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Z'-LYTE® Assay Setup Guide on the
Thermo Scientific Varioskan® Flash Multimode Reader

NOTE: The Thermo Scientific Varioskan® Flash Multimode Reader was tested for
compatibility with Invitrogen's Z’-LYTE® Assay using the Z'-LYTE® Tyr6 kit (PV4122) against
JAK2 JH1/JH2 and JAK2 JH1/JH2 V617F kinases. The following document is intended to
demonstrate setup of this instrument and provide representative data. For more detailed
information and technical support of Invitrogen assays please call 1-800-955-6288, select
option "3", then extension 40266. For more detailed information and technical support of
Thermo Scientific instruments or software, please contact Thermo Scientific at 1-800-522-7763
or www.thermo.com.

control software on computer.

A. Recommended Optics
wavelength (nm) diameter (nm)
Excitation 400/12 monochromator
Emission 1 445/12 monochromator
Emission 2 520/12 monochromator
Instrument Setup
1. Make certain plate reader is turned on, and open up Thermo Scientific Skanlt
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2. When Skanlt opens, it will default to a generic starting page. Select the "New
Session" icon to open a new session and create a new protocol.

@ skanlt Software 2.4.3

Session  Edit  Settings  Execute  Help

=l8]x|

.

el . . New session
A

R R P
Skanlt Software 28

T

=

Open session

Varioskan Flash:

SCIENTIFIC

‘arioskan Flash 3001-1160 - Connected | 23.9C adrin

121502008 11:08:29 AM
lﬁ'startl [ @ 8] varioskan screenshots - .., | 2 SkanIt Software 2.4.3 WD %P s am
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3. At this point, a popup window will appear. Select "Empty Protocol" on the left,
and enter a session name at the bottom. Select Next when finished.

@ skanlt Software 2.4.3

Session  Fdit  Settings  Execute  Help

\':::";i Protocol options

x|

=l8] x|

User-defined protocal
K Factor For pathlength correction

Instrument type: |\-'ariuskan Flash j
Protocol type: Templates:
Empty protocol Mo

|Creates a new empty protocal,

Session name: | =
< Back | Nexk = I Cancel |
‘arioskan Flash 3001-1160 - Connected 24.0C admin 1Z2{1512008 11:30:14 AM
{ﬂstartl [ @ ] varioskan screenshots - ... | 952 Skanlt Software 2,43 ¥ Create New Session D B tsnam
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4.

Select your plate from the available list. When finished, select Next.

@ skanlt Software 2.4.3

Session Edit Settings Execute Help

=l =]

-‘ﬂstartl @ ‘e Iﬂj warioskan screenshats - ..

% Skarlt Software 2.4.3 ¥ Create New Session

% Create New Session ZI
e
\r:';:i Plate layout options
% Create new
Plate layout options: ™ Fill layout with Unknowns
" Use existing =
Select plate template: I™ Use default
Name wells  Creator £
384-well BD Falcon, small volume plate 384 |Thermo Electran
3&4-well Corning, flat bottom plate 354 |Thermu Electron
384-well Corning, PP, round bottom plate 384 Therma Electron
F&d-well Genetix, large volume plate 354 Thermo Electron
354-well Genetix, low volume plate 354 Therma Electron
384-well Genetix, microarray plate 384 Therma Electron —I
F&d-well Genetix, square well plate 354 Thermo Electron
354-well Genetix, Y-bottomn plate 354 Thermo Electron -
Plate layout name: ZLYTE —
< Back, | Next = I Cancel |
Variaskan Flash 3001-1160 - Connected 24.0C adrmin 12/15/2008 11:30:48 AM

WO B t0am
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5. Once the session has been named and a plate selected, click the Finish tab to

create a new protocol.

