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Read Cuvette

FI* cuvette & Bl & 0 Bk 53~ {8 0 f& 4R 7 sample #ciE -

MODE

BV ER LCD ¥ %57 8@ 5 transmittance (%T) ~ absorbance (A) ~ relative
fluorescence units (RFU) ¢ relative luminescence units (RLU) -
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;"_-‘ Preferences [ ‘

Reader Seftings manual Export Format

Reader: SpectraMax M3 -
Connection: Com4 hd

[v Include Labels
[ Incluode Filename and Date

-
Port Speed: 9600 - r
-

Template Export Format

(v Tab-delimited Text
[~ Print Document After Read

" XML
[~ Save Data After Read:
AutoSave As Location Hame Suffix  Append J
XML File (.xml) C:\Program Files\Wolecular Devices\Softtax Pro v5.3 Data o1 nfs

Reader : £ # ik B 4|50
Connection : i B~ 32 3
Save DataRead : 4 iE {57 4 - B A B e P B EEFNRE
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8 Untitled 1 E]E'@

v il BasicEndpoint =

w |E| Revision_101 (&) —

PROTOCOL BEVISIOH HISTORY:

w1.0.0: original protocol created (MDC)

wl.0.1: 06/30/05 - Updated, spell checked, & formatted to new style guide.
(D

READER. SUITABILITY:

EMax, WMax, ThermoMax, VersaMax, SpectraMax, SpectraMax Plus, SpectraMax Plus
384, SpectraMax 190, SpectraMax 340PC, SpectraMax 340PC 384, Spectralax M2,
SpectraMax M5

v Bt (2]

Basic Endpoint Protocol

Unfamiliar with SofiMax Pro software ?
If won are new to Softlviax Pro software, we strongly recormended spending time favailisnizing sourself with the
powerfil features by corpleting at least one of the tutorials located in the Tutorials folder.

Protocol Use

se this protocol for endpoint assays that have unknowns that will have concentrations interpolated frorm a
standard curve. odify the instroment setup for the wavelengthis) of interest for your assay. Yo may also
randify the template to include additional standards, umknowns, and controls.

- .,j[l Expi1 @
[ Settings]|[ I Template |[ & Redustion |[EH Display ] (=]

Plate01
1 2 3 4 ] 5] T g 9 10 11 12

Endpoint
Lm1 405

Automix: Off
Calibrate: On

Plate Last Read:
Mo Diata

m o om O 0om =

il BasicEndpaint BT ? 155 f—vfﬁ- s ¥y ;%L)\ Sl ?F 3@_?‘? i Eft? ,555 f"i/ o
v b I RBEERE AN R

v E/Revision 101 ¢ READER SUITABILITY %7 %3 Zkif * iR E o

B R RE Al R FEF R EHI P2 T EREAY
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<, Settings : .? 56; %:Qﬁii'é/{ :—‘i"
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[yl
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o
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=
3
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a
. .o

» % 18R] Kinetic assay p¥ > 7 BLiE ot Blor > #Blicdp & ¢ 0k ) B

R TR I RIEE LR MR s 8.
BN 4 g e o 7 4R Help p <7 Formula Reference Guide :& {7

27 44
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@ Untitled [:| [E|@
&)

hd n.l[l Experiment1

v 22| Noteswt (=]

v (B Plateit |12 Settings| | 1 Template || 32 Reduction || & Display | (=]

Platez1

Endpoint

Fluorescence
Top read

Ex Em Cutoff*
Lm1 485 538 530

*Ato Cutoff

Automi: Off
Calibrate: On
PMT: Auto
Settle Time: Off
‘Wavelength Combination: 1Lm Column Priarity

Readsivel: &

Plate Last Read:
Mo Data

I @ m m O o o =

27 2

¥ j&_Experiment B gzt 5 4c #7e0F Sk %0 B E(S o i B Wl Bwerimentst py v ro
oA

T Notes TP 2 B N TS R &R LT RECFHRFET R

i

&

.
% o

e

& Plate S RI3K o #THR R R 504 o 3% Settings i 17 F S Lo

221 F B¥ 2% Bl(Endpoint) : & ¥ — PP BLenik SRR E o

(1) E# &R

v i # Fluorescence (% %35 &) ~ Absorbance (¥4 &) ~ Luminescence (i & 2 &) ~
Time Resolved (P £ ;% 4 s£)¢2 Florescence Polarization (i #& " 4 k) T &R
o RFHRERL-

