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T2l 1, NF «B activation by TNF-«requires proteasomal activity, High levels of Metridia
luciferase signal were only observed in the absence of ALLN and the presence of TNF-a,
When the proteasome is inactivated by ALLN (monitored by increasing levels of
ZsProSensor-1 fluorescence), the NF #B signaling pathway cannot respond effectively to
TNF- a stimulation, ALLN = N-acetyl-leucyHeucyl-norleucinal,

ZsGreen Proteasome Sensor

Living Colors® HEK 293 ZsGreen Proteasome Sensor Cell Line (TaKaRa
Code 631535)2 0|25}H ZIEtst I O 2 proteasome EHM S DL E{ZIE
2= ACH4). 0| QFEH transfected cell line2 proteasome EfZI MAS 74A| 1
Q= wild-type ZsGreen @ CHHAIS J|HloZ BHSO{Zl Proteasome
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12! 2, Requirement for active proteasomes in TNF- e-induced, NF «B-dependent signaling.
Inactive NF «B is sequestered in the cytoplasm by 1«B, |«B must be phosphorylated
uponTNF-«induction (1) and degraded by the proteasome (2) in order for NF B to
translocate to the nucleus and initiate signaling (3). Alternatively, when the proteasome is
inhibited by the peptide ALLN (4), | #B is not degraded and NF «B cannot translocate (5).
The status of the proteasome (active or inactive) can be monitored based on ZsProSensor-1
levels,

Proteasome AEH & NF «B Al SME 2H&h
Proteasome M1} NF «B O|& Al TEo| AR E ohE7| 2/a NF «B
response elementE E &5t Ready-To-Glow secreted Metridia luciferaseS
oIAE 5= 2|EE| HIEIS Proteasome Sensor Cell Linedl| ZA|M o=z
transfectionA|ZiC}, ZsGreen fluorescence= proteasome M-S EX 51|
2|5l A=, Metridia luciferase chemiluminescence= TNF- a & 7}0f|
Ols FE=I NF«BE E6F NF B response element2| MAL &M ZFof| A
2=|ACt. Proteasome Sensor@} Ready-To-Glow assay 25 A0IQ)= M|Z
ollA12] ofMjojo]7| m=2o|, SpectraMax® M5 microplate readerZ 0|235}04




Z2 Mz, 22 wellof|A fluorescence?} chemiluminescenceE SA|0| &8
AL

Transfected cell& proteasome XHA|2l ALLN(BO p#M)0| EXfistALE =22
Qe MEHo|A TNF-2(25 ng/mi)ol| 2l FEAIZICE, ZsGreen &2 A|DE S
0|235}01 proteasome A S ZX5111, 11 5 22 Hof secreted Metridia
luciferase 7|2S &7}5t0f chemiluminescent A| 1S EM61S3Ct,

ALLNO| gl A<= proteasomeo| &M3l=| 11, ZsProSensor-1 HHEiZl0| 2
=SS HEHE 2 28] ZsGreenO| 2HEE|QICH, Proteasome Kisf
M| ALLNO| gi= AMEHOl|A], TNF-a0f] Qlolf F=E MZES| AEMH|A = NF
«B response element7} M 5}z|0 secreted Metridia luciferaseZ | 2484 =| A
52 UE= Metridia luciferase reporter7t A B4 =|QACHE! 1),
SHR|ZEALLN EXHstofl TNF- « 2 7 AIZiSH ZsGreen FZ0| =7 L5
=M, proteasomel| E&M S olo|sl= Zo|Ct TNF- « RE0|E 273110
k2 gj|lo]  Metridia luciferase transcription reporter7t AZEZ|AUCHH, NF
«B7t SO gi3t EX| RIUCHE AS 2I0[EICHAE 1), of2{EH Zat
£ ZTg6lH, TNF- @« 2 RE Z[ASUHO| protasome M2 NF«B o|&

Ao B9l 24012 eI 2)

zz

Proteasome Sensor@} Ready-To-Glow systemS 0|&35}0] A0fU= M|ZEof|
A TNF- 2| 0] oJ8t NF «B2| 2540| proteasome &HA0| HEHS 2H&
e £ QIACHOE! 2), 22 EE 1«B2| phophorylation/dissociation0| NF «B
A2 S 2R3 7L oi7le SISt A2 FHHE|UCE