@ Skanlt Software 2.4.3

Session  Edit  Settings  Execute  Help

Definitions done

Select location:

% Create New Session

=l ]

= = Skanlt Software = Session name:
— Thermao
ZLYTE

47 BLA
[1-47] Adapta
B4R Adaptaz

= Plate layout name:

Fl-B] Adaptad ¥
Fl-8] Lanthasreen test 1 ZLYTE
[l Lanthasreen test 2
F-§7] Lanthagreen test 2 black
-] Lanthscreen spectra 384 white Plate type name:
[]"ﬁ:. Lanthscreen spectra 384 white 2 3B4-well Corning, low volume, round bottom plate —
B-{8] Lanthscreen decay il
48] Lanthscreen decay?
42 BLAZ

£%] Ca Example
(4B ApraLanthalH1Vario
-4 gmn\a Bt Click the Fnish button to create a new session
-8 Oriainzubate fad| with selected options.

Mew Falder | Renzme Delete
< Back | Finish I Cancel
Warioskan Flash 3001-1160 - Cannected 24.1C admin 12/15/2008 11:31:07 AM
4 StartI @ & W] varioskan screenshats - ... | &5 Skanlt Software 2.4.3 ¥ Create New Session ﬁg = EJ 2 11531 AW
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6. A new window will appear. The next step is to define the plate layout. Select the
Wizard tab in the upper right.

& ZLYTE* [Session] - SkanIt Software 2.4.3 == x]
Session  Edit  Settings  Execute  Help
Session | | Plate Layout
O Plate Layout e — —
ate Layou ’7 1 = [V § Hame: |1 FE Mew | FHDelete | ‘ ’7 4 Wizard | < Clear | {5 Prink |
@ E Pratocol
A E 1 2 | 3 (4|56 (7| 8|9 ([10(1|12|13(14|15 |16 (17| 18|19 |20 21| 22| 23 24
| Resuis
@) Q Run Lag -
B
Sample Properties c
Properties IGroups I Details I
wEn 1]
=]
Bl Identification E
Mame:
F
G
H
|
J
K
L
M
N
Name
MName of the sample a
P
Execution
D tion:
Warioskan Flash 3001-1160 j Disconnect I ;scdr\p |o.nt. _l
0 description |—
== 2 i
Tl 5
Variaskan Flash 3001-1160 - Connected | 24.1C adrmin 12/15/2008 11:31:25 AM
m'startl [ @ ] varioskan scresnshots - .. | 3 ZLYTE* [Session] - Sk... MO B 1Ean
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7.

and Close" tab when finished.

The Wizard popup will appear. To fill the entire plate with unknowns, enter 384
in the "No. of unknowns" blank near the center left of the popup. Select the "Add

G ZLYTE" [Session] - Skanlt Software 2.4.3 _ =] x|
Session  Edit  Settings  Execute  Help
. Session i: Plate Layout
™ - Plate Layaut
L1 (2} Plate Layout =
S ¥ Il 5 i1 Name: |1 B Hew | FDelete | 5 Wizard I > Clear | {3 Prink |
!';--' g Protocal
1|2‘3‘4|5|8|T|8|9|1D|11‘12‘13|14|15|18|1T|18|19‘2D 21| 22 | 23 24
H Bﬂ Results | | &
Q @ Fill wizard x|
) Q Run Log
[~ Samples
I scooco0OOOROROOR OO 0D 00RO
000000000000000000000000
i Fample Prol Tipe | Urknawn =l cccccoono0DOOOOOOO 00000
000000000000000000000000
Properties IGroups | Details 000000000000000000000000
= Narme: [Un =l 000000000000000000000000
i) | coooccene00000 0000000000
— eoooo0 o000 00000000 OR OO R
B Identification —Fin = ceococnooo00O00000 000000
Group: hssay vI Filing order 000000000000 000000000000
Name 0000000000000 0000000000
eoooo0OoOOOOOOOOOROOOROOOO
00000000 0000000000000000
ecoocooOODOODO OO OO RO RODOD
Mo, af unknowns 384 3: ©00000000000000800600000
ecoocOoOODOODOOOOOO RO OO OO OO
— Replicates Current plate: |-| 3: i1
7~ Filling order —— -
ke Dilution
Mo. of replicates: I 1 3‘ . .
= 1 :I 1 ::’ Unit: I
Specific blanks: INnne vI .
I Gererate series
Cleardl | LoadDs | add | [ AddandCiose | Close |
I IAdd new samples and close wizard window |
Name of the sample a
P
Execution |
o | Description:
Varioskan Flash 3001-1160 j Disconnect T dp pore _I
0 description =
== > & = &
AW [~
Variaskan Flash 3001-1160 - Connected | 24.0C adrmin 12/15/2008 11:31:48 AM
A)start| [ @ 5] varioskan screenshots - ... |[ 25 ZLYTEY [Session] - Sk... WO B 1t an
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8. The Wizard popup will close, and the plate will now be defined.
IR

