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Setup Guide on the PerkinElmer EnVision® Multilabel Reader

LanthaScreen® Terbium Assay Setup Guide on the
PerkinElmer EnVision® Multilabel Reader

ﬁ/lPORTANT INFORMATION \

Test your plate reader set-up before using LanthaScreen® Terbium and Europium assays

We have developed two technical notes which provide a method for verifying that a fluorescent
plate reader is able to detect a change in time-resolved fluorescence energy transfer (TR-FRET)
signal, confirming proper instrument set-up and a suitable response. The method is independent
of any biological reaction or equilibrium and uses reagents that are on-hand for the
LanthaScreen® assay.

For complete instructions, visit www.lifetechnologies.com/instrumentsetup and click on
“Download Terbium assay application note” or “Download Europium assay application note”. /

The PerkinElmer EnVision® Multilabel Reader was tested for compatibility with Life Technologies
LanthaScreen® Terbium-based TR-FRET assays. The following document is intended to demonstrate
setup of this instrument.

For more detailed information and technical support of Life Technologies assays including specific
conditions for assay windows between 2-3 fold, please call 1-800-955-6288 and enter extension 40266
or email drugdiscoverytech@lifetech.com.

For more detailed information and technical support of PerkinElmer instruments or software, please call
1-800-762-4000 or by e-mail at productinfo@perkinelmer.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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mailto:productinfo@perkinelmer.com
http://www.lifetechnologies.com/instrumentsetup
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A. Recommended Optics
Life Technologies Part Number Wavelength (nm) Diameter (mm)
Excitation Filter 340/30 1s
(PV00215) (or similar)
Emission Filter 1
495/10 15
(PV00315)
Emission Filter 2
520/25 15

(PV00315)

D400/D505 (LanthaScreen);
D400 (LANCE);
D400/D630 (LANCE Dual)**

Dichroic Mirror*
(contact PerkinElmer)

* All the dichroic mirrors above have been tested for Tb-based LanthaScreen® assays, however the
LanthaScreen mirror produces significantly better assay windows. This mirror is available for
purchase through PerkinElmer, part 2100-4300.

** The LANCE DUAL mirror will force the EnVision® to read donor and acceptor sequentially and
create an error message near the end of the program. Clicking “OK” cancels the error message and
allows the reader to proceed without incident, but this approach is not suitable for automation, as
the error message will come up for every run and needs to be manually cancelled.

Note: Before beginning, you will need to install the correct filters in an appropriate slot. The slot
number is not critical, but the filters do need to be next to each other for the dual read. If they are
not, the machine will give you an error message to switch them.

Note: When using laser-based excitation with the pre-installed 337nm laser, you will not need the
excitation filter listed. However, you will also need a “Bias” dichroic mirror compatible with the
laser.

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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B1. Instrument Setup: Filters

Note: If your instrument does not already have LanthaScreen® filters and definitions present, you
may need to add them as follows. If not, skip to Section B2. Filters may be purchased from PE, or
using the product numbers above. PE also offers filter holders, which will need to be purchased if
you order filters from Life Technologies.

1. Make certain plate reader is turned on, and open up Wallac EnVision® Manager software on
computer. Note: You may have to go to the “View” tab at the top and select both “Shortcut Bar”
and/or “Navigation Tree” to make sure both options are open to the left of the Reader Control
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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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2. Double-clicking on the “Inventory” icon at the far left will open the following window, where you
can view the filters currently available in your reader. If you do not have the appropriate filters or
dichroic mirror, you can change them as described below. Note: PE filters and mirrors are bar-coded
and recognized by the machine, and can be simply added/removed. Non-PE filters of the correct size
can be placed in PE filter holders and then need to be identified for the instrument.

B Wallac En¥ision Manager 1.11 - Instrument connected TR
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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. Iffilters need to be added, add as follows: Click on the “Filters” tab in the Navigation Tree menu.
This will open the folder. Select “Excitation filters” or “Emission filters” and change as shown in Step
4. If the correct filters are present, proceed to section B2 of this document.

