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LanthaScreen® Terbium Assay Setup Guide on the
Molecular Devices FlexStation® Microplate Reader

NOTE: The Molecular Devices FlexStation® Microplate Reader was tested for compatibility
with Invitrogen's LanthaScreen® Terbium-based TR-FRET Assay. The following document is
intended to demonstrate setup of this instrument. 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 Molecular Devices instruments
or software, please call 1-800-635-5577 or by e-mail at info@moldev.com.

A. Recommended Optics
wavelength (nm) diameter (mm)
Excitation 332/12 monochromator
Emission 1 488/12 monochromator
Emission 2 518/12 monochromator
Dichroic Mirror 420
B. Instrument Setup
1. Open the SoftMax Pro software and click on File/New.

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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The following screen shows up. You can save this new “Protocol” by clicking on File/Save
As and giving it a name.

®: SoftMax Pro

FEN Edit  View Experiment Control Assays Window Help

o= (] 1]

5 Untitied CEX
= ﬁ Experiment#1
- Eleteert [ 2]
< [ Piates | =B Setup | [E2 Ternplate | | Redustion | |ER bisplay | 3]
Platez1
1 2 3 4 5 ] 7 g g 10 11 12
A Endpoirt
B Fluorescence
c Top read
Ex Em Cutoff*
D Lm1 485 538 530
£ ERiG St
f Autormix: Off
<] Callbrste: On
H PMT: Auto
Settle Time: Off
‘Wavelenoth Combination: 1Ll Readsiel: §
Plate Last Read:
Mo Data
o CuvetteSet#! | B Setup | B Ternplate | | T Reduction | [ERbisplay | [a]
CuvetteSet#1
1 Endpoirt
Abszorbance
Data: ho Data Lmi 450
Ref. Mo Reference
Wavelength Combination: ILm1
Data Mode: Absorbance
4 »
is start T e C® 7 @em., - THMsL. o soft... W 2P,

2. You can double click on Plate #1 and rename this section as shown in the example
below. This is not necessary but could be helpful in order to keep track of different

) assays.

File Edit V¥isw Experiment Control Assays Window Help

&8 e e | [read ] | [4] [w] B

b Eﬁ Experimentz1 EI
b Elnctest 54 s
< [ Piate 21 &P Setup| [E Template | [ Reduction|  [EADisplay @ @

Plate #1
1 2 3 4 £l ] T 8 g 10 11 12

Endpoint

& Time Resolved
Delay: 100

B Integration: 200
Top read

C

D

Mame: LamhaScrear‘

Plate Last React
H o Dsta

Have a question? Contact our Technical Support Team
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3. We find it convenient to run a wavelength spectrum from a well that contains only the Th
labeled antibody. This gives you visual proof that the wavelengths you are using are the
optimal. Skip to step # 11 if you do not want to do a Spectrum analysis.

Click on the Set Up icon right next to LanthaScreen® and the following screen appears:

®: [nstrument Settings El
Endpaoint Kinetic Spectrum Yifell Scan
Options:
Read Type ! | Read Type
Fluorescence
Top read
Wavelengths * Fluorescence (RFUs)
Ex: 350
Em Start: 350 " absorbance (ODs)
Em Stop: 750 g
Em Steg 10 " Luminescence (RLUs)
Cutoff: Mone i
" Time Resolved (RFUs)
Sensitivity
Readings: 8 " Fluorescence Polatization (RFUS)
PMT: &uto
Automix E
Befare: Off [ wiell Bottom Resd
AutoCalibrate @ Top read with & 96- or 384-well microplate requires plate

adapter

j Cancel

on
Assay Plate Type

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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4.

®i Instrument Settings ﬁ‘

Check Time Resolved and enter the values shown below (Integ Delay 100 ps,

Integration = 200 us)

& [& @

Endpaint Kinetic Spectrum Yell Scan

5.

Options:

Read Type H ‘ Read Type
Time Resolved

Deelay:100

Integration: 200 " Fluorescence (RFUS)
Top read

‘Wavelengths " Ahsorbance (O0s)

Ex: 332 -
Em Start: 430 Luminescence (RLUs)

Em Stop: 700 &
Em Step: 5 * Time Resalved (RFUs)

Cutotf: 420

Sensitivity
Readings: 100
(R A [~ well Bottom Fead

Automix (1) Top read with & 98- or 384-well microplate requires plate
Before: Ot adapter.