Session  Edit  Settings  Execute  Help

Session | | Plate Layout

"y t Plate Layout
ael avoll ’7|1 3: i1 Mame: [ Mew | HDelete | ‘ ’V A wizard | XCIEar 1S Print |
E Pratocal

1 2 3 4 5 E 7 g 9 | 10|11 |12 | 13| 14 | 15|16 | 17 | 18 | 19| 20 | 21 | 22 | 23 24
=[] Results

& Un_ fUn_ fUn_ fUn_ fUn_ fUn_ fUn_ SUn_ fUn_ fdn_ SUn_ fUn_ SUn_ fUn_ fUn_ SUn_ fUn_ fUn_ fUn_ fdn_ SUn_ fUn_ fUn_ [ Un_036
& Run Log Azs | Azgs |Ass [ Ags Ass | Ass [Ass [Ass [Ass |Ass | Ass [Ass | Ass | Ass |Ass | Ass (Ass |Ass | Ass |Ass | Ass [ Ass | Ass | Assay
e
B Un_ ‘Un_ Un_ fUn_ Un_ fUn_ fUn_ fUn_ fUn_ fUn_ fdn_ fUR_ SUn_ fUdn_ SUn_ Un_ fUn_ fUn_ Un_ SUn_ fUn_ S Un_ fUn_ | Un_037
| Ass fAss JAss JAss JAss fAss JAss ass fAss lAss fAss JAss JAass JAss Jass JAss lass JAss JAss Jass JAss Jass JAss JAssay
Sample Propetrties C Un_ "Un_ "Un_ fUn_ Un_ fUn_ Sdn_ fUn_ fdn_ fUn_ fdn_ UR_ SUn_ P dn_ SUn_ Un_ SUn_ fUn_ Un_ SUn_ fUn_ D Un_ fUn_ | Un_037
Azs | Ass | Ass | Ass | Ass | Ass | Ass | Ass Ass | Ass | Ass | Ass | Bss Ass | Ass Ass | Ass | Ass | Ass | Bss ) Ass | Ass | Ass | Assay

Un_ fUn_ fUn_ fUn_ fUn_ fUn_ fUn_ SUn_ fUn_ fUn_ SUn_ fUn_ SUn_ fUn_ fUn_ SUA_ fUn_ fUA_ fUn_ fUn_ SUn_ fUn_ SUn_ fUn_037

Froperties IGroups I Details |
Az Az |Ass |Ass [Ass [ Ass | Ass |Ass | Ass | Ass | Ass ||AsS ||Ass ||Ass |Ass [Ass [ Ass ||Ass | Ass [ Ass | 855 | sk | Ass || Assay

2l =

4 =

| = E Un_ fUn_ fUn_ fUn_ fUn_ fUn_ fUn_ SUn_ fUn_ fdn_ SUn_ fUn_ SUn_ fUn_ fUn_ fUn_ fUn_ fUn_ fUn_ fdn_ SUn_ fUn_ fUn_ fUn_037