"B wallac Envision Manager 1.11 - Instrument connected -18| x|
Fle Edt Yiew Took Actions Help

e.e.gﬂe Wh‘@‘ 5 X

Back  Formard Start  Lakest Mew  Duplicate  Delete

Routine Use Javigation Tree x| .
W4 Inventory .| Filters

B o i Barcode |Hame In Instrument_| Description
= wetation fiters () 500 <New Fiter 1 -
- _E’S!‘SS'D” frers () 503 e Fiters 2
£ Battom irrsr ) 506 <New Filker 3

2 Beta Lactamase ) 507 <New Filker> 4 -
& Beta-Lackamase Dual 299 Alphastreen adjustment filter - AS Trin=CD6
2 Beta-Lactamase Dual Enh (#244  Alphascreen emission 570 - W70 CWL=570nm EW=100nm Trrin=75%
4 BODIPY THR (&205  APCEES W Ems Slot S MBES CWL=66Snm BW=7,5rm Tmin=75%
4 BODIPY THR FP (216 BFF 450 -
8 BODIPY TMR FF Dusl (105 BODIPY TMR FF 531 I ExcSlob 6 #531 CWL=531nm BW=25rm Tmin:
4 BODIPY THR FP Dual Erh (#4211 BODIPY TMR FP P-pol 535 to H595p CWL=595nm BW=60nm Tmin=75%
4 BRETZ (#4210 BODIPY TMR FP 5-pol 595 Ho IS5 CYL=55nM BW/=60nM THin=75%
g BRETZ Erh @213 BRET2 410 - M410 CWL=410nm BW=80nm Trmin=80%
§ CFPIYFP 219 BRETZ515
3 CFRIYFP Dual Enh :113 PP 430
8Os (& 138 CFR 430 -
2 CYSFP (& 240 CFR 470 - M470 CUfL=470nm BW=2dnm Trin=90%
2 CVS P Dudl (@220  CFPasE - M4 CL=486nm BW=10nm Trin=70%
i ;liz:g‘;‘;‘ Enh (& 229 Cyases 90 Ems Slot 1 M595u CWL=595nm BW=&0nm Tmin=75%
2 Frc (& 118 CyS 620 - 620 CWL=520nm Bi'=10nm TRin=65%
e FITCE (#2939  Cyseas - WGBS CWL=E85nm BW=35nm Tmin=70%

- FITC FP Dual (128 CySFP 620 - 620 CWL=620nm BW=40nm Trin=70%

4 FITC FP Dual Erh (8 248 CyS FP P-pol 658 - M350 CWL=688nm EW=d4Snm Tmin=75%
3 General i 247 Cy5 PP S-pel 658 - M5 CWL=688nm B=43nm Tmin=75%
4 General Dual () 504 D340/30 Ex Slot 1 I Exc Sk |

4 Genera Dual Enh ()50t D495(10nm W Ems Slot 2 D495/10nm

8 General FP ) 502 DS20/25nm P Ems Slot 3 DS20f25

4 General FP Dual (& 202 Dysprosium 572 - 1572 CL=572nm BYW=7, 5nm Trin=70%
2 General FP Dual Enh (228 Emission 430 - 430 CWL=430nm BW=8rm Trin=45%

£ LANCE Dual (215 Emission 510 - MSL0W CYL=S510nm EW=20nm Tmin=50%
 LANCE/DELFIA (g 226 Emission 520 - ME20 CWL=520nm BW=8nm Tmin=55%

