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Setup for Z’-LYTE® 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 Z-LYTE Assay using the Z'-LYTE Tyr6 kit (PV4122) against JAK2 JH1/JH2 kinase. The
following document is intended to demonstrate setup of this instrument. These settings are also valid
for the SpectraMax M3/M4 and FlexStation® 3 Multi-Mode Microplate Readers.

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 405/9 Monochromator
Emission 1 450/15 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.

2. Click on the "Protocols" tab. Click on "Protocol Manager" to open the Protocol Library, and then
open the "GeneBLAzer" protocol located in the "Reporter Assays" folder as shown below:

Protocols View Operations Help

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

| Protocol Library * Assay Development

U fAssociates of Cape Cod
Basics
Binding and Enzymology
Cell Growth & Viability
Cell ignaling & Transport
Early ADME-Permeability & Solubility
ELISA-Endpoint
ELTSA-Kinetic
FilterMax Protocols
Fluorescence Polarization
IMAP
MicroMax Low Volume Plate
Malecular Devices

Mucleic Acids

Faradigm Protocols

Pipettor Validation

Protein Quant

Reader Validation-Cuvette Abs
Reader Validation-Flate Abs
Reader Validation-Plats FI
Reader Validation-Plate Lum

r YT T YT TOTETTTITTTITTITOITTITYTTTET YT

Reporter Assays Dual-Glo Luciferase
TR-FRET GeneBLAzer
Default Ready-To-Glow Secreted Luciferase

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. Click on the Settings icon either in the toolbar at the top of the screen...

KE,%‘ z _EJ 3D Zoom

Mask
Settings Reduction Display

&P Clone Plate

...or in the plate section header.

GeneBlAzer  [E3 Platel o, T # B B M

4. This opens the Settings window. Select Fluorescence read mode and Endpoint read type. Enter
the optimized wavelength settings shown below:

Read Mode 1 ' A | ‘.t 2 % -
= NN % ¥
A FL I TRF FP

ABS LUM

Read Type ' O ' o

Endpoint Kinetic Spectrum Wilell Scan
Category
Wavelengths Wavelength Settings

Plate Type

Read Area Number of wavelength pairs

PMT and Optics
Shake Excitation Emission Cutcff Emission

Wlore Settings [JAuto Cutoff

LmZ nm 515 L

!

a0 | o

mm

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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5. 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 Properties
Wawelengths Plate Type Settings
Plate Type
Read Area Plate Format | 384 Wells w
PMT and Optics Select Specific (384 Well Standard cirbtm -
Shake 384 Well Standard opague
Maore Settings 384 Well Greiner bik/clr

384 Well Greiner clear

384 Well Costar wht/clr
384 Well Costar bikjcir

384 Well Costar black

384 Well Falcon blk/clr

384 Well Corning flatbtm

384 Well Corning clr/flatbtm hd

Orientation | Landscape hd

Is Lidded[_]

6. Now select the area of the plate to read.

Category

Wavelengths Read Area Settings

Plate Type 384 Well Costar blk/dr [&]5el=ct Al
Read Area

PMT and Optics
Shake

Wore Settings

TOZEr-r=m-——ITMH=mmDorOomiI

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

More 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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7. 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

8. 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

9. Click OK to close the Settings window. To read the plate, click the green "Read" button at the
top of the screen.

Q %z Open / Close

Read & Temperature

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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10. After the plate is read, data will appear in the plate section:

