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2] 1, High signal intensity and stability using secreted Metridia luciferase, CHO cells
were plated into 96-well plates and transiently transfected with CMV-driven
constructs encoding non-secreted firefly luciferase, non-secreted Renilla luciferase,
and sequence-optimized secreted Metridia luciferase, 24hr after transfection,
luciferase activity in equivalent sample amounts was analyzed by addition of the
recommended substrate, The signal was measured at different timepoints over a
period of 45 min, (neg = negative control )
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3. At desired time points,
assay luciferase activity
- Transfer media
sample to 96-well plate
- Add substrate
reaction buffer
- Assay luciferase activity Detection by =

in a luminometer luminometer Detection by
luminometer

212, Ready-To-Glow™ Secreted Luciferase Reporter System workflow comparison with other non-secreted Iuciferase reporter systems,
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Dual Secreted Reporter System
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213, Similar secretion kinetics of Metridia secreted luciferase and SEAP enable
accurate comparisons of the relative timing of promoter activity,

Hela cells were plated into 6-well plates and transiently transfected with either
the pMetLuc-Control vector or the pSEAP-Control vector Media samples from
the transfected cells were collected from 3 wells at each time point by
removing enough media to run either the luciferase or the SEAP assay, Each
sample was tested in triplicate, using a white bottom 96-well microtiter plate on
a Turner BioSystems Veritas® Luminometer
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W Retain live cells for other applications
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B HE2AE
% Product TaKaRa Code Size
% 25 T m Si:/:; Ready-To-Glow Secreted 631729 each
S 20 Luciferase pMetLuc Vector Kit
% 12 B Secreted Ready-To-Glow Secreted 631726 100 rxns
T o5 ' :‘L’J'sge"r’;e Luciferase Reporter Assay 631727 500 rxns
0 _ signal 631728 1,000 rxns
-TNF-« +TNF-a  -Forskolin  +Forskolin
Ready-To-Glow Secreted 631730 100 rxns
Time(hr) Luciferase Reporter System 631731 500 rxns
631732 1,000 rxns
] 4, Monitoring activation of two promoters simultaneously., Ready-To-Glow Dual 631734 500 rxns
HEK 293 cells co-transfected with pNFkB-TA-MetLuc and pCRE-SEAP Secreted Reporter Assay
constructs were treated with fresh media alone or with media containing either Ready-To-Glow Dual 631735 4 %20 ug

1,000 ng/ml TNF-a or 10 «M forskolin, Culture supernatant samples were
collected 7 hr later and assayed as in Figure 1, using a BD Monolight™ 3096
Luminometer,

Secreted Reporter Vector Kit

TALONE
Bacterial Expression
and Purification Kits

P Clone, express, and purify—
all with a single Kit

P Based on the well—characterized
PET system
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