Spectra Max® M5 ruicroplate reader@} SoftMax® Pro softwareE 0|&5}01
ZsGreen &S =3 50| ZA| Metridia luciferase substrateE 2|50
22 welloflA{ chemiluminescenceE &5t 40| 7ts3iCt o] EX=2 2
2 MZ, 22 4 717|, 22 softwareE 0[2510 Hsiien, 1 &y
proteasome ZHA 1} TNF- «0f| 2|5t NF «B O|& A|T1EZlS SAlof| =X
URACH 2 1),

oAo= CHEE24A(multiplex assay)2 ?lsiAM CIE SF2| |2 tHHAs
ALESIAY MEZE Edlisto] M= CHE luciferaseS AFZRUQUCH, SHAIRE
Metridia luciferase £ M2 257} ZQle 2H[d 2|2E{0]7| =0 0] 2|
EHE 0|Z35}0q fluorescence?} chemiluminescenceE 0|&sh= CHE=410]
7tsstA =RACE, fluorescent@t chemiluminescentE 0|8+ multiplex live

cell assay= S 0fct B4 AJAH LXo| 2R ZE HIUCh

Moty T

A
M

Ready - To - Glow" Secreted Reporter Systems| S

Hozsl

1. Adams, J. (2002) Trends Mol. Med.8 (4 Suppl):S49-S54,

2. Haas, M, etal, (1998) J. Leukocyte Biol 83 (3):395-404,

3. Sun, L, and Carpenter, G, (1998) Oncogene. 16 (16):2095-2102,

4. Proteasome Sensor Vector, (April 2003)Clontechniques XVII (2):14.

5. Matz, M, V, et al, (1999) Nature Biotech 17 (10):969-973, Erratum in Nature
Biotech 17 (12):1227 ,

6. Li, X etal, (1998) J. Biol. Chem, 273 (52):34970-34975,

7. Living Colors® Cell Lines, (April 2004)Clontechniques XVIl (2):14,

8. Measurement of proteasome inhibitionin live cells in Molecular Devices
microplate fluorometers, (2006) SpectraMax Application Note, Molecular
Devices,

9. Ready-To-Glow™ Secreted Luciferase System (July 2006) Clontechniques
XX (2):12-13,

10, Ready-To-Glow™ Dual Secreted Reporter System (October 2006)
Clontechniques XX (3):1,

11, Detection Limit and Linear Range of Ready-To-Glow Secreted Metridia
Luciferase Determined on the Molecular Devices SpectraMax® L, (July
2007) Clontechniques XXl (3):20-21,

12, SpectraMax® M5/M5e multi-detection reader: A five-mode microplate
reader with three-mode cuvette port, Molecular Devices Data Sheet
(2006).

13, SoftMax® Pro software : The industry standard in microplate data analysis,
Molecular Devices Data Sheet (2006),

Vol 42 | Life Science & Biotechnology | 9



EZ! | Ready - To - Glow™ Secreted Reporter Systems

Ready-To-Glow™ Secreted Reporter Systems - FAQs
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2. Transfect host cell line
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protein in the medium

3. At desired time points,

assay luciferase activity
* Transfer media
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reaction buffer substrate
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12! 3. Ready-To-Glow Secreted Luciferase Assay
Frequently Asked Questions
1, Secreted reporter assayE 0| 25= 0| =7
et 2l reporter assay HIZ E3i7t HRSHX|Z secreted reporter 10| wait R, MafHO] HG0| AT 2 HISIS BRSH= Skl
system2 MEE Stz 20| L2 H2T= MO AZI 23S & time-course A18{0| 7453510, reporter assay S0l| 22 MEZ 7} Alslg
5| 2 & 0k O SR8 %S, MZ0| 84 HYo| YOTZ reporter 1 4 Qe

assay 0|0l ME7} AOIICHE AS 20[§iths oot I3ER ME
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2. Secreted reporter assayZ} Bi I2}2E A| 30| W2 0|F=?
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C}. Nonsecreted reporterE AFEE <, MEZLHo| X =|0] M H=7| ofH
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3. Secreted Metridia luciferaseE 2|st A& stH|l= Lol0|0i, Metridia
Luciferase detectiond] = 28t M| 9| X|A2k2 AHn|ol7}?
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12! 4, Limit of detection for recombinant Metridia luciferase protein, The indicated amounts
of recombinant Metridia luciferase (fg/well) were spiked into DMEM containing 10% FBS,
Metridlia luciferase activity was measured in a 96-well format on the SpectraMax® L The limit
of detection was determined to be 2 fg/well (40 fg/ml),