% % #% Luminescence » P72 # data e B~ nFE PR IRV K T P epER o

£ # Time Resolved » B ¥ £ % data e B~chdcdout S PP B pr iy fF R o

RERIF 5 Topread (B ) > i * A0 394p i3 R fof i w i etk iB] 5 Gemini EM
3 ¥k &R # i % & Read From Bottom i 58 % 4= § > B] ik % B 72 % Bottom Read
(B )RIFE = 5% o g YRR mYe chi B o
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D SpectraMax M5 Settings @ B SpectraMax M5 Settings @
; o b
L4
Endpoint] ul Well Sean
Settings
il i — [Fesamese
Luminescence Time Resolved
Integration:500 Delay: 20!
Top read ;
Wavelengths " Fluorescence (RFUs) e " Fluorescence (RFUs)
E ngth
A’: " Absorbance (ODs) ExEmAuto Cutoff On " Absorbance (ODs)
Sera 360610610
seR“:.dn 1 @ [Luminescence (RLUs) Itegraton: (300 s € Luminescence (RLUS) [200_+]
gs: Integ Delay: s
: Readings: 100 & Time Resolved (RFU [
PMT: Auto C Time Resolved (RFUs) el e Resoted (FUS)  ryegpation: (1000 w] s
Automix
2 " Fluorescence Polarization (RFUs) Automix " Fluorescence Polarization (RFUS)
Before: Off e
Calibraty 2
A‘:: e AutoCalibrate
I™ Read From Bottom on I™ Read From Bottom
Assay Plate Type =
95 Well Standard (@ Top read with a 96- or 384-well microplate requires plate Assay Plate Type (@ Top read with a 96- or 384-well microplate requires plate
adapter
adapter. 96 Well Standard
Wells To Read o
ire plate:
Salenly Read entire plate
Settling Time. v P o

o =

(2) Wavelengths :

Absorbance # 2 1 jp] 6 % Wavelengths ; Fluorescence ~ Luminescence ~ Time Resolved

£ Florescence Polarization = f&p| 3 #5357 £ & 4 % Wavelengths - (Wavelenghts

S VBRI HRT Rp fﬂi%] » B i)

(@) ¥+>* Absorbance &9 % 3 Fk =T Gk K o

(b) #>* Fluorescence ~ Time Resolved ¥ Florescence Polarization » &% %% *7 % £ &
ok AoE sk £ - Cutoff — 41 5 p #(Auto) o

(c) #>* Luminescence #i-3% > — 4@ % All o § o PFi& R4 ok — & 14 B3 L ehpF iz
T AR RRIA & o

EEMEEROBRLF -8-
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(a) Abs b) FI, TRF and FP

B SpectraMax M5 Seftings [X] | ® spectraMux M5 Settings 3
E | P i b B LT B
% i— I— +++ ;; Ty | [AALL 4+
> Kinetic | Spectrum| Well Scan| Endpoint|  Kinetic | Spectrum| WellSoan
Settings Settings
Read Mode i‘ [ wavetengins v Read Mode | [wavelengths ,_
Absorbance Fluorescence -
Wavelengths: Top read Wavelengths [4 v | b=
260260405450430650 [ —
PathCheck wnt:peo (7] ExEmAuto Cutoff On Excitation Emission ¥ auto Cutoft
Lm2Z D50 320405325 Lmi [+
- W@ e o B e B
Automix & Blanking wnafhos  [v] 444555550 w2 bz (] beo (7]
Betore: Off [ 544550560
Pre-Read Plate: Off L ;‘Sﬂ = Sensitivity L hae [2) Bss (2]
AutoCalibrate s [7] Readings: 100 e bt [¥] ko [¥]
on = | PMT: High
Assay Plate Type Automix
Before: Oft
96 Ve Standerd
Wells To Read LB 0D
Read ertire plate on
Carriage Speed He Ao
i 96 el Standard
Settling Time - i)
5 =
G | cea |
B SpectraMax M5 Settings X
; B E o
4
Endpoint| ‘Well Scan|
Settings
Read Mods =] [Wavctenatna B
Luminescence
IntegrationS00
g e [ o
| Wavetengths | Emission
Em Lmi:
e v
320 Lm2 f30
o = o
Al L3 her (]
Sensitivity Lot NN 30
Readings: 1
s b
Automix &
Before: Off =
AutoCalibrate e
on
Assay Plate Type
96 Wel Standard
Weils To Read -
ca |

(3) Sensitivity :

Readings = # 7' Pl St #c > T 5 Bt #c o - k% A Normal (95 6=x) > 4rF {
AFE o RV % F R Precise 35 & o