= Identification Azs | Azgs |Ass [ Ags Ass | Ass [Ass [Ass [Ass |Ass | Ass [Ass | Ass | Ass |Ass | Ass (Ass |Ass | Ass |Ass | Ass [ Ass | Ass | Assay
Name: Un_ fUn_ fUn_ fun_ fUn_ fUn_ fUn_ fUn_ fun_ fun_ fUn_ SUn_ fUn_ fUn_ SUn_ fUA_ fUn_ SUn_ fUn_ fun_ fUn_ fUn_ fUn_ fUn_ 037

Ass fAss JAss JAss JAss fAss JAss ass fAss lAss fAss JAss JAass JAss Jass JAss lass JAss JAss Jass JAss Jass JAss JAssay

Un_ fUn_ fUn_ fUn_ fUn_ fUn_ fUn_ Sdn_ fUn_ Sdn_ SUn_ fUn_ SUn_ fUn_ fUn_ SUnA_ fUn_ fUn_ fUn_ fdn_ SUn_ fUn_ SUn_ fUn_037

Azs | Ass | Ass | Ass | Ass | Ass | Ass | Ass Ass | Ass | Ass | Ass | Bss Ass | Ass Ass | Ass | Ass | Ass | Bss ) Ass | Ass | Ass | Assay

Un_ fUn_ fUn_ fUn_ fUn_ fUn_ fUn_ SUn_ fUn_ fdn_ SUn_ fUn_ SUn_ fUn_ fUn_ SUn_ fUn_ fUn_ fUn_ fdn_ SUn_ fUn_ fUn_ fUn_037

Azs | Ass (Aszs [Ass [Ass | Ass (Ass fAss [Ass fAss | Ass [Ass | Ass | Ass |Ass | Ass (Ass |Ass | Ass | Ass | Ass [ Ass | Ass | Assay

| Un_ ‘Un_ Un_ fUn_ Un_ fUn_ fUn_ fUn_ fUn_ fUn_ fdn_ fUR_ SUn_ fUdn_ SUn_ Un_ fUn_ fUn_ Un_ SUn_ fUn_ S Un_ fUn_ | Un_037

@ T Yo

Ase | 4zs [ Ass Ass | Ass |Ass |Ass | Ass ass |Ass | bss | Ass |Ass | Ass ||Ass | Ass |Ass | Ass [Ass [ Ass Ass | Ass | Ass Aszay

J Un_ "Un_ "Un_ fUn_ Un_ fUn_ Sdn_ fUn_ fdn_ fUn_ fdn_ UR_ SUn_ P dn_ SUn_ Un_ SUn_ fUn_ Un_ SUn_ fUn_ D Un_ fUn_ | Un_037
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Un_ fUn_ fUn_ fUn_ fUn_ fUn_ fUn_ SUn_ fUn_ fUn_ SUn_ fUn_ SUn_ fUn_ fUn_ fUA_ fUn_ fUA_ fUn_ fUn_ SUn_ fUn_ SUn_ fUn_037
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Az | Ass (Ass [Ass [Ass | Ass (Ass fAss [Ass fAss | Ass [Ass | Ass | Ass | Ass | Ass (Ass |Ass | Ass |Ass | Ass | Ass | Ass | Assay
M Un_ "Un_ "Un_ fUn_ Un_ fUn_ fUdn_ fUn_ fUn_ fUn_ fdn_ fUR_ SUn_ fUdn_ SUn_ fUn_ SUn_ fUn_ Un_ SUn_ fUn_ S Un_ fUn_ | Un_038