4. Metridia luciferase= DMSO & sfo|AM QHESEI}?
Metridlia luciferase= 2 % DMSO7J}X| QFSI5iCt,
Metridia luciferasel= 37 ‘c Oi|A] Oi QFAISICH 37 COA 72A|12F S K&

st S 2tMs Z=X5H A} Metridia luciferasel] & &£HM0| 85% N LIX|
A= U S Eelsiict,

5. Metridia luciferase 2 assay 756t palteS 7 =7

Ready-To-Glow assayofl= 96-, 384-, 1536- well plates Z5Z 0|&& 5+
CH1,2). 2& chemiuminescent assaysE &t | clear plates= Q1%Ist well A}
0|0f| cross talk At I 20]| ALESHX| 4= Z40| 220, white-walled plates
£ AE3h= Zi0| =Ao|Ct. Clear plates?} white-walled platesS 2+2} 02
5o X5t A1} white-walled platesE 0|235t0{ £t RLUZ0| 3 54l
=7 L}t Black-walled plates® A7}t total RLUZ0| white-
walled plates 2Lt S| LI2CT,

6. Ready-To-Glow assay A}Z g 29

Ready-To-Glow assay= 0 ZIEtst £ICHaZ! 3). MET} Qe platedi|A
HIZ assaygl T UL, HHQF HHRIE MEZR plateZ 74 EXE = UL,
MIZ7} U= platedfM 2E S™E 4= Qo2& i SE%{0|H, HTS(high
throughput) &l&{ol| M &3s}7| &t ),
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7. Ready-To-Glow®} C}Z reporter® multiplex assayZ} 7Fs8t71?
Clontechof|A{= human placental alkaline phosphatase(SEAP)2} Metridia
luciferaseE 0|26t Ready-To-Glow Dual Secreted Reporter Systems 7t
521t (3). YSH= MZ0|| 0] F 7HX| reporterZ cotransfectionAl7| 1, 242t
O] &i=|of 2H|E T U= X=2 Fof 2HEE 5= Ut 0] FIHA| reporter
£ =H|=7| mEoll, ME st siX|oM BiZ T2 RE-S0| 2MS EHS
2= QICt O] A|AEIS 0|251H S=7H2] promoter/response elementS SA|0f|
HAESH oM, £2 & £ 5}Lt2| reporter= transfection 282 |35t
0| 0|Ee & UL,

EE5t Ready-To-Glow system fluorescent reporter 24 20| AF2E = U
Ct Alsiof| 235t reportero]| 2t multimode plate reader= fluorescence,
chemiluminescence, 2= EXT Jlssict Ao Mkst vectors 0|12
5l0q transfectionsto] ZHEHSHA| A2E 4= QUL

8. Ready-To-Glow assay & downstreamof|A{ 0 A& S & 4=
AEof o|SFT METL Aot 47| WEol, 22 MEAM FII=
AS 4= QlCt Kinetic o7 A 7154 U= REM/MalM S 7 &
I, EM/AZE B AE 30|, immunocytochemistry, protein/RNA 241
Of2{71x| ¢i7t0l MEE 5= ULt
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1, Detection Limit and Linear Range of Ready-To-Glow™ Secreted Metridia Luciferase
Determined on the Molecular Devices SpectraMax L, (July 2007) Clontechniques XXII
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=Y Size TaKaRa Code

Proteasome Sensor Vector 20 pg 632425

Living Colors HEK 293 ZsQreen 1vial 631535

Proteasome Sensor Cell Line

Ready-To-Glow Secreted ecach 631729

Luciferase pMetLuc Vector Kit

Ready-To-Glow Secreted 100 rxns 631726

Luciferase Reporter Assay 500 mns 631727
1,000 rxns 631728

Ready-To-Glow Secreted 100 rxns 631730

Luciferase Reporter System' 500 mxns 631731
1,000 rxns 631732

Ready-To-Glow Dual Secreted

Reporter Vector Kit 4x20 19 631735

Ready-To-Glow Dual Secreted 500 s 631734

Reporter Assay

"The Reporter System combines the Reporter Assay and the pMetLuc Vector
Kit components,
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