PMT settings » AutoPMT> T * ii#l345 7 ¥ LB R p $ 3 & T RPN 5LH
fe i o RSB KB AR B T T AP fehdp $ 3 % % & (RFUS) © - i
* Automatic > ¥ &9 % 7 FiE & High - Medium ~ Low -

# SpectraMax GEMINI EM Seffings B

Settings
Read Mode il [sensitiviey

Fluorescence
T Readings:
'Wavelengths
ExEmauto Cutoff On Fast Mormal  Preciss
485538530
Readings: 6 PMT Sensitivity
PMT. Auto
Automix
Befare: Off
AutoCalibrate
on
Assay Plate Type
96 Well Standard cirbtm
'Wells To Read
Read ertire plate
Column Wavelength Priority

Calurmn Priarty. ~

EEMEEROBRLF -9-
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*PathCheck :

2 ek = v L4k PathCheck® » 41 # 900 #2 998 nm & £ p| BB /2 £ & > 7 p
B AR HOD B S lemtd F LT OD v g >t ¢ B kR
LARGEL o ¥ AT R R k0 R R E ek R
MR B RIERN o

B Spectrabax 190 Settings X
1= M
Endpoint Kinetic Spectrum
Settings
Wavelengths J |PathCheck
430

Pancnecs R

Plate background constant(s):

u] IV Plate background constants (in OCY
Automix & Blanking

Befare: Off . E

Pre-Read Plate: Off Lmi:
AutoCalibrate

on

@ Mote: You can pre-read the plate instead of using

Strips backaround constants.

Read entire plate

Column Wavelength Priority
Column Priority

AutoRead
Off

Cancel | 0K |

(4) Automix :
MELZRHE EFRT > PRV EH0-999 F) o

B SpectraMax GEMINI EM Settings

1 = 1 7 o
i p = W e o e
Endpaint Kinetic Spectrum| ‘wellScan

Settings

Read Mode - ‘ Automix
Fluorescence

Top readd
Wavelengths

ExEmAuto Cutoft On ¥ Before First Read H sacsh
435538530

Sensitivity
Readings: B
PMT. Auto

Before: 3 secs

X

Automix

AutoCalibrate
on
Assay Plate Type
96 Vel Standard clrbtm
Wells To Read
Read ertire plate
Column Wavelength Priority
Calutnn Priority hd |

o

TEMEEROBERLF -10-
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(5) Autocalibrate :

TELRF A BRDE R RZEE- ZE® On !

B SpectraMax GEMINI EM Settings

L

Kinetic Spectrum

b

=
e
Well Scan

Er\dpnlm

X

Settings

Read Mode

ﬂ [Awtocatibrate

Fluorescence
Top read

Wavelengths

ExEmAuta Cutaff On
435538530

Sensitivity
Readings: 6
PMT: Auto
Automix
Before: 5 zecs
[autocabrae ]
on
Assay Plate Type
96 vell Standard clrbtm
Wells To Read
Read erfire plate
Column Wavelength Priority

Colutnn Priority hd |

¥ sutoCaliorate <

o | [0 ]

(6) Assay Plate Type :
2R %G EH 6-384 3 iR E

A ] £ 963t 384 3t R 4
6~48 3 B4 o p e S B

B SpectraMax GEMINI EM Settings

i G ]1 4
4 b
Kinetic | Specteum| Vell Scan)

&3]
|

P o (BRE N 22 A RO ot 2N e

a

Settings
[Read Mode ﬂ [Assay Plate Type
Fhaorescence
dopren) Assay Plate
ExEmAuto Cutoft On 3%
S 95 Wel Standard opacue
Sensitivity 96 Well Greiner bikickbtm
Readings: 6 96 Wel Greiner cloar
PRl 96 Well Costar biickbtm
| Automix 86 Well Costar clear
e Wt et
[t 96 SpectraTest FL1
on 96 Corning Half Area fist btm
96 BO FluoroBiok M Insert
96 Wel Standard cibtm 95 Wel MOC HE PS5
Wells To Read 96 Corring Haif Area fiat ok btm
Reod ente plote 334 well plates
Column Wavelength Priority
Columi Priocty v

om | [ ]

T AR

FETTEIRRIRT R R R KT B

&

A

F i

TEMEEROBERLF
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(7) Wells to Read :
EHE PR R > F 2R AT FRE R & o 7 ¥R Template 3k 2% # 35 R)
PRI BRI FAR) R F AP RARE -

_n SpectraMax GEMINI EM Settings &l
E( 1 7 L
g s Lo
Endpoint Kinetic Spectrum| Well Scan
Settings
Read Mode 2| [wells To Read
Fluorezcence
VepUEEt] 12 3 4 5 5 7 & 3 10 11 12
Wavelengths "
ExEmauto Cutoff On
485538530 B
Sensitivity c
Readings: B
PMIT: &uto D
Automix E

