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Luciferase/(N tethering assays 

Contributors: M Gama-Carvalho

Vectors used in this assay:

pCINeo-RLuc (stock #79)

pCINeo-RLuc-5BoxB (stock #78)

pEGFP-N3-Fluc (stock #80)

pCiNeo-lambdaN (stock #15)

Gift from E. Izaurralde, ref: Behm-Ansmant, I., Rehwinkel, J., Doerks, T., Stark, A., Bork, P., & Izaurralde, E. (2006). mRNA degradation by miRNAs and GW182 requires both CCR4:NOT deadenylase and DCP1:DCP2 decapping complexes. Genes & development, 20(14), 1885–1898. doi:10.1101/gad.1424106

pCINeo-lambdaN-U2AF65 (stock #?)

I. Cell culture

Luciferase readings are performed on 96 well plates. 

For WB/RT-PCR assays, transfection of 6 well plates is recommended.

Protocol optimized for HEK293 cells using the Fermentas Turbofect transfection reagent:

Plate cells the day before the transfection assay at 2x104/well in 200µl of medium (1x105cells/ml).

II. Transfection

II.I Vector mix

Mix per well:

10ng of renilla vector

10ng of luciferase vector

180ng of expression vector

- total: 200ng in 1µl

Dilute the renilla and luciferase vector stocks to 200ng/µl (20x stock).

Prepare a mix of the following vector combinations (should prepare enough for all replicate assays that need to be performed to reduce variability).

Control 1: RLuc+GFPLuc+(N
Control 2: RLuc+GFPLuc+(N-U2AF65
Experiment 1: RLuc-5BoxB+GFPLuc+(N
Experiment 1: RLuc-5BoxB+GFPLuc+(N-U2AF65
II.II Transfection mix

Conditions per well (96 well plate):

1µl/200ng vector mix

20µl Optimem

0.3µl Turbofect

Prepare a mix for transfecting 3 replicate wells by combining 4µl of vector mix with 80µl of Optimem. Vortex and add 1.2µl of turbofect. 

Incubate 20min at rt and add 20µl of the mix per well x 3 wells. 

Shake the plate for thorough mixing.

Transfection of cells grown in 1.5ml in a 6 well plate can be performed by using 7.5µl/1500ng of vector mix + 150µl of Optimem + 1.5µl of Turbofect.

III. Read-outs

III.I Promega DualGlo luciferase assay
Update
Analyze results by normalizing the Rluc readout to GFP-luc levels.
III.II RT-PCR
Update

III.III Western-blot
Update

Original protocol date: March 2010

Last protocol update: October 2012