Exptl Plate1 o z = B M
Platel
1 2 3 4 5 6 7 8 9 10 11 12 153 14 15 16 17 18 19 20 21 22 23 24
A ZE...| 111|553 |BE...|B7 .. |&7...| 77 .. |BE... .|B5...| 77 - |B5...|66..|%1... |77 |B4...|BE...|5E...| 155|333 | 75...
1o, _|72E|736 817|630 |71 7723|638 Ta4T|607 | 772|652 | 706|758 | 527 |10.3|22.5| 615
B 35... |81...|B7..|85...|B4._.|E5... L|B5... |34, —|35...|B3.|75...|BS..|E1l...|B1_.|54..|85... |40E|G3...
1E.. 3. |672|730|S5E| 602 | TOS 719|897 541|620 |83 | 600|852 | 607|891 | 604 |28.8| 571
C 35... 76|67 . |75...| 76| TE... |75 . ...|B5..|85..|B5. . |E4...|B6..|B4...|B3...|112|65...
iE.. -|534|624 |521| 651|534 536|634 TO5|7TL8 | 723|718 |706| 734|557 | 701 |2.48| 587
D 0. 83...|BB..|E7...|BS_.|ET.. .|B5.. |86 77|77 |65 |TE_ |75, |T6..|F7... |79 .| 114 |65_..
20..|6.63|17._|695 | 750 | 72| 721|724 732|725 G54 | 62E |817| 640 | €25 | 652 |€42| 651 |2.67| 550
E 50 75...|7E._|7E...| 7B .. |BD. 7E..|20 82..|B7.|85...|B5...|83...|B5...|85...|853...| 118|591
26.. 6590|678 |652| 661 |§75 7|E76| 680 |12.6/3.21|16._|733 | 756|763 | 752 | T2E| T3 | 751|728 |2.50] 756
48, 75...|B2..|B2...|B2...|E3.. W|BLL B2 75..|77.~|75...|B1. . |[FE...|BO...|F7...|B1...| 116|591 ..
F
26.. 699|734 | 722|720 | 736|723 - |691|6B7 |847| 721|896 | 709 |E72| 703 |2.35| 759
45 8. |B4._|E4.. |BS_.|ET...|B4.. 75 |B3._|80..|7O_ |75 |B0_.|F2..|80_.|115|88_..
3
26...|B. 73|15, |7SE | 754 | 730|758 | 771|721 | T1B|TAE | 720|706 | 722|742 | F14| 706 |2.34| 728
|_ E5... |74 |&7... |65 .. |75...| 74 . - |84, |B6.|B0..|B3. . |E2...|B3. .|E1..|B4.|120|87..
. 635|676 |666| 636 (580|656 | 556|647 |13.2|3. 45|47, |798 | 700 | 734 | BOS | 783 | 769 | FEZ| 777 (240|724
I 4 82...|BZ.. |B3._.|E5...|85_.|B4. |24 |22E . |61 |55 |65 . |8D...|60._..|118|74..
22..|8.41]16. |812 |73 |758| 704|757 | 758 | 797|836 |14.0 601|553 | 654 |S1E| 577 |2.35| 598
I 42, |117|50.|74.. |79, |7E...| 7O [BD...|B0_.|75...| 77...| 232 . ..|BB_|E7...|B7 .|E7..|B4_.|120|75...
< 22, |B.45|15._|684|761|756| 714|741 | 742 | 745|745 (14 4|3 60|16, |817|E3Z |802 | BOO |855 | B28 |E74 | B17 |2.36| 607
42,113 |50..|7S... |77 |7E...| 77 |BD...|79...|7E...| B0... | 234 | 120 |50._ |74... |76 |753...| 76 |74... | 73|74, | 77| 122 | 7E...
K
22..|7.53|16.|787 |E36 | 753 |BZ1 803 | 729 |E4D| 881 |15.0|3. 71|14, | 748 | 7EZ | 785 | 7OB | 783 | B3B8 |B24| 762 |2.40| 519
42, |115|54._|81.. |BD._|83.. |B4_.|B5.. |84_.|B5. |83 |224|120|54. |78 |BD._ |84, |77 _|75...|BO_.|F7...|78_.|116|74..
L
22, |7.72|1E._|838 |11 _|10.. |E51|503 |5924 513|805 [15.4|3. 21|15, |344|01d |13..|911 |535|B4AG6 |02 | B76 |2.45| 600
M 4. 53...|5B..|55...|57. . [80...|50..|57..|57...|1EE| 114 |54, _|75...|BD.|75...| 7B [77...| 77.|72...| 75...| L1E |85
23. 755 |BZ5 | 752|700 | 757|663 |B73| 803 |13.7|3.62|47.|871 |10 [10...|10..|583 (11...|11... | BOS [2.57| 7028
GEN 75|76 |FE..|B1_[E2..|BZ_.|F5.|79...|224|118|50._|65... |64 _|S1.. |60._.|55... |62 _.|51.. |65 . |11E|85._.
N
23. S18|1z._|11../10._.|10.. |11 _.|10...|10..|18.5|4.31]|14. SED|B27|241|950|2.31| 591
{:] EE) §3...|60..|83...[58..|53...|61 .|50..|535...| 227 | 108 |57, 65...|73...|63...| 75...| 105 |84
§30|10..| 855|065 (557 | BOG |10..|10...|21.5|3.70|17.. 101z |12..|10..|2.39| 6593
p 5. |60..|E3...|66... [86...|62...|62...|64... | 203 | 127 |[4E..- |&0...|62. .. |80...|60...|95.5| 85...
S9E9 |15, |11..[131..|12..|15..|11...|11...|20.9|5. 18|15, 13..|989|11..[12...|2.36| 682

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

- [} Copy 5 Import

Template EEPaste Expu:urt

Editor

...or on the plate section header.