 LANCE/DELFIA Bias 231 Emission 579 o MS75w CWL=578nm BW=25nm Tmin=60%
£ LANCEIDELFIA Dual (#4233 Emission 550 - M550 CWL=550nm BYW=10nm Trin=g5%

fi LANCE/DELFIA Dual | Bias (& 222 Emission 630 - MB30 CUL=630nm BW=8rm Tmin=40%

. t::ﬁi‘zii? DusiEnh (&223  Emission 635 - M635 CL=635nm Bili=15nm Trmin=40%

4 Luminescence Dual (#1227 Emission 650 - MBS CUL=650nm BW=Bnm Trin=+0%

o Luminescence Dual Enh & 203 Europium 615 I Ems Slot 4 Srm Trin=80%
& Texas Red FP (s 126 Excitation 525 - nm Tmin=60%

4 Texas Red FP Dual _IK&106  Exchation 595 - 595 CWL=595nm E=10rm Trin=40%

4 Texas Red FF Dusl Enh (#4115 Exchation 610 - 610 CWL=6 Lnm BW=10rm Trin=65%

4 Umbeliferone FP (102 FITC465

g Umbelifercne FP Dual (& 206 FITC 535 9 Ems Slot 7
5 Umbellferone FP Dual Enh (104 FITC FP 480 I Exc Slot 5
4 LV (TRF), Umbellferane (g 209 FITC FP P-pol 535 o MS350 CWL=535nm BW=40nm Trin=60%

: D4UF'#DED5 . . ;I & 208 FITC FP 5-pol 535 Mo M5355 CWL=535nm Bw'=40nm Trin=80% Ll

Advanced Use
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4.

In the Navigation Tree area, scroll down to “Filters, emission.” Select “New” from the tabs at the

top of the screen and enter the 495/10 filter as shown in the following screen shot. Note: The
barcode may differ, depending on the filter holder you are using.

® Wallac EnVision Manager - Instrument mode

File Edit View Toaols Actions Help

L EX

- - . .
s, N e
Q.. | < B & .|]C¢ B H X
Back. Up Optimize  Latest  TRF opti New  Duplicate Delete
Routing Lise
Advanced Use
L Create Label .| Iy vigation Tres x
2. Create Plate & j—— = Barcode 510
b R (& cFr 406 Name [emission 495 chroma
4. Create Protocal ... u Cyases
Description lantha screen
. Run Assay (& Dysprosium 572 " !
g ‘.ﬂ Emission 430 Polarization None v
Emi 510
a Emisin 510 Center wanvslongth () e
Emission 579 Bandwidth (rm) 10
Emni 580
& EE:::E: a0 Transmittance value (%) =0
Emission 635 Slot Emz
& Emission 650
Use with Absorb.
‘dﬂ Eurcpium 615 5& il sorbance r
gﬂ FITC 535 Use with Fluorescence Intensity v
(& FITC FP P-pol 535 ) .
FITC FP 5 pol 535 Use with Fluarescence Polarization r
(4 Fura2 510 Use with Luminescence r
(& Luminescence 700 -
MOCA: 400 Use with Time-resolved Fluorescence (DELFIA) 2
‘.ﬂ Rhodanine 590 Use with Time-resolved Fluorescence (LANCE) v
(& Samarium 42
ch d FI2Ziz004 12:05:33 PM (Envi
‘.ﬂ Terbium 545 ange! ez En¥ision)
(& Texas Red FP P-pol €
Texas Red FP S-pal £
(& Umbeliferone 460
Urnbelliferane FP P-p
Urnbellferane FP S-p
¥R 530
) chroma 670 emission
U emission 495 chroma
{_) emission 520 chroma
= () Mirrors
153 Battom mirror b

Have a question?

Contact our Technical Su

pport Team

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

Email: drugdiscoverytech@lifetech.com



LanthaScreen® Terbium Compatible Version No.:

Microplate Reader Documentation 13 April 12 Page 7 of 21

technologies

Setup Guide on the PerkinElmer EnVision® Multilabel Reader

5. Inthe Navigation tree area, choose “Emission” under “Filters” and enter the 520/25 emission
filter as shown in the screenshot below. Note: Your barcode number may be different depending on
the filter holder you are using. Do the same for the dichroic if needed by repeating this step in the
“Mirrors” tab shown in Step 3.
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B2. Instrument Setup

1. When Wallac EnVision® Manager opens, select "Protocols" in the "Navigation Tree" menu near
the upper left corner of the screen.