Azs | Ass Az | Ass [Ass | Ass [Ass [Ass [Ass | Ass | Ass [Ass | Ass | Ass | Ass | Ass |Ass |Ass | Ass | Ass | Ass | Ass | Ass | Assay
N Un_ "Un_ "Un_ fUn_ Un_ fUn_ Sdn_ fUn_ fdn_ fUn_ fdn_ Un_ SUn_ P dn_ SUn_ Un_ SUn_ fUn_ Un_ S Un_ fUn_ S Un_ P Un_ | Un_038
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Un_ fUn_ fUn_ fUn_ fUn_ fUn_ fUn_ SUn_ fUn_ fUn_ SUn_ fUn_ SUn_ fUn_ fUn_ fUA_ fUn_ fUA_ fUn_ fUn_ SUn_ fUn_ SUn_ fUn_038
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Un_ fUn_ fUn_ fUn_ fUn_ fUn_ fUn_ SUn_ fUn_ fdn_ SUn_ fUn_ SUn_ fUn_ fUn_ SUn_ fUn_ fUn_ fUn_ fdn_ SUn_ fUn_ fUn_ fUn_035

Age | &zs [ Aes |Ass | Ass |Ass |Ass | Ass Ass |Ass | Ass | Ass AT | Ass ||Ass | Ass | Ass | Ass [Ass [ Ass |AsT | Ass | Ass Aszay

Name
Mame of the sample i}

Execution

Description:
Yarioskan Flash 3001-1160 j Disconnect — 2 —
0 description
== S ’
N 4

Warioskan Flash 3001-1160 - Connected | 24.0C admin 12/15/2008 11:32:02 AM

mstartl @ & W] varioskan screenshats - ... II #5 ZLYTE* [Session] - Sk... &Q%% G 11:32 AW
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9. From the Session menu on the left, select "Protocol". The screen will change to
the one below. In the "Meas." menu on the left, select the "FRET Measurement"
icon to set up a FRET protocol.

@ ZLYTE* [Session] - Skanlt Software 2.4.3 _ =] x|
Session  Edit  Steps  Settings  Execute  Help
Session Protocol Properties
] g Plate Layaut —Parameters
otocol Pratocol description:
o=y i
= Results
9) Q Run Log
[
Steps Plate template:
Control | /%] ZL¥TE
E |354-wal\ Carning, low volume, round bottam plate j
i @ Wl ink | =
e |:| [~ el inkerval [ms]: a 3
Meas.
Settle delay [ms]: 0 -
B =
61 -
tj‘ ]/"./\ Execution block
U L Execution order:
L =
l«TlT -
4
Action
Ca B
QIS
ey, B
i i
Execution
Warioskan Flash 3001-1160 j Disconnect
= =
2 A& P
Variaskan Flash 3001-1160 - Connected | 24.0C adrmin 12/15/2008 11:32:21 AM
lt.’Startl @ & W varioskan screenshats - ... || 43 ZLYTE* [Session] - Sk... 40 %&)@ 11:32 &M
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Z-LYTE® Compatible Microplate Reader Version No.: Page 10 of 16

é) inVitrogen' Documentation 18 May 09

Setup Guide on the Varioskan® Flash Multimode Reader

10.  Selecting the FRET icon will cause the screen to change to look like the one
below. Select your excitation and donor emission wavelengths as shown below,
and make sure the Optics setting is correct.

& ZLYTE* [Session] - SkanIt Software 2.4.3 == x]

Session  Edit  Steps  Settings  Execute  Help

Session Fluorometric Measurement
1 g Flats Layout [Parameters
» fr?;— Excitati Jength [nm] : opies
xcitation wavelength [nm]: 400 -

/" Protocol ( * Top " Bottom
H B

Results Emission wavelength [nm]: 460| 3:
g [~ Multiple measurements

Run Log
Excitation bandwidth [rm]: 12 =2

Steps Drynarnic range: AutoRange >

Control | /] ZL¥TE

a []
@ @ & Fluarometricl =] Measurement time [ms]: 100
o [
e |z| [~ Lag time [hh:mm:ss t]: 00:00:00.0 E
Meas.

@ ]P/\ [ Step duration [hhimm:ss]: [no:00:00

Execution

Warioskan Flash 3001-1160 j Disconnect
= =
2 A& P

Variaskan Flash 3001-1160 - Connected | 24.1C adrmin 12/15/2008 11:33:02 AM
d)start| (B} @ ) variosken screenshots - .. |[ 5 ZLYTE* [Session] - Sk... W0 e 1133 am
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11.