AutoCalibrate

on ﬂ Cancel

Integ Delay: us
Integration: ps

" Fluorescence Polarizetion (RFLS)

Click on Wavelengths, choose Ex Fixed/Ems Sweep and enter the information shown

below (Excitation 332, Emission Start 430, Stop 700, Step 5, Cutoff 420).

B ® Instrument Settings El
-

&2 [@ | &

Endpoint Kinetic Spestrum Well Sean

Options:

Read Type o | Wavelengths
Time Rezoked
Delzy: 100
Integration: 200  ExFixed/Em Sweep  ©  Em FixediEx Sweey
Top read

Wavelengths
Pt Eim .

Ex: 332
Em Start. 430 b ¥] St
Em Stop: 700 S
Em Step: 5 ) E
Cutaff; 420 Step:
Sensitivity
Readings: 100
FMT: ALto

Automix
Before: Off
AutoCalibrate

on j Cancel

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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6. Click on Sensitivity and move the slider all the way to the right for optimal sensitivity
(=100). Note that PMT Sensitivity = Automatic is the only choice for Spectrum.

Wi Instrument Settings E‘

a2 @ &

Endpoint Kinetic Spestrum Well Sean

Options:

Read Type = ‘ Sensitivity
Time Resolved
Delay:100 3
Inteqration: 200 Fast Mormal  Precise
Top readd
Wavelengths

e T Senstivity
Em Start: 430

Em Stap: 700
Em Step: §
Cutotf: 420

Readings: 100
PMT: Auta

100

Automix
Before: Off
AutoCalibrate

on ﬂ Cancel

T

7. Using the slide bar, bypass Automix, make sure AutoCalibrate is chosen

: and double click on Assay Plate type. Choose the appropriate
plate from the drop down menu.

Wi Instrument Settings

2 @ &

(X

Endpoint Kinetio Spectrum Well Soan
Options:

Emn Step: 5 ﬂ ‘ Assay Plate Type

Cutoff: 420
SR Select an assay plate type:

Readings: 100 -

B o 304 Wil Greiner blkick
Autemix 384 Wyl Greiner clear

X 384 wyell Costar whiticlr

(ETEiTES 384 °wiell Costar blkiclr
AutoCalibrate 384 Wyl Costar black

on 384 Wwell Falcon bikiclr J

384 Wwell Corning flathtm
384 Well Corning clr flsthtm

Assay Plate Type

384 Vel Corning lowy volfrnditn

izll Corning lowy volindt

Wells To Read 384 Wiell MDC HE PS

Read cell A24 384 Corning 3676 ﬂ
Settling Time 1]

ot

AutoRead < Cancel

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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8. Click on Wells To Read and choose one well containing only the Tb labeled Ab. In the
example below, we have chosen A24.

& [@ (&)

Endpoint Kinetic Spectrum well Scan

options:

Em Step: 5 = | Wells To Read
Cutot. 420

Sensitivity
Readings: 100
PMT: Auto

12345687 9 1011121314151617 1519202 2324

ol
S [ele =1
ol

Automix
Befare: Oiff
AutoCalibrate

an

Assay Plate Type
384 Well Standard clrbtm
Read cell 424

Settling Time J
off

AutoRead ﬂ Cancel

VOEZEr me—I@MMoOODE
doddddaddddadd
cloioi.
cloioi.
cloioi.
cloioi.

oot
oot
oot
oot

9. Click on OK and then Read. After the read, the following screen will appear:

i SoftMax Pro
File Edit View Expetriment Contral Assays Plate ‘Window Help

2 Lntitlad
| B LanthaScreen. pda

< [d5 White 100 Pulses

b B HiRFnotes (24 [l
a [ . Resutts @
| <~ [ Biack ... Scan, [P Setup] [E Template | [ Redustion|  [ERIDisplay |

3]
a]
3]
EY
Lambia at Maximum Black Terbium Scan
24
* @

a Spectrum Ex: 332 | Automix Off Start: 430nm Last Read:
Time Resalved Cutoff: 420 | Calibrate: On End: 700nm 51512005
Delay: jop| EmStart 430 | PMT: Auto RFU Min: 0 B:26 AM
Itegration: 200 Stop: 700 | Seftle Time: OFf | RFL Max: 5000
Top read St 5 | Readsifel; 100

Wiavelength Combination: Lml
Mean Temperature: 241 Range 24.0- 241
Reader: SPECTRAme: M5 ROM v2.000201 24Mar0s

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.  Double click on the well A24 and the Spectrum Graph show up. In our test, this is the
graph we generated. Note that we chose 488 nm for the donor reference and 518 for
the acceptor.