B wallac En¥ision Manager 1.11 - Instrument connected S|
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2. Atthis point, a protocol list will open. Open the “User Protocols” folder. Click on the blue “New
button on the toolbar at the top of the screen (second “New” button).

Ill

Protoco

Navigation Tree X
A Reader Control
Protocols vald | Name Plate type Changed by Changed
# * Test Lantha FAS Corming LY 364 (3676, 3677)  Unlimited A o Enision 1{26[2011 10:50:31 AM
= :f;:';iz:zm *  Europium - Laser 384 Costar 1 Envision 9j27(2011 5:15:37 P11
* Terbium - Laser ComingLy 364 (3676, 3677) 1 Enision
{2 GeneBLAzer .
& PP methods Eurapium - Flash Lamp 389 Greiner 784207 1 Enision
5 cyomant * Terbium - Flash Lamp 389 General 1 Enision
1) Fluorescence Intensity * Celllar LanthaSoresn 384 General 1 Entision
B *letes *  Laser - User Cptinize Coming LY 384 (3876, 3677) 1 8/17/2011 5:36:15 Pl No Entision 8/17/2011 5:35:47 PM
@ *TestLanthaFas * SIBK-PP 384 Greiner 784207 1 10/6/2008 12:24:13 | No Entision 10/1/2009 1:56:25 PM
@ prestolue_new * 405 phatametric ptinization 364 Costar 1 9/10/2009 11:03:04, No Entision /1712009 3:07:07 PM
@ Frestoblue Bottom *  Europium Invitrogen 364 Costar 1 7/26/2011 2:13:59 Fl No Entision 7I26/2011 20311 PM
@ *Tbshuta * GeneBLAzer/Tango (BLA) 364 Costar 1 8/17/2011 2:48:30 F1 No Entision 8/17/2011 2:22:51 PM
@ *reerbium * SSBK-PP flash lamp 384 Greiner 784207 1 10/6/2008 12:71:41 | o Entision 9/29/2009 1:57:14 PM
5 Assey examples *  Copy of Eurapium - Laser Corning LY 384 (3676, 3677) 1 7/26/2011 2:55:48 Pl No Entision 7/28[2011 2:53:05 PM
{2 wallae protacols * Ligkest 384 Greiner 784207 1 4/28/2010 5:26:56 Pl No Envision 4/26/2010 5:23:02 PM
1[5y resuies * Cellular LanthaScreen TaG 384 Costar 1 10/5/2011 12:37:55 | N Entision 10/5/2011 12:35:30 PM
A4 Invertory * 96m_testprotocolMkH 384 Costar 1 9/21/2011 11:56:58, Nov Enwision 9/21/2011 11:52:01 AM
S Dispenser Cortrel ® Lanthascreen Celllar assay _Janet 384 Costar 1 10/5/2011 12:30:381 ey Envision 10f18/2011 2:28:34 PM
: :z?z’ement Technalogies * Copy of Cellular Lanthascreen Corning L 384 (3676, 3677) 1 9/21j2011 4:37:01 Pl oy Envision S[21(2011 4:36:22 PM
<= saples * Lanthascreen Celllar assay _Flash Lamp 384 Costar 1 s o Enision 9f21[2011 4:02:37 PM
8 Barcode Settings * GeneBlazer test_lanet 384 Costar 1 9f22/2011 5:16:33 Pl No Enision
A4 Reader Settings * Thshuta 384 Costar 1 10/1842011 11:36:2€ o Enision
12 Recycle Bin * New Protocol | 384 Costar 1 10/20/2011 11:23:1€ No Envision
* 20 oct 2011 389 Costar 1 s o Enision :
* Mterbiun 384 Costar 1 10/2142011 :21:19, No Entision 102172011 9:20:22 A
Prestoiue 384 Costar 1 2/1/2011 2:3:17 PM No Entision 2/142001 11:48:41 AR
GFP quantfication test CL 384 Costar 1 s o Entision S/26/2011 8:52:30 AR
Prestofius_New 364 Costar 1 2/1/2011 12:20:22F1 No Entision 2/142001 12:A7:43PM
Prestofius Battom 364 Costar 1 8/26/2011 10:37:15, No Entision 8/21/2011 3:42:08PM
Flash Lamp - User Optinize Coming LY 364 (3676, 3677) 1 5/26/2011 8:53:47 A No Entision 5/26/2011 1:30:41 PM
Fluorescein Plate Optimization 384 Greiner 784207 1 8/17/2011 2:57:54 Pl No Entision 8/17/2011 2:33:00 PM
400 excitation optimization 384 Costar 1 11/4/2008 4:57:40 Pl o Entision 9/10/2009 10:12:12 AW
Predictor 384 General 1 3/21/2011 3:38:57 Pl Na Entision 7/26/2011 11:51:15 AW
CyQuant 384 Costar 1 6/21/2011 2:19:36 PI No Entision 8/2(2011 1:36:02 PM
Copy of Predictor 384 Costar 1 8/9/2011 4:30:33 PM No Entision 8/9(2011 4:02:25 PM
FITC 9 General 1 g o Entision 5/31(2011 8:10:34 AR
predictoricl 384 Costar 1 g o Entision 6/1f2011 2:54:08 P
Lanthascreen Eu binding Janet Mancy t Corning L 364 (3676, 3677) 1 902002011 11:16:13, I Entision Siz0f2011 11:19:57 A