@ z-LYTE

When finished, click on the "Multiple measurements" tab. A new set of excitation
and emission windows will appear to the right; enter your excitation and acceptor
wavelengths. When finished, select the "Add" tab. The new excitation and
emission settings will populate beneath the first set in the table to the left of the

"Add" tab.

[Run] {Z008-04-28 14:59:06-05:00) - SkanlIt Software 2.4.3

IS -TES)

Session  Edit  Steps  Settings  Execute  Help
Session Fluorometric Measurement
| Plate Layaut —Parameters
1}- & Optics
Excitation wavelength [nm]:
»f? Pratocol ath [m] GIL ’7 & Top  Bottom ‘
H T,
Resuits Emission wavelength [nm]: 445
@ [ Multiple measurements:
Run Log
Excitation bandwidth [rm]: | 12 j Ex Em E
Steps Dynaric range: AutoRange ,I I‘IDU 3. A_ddl
Control lz‘ 400 520
Em [im]: Remove |
@ @ lz‘ Measurement time [ms]: 100 -
: 445 :
o
S |2| [ Lag time [hh:mm:ss ]: [00:00:00.0 E
Meas.
. Measurement interval :00:
@ ]/P‘/\ [ Step duration [hh:mm:ss]: 00:00:00 E {hhmmies ): IUU.UU.DU‘U EI
[efzd
L
6l
Y |4
NS4
Action
=
"l 00
4y, By
S i
Execution
arioskan Flash 3001-1160 j Disconnect |
= =
4 ol
Watioskan Flash 3001-1160 - Connected | 276C adrmin 9/10/2008 2:25:40 PM
#start| B} @& ) variaskarFlosh_z-LYTE_... |[55 Z-LvTE [Run] (z008-0... WD % 2P
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12. At this point the protocol is finished, select the "Execute session" icon (small
green arrow on the bottom left side) to read a plate.

Have a question? Contact our Technical Support Team
NA: 800-955-6288 or INTL: 760-603-7200 Select option 3, ext. 40266 Email: drugdiscoverytech@invitrogen.com
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C.

Z'-LYTE® Kinase Assay using JAK2 JH1/JH2 and JAK2 JH1/JH2 V617F

NOTE: The following is a sample assay performed for demonstration purposes. The
section below describes how the data was obtained, and is not intended for use as an
assay protocol. We recommend all first-time users follow the appropriate protocols
and/or validation packets provided with their specific assay kits, and include all proper
controls. The instrument settings above would be sufficient for any Z'-LYTE® assay, the
information below is provided as representative data. Assay was run at ATP
Kmapparent and a kinase concentration producing approximately 30-40% of maximal
phosphorylation, as discussed in Section 9 and 10 of the Z'-LYTE® protocols. ATP and
kinase concentrations should be optimized for each kinase by the actual user. Specific
Z-LYTE® assay protocols and setup information from Invitrogen’s own in-house

SelectScreen® Custom Profiling Z’-LYTE®-based kinase assay service can be seen at

www.invitrogen.com/kinaseprofiling. You can find the link for Z’-LYTE Protocols and
Assay Conditions under the More Information section on the right side of the web page.

1. Prepare initial 100X serial dilution curves in rows A and E of a 384-well plate:
Dilute Staurosporine and JAK2 Inhibitor Il to a 100X initial concentration in 100%
DMSO (100 uM). Prepare a set of 1:1 serial dilutions from the initial
concentration in a 384-well plate, starting with 80 ul in Column 1 and 40 pl
DMSO in wells 2-20. Add 40 pl from well 1 to well 2, and then mix well 2, and
take 40 pl from well 2 and add to well 3, mix, and so on.