Before: S secs

E
AutoCalibrate

on B
Assay Plate Type H

96 el Standard clrbtm

Wells To Read

Read area C4 - FT
Column Wavelength Priority
Column Priority hd ‘

G

(8) Setting time
i * > Florescence Polarization » 2% z_well 22 well z_ ¥ 3 B~pF fFF ezt 4 > @ well
poersample & 25 & # o

¥ SpectraMax M5 Settings @

¢ s
e +4++
b Kinetic Spectrum)| Well Scan

Settings

320405325 _ﬂ | Settling Time
355460455

e W _Setting Time <=
SR Duration:  fioo ms
Readings: 100
PMT: High
Automix
Before: Off
AutoCalibrate _
Oon
Assay Plate Type
96 Well Standard cirbtm
Wells To Read
Read entire plate
Delay: 100 ms
Column Wavelength Priority
Column Priority ﬂ

co

TEMEEROBERLF -12-
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(9) Column Wavelength Priority :
* A5 i //j»'fx

F SRl P i 5% o Column Priority £ 4y & 34 (5 7))l 3

1.+_
25 BAEBESINIT - BEFRE - Wavelength Priority 4 #75 Rl 3¢ LRI
i

- BAE > RBFET BRAE TP -

B SpectraMax GEMINI EM Settings

e o
e | | | +4+ 4+
Endpaint Klneuc Spectrum Well Scan

(X)

Settings

TR SO T T

485535530 ﬂ | Column Wavelength Priority

Sensitivity

Readings: &

PMT: Auto
Automix

Before: 5 secs
AutoCalibrate

On
Assay Plate Type

96 el Standard clrbtm
Wells To Read

Read area C4 - F7
Coturmn wavetengin priorny —

Colurmn Priotity
Carriage Speed

Mormal

AutoRead
Ot -

&+ Column Priority

" wwigvelength Priority

o | o]

(10) Carriage Speed :

WA EREEE M ERE > - SRR normal e

A EF o PIE#E slow -

;':‘ SpeciraMax GEMINI EM Settings

£ i
Endpoint Klnetlc 5';3'é'&§é'b'm we||5can

TR MI - YRR

5

Settings

TR ST
435538530 ﬂ |CarriageS|leed

Sensitivity

Readings: &

PMT: Auto
Automix

Betfore: 5 secs
AutoCalibrate

on
Assay Plate Type

96 Well Standard clrbtm
‘Wells To Read

Read area C4 -F7
Column Wavelength Priority

Column Priority

Carriage Speed

Mormal

AutoRead
Off -

& Normal

O Slow

| [0

S AR VL A

TEMEEROBERLF
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(11) AutoRead :

- RS off KA ON AR HBRFLEESEERY BT
#epFiE > & PFIR T 2 Experiment BF o - BACE P JRE TR R SR
go?w%%ﬁ&iﬁﬁﬁm%@o

A& | #_Experiment 2% New Plate » ¥ 1 3% T_% 28 4 chk ipl o

@ Untitled @@l@ B SpectraMax GEMINI EM Settings @
ST = BT G B CIrm e 1 1S
Plate=1 | Kinetia}ili S pectrum XLS‘J
4 5 6 7
Endipoint Settings
Fluorescence 485538530 Al [Aworead R
c Top read Sensitivity
o Ex Em Cutoff* w; 6 I AutoRess
Auto =
€ At i Doy 7 secs
"Alto Cutoft
F = s Before: § secs
utomic
Calibrate: On AutoCalibi ate
PMT. Auto o0
Colurn Priorty Assay Plate Type
Wavelength Combination: L1 C. Speed: Normal 96 Wel Standard cittm
Readsivelt 6 Wells To Read
Plate Last Read Read area C4 - F7
No Data Column Wavelength Priority
Column Priorty
Carriage Speed
v [ pter> < Settings|| £ Template || 35 Reduction | @ROWPI| |84 ] | & st
AutoRead j
Plates2 -
4 5 8 1
Endpoint
Pharescence _Cootl |
c Top read
Ex Em Cutoff*
0 Lm1 485 538 530
= SRS O
& Automix: Once
Caliorate: On
PMT: Auto
Colurn Priorty
Wavelength Combination: Lm1 C. Speed: Normal
Readsivell 6
Plate Last Read:
No Data