Have a question?

Contact our Technical Support Team

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

Email: drugdiscoverytech@lifetech.com



technologies

LanthaScreen® Terbium Compatible
Microplate Reader Documentation

Version No.:
13 April 12

Page 9 of 21

Setup Guide on the PerkinElmer EnVision® Multilabel Reader

3. Follow the prompt and enter a name for the protocol, then select “OK”. Note: Because the

protocol is empty, you will initially get an error message stating that the operation is invalid. This is

ok. Proceed to Step 4.

A< Reader Control
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{5 Plate Optimization
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CyQuant
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384 Costar

Corning LV 384 (3676, 3677)
384 Greiner 784207
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384 General

Corning LV 384 (3676, 3677)
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384 Greiner 784207

Corning LY 384 (3676, 3677)
384 Greiner 784207

354 Costar

384 Costar

PP onerties for the new protocol

M arme for the new protosl
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3841
3841
3841
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Uniimited

A Mo
10/20{2011 11:49:44 N
10/20f2011 3:22:501 N
9/20/2011 11:21:52, Noy
10/18/2011 2:29:401 N
10/212011 2:55:261 N
8/17/2011 5:36:15 Pl Noy
10/6/2009 12:24:191 Na
9/10/2009 11:03:04, Noy

4/28/2010 5:26:56 PI No
10/5/2011 12:37:55 1 Nor
atzi iz 11:56:58, No
12:30:38 | Ner
4:37:01 Pl No

N
5:16:33 Pl No
1 11:36:2€ No
111:2311E Na

N

384 Costar

384 Costar

384 Costar

384 Costar

384 Costar

Corning LY 384 (3676, 3677)
354 Greiner 754207

354 Costar

354 General

364 Costar

364 Costar

96 General

384 Costar

Corning L 384 (3676, 3677)

10/21f2011 9:21:19, Na
2/1/2011 2:39:17 PM Moy
nja Mo
2f1/2011 12:20:22 Pl Ny

6/21J2011 2:13:36 Pl Ne
8/3/2011 4:30:33 PM Mo
A Mo
A Mo
9/20/2011 11:16:13, Noy

Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision
Envision

1/26/2011 10:50:31 AM
5/27/2011 5:15:37 M
10720/2011 3:21:34 PM
5/20/2011 11:20:08 AW
10f18/2011 2:28:48 PM
10§21{2011 12:46:46 PM
8/17/2011 5:35:17 PM
10f1{2009 1:56:25 PM
5/17/2009 3:17:07 PM