=

aa

Template Editnrl

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. 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. @

Groups

View (Z)Sample Name () Descriptor -
4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 =standards
JAK2_inh
VE17E_inh

[= Custom
Background
100%phos
VE17F
0%phos

Assignment Options
Blanks JAK2 JH1/1H2

Plate Blank

(e ) (e )

Template with wells assigned to different template groups:

B Template Editor [‘5_<|
Select wells, then add or select a group (or blank] and assign. @
Groups
View (Z)Sample Name (O) Descriptor
1 2 3 4 5 6 7 B 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 [=IStandards
A [10..Ba.. JAL. 01 [ o [ o2 i8K3_eh o1 [ o1 | oo |Backgr. V6., o1 | o1 | o Y617Fcinho | o | oo [Ba.. 0% | JAK2_inh
B ph..) 01 |JH.. 02 |02 |0z |02 |0z |02 |02 |02 |01 |01 01|02 |02 |02 |02 02|02 |62 02|02 [& VBL7F_inh
C|lot|om|H2[ 3oz [z |os|[os|m ||z [a|m ||z |ezfos [z ]oafoz]|oa|m .
D Mmoo [t [t [t [t [ [t (e[t [e |t [ [ [ m Scustom
E [02]o1]o1os[os[os[os[os o5 [es[os[o2[o[m[es[os [os[o5s[os|os[es|os[ma|m Background
F |p2)|o1|01 05 |06 |06 06|06 |06 05 |06 |01 0101|0805 |05 |06 05|06 |06 |05 0100 100%phos
AN BN E R EE E A R R E E E E E E EE R JAKZ JH1/IH2
H (0101|0105 [os[o5 |08 08|05 08|08 010101 os[os[os]os (o8 05 |08 |01 o0 VE1TF
| [o2 o201 oz os oo o9 [os]os [ os[oo|o1]o1|o1]os oo |oo[oo]osfos [oz[oefofm 0%phos
J [o2]o1|o1 |10 1020 2020 1010 20 0201|1020 w]|20][10]10[1w0][20[01|m
Klo|om|om [mnfnjafeajvonfu|jooao|uv|juaanjajun|julnlm
EAREREEEREEREREE R R AR R R R R EEE AR
Mo[ofa[s[s(s[s[s[s[s[s[au]an[n|[s|s[s[s|s[s[s[s]a]n
N ot[o|o[1a[1s [ e]w v o[n[nfw|w|w]ee]u]uv[fu]a[n
O |p1]o1 o115 |25 a5 [a5]a5[a5]15 o1 (o1 |oafa1s 15 (25 |25 15 (15 [15 |02 [m
p (0201|0115 |15 26 26|25 (16|16 2502|021 |0oa|1s]26 262615161525 [ma|m

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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13. When wells are assigned to template groups, data will populate group tables where analysis can
be done:

Mavigation Tree L»IZQ £ l' Document = Comparison
= A eeu Exptl [ 1ak2_inh of dh o
Platel
[[T]1ax2 .
|_|_|_| VEITF JAK2 _inh
|'|'|'| O%phos Sample EonEepustol AvgRatio SDratio
[1T] 100%phos nii
[[[]1aK2_inh 01 1000.00000 11,849 0.418
(] vs17F_inn 02 250.00000 12.088 0.101
] Backeround 03 5250000 11.745 0.583
04 15.52500 11.900 0.121
] Grapn1 05 3.90625 11772 0.175
06 0.97656 11334 0.124
07 0.24414 11.209 0.359
08 0.06104 10.629 0.570
09 0.01526 10.558 0.363
10 0.00381 10.692 0273
11 0.000895 9.813 0.624
12 0.00024 9.038 0.367
13 0.00006 7.465 0.328
14 0.00001 7.458 0.807
15 0.00000 6.388 0.720
16 0.00000 5.475 0.728

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

Ratio

?e-? 1= 1e5 14 1e-3 Je-2 1e-1 1e0 1el 1e2 1e3

Staurosporine (nM)
Figure 1: Z’-LYTE® Assay. JAK1 JH1/JH2 Dose-Response Curve read on the Molecular Devices SpectraMax® M5/M5e Multi-

Mode Plate Reader. Z' =0.81.

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

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