222 $4 BHp(Kinetic) : # 52 PR 2 BLE 7R -

21 F i BEMGRIAR L o B5 4 B Rl HE R A 2 838 % 4 Timing - % % Timing i
g Pl Rl S8k Y ¢ 7 3 Runtime WA RIS & PR Y 2 Interval & iR
WEh2 PR IE o R EBY &0 BAROZRIET MRFRFE OB i o ok
2=l ol SR SR g dr 3p AL Kinstic intervaltoo short g\ (L No calibration between reads mg% o Fx | IR
PR Bt - SR R R PRI S 0 B e

2.2.3 & 4 #RI(Spectrum) : &A@ K 5 B R EFTRIH -

B F kgt plAp vt > Wavelengths sk &5 #7 % %) o

(1) Absorbance £ Luminescence :

f start fe stop ez # ¢ 2 WEE O~ Ao b Bl A R o FRIF AR o fostep g P

B RIE R B endh JE 0 Bl & 1nm AT e

(2) Fluorescence £ Time Resolved :

(a) T %% 5k £ (Emission)# 45 % i £ (Excitation) » 4 ik jgsF sk £ & JF ] 4 B 2
CER S

(b) A Tgrs i & (Excitation)4F 45 2 44 & (Emission) » 4243 84 £ 2 7 % 20 B F
22 ) S M

SEMLEROGERLA -14 -
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224 H3v 5 s R|(Well Scan) @ # 34 4k 53k 2RI 5 B gL ¥ &R
HBcE o

Bk sk BRI 4R v o S 4 3 40 Well Scan Editor 53k %oiE ¢ 18 & F FiE 4% Pattern

22 Density o S % BB S KR R R 4 o

—

3§ % 3o

2R aggag,ﬁm ¥~ ¥ jE_Protocols f BRE R P Z 2R RR E 0 &G AR
B Bz 14T BAIET Y 03 L Rpprigt e

2.3 HRIEER T
& Plate p > 4 Template i& 7“7 # &4 23K Z o

B Fxperiments1: Plate$1 X
egmge
smepC 7] s |
_ sy |
Layout
(s | _cis |
Pt Cuon | o
2.3.1 &k Z_Blank :
4 Laj OUt & iF Br 5 S dR £/ T » £ »* Groups 2ki% Blank > & %3+ Groups 2ki%
Blank » £ BLiE 51 o tB et = ;%_ %gﬁc Assign > ShiEdFihi= % B € 7 ¢ F - Blank

;;3;% B PIH i el % 0BT S 40k Blank T 5 i % o

2.3.2 % Z4%# 5(Standards) % 4p BB w A
BF - ke wERBR OB SR ERE S REEEE B GBEONKT
% » £ Groups BEiE New...+ié8 IR T G 4L T o

B Gronp Seitings le

Mame: |Gr0up01

IV Sample Descriptor

F oncentration
unitsiml El

Column Format: [l v B

Tnknowns[Dilotion]

TEMEEROBERLF -15-
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¥ _Name % & ¢ 4 » 4 Column Format i% ®~ Standards > % P~ {5 4 OK -
m!:vlﬁ Groups p =7 Series » VI AR T o

B Series ri_(‘

Start From: First Sample: |Gr01
8 & [ Sampls Descriptor
ﬁ " Bottom -

Concentration
2893 O Left
Units: junitsiml El
[
£ Right Starting value'ﬁ
‘l

Re;:nl\catees:’T stepby [/

o

Start from ¢ Top - Bottom ~ Left £ Right # 7+ % &4k %870 B > & 42450 o
Replicates % 7+ & 5 > €47 -

First Sample: Gr01 # -+ 4244k &% 5 GrOl> 2 {& i B 5 Gr02~Gr03...- 9 & Sample
Descriptor - f%_Units W} B~ & ¢k & ¥ = - Starting value # 77 A2 454 5eik A -
T AN E O g el o Step by £ 7 0 A e kR HR 0 K[WER +-
— vk [t E O iiE o

ﬁia?] » % = {4 » Plate p & Standards «#c i@ p iﬁ;}r% Blank crficie > e pr™ 2 2 ¢ )
I Groug WoHr REFTHEREAR 2RSS -FEAFAFTRDEHE > » LR RE
For R ER CICECE S WRESTHURE - EREFRLIERE Gl A o B
FE TR AR BBESNIRT G ART o

# Column Formula Editor X

Marme: Mz

Formula

Decimal Places: b_

Verify Comcel | x|

- Em Group01 Max: Max(Values)
Groupm (@/mi)
Sample |Conce s Values MearValue Sid.Dev. CV
Gro1 i )] ERNCE
Gri2 4 ¢ 2 21
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