10f5/2011 12:35:30 PM
9/21/20L1 11:52:01 AW
10/18/2011 2:28:34 FM
/21/2011 4:36:22 FM
5/21/2011 4:02:37 M
5/22/2011 5:13:55 PM
1071872011 11:31:48 AM
10§20/2011 11:20:01 AM
10§20/2011 11:56:17 AM
10f21{2011 9:20:22 AM
2{1j2011 11:48:41 AM
5f26/2011 8:52:30 AM

i

BiZfZ011 1:36:02 P
B/HZ011 4:02:25 Fi1
5/31/2011 8:10:34 AM
/142011 2:54:08 P
9/20/2011 11:19:57 AM

4. Your new protocol will open automatically. From the new Protocol menu near the center of the

screen select “Protocol General Settings”. Choose your plate type. Note: For this protocol we
selected “384 Costar”. A warning prompt may appear, confirming that you wish to change plate
type. If this appears, select “Yes”.

B wallac Envision Manager 1.1 - Instrument connected
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5. Now select “Well Selection”. A new screen will appear with a plate schematic, allowing you to
use the drop-down toolbar to define your wells as needed. Note: In this example all wells are simply
selected for reading and controls for auto-subtraction are not indicated.

B wallac En¥ision Manager 1.11 - Instrument connected
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6. Select “Measurement” in the Protocol window, and select the correct filter set. Select the small
icon to the right of the drop-down assay list to do this (circled).
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7. Alist of pre-loaded read protocols will appear on the right side of the screen. On the list at the
left, click “Measurement Technologies” and then click “LANCE - Time-Resolved Fluorescence” from
the drop-down options (blue). This will enable you to build a protocol for Terbium-based
LanthaScreen®. Click on the blue and orange “New” button at the top to open a blank protocol.

B wallac En¥i
Fie Edt wew Tools Actions Help

Manager

11 - Instrument connected

=18 x]

GvQ..?‘Q

Back  Forward U Start

in ‘ &

Latest New Duplicate  Delete

Navigation Tree

A Reader Control

@ Protocols

{20 User protocols

1D Lanthascreen

{23 Plate Optimization

{2 GeneBLAzer

{5 FP methods

{2 cyQuant

{0 Fluoresesnce Inkensity

*Liz test

* Test Lantha FAS
PrestoBlue_New
PrestoBlue Eottom

* ThShuta

* MKEerbium
Tb LanthaScreen

o[2) Results

120 Assay examples

{2 Wallac pratocals

-|[3) resuits

Inwentory

A Dispenser Cortral

Measurement Technologies

{0 Absorbance

{2 Fluorescence Intensity
Fluorescein
Furaz
Wallac FIFITC Bottam o
Wallac FIFITC Test Plate
Beta-lattamase 400

* Betarlactamase 405
FITC
PrestoBlue
PrestoBlue Eottom
prestoblucbottom
<Mew fluorescence nter
<Mew fluorescence inter
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<= Samples

&) Barcode Settings
A4 Reader Settings
12 recycle Bin

ime-resolved Fluorescence

l

vald | Name Excitation fiter | Top mirrar Botkom mirror Emission fiter 2nd Emission fiter _|Factory preset |Changed by | Changed