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24

Staur. 100X A
4X B

JAK2 Inh. II
4X

VTOZErX«e—IOTMMOO

Figure 1: Schematic of initial compound dilution. Staurosporine and JAK2 Inhibitor
Il were titrated from a 100 yM starting concentration in the initial dilution series by
preparing a 1:1 dilution curve in DMSO. A secondary dilution to 4X was then prepared
in the rows below the initial dilution curve (lighter gray) using kinase buffer.

2. The 100X serial dilution set is then diluted to a 4X working concentration in
Kinase Buffer (50 mM HEPES pH 7.5, 0.01% BRIJ-35, 10 mM MgCI2, 1 mM
EGTA) in the row below by adding 2 pl of diluted inhibitor from the well above to

Have a question? Contact our Technical Support Team

NA: 800-955-6288 or INTL: 760-603-7200 Select option 3, ext. 40266 Email: drugdiscoverytech@invitrogen.com
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10.

11.

12.

48 ul of kinase buffer. This will produce a final serial dilution starting at 4 uM,
which will then produce a final assay concentration starting at 1 uM.

Begin to prepare an assay plate: Add 2.5 pL of the compound dilutions per well
into a low volume NBS, 384-well plate (Corning Cat. # 3676), in quadruplicate so
rows A-D are staurosporine replicates, E-H are JAK2 Inhibitor 2 replicates, etc.

Add 2.5 yl of kinase buffer alone to rows 21 and 22 (0% inhibition no compound
control), 23 (0% phosphorylation control, no kinase added) and 24
(Phosphopeptide 100% phosphorylation positive control)

Add 5 uL of the 2X Peptide/Kinase Mixture (2 uM Tyr 06 peptide, 2600 ng/mi
JAK2 JH1/JH2 or 1300 ng/ml JAK2 JH1/JH2 V617F, determined experimentally
as outlined above) to Columns 1-22. DO NOT ADD TO COLUMN 23 OR 24.
Add 5 uL of 2uM substrate alone without kinase to Column 23, rows A-L (0%
phosphorylation control) and 5 pl of 2 uM phpsphopeptide control substrate to
Column 24, rows A-L (100% phosphorylation control). Add 5 pl kinase buffer
alone to the remaining 8 wells (Columns 23 and 24, rows M-P) as a buffer-only
reference.

Add 2.5 uL of 4X ATP Solution (200 pM) per well to all Columns to start reaction.
Shake assay plate on a plate shaker for 30 seconds.

Incubate assay plate for 60 minutes at room temperature.

Add 5 uL of the Development Reagent Solution to each well. Use the lot-specific
dilutions indicated on your CoA as dilution may vary based upon Z'-LYTE®
peptide and Development Reagent A lot.

Shake plate again on a plate shaker for 30 seconds.

Incubate for 60 minutes at room temperature.

Read and analyze as directed in the protocol.

Have a question? Contact our Technical Support Team

NA: 800-955-6288 or INTL: 760-603-7200 Select option 3, ext. 40266 Email: drugdiscoverytech@invitrogen.com



Z-LYTE® Compatible Microplate Reader Version No.: Page 15 of 16

é’ inVit rogen " Documentation 18 May 09

Setup Guide on the Varioskan® Flash Multimode Reader

No Inh. 0 100
7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24

Staurosporine

JAK2 Inh. Il

Figure 2: Assay Plate Schematic. Compound titrations shown in Columns 1-20,
Columns 21 and 22 prepared without any inhibitor as kinase activity controls, Column
23 prepared with no kinase (0% phosphorylation) and Column 24 prepared using
phosphopeptide control (100% phosphorylation). Note 8 wells in gray in bottom right,
which were prepared with out any inhibitor or substrates, as buffer controls.

Have a question? Contact our Technical Support Team

NA: 800-955-6288 or INTL: 760-603-7200 Select option 3, ext. 40266 Email: drugdiscoverytech@invitrogen.com
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D. Results

Figure 1: Z'-LYTE® Kinase Assay. Z-LYTE® assay performed using the Thermo Scientific

Varioskan® Flash.
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