Q2

- 5

TN
ANV EAVA NN

430 430 470 490 a10 530 ) a70 290 610 B30 B30 B70

RFU

o

Em Wavelength in nm {Ex 332nm)

el o A24
Lambela at Maximum S543.00

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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11.  Click on the Set Up icon right next to LanthaScreen® and the following screen appears:

a. Click on Endpoint, followed by Read Type (under Options).
b. Click on Time Resolved and enter 100 for Integ Delay and 200 for Integration.

®m Instrument Settings

@ & (] | ®

Endpo.int Kinetic Spectrurn well Scan
Options:
Read Type u | Read Type :
Time Rezolved
Dieay:100 Lﬁ
Irteqration: 200 " Fluorescence (RFUs)
Top read
Wavelengths 7 Absorbance (ODs)
Ex Em Auto Cutaff Off i~ :
5 20 570 Luminescence (RLLS)
315 BE5 B30 Inteq Delay: =
o * Time Resolved (RFUs) ) ST 2 B
Sensitivity Integration: | 200 ol T
Reading=: 100 ™ Fluorescence Paolarization (RFLs)
PRT: Auto
Automix
Betare: Off [ wiell Bottom Read
AutoCalibrate @ Top read with a 96- or 384-well microplate requires plate
adapter.
on

Assay Plate Type

G R j Cancel | (Hl4 |

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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12.

Click on Wavelengths and enter the following information: Number of Wavelengths = 2; Lm1

Excitation = 332, Emission = 488; Lm2 Excitation = 332, Emission = 518; Cutoff for both Lm1
and Lm2 = 420 (unclick Auto Cutoff to enable the cutoff choices). If the wavelength or cutoff
is not one of the default choices, simply manually enter it.

Note there is no choice for bandpass: it is built in at 12nm.

®: Instrument Settings

e &)

Endpoint Einetic Spectrum

1

Wwell Scan

X

Options:

Read Type

ﬂ | Wavelengths

Time Resolved
Delsy: 100
Integration: 200
Tap resd

Wavelengths

Ex Em Auto Cutoff Off
F32 433 420
F32 518 420

Sensitivity
Readings: 100
PMT: Auto

Automix

Before: 5 secs

AutoCalibrate

on

Assay Plate Type

;i =

‘Mumber of Wavelengths

Excitation:  Emission:

[ futo Cutofi

i zz_J] fise |

420 "’l

iz fpz2 | bre |

420 VI

Cancel | (1] |

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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13.  Click on Sensitivity and move the slider until it reads 100, all the way to the right. This is
the most sensitive setting (100 reads/well) and therefore takes the most time (~15
minutes/384 well plate). We have tried the same plate at 100 reads and at 10 reads with
very little difference in data quality but great savings in time (<3 minutes at 10 reads/
well). See Figure 1 and Table 1 below.

m: Instrument Settings

4D |

O]

& |

Endpaint Kinetic

Spectrum

“well Scan

Options:

Read Type i‘ | Sensitivity

Time Resolved
Delay: 100
Intecration: 200
Top read
Wavelengths

Ex Em Auto Cutaff Off
332 488 420
332 518 420

Readings: 100
PMT: Auto

Automix
Before: 5 secs

AutoCalibrate
on

Assay Plate Type ﬂ

------ Readings
Fast Mormal

Precize

----- PMT Sensitivity

Cancel

14a.

W Instrument Settings

the slide bar, bypass Automix, make sure AutoCalibrate is chosen

: and double click on Assay Plate type. Choose the appropriate
plate from the drop down menu.