@ B+ anthascreen Eu - Flashlamp D340/30 Ex Slot 1 LANCE/DELFLA Dual (None) APC 665 Europium 615 [ Envision 7/14{2008 1:55:51 Pl
@ B+ Lanthascreen Th - Flashlamp D340/30 Ex Slot 1 D400/DS0S (Hone) DS20j25mm D495 L o Envision
@ B¢ Lanthascreen Eu - Laser D340/30 Ex Slot 1 LANCE/DELFIA Dual (None) APCEES Europium 615 o Envision
@ B¢ Lanthascreen Th - Laser (Hone) LANCE/DELFIA Dual (None) DS20j25mm D495 L o Envision
@ 0+ Celular Lanthascreen (Hone) LANCE/DELFIA Dual (None) DS20j25rm D495 L0nm o Envision
@ I Laser - User Optinize (Mone) LANCE/DELFIA Dual (Hone) APC E65 Europium 615 o Envision
@ - ssecee D340f30 Ex Slot 1 LANCE/DELFIA Dual (Hone) APC EES Europium 615 Mo Envision
@ 0+ Lanthascreen To D340/30 Ex Slot 1 LANCE/DELFIA Dual (Hane) D520/25mm D495 10nm Mo Envision

* Europium Invitrogen D340/30Ex Slot 1 LANCE/DELFIA Dual (Hane) APCES Europium 615 No Envision
@ 9+ Copy of LanthaScreenEu - Laser  D340/30Ex Slot 1 LANCE/DELFIA Dual (Mone) APCES Europium 615 No Envision
@ W+ LanthaScreen Th Laser Gainer D340/30Ex Slot 1 LANCE/DELFIA Dual (Hane) D520¢25mm D495{L0nm No Envision
@ i+ conelTestikH D340/30Ex Slat 1 D400/DS0S (hione} D520¢25mm 04951 L0nm Mo Envision 0
@ I+ <Mew LANCE - Time-resolved flucresc D340/30 Ex Slot 1 D400/DS0S (hione} D520¢25mm D495/ L0nm Mo Envision SJZ1ZD1L 40437 FM
@8 0+ LANCE Dual Laser W2 (TRF) 320 LANCE/DELFIA Dusl (Hone) APC 65 Europium 615 Yes Installation /242008 91337 AM
@8 0% LANCE Dual Laser 50/200 W2 (TRF) 320 LANCE/DELFIA Dusl (Hone) APC 665 Europium 615 Yes Installation  6/29/2008 91337 AM
@ w0+ larthascreen cellular-laser_janst  {None) LANCE/DELFIA Dual (None) D520/25rm D495 L0nm fio Envision SJ21{2011 4:30:54 M
@ 9+ Copy of LanthaSereen Th D340/30 Ex Slot 1 LANCE/DELFLA Dual (None) D520/25rm D495 L0nm fio Envision 10/20/2011 112452 AM
@& 0+ r-Terbium D340/30 Ex Slot 1 LANCE/DELFIA Dual (None) D520/25rm D495 L0nm fio Envision 10/21/2011 9:19:55 AM
& LANCE EuAPC Dual W2 (TRF) 320 LANKCE Dual (tione} APC 665 Europium 615 Yes Instalation  6/29/2009 9:13:36 AM
& Flash Lamp - User Optimize D340/30Ex Slot 1 (e} (tione} APC 665 Europium 615 fio Envision 105/2011 8:14:38 AM
& Wallat LANCE Test Plake HTS W2 (TRF) 320 LANCE/DELFIA Dual (None) APCEBS Europium 615 Yes Instalation  6[29/2009 9:13:37 AM
& LANCE EUfAPC Dual Updated W2 (TRF) 320 LANCE/DELFIA Dual (None) APCEBS Europium 615 Yes Instalation  6[29/2009 9:13:37 AM
& TruPaint 615 W2 (TRF) 320 LANCEIDELFIA  (None) Eurpium 615 (nuone) Yes Instalation  6[29/2009 9:13:37 AM
& Homogenenus TRF Laser W2 (TRF) 320 LANCE/DELFIA Dual (None) APCEBS Cys620 Yes Instalation  6/29/2009 9:13:37 AM
& Homogenenous TRE L2 (TRF) 320 LANCE/DELFIA Dual (None) APCE6S Cy5620 Yes Instalation  6/29/2009 9:13:37 AM
& Homogeneous TRF Laser Precision V2 (TRF) 320 LANCE[DELFIA Dual (Mone) APCE6S Cy5620 Yes Instalation  6/29/2009 9:13:37 AM
& Wallat LANCE Test Plate HTS 662 UVZ(TRF) 320 LANCE[DELFIA Dual (Mone) APCE6S Europium 615 Yes Instalation  6/29/2009 9:13:37 AM
& LANCE EUfAPC Dual €62 LY¥Z(TRF) 320 LANCE/DELFIA Dual (None) APCE6S Europium 615 Yes Instalation  6/29j2009 9:13:37 AM
& <Hew LANCE - Time-resolved fluoresc (Mone) (Wone) (Hone) (None) (None) No Envision
& <Hew LANCE - Time-resolved fluoresc (Mone) (Wone) (Hone) (None) (None) No Envision
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8. A new window will open for building a protocol. Select your labels for Light-Source, top Mirror,
Excitation Filter, Emission Filter, and 2nd Emission Filter from the drop-down tabs as shown below.
Set Delay, Window, and Number of Flashes as below also. Make sure to set the Delay and Window
time, respectively, to 100 and 200 psec. Also, we generally use 100 flashes for each detector for
flashlamp-based LanthaScreen assays. When finished click the "Back" tab to return to your protocol.
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8B. PerkinElmer offers a 337nm laser for TR-FRET excitation as well. If your instrument is equipped
with a laser, it generally offers a significant improvement in assay window to use this. From the
drop-down options, select the laser for your light source, and make certain to select the correct BIAS
mirror for this application, as the laser only works with the bias mirrors. Because of the intensity of
the laser, we use much lower numbers of flashes with a laser excitation than with a traditional
flashlamp. Again, select the "Back" tab when finished to return to the original protocol.
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9. When finished, select the "Start" button at the top of the screen. This will take you through the
optimization wizard. Note: Selecting "Run" will run the assay directly, without optimization. We
recommend optimizing before running the assay.

