s[eefa00a|m
H (01|01 ][0z 03|02 |05 o6 o7 05 |oo|a0f[12|22 13 |24]a5 26|27 18 18|20 |01|m
| |01]|o01|o1|oz 03|03 |05 |o6|07 |08 |02 |a021]22 |15 1425 6 |27 18 18|20 1| m
J |o1{o1]o1|oz 03 [oa[o5 |05 07 05 [oo |20 [12 22 13 |24 a5 26|27 15 [18]|20 01| m
K |01 |o01]|o01|o2 03 |02 |05 |05 07 08|00 |20 2212 13 [2425 |26[27 |18 [18 |30 01| m
L |oo]o1]|o o2 o3 |oa 05 |05 |07 08 |09 20 232213 [1a[25 6[a7[18[1s[a0 m1|m
M |01 |o01|o1|o2 |03 |0s]|05|o6|07 08|02 20212215 a5 2627181820 1| m
N [o1[o1[o1[o2 o3 [os|05 05|07 08|00 |a0[1a |12 132425262718 [as]20 01| m
O [01fo01|01 o2 03 os |05 (o6 o7 | o8 oo |20 1112 13|14 |25 |16 (27|15 |15 |20 01|01
P |01|o01]|01|02 03|04 o5 |05 07|08 09|20 22 [12 |13 |24 |25 |26[27[18 15 |20 | ;2 E

Have a question?

Contact our Technical Support Team

NA: 800-955-6288 or INTL: 760-603-7200 ext. 40266

Email: drugdiscoverytech@lifetech.com
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12. After wells are assigned to template groups, data will populate group tables where analysis can
be done:

Navigation Tree uL-Q < Document Comparison
= 8 e Exptl (] stimulated i S L O > S
Flatel
|_|_|_| Unstimulat... ,
|_|_|_| Stimulated Stimulated
L[]} Backerouna Sample |CONEEMEION yocaes |cumsas  |aveRatio SDratic  |Cvratio
|7 Grapn1 ni
01] 100000.000 8.5 6.5 8.81 0.345 3.9
02 25000000 9.4 74 9.12 0433 47
03 5250.000 117 B.2 9.14 0.513 5.6
04 1562.500 140 B4 581 0937 113
05 350.625 9.9 B4 9.28 0.877 9.5
0& 57656 10.3 6.2 9.07 0630 7.0]
o7 24.414 12.4 B.E 561 0.459 3.4
o8 6104 16.1 10.2 248 0.234 114
UE] 1526 16.3 109 193 0.258 13.4
10 0.381 17.1 B3 169 0.277 16.4

Have a question? | NA: 800-955-6288 or INTL: 760-603-7200 ext. 40266

Contact our Technical Support Team | Email: drugdiscoverytech@lifetech.com
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C. Results
" : { fr—
T2

Ratio
[

5.2

32

Concentration

Figure 1: GeneBLAzer® Assay. GeneBLAzer® assay performed using the Molecular Devices SpectraMax® M5 microplate
reader and GeneBLAzer® MC3R CRE-bla CHO-K1 cell line stimulated with NDP-a-MSH. Z' = 0.74.

Have a question? | NA: 800-955-6288 or INTL: 760-603-7200 ext. 40266

Contact our Technical Support Team | Email: drugdiscoverytech@lifetech.com