Endpoint trum

Kinetic Speotru

el Scan

options:
Wavelengths =) | Assay Plate Type

Ex Em Auto Cutoff Off

332 488 420

R S Select an szsay plete type:

o 384 Well Costar bikiclr ﬂ

Sellsﬁf‘f"y 384 Well Costar black

Rea‘.:ilngs: 10 354 Well Falcan bikicl

PMIT: Auto 384 Well Corning flathtm
Automix 3 i

Biefare: Off a
AutoCalibrate [ 3 ]

on 384 Corning 3678

48 well plates

Assay Plate Type 43 vzl Standard clrktm

384 Well Corning low walincdktn 45 'Well Standard opacue ﬂ
Wells To Read

Read entire plate
Settling Time j

Cancel

NA: 800-955-6288 or INTL:

Have a question? Contact our Technical Support Team

760-603-7200 Select option 3, ext. 40266

Email: drugdiscoverytech@invitrogen.com
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14b. If you need to enter plate information, select Edit Plate Type from the Plate drop down

menu.
=

= As an example, this screenshot shows information for Corning #3676 Low
Volume Non-binding surface 384 well plates.

-
s [l et e - - — — = =
|58 g = Lt o ks sarordsd Coais in [ands
romm [
Top: Ecipm o Tap Lu# ‘Wl Casir i'l_'k_ll’..'llku’..’ﬁ'
il

i Do A s Ly
i :I L

II | i werfl bofery
o e
Carced | | Bty I

15.  Select Wells to Read and move the cursor over the wells to be read. The example
below shows ¥ of a 384 well plate for clarity.

W Instrument Settings [zl
Endpaoint Kinetic Spectrum Yifell Scan
Options:
A
Wavelengths | Wells To Read
Ex Em Auto Cutoff Off
332 488 420
332 518 420 A 1 2 34567 5 91011121314151617158192021 20225324
Sensitivity (83
Readings: 10 E
PMT: Auto F
_ G
Automix H
Befare: Off 'J 5
AutoCalibrate J E %)
on ] e
)
Assay Plate Type 8 .
384 Wyiell Corning loww wolindbtn
Wells To Read
Read area A1 - H24
Settling Time j Cancel

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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16.  Since we do not use a settling time or use AutoRead, click OK and a blank plate format
shows up:

i SoftMax Pro - [Untitled]

Ej File Edit Wiew Experiment Control Assays Plate Window Help

& [wec | [rea ] | [4] ][9]

< OF Experimentst \EI
b E e 54 5]
- LarthaScreen |l Setup| [B3 Template | [ Reduction]  [E Display \EI
LanthaScreen
1 2 3 4 5 B 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24
I
B
C
D
E
F
G
H
Endpoint Lml Lm2 | Automixz Off Last Read:
Time Resolved Ex 332 332 | Calibrate: On Mo Data
Delay yoo|  Em 488 518 | PMT: Auto
Integration: 20| Cutoff 420 420 | Settle Time: Off
Top read Readsttvel: 10
0

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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17. Click on Read. After reading, the data is displayed for both wavelengths.

hj File Edit View Experiment Contral Assays Plate ‘Window Help
& mr e | (e ] | 4]

< E3 Plater2 aSetupl E|'remp1ate| T Redustion| [ERDisplay
N AT

1 2 3 4 5 B 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24
108311216 11811062 1197117811175 11211263 1257 1276113291271/ 1465/ 1282 13341322 1412/1403/1370 1467 1289 151214034
10331375 690 [ 665 341 295 [ 174 [168 117 [ 118 [ 147 | 147
al . 4 07 11000871117 D62 06310 2710, 3 i 0.11 .|
142311046/1216120211 1327112751126111246(13 165 1399 1386/ 1507| 14261443 1419/ 1470 1469 161011613 1409/1604 1585 1487
Q44 11146 1223 1120011000147 1044 830 | 490 | 370 326 | 276 | 161 148 [ 171140 122 191 [ 1156 166 159 [ 176 171 172
B 0.66/1.10 1.01/0.96 095 0.87/0.82 0.64 0.26/0.20/0.17 0.2010.11{0.10/0.12/0.10/0.08 D12 D.07 10,10 0.11.0.11 D.1110.12

E

126001163 1 1286129901202 1188 122911 1360 130714561578 14371465/1558 1586 1362{1402 1507 15631567 1468 1406}
103611004 1 130511451242 Q00 506 | 406 | 303 191 | 160 [ 181 | 156 | 123 [ 180 | 188 140 [ 126 111 131 | 140 307 | 152
Clo5100.940.9510 94/0.8811.0310.76/0.4110.3110.22/0.1410.11(0.12/0.110.09/0.1210.12 0,10/0.100.07 0.12/0.10 0.14/0.11
126211183 1285[1268 1247 1 1309 11381336 1272 14631350 1447 1365136111377 1412 1674 1588 1468 14721307 1430 1565}