B wallac En Manager 1.11 - Instrument connected
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10. The Assay Start Wizard will open automatically. Select Next.
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11. Select "Optimize Existing Protocol," then select Next.

B Wallac En¥ision Manager 1.11 - Instrument connected
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13. In this case we only chose to optimize Measurement Height. Check the boxes next to
Measurement Height and Advanced mode then click Next.
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14. Check the "Scan plate for strongest sample" button and click Next.
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15. The Wizard will select a well and optimize focal height. When finished, it will present a graph as
shown below. Select Next, or if needed, move the red line to a suitable spot under the curve where
maximal signal intensity is observed and then click Next.
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16. The Wizard is now completed. Make sure the "Start the assay" box is checked, and click on Finish
to read the plate.
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17. The EnVision® will read the assay plate. During the read, a hot map of the assay wells is shown as
below.
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18. When the assay is finished, find the protocol you prepared under the Navigation tree on the left
side of the screen. Below it there should be a "Results" tab. Clicking on the Results tab will take you
to the screen below. Click on the assay run (in dark blue) to open.
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19. The results tab will open. You can export your data and analyze at this time by clicking the
“Export” button and then filling out the popup window as shown below.
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Results
TR-FRET
Acceptor (nM) Ratio RR Z
5,000 4.930 6.02 0.90
2,500 2.550 3.12 0.85
1,250 1.610 1.96 0.73
625 1.060 1.29 0.03
200 0.820

Table 1. LanthaScreen® TR-FRET testing on the PerkinElmer EnVision®. Data obtained from running the diffusion-based
TR-FRET instrument test available at Life Technologies Instrument Portal (www.lifetechnologies.com/instrumentsetup)
under “Download Terbium assay Application Note.” Ratios obtained, response ratio (RR = ratio at a given high
concentration of acceptor divided by the TR-FRET ratio obtained at 400nM acceptor), and Z’ values at each concentration
are shown.
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