042 1002 121612021148001106 027 606 | 200 | 124 220 | 216 | 180 1523 | 103 [ 142 1128 181 1162 142 136 | 162 214 160
D 073085095102 1190087071 04402810 140150 16{0 13{011 0080 10{0.08 017 0.10{0 10 0.08'0 110 15011
1462 1263 137711188 1477 128011307 1268 1411112700 1507 1366/1367] 1207 1230 14191442 1388 15371562 15675 1392 1504 1400/
§17 |683 | 790 {844 |931 887 870 866|674 |530 300 227 | 246|235 1201 219 161 196 206 | 188 178 1240 165 202
E 0360 54 0570 71 0630 66(0 63 0600430 3802000 180 18{017 0 150 15(011 013 0.13[0 12 0110 17 0 11{0.14]
12241241 146711305 1260 1 1202 11271260 1407 1565113401 1586 128511404 1466 1440 121111508 1482 140011366 1572 1631
518|700 | 795 [ 790|905 854 080 840|703 449 271 303 | 225 206 | 237 | 164 166 174 153 175 2441194 205 140
F 0.20/057 0.54/0.61 066 0.67/0.76 0.75 0.56(0 20017 0.23/0.14{0.15 017 0.11{0.12 013/ 0.08/0 12 0.16/0.14 0.13/0.00
1211112581244.12191203127 31140313791 13001488{1410/1385 1516 1693 14641519 1573 1666 1460 16381717 1404 1254
614|720 825 795|875 |OAT Q15 693|624 405 415 | 765 | 236 234 |06 [ 188 (215 207 [ 184 153 184 [ 195 743 148
G 0.51 067 D.B6I0.60 072 0.76/0.66 0.60 047028022 0.10/0, 16012013014 0,12 0.1110.11 0.11.0.11 0.17{0.11
1387115211308 1144.1318/135911414 13211514 1235 1531115291420 1342 1410/1254 1565 1510/ 14941523 1557 1277 15641321
623|617 812 268|000 | 797 061 653|640 621 421|207 | 242 216|223 [ 193 172 168 [323 177 157 [ 176 149 169
H 0.42/0 54 0.50/0.76 0 60.0.60/0.62 0.40/0.43/0.20/0.22 /0 101017016 0.16/0.12/0.11 0.11/0.1610.12 0100012 D.10/0.13
1374 1186 1 106613621216 1346 1240(1278 11560 150612001438 146913831400 1538 1416/1786 1563 16381563 1666 1533}
1637 19280 26243379 2400 103211103 602 | 320 | 266 [ 170 1941132 {111 146 107 | 158 161 176|166 134 137 193 | 148
111180167 2.07/2.14/1.77/1.50 0,82 0.40/0.25(0 23(0.11/0.16/0.08/0.09/0.11/0.08/0.10 0.11/0.10 10,11 0.0610.08 0.12/0.10
1186 1140 132501207 1304 1313]1341 1200137 111 13831570 1460 1402157 1/ 1462 1349 16021714 1406 1513{ 1487 1566 1603}
10302127 26042202 2540 107211121 480 260 | 200 | 220 | 164 1120 | 126 167 157 | 162 166 126 | 160 145 176 182 1170
164187 180 190(195/151 0838 041018 0 15 017[011{0.08 0.10(0 11{011:0 11 0.10[011/0 11 0.10(0 120 17011
1262 1162 126311231 1260 123614341483 13001 150311349 1381 121115301485 1522 15861508 1284 174311585 1512 1521
1861 642301 2045 1303 527 | 342 | 202 | 146 203 199 | 140 1132 199 174 185 | 124 | 108 129 1165 178 143
K 1461162 180 184/1 7A[1.66 091 036025 0 160 10(0 150140 11{008{0 130 110 10{0.08 0 0% 007010 0 17.0.08
1284 11230120001 11001207 100111142 1172 1472114400 1620 136714271616 1547 144001500 1440 162011620 15673 1444 17021 100)
17 1723141621/ 812 478 | 308 | 165 | 203 | 192 1125 (173 140 [152 {141 153 153 132 187 [124 148 141
179 1.0313.00/192 1.48/0.71 0.41 0.21{0.11{0.13/0.14/0.08/0.11/0.00/0.11{0.09 0.11/0.10/0.09 012/ 0.00 D.09[0.12
115711204 135211126/14031138311435 13311389 1205 150011292/ 1367|1349/ 1282 14541594 1502/ 1569/1400 14811559 1618{1357|
06 {920 093 406 {905 [ 711 750 418 (377 747 208 | 156 [ 191 150 [ 178 [ 166 127 174 (329 146 107 [ 144 164 198
| D61 076 0.720.8000.71/0.61/0.52 0.21 0.27/0.10/0.14.0.12/0.14/0.11/0.12 0.11{0.02 0.11/0.15/0.10 0.07 0.00 D 10/0.16
118411691 1 1310{13241392 12441438 1309 154211386/ 1519 1394 1663113641405 1472 1695 1501 15651457 1693 1504
8701060 034 226 11010[80% 203 443|200 331 128 | 205 | 10% 201|120 [ 160 | 148 190 [ 183 320 201|140 240 109
H 074083 D.BOI0BE D77 0.61/0.21 0.26 0.21/0.17/0.12/0.15/0.07{0.14 007 0.12{0.11 D12 0.11/0.16 012010 D 16/0.07
115811189 121312981360/ 13151404 1 22113731263 1536/ 1407| 1 468] 1452 1467 14371472 1408 16321545 1643 1568 1550] 991

r
i
S

18.  SoftMax Pro has data analysis capabilities that are better explained in the software
tutorial. Data can be simply copied to Excel by using the Edit/Copy command and
pasting into an Excel worksheet.

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. LanthaScreen® assay
Figure 1

This graph shows the results from three different reads on this reader. Fluorescein-PTK
Substrate Positive Control (PV3524 is supplied with PV3552) was serially diluted in kinase
buffer in either a black (Corning 3676) or a white (Corning 3673) 384 well plate.
LanthaScreen® Th-PY20 Antibody was added such that the final volume was 20ul and the Ab
concentration was 2nM. The white plate was read twice, once with 100 reads/well (Sensitivity
setting) and once with 50. The EC50 for all three conditions does not differ significantly in this
experiment. Raw fluorescent units were up to 8 fold higher in the white plates (see Table 1),
but since background RFUs were insignificant and LanthaScreen® is a ratiometric assay, data
quality did not suffer in the black plates.

M5 summary of Plate Types
and Read Number

1.14
1.04
0.9-
0.8+
0.7
0.6+
0.5+
0.44
0.3+
0.2+
0.1+
OC I I I I I I I L}
10 10° 10“ 10° 102 10! 10° 10' 102
[FL-PTK Substrate Pos. Control] nm

White 100 reads
»  White 50 reads
v Black 100 reads

518/488

Black 100 reads
6.898

White 50 reads
5.008

| White 100 reads
EC50 I 3.986

Table 1

This table shows the average RFUs for the highest concentration of positive control from
Figure 1 compared to the Buffer Only control at both 488 nm and 518 nm. Note that the
sample/buffer ratio decreased from white to black plates but is still high enough (32 fold) to
provide robust data in black plates.

488 518
488 buffer 518 buffer
sample only sample only
RFUs RFUs | Sample/buffer | RFUs RFUs | Sample/buffer
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e o . LanthaScreen® Compatible Microplate Version No.:
é’ I nVI t rogen Reader Documentation 10 Mar 09
Setup Guide on the Molecular Devices FlexStation® Microplate Reader
White 100 reads 6259 67 94 5910 27 215
White 50 reads 5985 79 76 5437 41 134
Black 100 reads 791 25 32 758 24 32

Figure 2

To further test sensitivity and speed of this reader, BMX (PV3371) kinase was serially diluted
in the presence of Fluorescein-Poly GAT substrate (PV3611) and ATP. The kinase reaction
was stopped after one hour by the addition of EDTA (10mM final) and incubated for another
hour with LanthaScreen™ Th-PY20 Antibody. The plate was read on the M5 with 100 and 10
reads/ well. EC50 calculations show no difference between the two sensitivity settings. Using
10 reads/ well reduced the read time of a full 384 well plate from 14 minutes to less than 3.
Due to the robust nature of LanthaScreen® and the sensitivity of this reader, we were able to
significantly reduce read time without compromising data quality.
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BMX kinase titration
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